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even under nonlinear conditions (200 mg/kg) (Fig. 4). These
results suggest that the PBPK model constructed in this study
is appropriate for describing the pharmacokinetics of pravasta-
tin in rats.

The kinetic parameters PS, , PS, and PS,;,. were also
determined in vitro using rat hepatocytes and CMVs to ob-
tain the relevant SFs (Table 2). The corresponding parame-
ters were also determined using human cryopreserved hepa-
tocytes and CMVs. These parameters were extrapolated in
vivo using the SFs determined in rats. Because there is no
evidence that active transport mechanisms are involved in
the sinusoidal efflux of pravastatin, the clearance corre-
sponding to the nonsaturable component (PS;;) of the uptake
was used as the clearance for sinusoidal efflux. Unlike the rat
liver S9 fractions, pravastatin was not metabolized in the
human liver S9 fractions. Therefore, the metabolic clearance
was set to zero in humans. Using the human parameters,

10
=
2
s 1
g
=
g 0.1
c
o
(5]
g 0.01 - ®
n
8
o
0-001 L] L] Ll Ll L] 1
0 30 60 90 120 150 180
Time (min)

Fig. 6. Predicted and observed plasma concentration profiles for prava-
statin in humans. Closed and open symbols, reported plasma concentra-
tions after intravenous (9.9 mg) and oral (19.2 mg) administration, re-
spectively (Singhvi et al., 1990). Solid lines, simulated values using the
parameters shown in Tables 1 and 2.

simulated plasma concentration-time profiles of pravastatin
after the intravenous and oral administration were fairly
close to the observed data for humans (Fig. 6), showing that
the predicted value was not far from the true value. It should
be noted that the sinusoidal efflux clearance (passive diffu-
sion clearance) was lower than the intrinsic biliary clearance
with regard to the liver concentration, indicating that the
hepatobiliary transport of pravastatin is likely uptake lim-
ited and that the hepatic intrinsic clearance can be approxi-
mated to PS, ;(Shitara et al., 2006a). Therefore, even though
the predictability of the absolute values for biliary and sinu-
soidal efflux clearance is low, the simulated results will be
close to the observed data as far as the uptake clearance is
correctly predicted. To validate the predictability of those
clearances, the liver concentrations must be determined in
humans, which should be possible with imaging technologies
such as positron emission tomography, single-photon emis-
sion computed tomography, and magnetic resonance imag-
ing. Ghibellini et al. (2007) recently developed a methodology
for the real-time measurement of the biliary excretion pro-
files of drugs in humans using a gamma scintigraphy tech-
nique. Further efforts are required to use such in vivo imag-
ing technologies to increase the predictability of these
pharmacokinetic parameters.

To date, clinical studies have demonstrated that the ge-
netic variations of OATP1B1 and drug-drug interactions in-
volving OATP1B1 are associated with interindividual differ-
ences in the systemic exposure of pravastatin and other
substrate drugs (Nishizato et al., 2003; Maeda et al., 2006;
Niemi et al., 2006; Shitara and Sugiyama, 2006b). Because
the pharmacological target of pravastatin is inside the cell,
the liver exposure is a critical factor for its pharmacological
activities. Based on the pharmacokinetic concepts, the AUC
in the liver concentration is governed only by the sequestra-
tion clearance from the liver as far as the renal elimination is
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Fig. 7. Effects of changes in transporter activity on the time profiles of plasma and liver (target organ) concentrations of pravastatin in humans.
Plasma and liver concentrations after oral administration (40 mg) were simulated using the PBPK model with varying hepatic transport activities over

a 1/3- to 3-fold range of the initial values shown in Table 1. (

negligible and is independent of the change in uptake clear-
ance (eq. A4) (see Appendix II). When renal clearance makes
a significant contribution, the changes in hepatic uptake
activity can affect both the liver and the plasma AUC (Fig. 9;
Appendix II). Actually, the renal elimination of pravastatin
makes a significant contribution to the total body clearance
(47% of the total body clearance) (Singhvi et al., 1990). There-
fore, it is possible that the liver concentrations of pravastatin
are affected to some extent also by the changes in the hepatic
uptake activity. To support this concept, a simulation was
performed with different uptake clearances (Fig. 7). Changes
in the hepatic uptake clearance had a great impact on the
plasma concentrations of pravastatin but less impact on the
liver concentrations. In accordance, the effects of the genetic
polymorphisms of OATP1B1 on the cholesterol-lowering ef-
fects of pravastatin will be small or absent at least at steady
state (in other words, after relatively long-term treatment).
The alteration of pharmacological effect of pravastatin with
its chronic administration has not been observed in subjects
with OATP1B1 polymorphisms although alteration of inhib-
itory effect of HMG CoA reductase activities in short-term
treatments was reported (Takane et al., 2006; Kivisto and
Niemi, 2007; Zhang et al., 2007). In contrast, changes in the

TABLE 3

Changes in the AUC (percentage of the control) for plasma and liver
concentrations of pravastatin after its oral administration when the
transporter function changes

Chﬂnge in Psinf Psbile Psﬂif

Clearance Plasma Liver Plasma Liver Plasma Liver
X1 100 100 100 100 100 100
x1/3 271 68 143 255 83 103
X3 14 115 84 38 146 92

, initial; — — —, X1/3; - -« -

", X3)

intrinsic canalicular efflux activity should dramatically af-
fect the liver concentration of pravastatin, whereas the
plasma concentration is not affected as much by changes in
the intrinsic biliary clearance (Fig. 7). Because the biliary
excretion of pravastatin is mainly mediated by MRP2, the
factors affecting MRP2 function, such as the use of MRP2
inhibitors or the genetic mutations causing Dubin-Johnson
syndrome, will affect the pharmacological action of pravasta-
tin. Furthermore, changes in the sinusoidal efflux clearance
had only a slight impact on both the plasma and the liver
concentrations. This is because, even under these conditions,
the uptake process is still the rate-limiting process. Although
the predictability of the sinusoidal efflux clearance remains
unknown, changes within this range will not affect the sim-
ulated results.

One of the serious adverse effects of statins is myopathy
(rhabdomyolysis). Because its target organ is the skeletal
muscle, the systemic exposure should be the determinant
factor of this adverse effect. The sensitivity analyses showed
that the changes in the hepatic uptake clearance had a great
impact on the systemic exposure of pravastatin, whereas
those in the canalicular efflux had a minimal impact (Fig. 7).
The results suggest that patients with an impaired OATP1B1
might be more susceptible to pravastatin-induced myopathy
than those with normal one. Morimoto et al. (2004) reported
that the frequency of the OATP1B1*15 haplotype was signifi-
cantly higher in patients who experienced myopathy after re-
ceiving pravastatin or atorvastatin (which is also an OATP1B1
substrate) than in patients without myopathy, and a genome-
wide study elucidated that the variants in OATP1B1 are
strongly associated with an increased risk of simvastatin-in-
duced myopathy (Link et al., 2008).
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Fig. 8. Simple model to analyze the effects of changes in hepatic uptake
activity and intrinsic clearance on blood and liver concentrations. Indi-
cated are the hepatic blood flow (@,), renal clearance (CL,), volume (V),
concentration (C), unbound fraction (f), hepatic uptake clearance (PS,,,),
sinusoidal efflux clearance (PS,), intrinsic clearance (CL,,,), blood (b),
inlet (i), and liver (h).

In the present study, a PBPK model, including transporter-
mediated membrane transport processes, was constructed,
which allows the prediction of the pharmacokinetics of prava-
statin in humans. It also extends our understanding of the
effects of changes in the transport processes on the pharmaco-
logical and adverse effects of drugs by simulating the exposure
of the systemic circulation and tissues to them. The present
study suggests that changes in the OATP1B1 activities may
have a small and a large impact on the therapeutic efficacy and
side effect (myopathy) of pravastatin, respectively, whereas
those in the MRP2 activities may have opposite impacts (i.e., a
large and a small impact on the therapeutic efficacy and side
effect).

Appendix I: Differential Mass Balance
Equations for the PBPK Model

Nomenclature

General. @, blood flow rate; V, tissue weight; C, pravasta-
tin concentration; K, tissue/blood partition coefficient; fy,
blood unbound fraction; fr, tissue unbound fraction; V,,, max-
imum transport velocity; K, ,, half-saturation concentration
for transport; CLg, renal clearance; PS, , intrinsic hepatic
uptake clearance; PS,;, passive diffusion clearance on the
sinusoidal membrane; PS,;., intrinsic biliary clearance;
CL,,.., intrinsic metabolic clearance; Fa, fraction absorbed;
k,, absorption rate constant.

Subscripts. B, blood; LU, lung; BR, brain; MU, muscle; R,
kidney; GI, gastrointestinal tract; H, liver; HE, liver extra-
cellular space; inf, influx; met, metabolism.

Model Equations

Hepatic uptake, biliary excretion, and metabolic clear-
ances in humans were linear parameters.
Blood pool:

Ve(dCgdt) = Quu(Cru/Ky1u
Lung:
Vin(dCru/dt) = QprCrr/Kppr + @uuCru/Komu + QeCr/Kor
+ QuCrrs — QuuCLv/KpLy

— Cp) — CLgCp

Brain, muscle, kidney:
Vi(dCi/dt) = @(Cs — C/K,)
Liver 1 to 5:
(1) rat (Vig/5XdCpsi/dt) = (Vi iue/5)fsCrii/ Kimint + f6Cries)
+ (PSui/5)fsCumi — (PSaie/5)1Cri — (Vepite/5)frCoail
Kopie T 1Cm) ~ (Vi met/S)frCrii/ (K met + f1Cr)
(2) human (Vy/5)(dCyi/dt) = (PS;n¢5)f5Caz:
| + (PSuf5)sCum — (PSud5)iCa
— (PSyu5)frCri — (CLune/5)f1Cri
Liver extracellular compartment 1:
(1) rat (Vg /5XdCug,/dt) = Qu(Cs — Cpgy)
= (Va,ine/5)fsCrid Kmjing + fCrEi)
— (PS4/5)feCur: + (PSaie/5)frCl
(2) human (Vie)/5)(dCrer/dt) = Qu(Cs — Cumi)
— (PSiue/5)fsChEi — (PSue/5)sChm:i
+ (PSge/5)frCri + kFXar
Liver extracellular compartments 2 to 5:
(1) rat (Vyg:/5XdCypi/dt) = Qu(Crr-1) — Curi)
= (Vaint/5)fpCried (Kumjing + faCriei)
— (PS4ie/5)fsCurs + (PSyir/5)2Chy
(2) human (Vyg/5XdCyr:/dt) = Qq (Crri-1 — Com)
— (PSyue/5)fsCuri — (PSuie/5)Curs + (PSgie/5)f1Cri
Bile or gastrointestinal tract:
(1) rat Xppe = Z(Va bt/ 5)frCril K pite + frCim))
(2) human X = Z(PSy,/5)f1Cr — (kFa)Xg

Appendix II: Effect of Renal Clearance on the
Impact of the Change in the Uptake
Clearance on the AUC of the Plasma

and Liver

@, and CL, represent the hepatic blood flow and renal
clearance, respectively. PS, ,, PS_, and CL,, are hepatic
uptake, sinusoidal efflux, and intrinsic sequestration clear-
ances, respectively. V and C represent volume and concen-
tration, respectively. Subscripts b, i, and h represent blood,
inlet, and liver, respectively. Mass balance differential equa-
tions for each compartment in the simple model shown in Fig.
8 are as follows:

dC,
Vb"R: Qu(C; — Cy) —CL, - G

dc;
Virgp = @(Co = C) ~ /3" PSsr- Ci + f5 - PSg- Cyy
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Fig. 9. Effects of renal clearance on the impact of changes in hepatic uptake and intrinsic sequestration clearances on the AUC of pravastatin in the
blood and liver. Relative AUC (100% as the initial value) were estimated by varying the uptake and intrinsic sequestration clearances over a 0.1- to

10-fold range of the initial value when the renal clearance was 0 (—), 4 (——-), and 16 (- - - - - - ) ml/min/kg.
dC, is maximal, that is, the renal blood flow (Q,), eq. A2 can be
Vi T fo - PSine* Ci — fo* (PSeg + CLin) - Gy converted to:

Integrating these equations gives:

Dose PS;¢-CLy,; CL.+@, N CL,

£, -AUC, PSg+CL., Q. f faL)
Dose @n-CL, PS.g+ CLiy
fh‘AUCh - CLint * Cl-lr * Qh ) fb N PSlnf (A2)

where AUC, and AUC,, represent the area under the concen-
tration-time curve for the blood and liver, respectively. Sub-
stituting CLy = 0 yields:

Dose —PS CL;,, A3
7o-AUC, ~ """ PS4 CLy, A%
Dose —cL A
fAUG, - Clan (A4)

Equations A3 and A4 indicate that AUC,, depends only on
CL;,, when the renal clearance is negligible. In contrast,
AUG, is inversely proportional to PS, .. If the renal clearance

Dose PSes + CLin
fi-AUC, CLn+@Q- o PSur (A5)
where
Qh . Qr
Q - Qr + Qh =5

When the hepatic uptake is the rate-limiting process, so
CL;,,, > PS ¢, eq. A5 can be converted to:

Dose CLyy ) (A6)

R =306, " CI“"“(I *Q rPs,

In accordance, the R value can be higher than CL,,, by up
to Q X CL;, /(f, X PS;.o. Figure 9 shows the effects of renal
clearance on the impact of the changes in hepatic uptake and
intrinsic sequestration clearance on the AUC of pravastatin
in the plasma and liver. A simulation was performed using
egs. Al and A2 and the parameters shown in Tables 1 and 2,

= 44 =

6002 '@ Auenige uo sseody-IMM ofonyebon N ofjol (Q) e 610'sjewinofjedsejed| woy pepeojumoq



aSpet’ PHARMACOLOGY AND EXPERIMENTAL THERAPEUTICS jlgs}

662 Watanabe et al.

when the renal clearance was 0, 4 (one quarter of the renal
blood flow), and 16 (the renal blood flow) mI/min/kg b.wt.
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ABSTRACT

P-glycoprotein, encoded by the MDR1 gene, is a drug efflux transporter that is expressed in various tissues
and plays an important role in the absorption and elimination of many drugs and xenobiotics. Induction
of the MDR1 gene affects drug disposition and the efficacy of drug treatment. In this study, we demon-
strated that the thyroid hormone receptor (TR) induces MDR1 gene expression in a thyroid hormone
(TH)-dependent manner. The 5’-upstream region of the human MDR1 gene was examined for the pres-
ence of TH-responsive elements. Luciferase-reporter gene assays revealed that the TH response region
is located between —7.9 and —7.8 kb upstream from the transcription start site of MDR1. The region con-
tains two TH response clusters, one of which includes a direct repeat with a three-nucleotide spacer
(DR3) and a four-nucleotide spacer DR4(I), and the other of which includes two DR4s (II and III). Mutation
analyses indicated that every direct repeat has a unique contribution to the TH response. In particular,
DR4(1) was shown to be the most important element. Chromatin immunoprecipitation assays revealed
that TR and retinoid X receptor (RXR) bind to the TH response region, and gel mobility shift assays con-
firmed that one molecule of TR/RXR heterodimer binds to each of the clusters in this region, with pref-
erential binding to the upstream one. We furthermore demonstrated that two molecules of TR/RXR
could bind simultaneously to the TH response region. The order of binding affinity to the direct repeats
was DR4(1) > DR4(II) > DR4(III) ~ DR3. Our results indicate that these two closely spaced TR/RXR-binding

clusters are both required for the maximal induction of MDR1 gene expression mediated by TR.

© 2008 Elsevier Inc. All rights reserved.

The MDR1 (ABCB1) gene plays an important role in pharmacoki-
netics through the expression of efflux pump P-glycoprotein
(P-gp)', which has a broad substrate specificity and tissue-specific
distribution. P-gp is expressed at high levels on the apical/luminal
surface of barrier (blood-brain barrier, intestine, placenta, blood-
testis, and blood-ovarian barriers) and excretory (liver, kidney, adre-
nal gland) tissues, suggesting that P-gp can limit the cellular uptake
of drugs into the brain, testis, fetus, and enterocytes and can elimi-
nate drugs into the bile, urine, and intestinal lumen [1,2]. The
expression of MDR1 is induced by a variety of drugs, affecting phar-
macokinetics and leading to a decrease in the systemic exposure of
drugs that serve as P-gp substrates. The inducers, inhibitors, and tis-
sue distribution patterns of P-gp and CYP3A4 overlap extensively,
with the latter being the most abundantly expressed human cyto-
chrome P450 that contributes to the metabolism of a wide spectrum
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of pharmaceutical drugs and xenobiotics [3,4]. Consequently, the
expressions of MDR1 and CYP3A4 were expected to have similar
induction mechanisms. In fact, the induction of both MDR1 and
CYP3A4 was found to be mediated through transcriptional activation
by the binding of nuclear receptors, such as pregnane X receptor
(PXR) and constitutive androstane receptor (CAR), to distal enhancer
elements located approximately 8 kb upstream from the transcrip-
tion start sites of MDR1 and CYP3A4 [5-8].

In vivo drug transport can be radically changed by a variety of
pathophysiological states, including thyroid dysfunction. For
example, in patients with hyperthyroidism who are receiving di-
goxin—a well-known P-gp substrate—the renal clearance of digox-
in is higher and the plasma concentration of digoxin is lower than
after normalization of thyroid function [9]. P-gp expressed in the
kidneys and intestine has a substantial effect on the urinary and
plasma concentration of orally administered P-gp substrates. For
example, the intestinal P-gp content is correlated with the AUC
after the oral administration of digoxin [10]. Therefore, the altera-
tions in the pharmacokinetics of digoxin in patients with hyperthy-
roidism can be explained by the induction of P-gp; in other words,
the expression level of MDR1 may increase in patients with
hyperthyroidism which is characterized by higher levels of thyroid
hormone. Siegmund et al. reported that the expression of intestinal
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P-gp increased after the oral administration of thyroxine (T4) in
duodenal biopsy samples obtained from healthy human volunteers
[11]. Mitin et al. demonstrated that T4 induced MDR1 mRNA and
P-gp in human colon carcinoma cell lines [12]. Although these re-
sults indicate that thyroid hormone (TH) is involved in the induc-
tion of MDR1 gene expression, there have been no direct evidence
that the thyroid hormone receptor (TR) is involved in the
induction.

THs, 3,5,3'-triiodothyronine (T3) and T4, modulate gene
expression by interacting with thyroid hormone receptors (TRs),
o and B, which are members of the nuclear receptor superfamily
[13]. T3 is the principal active and main ligand of TR and is de-
rived by the deiodination of T4. TRx and TR, encoded by two dis-
tinct genes—THRA (NR1A1) and THRB (NR1A2) [13,14], bind T3
and, with a lesser affinity, T4, and mediate TH-regulated gene
expression. TR binds to TH-responsive element (TRE), typically
as a heterodimer with retinoid X receptor (RXR). TREs consist of
a direct repeat, an everted repeat, or an inverted repeat of the
consensus hexamer (half-site) sequence of (G/A)GGT(C/G)A sepa-
rated by a spacer that is several nucleotides long; in particular,
DR4 (a direct repeat separated by four nucleotides) is a preferen-
tial site for TR binding [15].

Overt thyroid dysfunction is common in the general popula-
tion [16]. Hypothyroidism is a common disorder affecting many
people, especially those over the age of 60 years [17,18]. Patients
with hypothyroidism are usually treated with TH replacement
therapy. Since TH is widely prescribed and influences the induc-
tion of P-gp, which potentially affects pharmacokinetics, the role
of TH in the mechanism of MDR1 expression may be a worth-
while topic of study. In this study, we investigated the molecular
mechanism of MDR1 induction by TH using intestinal epithelial
cell lines. We demonstrated that TR/RXR heterodimers bind to
the TREs located —7.9 to —7.8 kb upstream from the transcription
start site of MDR1, which is essential for the induction of MDR1
by TH.

Materials and methods
Cell cultures and hormone treatment

Human intestinal epithelial cell lines LS180 and Caco-2 were obtained from
American Type Culture Collection (Manassas, VA) and were routinely cultured in
DME low-glucose medium D6046 (Sigma) containing 10% heat-inactivated fetal bo-
vine serum (FBS), 1x nonessential amino acids (Life Technology), and penicillin
(100 IU/ml)/streptomycin (100 pg/ml) (Life Technology) at 37 °C in a humidified
atmosphere of 5% CO,. To study the thyroid hormone actions, the medium was
substituted with phenol red-free DME medium (Gibco, Invitrogen) supplemented
with 10% dextran-coated charcoal-treated fetal bovine serum (Hyclone Inc.) for
24 h prior to treatment with vehicle (2mM NaOH), i-thyroxine (T4, Sigma),
3,35 -triiodo-L-thyronine (T3, Sigma), or 3,35 -triiodo-i-thyronine (rT3, Sigma).
T4, T3, and rT3 stock solutions were prepared in 0.2 M NaOH and were added to
the medium at a final concentration of 2 mM NaOH. For the time course experi-
ments, LS180 cells were treated with T4 (5 uM) for 4-24 h followed by RNA prepa-
ration. For the concentration-response studies, LS180 cells were exposed to 0-1 pM
T4, 0-25 nM T3, or 0-25 nM 1T3 for 15 h followed by RNA preparation.

Quantitative reverse transcription-polymerase chain reaction (qRT-PCR)

At the end of the TH treatments, RNA and cDNA were prepared from cells using
the Fastlane Cell cDNA Kit (Qiagen), following the manufacturer’s instructions. The
relative expression levels of MDR1, CYP3A4, and UGT1A1 mRNAs were measured
using quantitative real-time PCR and the comparative C; method, described by Ap-
plied Biosystems. The relative level of f-actin was also measured as an endogenous
reference. The primers and probes for the MDR1, CYP3A4, and UGT1A1 cDNAs were
all TagMan Gene Expression Assays or Assays-on-Demand products from Applied
Biosystems. For the normalization of the expression data, the Pre-Developed Tag-
Man Assay Reagents Endogenous Control human -actin Kit (VIC-labeled probe; Ap-
plied Biosystems) was used. Real-time PCR was performed in 25-pl reactions using
the Prism 7000 Sequence Detection System (Applied Biosystems), and the data were
analyzed according to the manufacturer’s guidelines. Each value represents the
mean + SD of four independent experiments. The fold induction was calculated rel-
ative to the untreated cells for each gene.

Plasmids

The MDR1 5'-flanking region (—10082/+117) was amplified using the TaKaLa LA
PCR Kit (Takara) and genomic DNA prepared from LS180 cells as a template and the
primer pairs 5'-CTGGTACCTTGTCATTGTTGAGAAGACGCTG-3' and 5'-ACGCGTCGACG
AACGGCCACCAAGACGTGAA-3’, which include the Kpn I and Sal I sites for cloning.
The amplified fragment was digested by Kpn I and Sal 1 enzymes and ligated to
the Kpn I/Xho I site of firefly luciferase rapid response reporter vector pGL4.12 (Pro-
mega), resulting in pMD10082L. The plasmids pMD7970L, pMD7145L, and
pMD457L were constructed by deleting the Nhe I, Nhe I/Xcm 1, and Sph [ fragments
from pMD10082L, respectively. pMD*824L was constructed by deleting the Xcm I/
Sph | fragment from pMD7970L. pMD*824A90L, pMD*824A153L, and
pMD*824A214L were constructed using pMD*824L as a template and the In-Fusion
Dry-Down PCR Cloning Kit (Clontech) with a reverse common primer 5'-TCTG
CAGTGGTCTTTCTTCAG-3" and forward individual primers 5'-AAAAGGGGATGCTAG
ACGTTACCTCATTGAACTAACTTGA-3', 5-AAAAGGGGATGCTAGGTTCAAAGTCTATGA
ATCATAAAACGATAA-3', and 5'-AAAAGGGGATGCTAGAGCTCTGCAATTCAAAAGCCA-3',
respectively.

Mutations at the half-sites of the direct repeats were introduced into the
pMD*824A90L reporter plasmid using the Quick-Change Multi Site-Directed Muta-
genesis Kit (Stratagene), according to the manufacture’s instructions, with the fol-
lowing oligonucleotides used alone or in combination:

M1, 5'-AAGGGGATGCTAGACGTTTTCTCATTGAACTAACTTGAC-3;

M2, 5'-GCTAGACGTTACCTCATTGTTCTAACTTGACCTTGCTCCTG-3";

M3, 5'-GAACTAACTTGTTCTTGCTCCTGGG-3';

M4, 5'-GACCTTGCTCCTGGGAGAGAGAACATTTGAGATTAAACAAG-3';

M7, 5'-CCTGGGAGAGAGTTCATTTGAGATGGAACAAGTTCAAAGTCTATG-3'; and

M12, 5'-GAGAGAGTTCATTTGAGATTAAACAAGTTTTAAGTCTATGAATC-3'.

All the mutations were verified using DNA sequencing on an Applied Biosys-
tems 3730 sequencer (Applied Biosystems). Human TRB (TRB1) cDNA in a
pME18SFL3 vector was purchased from Toyobo Co., Ltd. EcoR I and Not I fragments,
including the full-length TRB cDNA, was subcloned into pcDNA3.1 (Invitrogen),
resulting in the TRB expression plasmid pcTRB. The expression plasmid encoding
human RXRa cDNA (pcDNA3.1-hRXRax) was a generous gift from Dr. Shuichi
Koizumi (Yamanashi University, Japan).

Transient transfection and luciferase-reporter gene assays

Cells were seeded into 96-well plates and grown until 70-80% confluence, then
transiently transfected using HilyMax transcription regent (Dojindo Laboratories,
Japan) at a reagent:DNA ratio of 5:1, according to the manufacturer’s instructions.
One hundred nanograms/well of the luciferase-reporter plasmid to be examined
was transfected with 10 ng/well of pcTR or pcDNA3.1 and 10 ng/well of pGL4.74
(Promega), a plasmid encoding the Renilla reniformis luciferase and used to normal-
ize the transfection efficiency, in 100 pl/well of medium. Twenty-four hours after
transfection, the cells were treated with 50 nM of T3. Firefly and Renilla luciferase
activities were measured 3.5 h after treatment using the Dual-Glo Luciferase kit
(Promega) in a Wallac 1420 ARVOsx Multilabel counter (PerkinElmer Life Science).
The transfection efficiency of the firefly luciferase activity was normalized against
the activity of the internal Renilla luciferase activity. The fold induction was calcu-
lated as a ratio of (the activity from T3-treated cells)/(the activity from untreated
cells). Each value represents the mean + SD of four independent experiments, in
each of which the fold induction value was the ratio of the mean activity from four
wells of T3-treated cells divided by the mean activity from four wells of untreated
cells,

Chromatin immunoprecipitation (ChIP) assays

Caco-2 cells were transiently transfected with 6 pg/dish (100-mm) of pcTRp and
pcDNA3.1-hRXRa. After incubation for 40 h, the culture medium was changed to
phenol red-free DME medium supplemented with 10% dextran-coated charcoal-
treated fetal bovine serum. After incubation for 4 h, the cells were used for ChIP as-
says by using ChIP-IT Express Enzymatic Kit (Active Motif, Inc.) according to the
manufacturer’s instructions. Immunoprecipitation of the chromatin complexes
were performed with an anti-human TRB1 mouse monoclonal antibody (sc-738;
Santa Cruz Biotechnology, Inc.) and anti-human RXRa mouse monoclonal antibody
(PP-K8508-00; Perseus Proteomics, Inc.). As a negative control, anti-human PXR
mouse monoclonal antibody (PP-H4417-00; Perseus Proteomics, Inc.) was used be-
cause PXR is not expressed in the Caco-2 cells. PCR was performed with 5 pl (from a
total of 100 pl) of eluted immunoprecipitate or of 1.0% input (chromatin taken be-
fore immunoprecipitation) in a total volume of 25 pl for 30 cycles. The set of prim-
ers used for the amplification of —7886 to —7730 bp (TR-binding region) were:
forward 5'-GAGTGAACGTTACCTCATTGAAC-3' and reverse 5'-CCGAAATGGCTTTTG
AATTG-3'. The set of primers used for the amplification of —9889 to —9762 bp
(negative control region) were: forward 5'-AAATATGAGATGCATAGAGCC-3' and
reverse 5'-AACCTTCTTACTCTACTATAGTC-3'. Cycling conditions were 94 °C for
5 min, followed by 30 cycles at 94°C for 15s, 55°C for 30s, and 72°C for
15s. PCR products were resolved on 2.2% FlashGel DNA Cassettes (Lonza
Rockland, Inc.).

Please cite this article in press as: K. Kurose et al,, Arch. Biqchem. Biophys. (2008), doi:10.1016/j.abb.2008.03.020




K. Kurose et al./Archives of Biochemistry and Biophysics xxx (2008) xxx-xxx 3

Gel mobility shift assays

The upper strand sequences of the probes and competitors used in the gel mobil-
ity shift assays are shown in Figs. 4 and 5. The double-stranded oligonucleotide cor-
responding to the —218 to —117 region of the human PXR promoter [19] was used
as the nonspecific competitor NS. The oligonucleotides that were used as probes
and competitors were purchased from Sigma Genosys. Four longer probes of WT,
M3, M7, and M21, containing the —7880 to —7788 region of the human MDR1 gene
(Fig. 5), were prepared by PCR amplification using the wild-type (pMD*824A90L)
and its mutant plasmids (M3, M7, and M21) as templates, respectively, with 5'-fluo-
rescein isothiocyanate (FITC)-labeled primers 5'-AGGGGATGCTAGACGT-3' and 5'-
TTATCGTTTTATGATTCATAGACTT-3". The DNA fragments were purified using the
GFX PCR DNA and Gel Band Purification Kit (GE Healthcare). The TNT T7 Quick Cou-
pled Transcription/Translation System (Promega) was used for in vitro synthesis of
human TRp and RXRa proteins from the pcDNA3.1-based full-length cDNA expression
plasmids, as recommended by the supplier. DNA-protein complexes were allowed to
form by incubating 2.5-pl aliquots of the programmed lysates of TR or RXR« alone or
mixed at a ratio of 1:1 or unprogrammed reticulocyte lysate with 0.5 ul of 0.33-uM 5'
FITC-labeled double-stranded oligonucleotide probe, 1ul of 5x binding buffer
(87.5 mM KCl, 20 mM MgCl, 0.5 mM EDTA, 2.5 mM DTT, 2.5 mM PMSF, 50% glycerol
and 50 mM HEPES, pH 7.4), and 0.5 pl of 1 mg/ml poly(dI-dC) for 20 min at room tem-
perature (Fig. 4). For the competition assays, the indicated amounts of unlabeled dou-
ble-stranded competitor oligonucleotides were added simultaneously with the
labeled probe. In the assays using the PCR-based probe (Fig. 5), 8 ul of the pro-
grammed reticulocyte lysates (TR and RXRu at a ratio of 1:2) were incubated with
0.5 ul of FITC-labeled probe, 1 pl of 10x binding buffer (30 mM MgCl,, 1 mM EDTA,
5mM DTT, 50% glycerol and 200 mM HEPES, pH 7.75), and 0.5 ul of 1 mg/ml
poly(dl-dC) for 30 min at room temperature. An aliquot of the reaction mixture
was electrophoresed on 4-7% Long Ranger gels (Cambrex) in 0.5 x TBE (44.5 mM Tris,
44.5 mM boric acid, and 1.25 mM EDTA) at 500 V at room temperature on a slab gel
DNA sequencer DSQ-2000 (Shimadzu).

Results
Thyroid hormone-mediated induction of MDR1

To investigate the induction of MDR1 by thyroid hormone, an
intestinal epithelial cell line, LS180, was used as a model cell line.

Although MDR1 mRNA was reported to be induced by T4 (100 nM
and 100 pM) after 72 h of exposure in LS180V and Caco-2 cells
[12], we were interested in examining the inducibility of MDR1
mRNA by T3 and T4 more minutely. When LS180 cells were treated
with T4, the MDR1 mRNA was induced in a time- and dose-depen-
dent manner (Fig. 1A and B). The relatively rapid induction implies
that MDR1 expression is regulated at the transcriptional level. The
induction of MDR1 was also observed in a T3 dose-dependent man-
ner, but rT3, an inactive metabolite of T3, had no effect on the induc-
tion of the MDR1 mRNA (Fig. 1C). These results indicate that the
expression of the MDR1 gene is induced by thyroid hormones (THs)
that are known to act through the thyroid hormone receptor (TR).

PXR and CAR, which are members of the nuclear receptor super-
family as well as TR, mediate the gene expression of some drug-
metabolizing enzymes and transporters like CYP3A4, UGT1A1, and
also MDR1. TR recognizes DNA motifs similar to PXR- or CAR-bind-
ing elements. Therefore, it is likely that CYP3A4 and UGT1A1 might
be induced by TH. Unexpectedly, previous work demonstrated that
the expression of CYP3A4 was not induced by TH [12]. Thus, we
examined the inducibility of UGT1A1 expression by TH in addition
to that of CYP3A4. As shown in Fig. 1B and C, both T4 and T3 failed
to induce the gene expression of UGT1A1 similar to CYP3A4.

Identification of thyroid hormone response region

To investigate the mechanism of MDR1 gene expression induced
by TH, we performed a luciferase-reporter gene assays, using the
Caco-2 cell line to exclude the influence of PXR, because Caco-2
is an intestinal epithelial cell line as well as LS180 and expresses
TR but not PXR, on the other hand, LS180 expresses both TR and
PXR [12,20]. A genomic DNA fragment from —10 kb to +117 bp of
the MDR1 (the major transcription initiation site is designated as
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Fig. 1. Thyroid hormone-mediated induction of MDR1 gene expression in LS180 cells. LS180 cells were treated with thyroid hormones followed by RNA preparation. The
mRNA levels were analyzed by qRT-PCR as described in the Materials and methods section. The fold induction was calculated relative to the untreated cells for each gene.
Each value represents the mean & SD of four independent experiments. (A) Time course of T4-mediated induction of MDR1 gene expression in LS180 cells. LS180 cells were
treated with 5 M T4 for 4, 8, 15, or 24 h followed by RNA preparation. (B) Effect of increasing the dose of T4 on the gene expressions of MDR1, CYP3A4, and UGT1A1 in LS180
cells. LS180 cells were treated with 0-1000 nM T4 for 15 h followed by RNA preparation. (C) Effect of increasing the dose of T3 or rT3 on the gene expressions of MDR1,
CYP3A4, and UGT1AT in LS180 cells. LS180 cells were treated with 0-25 nM of T3 or rT3 for 15 h followed by RNA preparation.
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+1) was subcloned into a luciferase-reporter vector pGL4.12. In the
absence of TR expression plasmid pcTRg, the —10-kb-long con-
struct showed just over a 2-fold induction by T3, as shown in
Fig. 2A. By contrast, in the presence of pcTRB, more than a 10-fold
induction was induced by T3. These results indicate that TR medi-
ates the TH response and that the TH response region is located
within —10 kb to +117 bp of the MDR1 gene. Similar results were
obtained using LS180 cells (data not shown). To determine the
TH response region, we constructed a variety of deletion mutants
of MDR1-luciferase constructs and carried out a luciferase assay.
As shown in Fig. 2A, a 5'-deletion from —7970 to —7145 led to a
dramatic loss of inducibility by T3. The lost inducibility was recov-
ered by the deleted region of 824 bp (Fig. 2A, bottom line). To spec-
ify the TH response region more precisely, a further 5'-deletion
analysis of this 824 bp region was performed. As shown in
Fig. 2B, more than a 90-bp deletion (to 153 and 214 bp) from the
5'-end of the 824 bp region caused the almost complete loss of
T3 inducibility. Therefore, we concluded that the region between
—7880 and —7817 is critical for the T3 response. As shown in
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.\“\——’/— Luc S
57147
—_— —emuny LuC
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Fig. 3A, this critical region includes AGGTCA-like repeats of one
DR3 and three DR4(], II, and III) motifs that are possible nuclear
receptor binding sites. To investigate which motifs are responsible
for the T3 response, mutant reporter plasmids in which 2-bp muta-
tions were introduced in the half-sites of the direct repeats were
constructed and assayed. As shown in Fig. 3A, the possible nuclear
receptor response elements are composed of two clusters: the up-
stream one (UpC) contains DR3 and DR4(I), while the downstream
one (DwC) contains DR4(II) and DR4(III). Each cluster also contains
three half-sites in which the central half-site is shared by two di-
rect repeats (DRs). Every mutation introduced in each half-site
caused the loss of T3 induction to a varying degree (Fig. 3B,
M1-M12). Especially, the M3 mutation that is located in the down-
stream half-site of DR4(I) caused a substantial decrease in induc-
ibility. The double mutation introduced in each cluster (upstream
and downstream) led to a much greater reduction than the single
mutation (Fig. 3, M19-M23), indicating that every direct repeat
makes its own contribution to the T3 response. In particular,
DRA4(1) seems to be a much more important element.

2 4 6 8 10 12 14
fold induction (T3+/T3-)

2 4 6 8 10 12 14
fold induction (T3+/ T3-)

Fig. 2. Transcriptional activity of various MDR1 5'-deletion-luciferase-reporter constructs induced by T3 in transiently transfected Caco-2 cells. The luciferase activity was
analyzed as described in the Materials and methods section. The fold induction was calculated as a ratio of (the activity from T3-treated cells)/(the activity from untreated
cells) and is presented on the right side of each panel. Each value represents the mean * SD of four independent experiments. The nucleotide positions in relation to the
transcription start site are indicated. (A) Schematic presentations of the pMD10082L, pMD7970L, pMD7145L, pMD457L and pMD*824L are shown from the top of the left side.
pMD10082L was introduced into the cells with pcDNA3.1 (TR-) or pcTRB (TR+). The other constructs were introduced into the cells with pcTRB (TR+). (B) Schematic
presentations of pMD*824L, pMD*824A90L, pMD*824A153L, and pMD*824A214L are shown from the top of the left side.
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Fig. 3. Influence of different mutations in the thyroid hormone response region located between —7.9 and —7.8 kb upstream of the MDR1 gene. (A) Based on the reporter
plasmid pMD*824A90L (designated as W), various mutations were introduced in the half-sites of the direct repeats. The sequences from —7880 to —7811 (relative to the
transcription start site of MDR1) of the reporter plasmid pMD*824A90L and the corresponding mutant plasmids (M1-M23) are indicated. The half-sites of the direct repeats
are boxed with arrows that indicate the direction of the direct repeats. Nucleotides identical to the wild-type are shown as asterisks, and mutated nucleotides are shown as
letters in the corresponding positions. (B) pMD*824A90L and corresponding mutant plasmids were introduced in Caco-2 cells with pcTRp. The luciferase activity was
analyzed as described in the Materials and methods section. The fold induction was calculated as a ratio of (the activity from T3-treated cells)/(the activity from untreated

cells). Each value represents the mean + SD of four independent experiments.

Binding of TR/RXR heterodimer to the thyroid hormone response
region

We performed ChIP assays to examine whether TR and RXR are
binding to the TH response region using Caco-2 cells transiently
transfected with TR and RXR expression plasmids. Immunoprecipi-
tations were performed using antibodies against TR, RXR, or con-
trol IgG. As shown in Fig. 4A, antibodies against TR and RXR, but
not control IgG, immunoprecipitated the DNA fragments including
TH response region. The negative control primers located 2 kb up-
stream of the TH response region, in which no possible TREs were
found, produced no detectable PCR products except from input.
These results indicate that TR and RXR are indeed binding to the
TH response region in living cells and the TH response region is
also TR binding region. We, therefore, hypothesized that the differ-
ent levels of reduced inducibility in each mutation, as shown in
Fig. 3, could be explained by differences in TR binding to the motifs
in the thyroid hormone response region. To examine this possibil-
ity, we performed gel mobility shift assays using in vitro translated
TRB and RXRa to compare the binding affinities of TR/RXR hetero-

dimer with DR3, DR4(I), DR4(II), and DR4(IIl) in the thyroid hor-
mone response region. The probes and competitors used for the
gel-shift assays are summarized in Fig. 4B. As shown in Fig. 4C
and D, no protein-DNA complex was observed on any of the
DNA motifs when unprogrammed reticulocyte lysates, TR only, or
RXR only was used. As shown in Fig. 4C, TR/RXR formed a complex
with the UpC probe including DR3 and DR4(I). The complex was
eliminated by self-competition but not by nonspecific competition,
indicating the sequence-specific binding of TR/RXR to the UpC.
Using the DwC, including DR4(II) and DR4(III), as a competitor,
the complex was also eliminated (but to a slightly lesser degree).
Competitors of M1, M2, and M3 mutant oligonucleotides, including
the same mutations as M1, M2, and M3 constructs used in the re-
porter gene assays in Fig. 3, respectively, inhibited complex forma-
tion in the following order: M1 > M2 > M3. In other words, the M3
mutation reduced the ability to form the TR/RXR-DNA complex
most strongly. These results agree well with those obtained in
the reporter gene assays, in which the M3 mutation strongly re-
duced transcriptional activation (Fig. 3). Each competitor of the
four direct repeats in the thyroid hormone response region
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Fig. 4. TR/RXR heterodimer binds to direct repeats in the thyroid hormone response region. (A) TR and RXR binding to the TH response region detected by ChIP assays. The
locations of the TH response region (TREs) and primer sets are shown at the top of the figure. Caco-2 cells transiently transfected with TRB and RXRa expression plasmids
were used for ChIP assays. As described in the Materials and methods section, ChIP assays were performed with antibodies against TRB1, RXR, and control IgG. Input lanes
indicate PCR products used soluble chromatin before immunoprecipitation as a template. (B) Oligonucleotide sequences used in the gel mobility shift assays. The nucleotide
positions are shown relative to the transcription start site of MDR1. The half-sites of the direct repeats are boxed with arrows. Asterisks indicate nucleotides that are the same
as the wild-type. (C) Gel mobility shift assay using in vitro translated proteins and an FITC-labeled oligonucleotide probe UpC. The labeled UpC probe was incubated with
in vitro translated TRB and/or RXRa or with unprogrammed reticulocyte lysate as a control in the presence or absence of a 20-fold molar excess of unlabeled oligonucleotides
competitors. The complexes were resolved on a 7% Long Ranger gel. (D) Gel mobility shift assay using in vitro translated proteins and an FITC-labeled oligonucleotide probe
DwC. The labeled DwC probe was incubated with in vitro translated TRB and/or RXRa, or with unprogrammed reticulocyte lysate as a control in the presence or absence of a
15-fold molar excess of unlabeled oligonucleotides competitors. The complexes were resolved on a 7% Long Ranger gel. (E) Gel mobility shift assay using in vitro translated
proteins and an FITC-labeled oligonucleotide probe DwC. The labeled DWC was incubated with in vitro translated TRp and RXRa in the presence or absence of equimolar
unlabeled oligonucleotide competitors. Complexes were resolved on a 6.5% Long Ranger gel. NS denotes nonspecific competitors, as described in the Materials and methods
section.

inhibited the TR/RXR-UpC complex formation in the following or-
der: DR4(I) > DR4(II) > DR3 ~ DR4(III), as judged by the intensity of
the gel-shift bands.

As in the case with the UpC probe, we carried out gel-shift as-
says with DwC, including DR4(Il) and DR4(Ill), as a probe
(Fig. 4D). The sequence-specific -binding of TR/RXR to the DwC
was confirmed using self- and nonspecific competitors. Mutations
introduced into the M4, M7, and M12 competitors, which include
the same mutations as the M4, M7, and M12 constructs used in
the reporter gene assays, respectively, reduced the binding of TR/
RXR, especially M7. These results also agree well with the results
obtained in the reporter gene assays shown in Fig. 3. Every direct
repeat competitor also competed with the DwC probe in forming
a complex with a different affinity. Fig. 4E shows the competitive
gel-shift assay with the DwC probe in which equimolar competi-
tors of UpC or DwC were used. The binding affinity of TR/RXR to
UpC was confirmed to be larger than that of DwC.

In summary, the TR/RXR heterodimer binds, with different
affinity, to two clusters (UpC>DwC) and the DR motifs
(DR4(I) > DR4(II) > DR4(III) = DR3).

How many TR/RXR heterodimer molecules bind to the thyroid
hormone response region?

We demonstrated that each cluster bound the TR/RXR het-
erodimer and demonstrated, using competitive gel-shift assays,
that each direct repeat alone bound TR/RXR (Fig. 4C and D).
Each cluster contains three half-sites in which the central
half-site is shared by two direct repeats (Fig. 4B). Therefore,
the question that arises is how many molecules of TR/RXR bind
to each cluster including the two direct repeats. To examine
this, we performed the gel mobility shift assay using the probe
of DR4(II) as a representative of a direct repeat that binds one
molecule of TR/RXR, in addition to the probes of UpC and DwC
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Fig. 5. Two molecules of TR/RXR heterodimer bind to the thyroid hormone response region. (A) Probes used in the gel mobility shift assays. The nucleotide positions are
shown relative to the transcription start site of MDR1. The half-sites of direct repeats are boxed with arrows. Asterisks indicate nucleotides that are the same as the wild-type.
(B) Gel mobility shift assay was performed using in vitro translated proteins and FITC-labeled oligonucleotide probes, as indicated. The labeled probes were incubated with
in vitro translated TRP and RXRx. The complexes were resolved on a 5% Long Ranger gel. (C) Gel mobility shift assay using in vitro translated proteins and the indicated FITC-
labeled oligonucleotide probes. The labeled probes were incubated with the indicated amounts of in vitro translated TRB and RXRa. The complexes were resolved on a 4% Long

Ranger gel.

(Fig. 5). As shown in Fig. 5B, both UpC- and DwC-TR/RXR com-
plexes exhibited the same mobility as that of the DR4(II)-TR/
RXR complex, indicating that one molecule of TR/RXR binds to
each cluster. Another question is how many molecules of TR/
RXR bind to this region including the two clusters. Each cluster
can bind one molecule, suggesting that two molecules of TR/
RXR bind to this region, though the two clusters are spaced rel-
atively close. Therefore, longer probes including the two clusters
were used as gel-shift probes (Fig. 5A). As shown in Fig. 5C, one
shifted band (primary band) was observed when a lower
amount of TR/RXR was used with a wild-type longer probe
(WT). The mobility of the band was the same as that from
the DR4(II) and DwC probes, to which one molecule of TR/
RXR binds. Increasing the amount of TR/RXR produced an
increasing amount of a slower migrating secondary band that
was thought to be a complex containing two molecules of TR/
RXR (Fig. 5C). Although the primary bands were generated
using M3 and M7 probes, the secondary bands were greatly de-
creased. Because the M3 and M7 probes contain mutations that
reduced the binding of TR/RXR to UpC and DwC, respectively
(Fig. 4), a single molecule of TR/RXR should bind to the other
non-mutated clusters in both of the probes. Not only the sec-
ondary band, but also the primary band nearly disappeared
when the M21 probe, which contains both M3 and M7 muta-
tions, was used. These data strongly suggest that two molecules
of TR/RXR can bind to this thyroid hormone response region
(UpC and DwC) at the same time; at lower concentrations of
TR/RXR, however, only one molecule of TR/RXR binds to the re-
gion (preferentially to UpC). These results coincide with those
in the reporter gene assays, in which each of the M3 and M7
mutations alone could not suppress the transcriptional activa-
tion completely, while the M21 mutation abolished the activity
(Fig. 3).

Discussion

In previous in vivo and in vitro studies, the expression of P-gp
was induced by T4 [11,12,21,22]. The duodenal expression of P-
gp and MDR1 mRNA increased in 8 healthy human volunteers after
the oral administration of T4 for 17 days, although the induced le-
vel of mRNA was not statistically significant [11]. In rats, the
expression levels of P-gp and mdr1a/1b mRNAs increased in a tis-
sue-selective manner after the oral administration of T4 for 3
weeks [21,22]. In intestinal cell lines exposed to T4 for 72 h,
MDR1 mRNA expression increased in LS180V cells, while the
mRNA and P-gp levels increased in Caco-2 cells [12]. These data
were obtained using a relatively long period of T4 exposure. The
mechanism responsible for this induction, including whether
P-gp was induced by TH directly or indirectly, remained uncertain.
In the present study, we demonstrated that the induction of MDR1
by TH is mediated by TR at the transcriptional level. We showed
first the time- and dose-dependent induction of MDR1 mRNA by
TH in LS180 cells (Fig. 1). Induction was observed after as few as
4h, and rT3 had no effect on the induction, implying that the
expression of MDR1 was directly induced by TH through TR. We
then conducted luciferase-reporter gene assays (Figs. 2 and 3), ChIP
assays (Fig. 4), and gel-shift assays (Figs. 4 and 5), in which we
demonstrated that the induction of MDR1 gene expression by TH
is transcriptionally regulated by TR through a TH response region
located between —7.9 and —7.8 kb upstream of MDRI, including
one DR3 and three DR4 muotifs (Fig. 6). Previous studies have
shown that PXR and CAR, members of the nuclear receptor
superfamily as well as TR, mediate the up-regulation of MDR1
through the response region located —7.9 to —7.8 kb upstream of
the MDR1 using an epithelial cell line LS174T [5,6]. The region
responsive for TR was eventually found to be the same as that of
PXR and CAR, however, the regulation manners of TR is different
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from those of PXR and CAR. Geick et al. reported that PXR/RXR
bound to three DR4 motifs with the strongest affinity to DR4(III)
but did not bind to DR3 [6], whereas TR/RXR bound to all four TREs,
including DR3, and bound to DR4(I) preferentially (Fig. 4). The
binding affinity was in the following order: DR4(I)>-
DR4(II) > DR3 ~ DR4(III) (Fig. 4). As for the transcriptional activity,
DR4(I) was the most important element for PXR-mediated induc-
tion, similar to TR-mediated induction; however, DR4(IIl) mutation
resulted in an increase in PXR induction [6], which differs from the
case of TR. Burk et al. reported that CAR/RXR bound to DR4(I) and
to a lesser degree to DR4(IIl) and that the CAR monomer, but not
the CAR/RXR heterodimer, bound to DR4(II) [5]. The transcriptional
activity at the region mediated by CAR is similar to that mediated
by TR except that the DR4(II) mutation increased the induction by
CAR as well as that by PXR. The transcriptional inducibility medi-
ated by TR/RXR coincided with the TR/RXR-binding affinity to the
DR motifs (Figs. 3-5). The DR motif with the largest contribution
to the transactivation of MDR1 by TR/RXR was DR4(I), and the
other DR motifs likely serve as auxiliary engines for compensation.
In recent years, regulatory proteins—including nuclear receptors—
have been reported to cross-talk during the regulation of their tar-
get genes [23-27]. In this context, we examined the gene expres-
sions of CYP3A4 and UGT1A1 by TH in LS180 cells (Fig. 1B and C).
In addition to MDR1 [5,6,28], the gene expressions of both CYP3A4
and UGT1A1 are induced by both nuclear receptors PXR and CAR
[7,8,29-31], which recognize similar DNA motifs to those of TR.
Unexpectedly, both T4 and T3 failed to induce the gene expressions
of CYP3A4 and UGTI1A1, suggesting that TR is not involved in their
gene regulation. Previously, Mitin et al. also reported that CYP3A4
was not induced by TH. On the basis of the sequence comparison
of a DR4 in the —8 kb region of CYP3A4, they speculated that the
DR4 in CYP3A4 might be nonfunctional for TR/RXR. Although each
of TR, PXR, and CAR has its own manner of regulating MDR1
expression, their mutual cross-talk may have enhancing or com-
petitive effects on the MDR1 transcription efficiency, which re-
mains to be elucidated in the future.

Some drugs of P-gp substrates act as P-gp inhibitors that mod-
ulate P-gp function by competition for drug-binding sites or by
blockading the ATP-hydrolysis process [1,2,32]. Amiodarone, an
antiarrhythmic drug and a well-known competitive P-gp inhibitor,
has been reported to decrease the activity of type I and type Il 5'-
deiodinases, which convert T4 to more potent T3 in peripheral tis-
sues, This leads to a reduction in the production of T3, resulting in
lower TH activity in the peripheral tissues [33,34]. In the present
study, we demonstrated that TH induces MDR1 mediated by TR.
Therefore, this amiodarone-induced decrease in TH activity might
also lead to reduced MDR1 expression, which indirectly inhibits
P-gp mediated by TR and might serve as another pathway for ami-
odarone-induced P-gp inhibition.

Verapamil, another antiarrhythmic drug and well-known P-gp
inhibitor, was reported to inhibit TH efflux from several cell types,
suggesting that P-gp is involved in TH efflux [35,36]. Mitchell et al.
demonstrated that P-gp exports thyroid hormone from cells using
specific inhibitors for P-gp (verapamil, nitrendipine, VX853, and
VX710) and polarized MDCKII cells stably transfected with MDR1
c¢DNA [37]. Together with the presently reported results, these
findings suggest that the induction of MDR1 mediated by TR might
serve as a feedback regulatory mechanism for TH homeostasis. This
feedback loop is as follows: the expression of P-gp is induced by
TH, causing the efflux of TH from cells through the induced P-gp,
resulting in lower TH content in the cells, leading to reduction in
P-gp expression by the reduced TH, resulting in the accumulation
of TH in the cells by the reduced P-gp, inducing P-gp expression
by the accumulated TH, causing the efflux of TH from the cells
by the induced P-gp, and so on.

In summary, we demonstrated that the induction of MDR1 gene
expression by TH is mediated by TR through a TH response region
located between —7.9 and —7.8 kb upstream from the transcription
start site of MDR1 (Fig. 6). This region contains two closely spaced
TH response clusters, one of which is designated as UpC and in-
cludes a DR3 and a DR4(I), the other of which is designated as
DwC and includes two DR4s(II and III). Every direct repeat makes
its own contribution to the T3 response; in particular, DR4(I) was
shown to be the most important element. TR formed a heterodimer
with RXR at each of the UpC, DwC, and DR motifs, with preferential
binding to DR4(I) in UpC. The binding affinity to the clusters was
UpC>DwC, while that to the DR motifs was DR4(I)>
DR4(II) > DR3 = DR4(III). These results agreed well with the rela-
tive degree of contribution to the T3 response in transcriptional
activity. Two molecules of the TR/RXR heterodimer could simulta-
neously bind to the TH response region including UpC and DwC,
although one molecule of TR/RXR bound to the region (preferen-
tially to DR4(1)) at lower concentrations of TR/RXR. Thus, the TH re-
sponse region could be equipped with a booster system that is
adapted to circumstances in which a higher concentration of li-
gand-bound TR/RXR exists.
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P-glycoprotein, encoded by the multidrug resistance 1 (MDR1) gene, is an efflux transporter
and plays an important role in pharmacokinetics. The expression of MDR1 is induced by a
variety of compounds, of which 1a,25-dihydroxyvitamin D5 is known to be an effective
inducer. However, it remains unclear how 1o,25-dihydroxyvitamin D; regulates the expres-
sion of MDR1. In this study, we demonstrated that the vitamin D receptor (VDR) induces
MDR1 expression in a 1,25-dihydroxyvitamin D;-dependent manner. Luciferase assays
revealed that the region between —7.9 and —7.8 kbp upstream from the transcription start
site of the MDR1 is responsible for the induction by 1a,25-dihydroxyvitamin Ds. Electro-
phoretic mobility shift assays revealed that several binding sites for the VDR/retinoid X
receptor a (RXRa) heterodimer are located between the —7880 and —7810 bp region, to which
the three molecules of VDR/RXRa are able to simultaneously bind with different affinities.
Luciferase assays using mutated constructs revealed that the VDR-binding sites of DR3,
DR4(I), MdC3, and DR4(III) contribute to the induction, indicating that these binding sites act
as vitamin D response elements (VDREs). The contribution of each VDRE to the inducibility
was different for each response element. An additive effect of the individual VDREs on
induced luciferase activity by 1a,25-dihydroxyvitamin D; was also observed. These results
indicate that the induction of MDR1 by 1a,25-dihydroxyvitamin Ds is mediated by VDR/RXRa
binding to several VDREs located between —7880 and —7810bp, in which every VDRE
additively contributes to the 1a,25-dihydroxyvitamin D; response.

© 2008 Elsevier Inc. All rights reserved.

1. Introduction

inducers, and tissue distribution patterns [2]. Therefore, it has
been hypothesized that the expressions of MDR1 and CYP3A4

P-glycoprotein (P-gp), which is encoded by the multidrug
resistance 1 (MDR1) gene, transports a wide range of
compounds, such as drugs and xenobiotics, from intracellular
to extracellular compartments [1]. P-gp is expressed on the
apical surface of epithelial cells of tissues including intestine,
kidney, liver, and brain, and plays an important role in drug
absorption, renal secretion, biliary excretion, and brain
distribution [1]. CYP3A4 is the most abundantly expressed
human cytochrome P450 contributing to drug metabolism,
and P-gp and CYP3A4 share many substrates, inhibitors,

* Corresponding author. Tel.: +81 3 3700 9789; fax: +81 3 3700 9788.

E-mail address: kurose@nihs.go.jp (K. Kurose).

have similar regulatory mechanisms. In fact, both genes are
directly regulated by nuclear receptors, pregnane X receptor
(PXR) and constitutive androstane receptor (CAR) [3-6].
Previous reports revealed that 1«,25-dihydroxyvitamin D,
(1,25-(OH),D3), the most active metabolite of vitamin Dj,
regulates the expression of MDR1 mRNA and P-gp protein. The
treatment of LS180 cells, a human colon carcinoma cell line,
with 1,25-(0OH),Djs led to a significant increase in MDR1 mRNA
and P-gp protein levels [7-9]. In human airway epithelium-
derived Calu-3 cells, treatment with 1,25-(OH),D; caused
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elevated P-gp expression [10]. Furthermore, Olaizola et al.
reported that the uptake of [**™Tc]-sestamibi (which is known
to be a substrate of P-gp and is excreted by P-gp [11,12]) by the
parathyroid glands of uremic patients was suppressed by
pulse administration of 1,25-(OH),D; for 2 weeks, suggesting
that P-gp induction by 1,25-(0H),D; leads to increased [**™Tc]-
sestamibi efflux [13].

The biological activity of 1,25-(0H),D; is mainly mediated
via the vitamin D receptor (VDR), a member of the nuclear
receptor superfamily. VDR forms a heterodimer with retinoid
X receptor (RXR) and binds to the vitamin D response element
(VDRE) in the regulatory region of genes. The VDRE by which
the gene is regulated positively is generally composed of a
direct repeat (DR) of the consensus hexamer (half-site)
sequence of 5-RGKTCA-3' (R=A or G, and K = G or T) spaced
by three or four nucleotides (DR3 or DR4), or an everted repeat
spaced by 6, 7, 8, or 9 nucleotides (ER6, ER7, ER8, or ER9) [14-17].
However, negative response elements for 1,25-(0OH),D3 have
been identified in several genes down-regulated by 1,25-
(OH);D3, such as human pituitary transcription factor-1 gene,
in which an imperfect DR2 motif acts as a negative VDRE [18].

Previously, Geick et al. reported that the induction of MDR1
by rifampin is mediated by PXR which binds to a DR4 located
between —7.9 and —7.8 kbp upstream from the transcription
start site [3]. Burk et al. reported that CAR also induces MDR1
expression by binding to several DR4s located in the same
region [4]. Recently, we reported that thyroid hormone receptor
(TR) regulates the expression of MDR1 by binding to several DRs
located in the same region [19]. It was reported that 1,25-(OH),Ds
also regulates CYP3A4 induction through the binding of VDR/
RXRa to some PXRresponse elements [14]. Theseresults suggest
that VDR also binds to several DR motifs in the same region of
the MDR1 gene and regulates the expression of MDR1. However,
this theory requires substantiation.

There is variation amongst individuals in intestinal MDR1
expression [20]. Since 1,25-(0H),D; induces the expression of
MDRI, the 1,25-(0OH),D3-mediated induction process might be
involved in this inter-individual variation. Furthermore,
vitamin D is widely prescribed and influences the induction
of P-gp, which potentially affects pharmacokinetics. There-
fore, the role of vitamin D in the mechanism of MDRI
expression is worthy of investigation. In this study, we
investigated that how 1,25-(0OH),Ds regulates the expression
of MDR1 using the intestinal epithelial cell line Caco-2. We
demonstrate that the induction of MDR1 by 1,25-(0OH),D; is
mediated by VDR/RXRa binding to several VDREs located
between —7880 and —7810 bp upstream of the MDR1 gene, in
which every VDRE additively contributes to the 1,25-(0H),D3
response.

2. Materials and methods
21, Plasmid constructs

Human VDR cDNA was amplified from human kidney Mara-
thon-Ready cDNA (Clontech Laboratories Inc., Palo Alto, CA,
USA) with the primers 5'-ATGGAGGCAATGGCGGC-3' and 5-
TCAGGAGATCTCATTGCCAAACAC-3 using a TaKaRa LA Taq
(Takara Bio Inc., Shiga, Japan). The resulting DNA fragment was

subcloned into the pEF6/V5-His-TOPO vector (Invitrogen,
Carlsbad, CA, USA) and this expression plasmid (pEF6/V5-hVDR)
was used for the transfection. The sequences were verified by
DNAssequencing. The pEF6/V5-hVDR plasmid was digested with
Kpnl (Toyobo, Osaka, Japan) and Notl (Takara Bio Inc.), and the
resulting fragment was ligated into the pCMVTNT expression
plasmid (Promega, Madison, W1, USA), which was digested with
Kpnland Notl. This plasmid (pPCMVTNT-hVDR) was used for the
in vitro synthesis. The expression plasmid encoding human
RXRa cDNA (pcDNA3.1-hRXRa) was a generous gift from Dr.
Shuichi Koizumi (Yamanashi University, Japan). Luciferase
reporter gene plasmids containingvariouslengths of the human
MDR1 5'-flanking sequence were previously constructed in our
laboratory [19]. Mutations in several half-sites were introduced
into the pMD*824A90L reporter plasmid using a QuikChange
Multi Site-Directed Mutagenesis kit (Stratagene, La Jolla, CA,
USA) according to the manufacturer’s instructions, with the
previously described oligonucleotides and the following oligo-
nucleotides, used alone or in combination: M28, 5-GCT-
CCTGGGAGAGAGAACATTTGAGATTAAACAAG-3; M31, 5-GA-
ACTAACTTGACCTTTTTCCTGGGAGAGAGTTC-3'; M33, 5'-AA-
ATGAACTCAATCCCAGGAGCAAG-3'. For the M28, M29, M30,
and M36 mutants shown in Fig. 4A, mutations were introduced
into the M1, M3, M12, and M23 constructs using the M28 primer.
For the M38 mutant shown in Fig. 4A, a deletion mutant was
obtained by chance when we attempted to create the M30
mutant. All mutations were verified by DNA sequencing.

2.2. Cell culture

Caco-2 cells, a human colon adenocarcinoma cell line, were
obtained from American Type Culture Collection (Manassas,
VA, USA). Caco-2 cells were cultured in low glucose Dulbecco’s
modified Eagle’s medium (DMEM, Sigma-Aldrich, St. Louis,
MO, USA) supplemented with 10% heat-inactivated fetal
bovine serum (FBS), 100 U/mL penicillin G/100 pg/mL strepto-
mycin (Gibco-Invitrogen, Carlsbad, CA, USA), and 1x MEM
non-essential amino acids solution (Gibco-Invitrogen) at 37 °C
under 5% CO,-95% air.

2.3.  Transfection and luciferase reporter gene assays

Caco-2 cells were seeded into 96-well plates (1.6 x 10* cells/
well), grown overnight, and transiently transfected using
HilyMax (at a ratio of DNA to HilyMax of 1:5; Dojindo
Laboratories, Kumamoto, Japan) according to the manufac-
turer's instructions with 10 ng/well of VDR expression plasmid
(PEF6/V5-hVDR), 100 ng/well of the indicated luciferase repor-
ter plasmid, and 10 ng/well of the Renilla luciferase reporter
plasmid, pGL4.74 [hRluc/TK] (Promega) to normalize the
transfection efficiency. After 24 h, the medium was replaced
by phenol red-free DMEM (Gibco-Invitrogen) supplemented
with 10% dextran-coated charcoal-stripped FBS (Hyclone
Laboratories, Logan, UT, USA) containing 25 nM 1,25-(0H),Ds
(Sigma-Aldrich) or dimethyl sulfoxide (DMSO) for 3.5 h. Firefly
and Renilla luciferase activities were measured using a Dual-
Glo Luciferase Assay System (Promega) according to the
manufacturer’s instructions and a luminometer (Wallac
1420 ARVO sx Multilabel counter, PerkinElmer Life Sciences,
Boston, MA, USA). Firefly luciferase activity was normalized to
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Renilla luciferase activity, and the inducibility was calculated
as the ratio of luciferase activity of 1,25-(0H),Ds-treated cells
to that of control (DMSO-treated) cells. The results represent
the mean + S.D. of four independent experiments, and in each
of these experiments the control and 1,25-(OH),D5 treatments
were performed at least in triplicate.

2.4.  Electrophoretic mobility shift assays (EMSAs)

TNT T7 and SP6 Quick Coupled Transcription/Translation
Systems (Promega) were used for in vitro synthesis of human
RXRa protein from pcDNA3.1-hRXRa and human VDR protein
from pCMVTNT-hVDR, respectively, according to the manu-
facturer's instructions. The plus strand sequences of probes
and competitors used in EMSA are shown in Figs. 2A and 3A.
The nonspecific competitor was double-stranded oligonucleo-
tide located in the —218 to —117 region of the human PXR
promoter [21]. The oligonucleotides, except for longer probes
described below, were purchased from Sigma Genosys
(Hokkaido, Japan) and equal amounts of complimentary
strands were annealed. The longer probes, except for the
7882 probe shown in Fig. 3A, were prepared by polymerase
chain reaction (PCR) amplification as described previously [19].
The reaction mixture used to obtain the results shown in
Fig. 2B-D was prepared as follows: 2.5 pL aliquots of the in vitro
translated proteins (VDR or RXRa alone, or mixed at a ratio of
1:1) or unprogrammed reticulocyte lysate were incubated for
20 min at room temperature with 1 pL of 5x binding buffer
[15 mM MgCl,, 0.5 mM EDTA, 2.5 mM dithiothreitol (DTT), 50%
glycerol and 100 mM HEPES, pH 7.75], 0.5uL of 1mg/mL
poly(dI-dC) (GE Healthcare UK Ltd., Buckinghamshire, UK),
and 0.5 pL of 0.33 pM 5'-fluorescein isothiocyanate (FITC)-
labeled double-stranded oligonucleotide probe. For competi-
tion assays, 0.5 pL of unlabeled oligonucleotide was simulta-
neously added to the reaction mixture with the probe. For the
assays used to obtain the results shown in Fig. 3, 2-8 uL
(Fig. 3B) or 8 pL (Fig. 3C) of the in vitro translated VDR and RXRa
mixed at a ratio of 1:1 were used, if necessary, the volume of
which was adjusted to 8 pL with unprogrammed reticulocyte
lysate. The 8-pL aliquots of the proteins were incubated for
20 min at room temperature with 1 uL of 10x binding buffer
(30 mM MgCl,, 1mM EDTA, 5mM DTT, 50% glycerol and
200 mM HEPES, pH 7.75), 0.5 pL of 1 mg/mL poly(dl-dC), and
0.5 uL of the PCR-based probe or 0.33 uM 5'-FITC-labeled 7882
probe in the presence or absence of 250 nM 1,25-(0OH),Ds. The
1.5-uL aliquots of the protein-DNA complexes were resolved
by electrophoresis on 2.8 or 6% non-denaturing Long Ranger
gels (Lonza, Basel, Switzerland) run in 0.5x TBE (44.5 mM Tris,
44.5mM boric acid, and 1.25mM EDTA) at 500V constant
voltage, and visualized and quantified on a slab gel DNA
sequencer DSQ-2000L (Shimadzu Co., Kyoto, Japan).

3. Results

3.1.  Identification of the 1,25-(OH),D3-responsive region
in the MDR1 gene

To investigate the mechanism of MDR1 gene expression
induced by 1,25-(0OH),D3, we performed a luciferase reporter

gene assay using an intestinal epithelial cell line, Caco-2,
which expresses VDR at relatively lower level [9]. The cells
were transfected with a reporter plasmid containing the 5'-
upstream region from —10082 to +117 bp of MDR1 (pMD10082L)
in the presence or absence of an expression plasmid encoding
VDR. Following the treatment with either vehicle (DMSO) or
1,25-(0OH),Ds, luciferase assays were performed. In the absence
of VDR expression plasmid, 1,25-(0H),D; had little affect on
the transcriptional activity. By contrast, in the presence of VDR
expression plasmid, more than an eightfold activation was
induced by 1,25-(0H).Ds (Fig. 1A). These results indicate that
the 1,25-(OH),Ds-responsive region is located within 10 kbp of
the 5'-flanking region of MDR1, and that VDR mediates MDR1
induction by 1,25-(0OH),Ds.

Next, to identify the response elements implicated in the
transcriptional regulation of MDR1 by 1,25-(OH),D;, we
performed luciferase assays using several deletion mutants
of pMD10082L. As shown in Fig. 1A, the 824 bp deletion from
—7970 to —7145 bp resulted in the complete loss of inducibility.
The lost inducibility was recovered by reinsertion of the
deleted region of 824bp (Fig. 1A, bottom line, pMD*824L).
These results indicate that the 824 bp region is essential for the
induction of MDR1 by 1,25-(0H),Ds.

To further define the minimal region for the VDR response,
deletion analysis was performed based on pMD*824L, which
contains the 824 bp region (Fig. 1B). The 90 bp deletion from the
5'-end did not affect inducibility, whereas the 153 bp deletion
from the 5'-end resulted in the complete loss of inducibility.
These data suggest that the essential region for the VDR-
mediated induction is located between —7880 and —7817 bp.

3.2. VDR binds to the putative VDRE as a heterodimer
with RXRe

We scanned the 1,25-(OH),D3 response region between —7880
and -7810 bp using the JASPAR FAM database (http://jaspar.-
genereg.net/). Several putative half-sites, a pair of which
composes a DR or ER, were found (Hs1-8, Fig. 2A). Generally,
some DRs or ERs, including DR3 and DR4 (which lie in this
region, as shown in Fig. 2A) act as VDRE.

The region including the putative VDRE was divided into
three segments, designated upstream cluster (UpC), middle
cluster (MdC), and downstream cluster (DwC); we have
reported this convenient classification previously [19]. Each
cluster has several putative half-sites. To determine whether
VDR and RXRa could bind directly to these segments, EMSA
was performed using in vitro translated VDR and RXRa. The
probes and competitors used for the EMSA are summarized in
Fig. 2A. The DNA-protein complexes were formed in the
presence of both VDR and RXRa, although the complexes were
not formed in the absence of either protein, indicating that the
protein complex VDR/RXRa binds to each segment (Fig. 2B-D).
The DNA-protein complexes were competed out by the self-
competitors but were not competed out by the nonspecific
competitor (Fig. 2B-D). The relative affinities of VDR/RXRa to
UpC, MdC, and DwC were further assessed by competition
experiments. As shown in Fig. 2B, the complexes of UpC with
VDR/RXRa were competed out by competitors UpC, MdC, and
DwC. Of these, UpC was the most effective competitor for the
formation of the DNA-protein complexes, and MdC inhibited
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Fig. 1 - Transcriptional activity of several deletion mutants of human MDR1 in the 5'-upstream region induced by 1,25-(0H).Ds.
The 5'-upstream region of the MDR1 gene was cloned into pGL4.12, as indicated on the left. Numbers are in reference to the
transcriptional start site at +1. Luciferase activity was analyzed as described in Section 2. Fold induction was calculated as the
ratio of luciferase activity in 1,25-(OH),D;-treated cells to that of DMSO-treated cells, and is indicated on the right side of each
column. Each value represents the mean + S.D. of four independent experiments. (A) Schematic representations of
pMD10082L, pMD7970L, pMD7145L, pMD457L and pMD*824L are shown from the top of the left side. (B) Schematic
representations of pMD*824L, pMD*824A90L, pMD*824A153L, and pMD*824A214L are shown from the top of the left side.

complex formation to an extent similar to that of DwC (Fig. 2B).
Similar competition assay results were obtained using MdC
and DwC probes (Fig. 2C and D).

To identify the VDR/RXRa-binding site in these segments,
shorter oligonucleotides containing two or three half-sites
were used as competitors (Fig. 2B). The most efficient
competitor for VDR/RXRa binding to UpC was DR4(I), followed
by DR3, MdC3, DR4(I1I), and DR4(1I). MdCS lacking Hs6 of MdC
was not able to compete for the UpC probe, indicating that Hs6
is necessary for MAC-VDR/RXRa binding.

Next, oligonucleotides including a set of 2 bp mutations in
each of the half-sites (UpM1~DwM12 in Fig. 2A) were used as
competitors for EMSA. As shown in Fig. 2B, UpM1 including the
Hs1 mutation in UpC competed for the UpC probe at the same

level as the wild-type competitor. UpM3 including the Hs3
mutation in UpC competed slightly less efficiently than the
wild-type. UpM2 including the Hs2 mutation in UpC failed to
compete for UpC, indicating that Hs2 is essential for UpC-VDR/
RXRa complex formation (Fig. 2B).

The result obtained using the MdC probe is shown in
Fig. 2C. To determine which half-site of MdC3 is required for
MdC-VDR/RXRa complex formation, the mutant oligonu-
cleotides including the 2 bp mutations in the half-sites of
MdC3 were used as competitors (MdM31, M33, and M4).
MdM31 including the Hs4 mutation partially competed for
MdC, but MdM33 containing the Hs5 mutation competed for
MdC as effectively as the wild-type competitor. MdM4
including the Hs6 mutation in MdC3 failed to compete for
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the MdC probe, indicating that Hsé6 is essential for MdC3- The result obtained using the DwC probe is shown in
VDR/RXRa complex formation. This result is consistent with Fig. 2D. The Hs6 and Hs7 mutations in DwC (DwM4 and DwM?7,
the fact that MdCS, which lacks Hs6 of MdC, is not able to respectively) did not affect the competition for DwC, whereas
bind VDR/RXRa. the Hs8 mutation caused reduced competition by DwM12 for

MdC3
-7882 [ | -7810
| <4— DR3 <@—DR4()@— <@— —8 —P-DRYI)—P-DR4I)—p |
GAACHTTACCTCATTGAACTAACTITGACCTITGC TCOTGGGAGAGRGT TCATTTGRGATTARACARGTTCAAAG
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(B) VDR - + - - + + + + + + + + + + + - +
RXRa - - + + + + + + + +* * + + + + o +
Competilor - - - UpC MdC DwC NS - UpMI UpM2 UpM3 DR3 DR4(l) MdC5 MdC3 DR4(1l) DR4(lll)

VDR/RXRa. —> - “

free probe: —»
UpC

Fig. 2 - VDR binds to the putative VDREs in the region essential for VDR-mediated induction as a heterodimer with RXRa. (A)
Oligonucleotide sequences used for EMSA. Putative half-sites (Hs1-8) predicted using JASPAR FAM are boxed, and arrows
indicate the direction of the half-site. Numbers are in reference to the transcriptional start site at +1. Only nucleotides that
differ from the wild-type are shown as letters; asterisks represent unchanged nucleotides. (B) EMSA was performed using a
FITC-labeled UpC probe. The UpG probe was incubated in the absence or presence of in vitro translated VDR, RXRq, or both
proteins, as described in Section 2. In parallel experiments, a competition assay was performed in the presence of a 50-fold
molar excess of unlabeled oligonucleotide. “NS” indicates nonspecific competitor. The complexes were resolved by
electrophoresis on a 6% Long Ranger gel. (C) EMSA was performed using a FITC-labeled MdC probe. The procedure was the
same as that described in (B), except that a 15-fold molar excess of unlabeled oligonucleotides were used for the
competition assay. “NS” indicates nonspecific competitor. (D) EMSA was performed using a FITC-labeled DwC probe. The
procedure was the same as that described in (C). “NS” indicates nonspecific competitor.
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Fig. 2. (Continued).

the DwC probe. These results indicate that Hs8 is important for
DwC-VDR/RXRa complex formation.

Taken together, VDR/RXRa is able to bind to several
putative VDREs [DR4(I) and DR3 in UpC, MdC3 in MdC, and
DRA4(III) and DR4(Il) in DwC] with different affinity. Addition-
ally, Hs2, Hs6, and Hs8 are the most important half-sites in
each segment for DNA-VDR/RXRa complex formation.

3.3.  Three molecules of VDR/RXRa are able to bind to the
VDR-binding region at the same time

Although we identified several sites competent to bind VDR/
RXRaq, the sites in this region are spaced relatively close to each
other. The proximity of these VDR-binding sites might prevent
the binding of VDR/RXRa to these sites. Therefore, the
question that arises is how many molecules of VDR/RXRa
bind to the VDR-binding region at the same time. To examine
this, we performed EMSA using a longer probe (7882 probe in
Fig. 3A) containing all the half-sites of the VDR-binding
elements using different amounts of VDR/RXRa. At the highest
concentration of the protein in the presence of 1,25-(OH),D;,
three shifted bands (upper, middle, and lower) were observed,
although the intensity of the upper mobility band (3x VDR/
RXRa in Fig. 3B) was weak. In the absence of 1,25-(0H),Ds, the

upper band was very weak. The mobility of the lower band (1x
VDR/RXRa in Fig. 3B) is the same as that of bands formed by
UpC and DR4(Il) probes (data not shown), to which one
molecule of VDR/RXRa binds. This indicates that the lower
band is the complex formed by the probe binding to one
molecule of VDR/RXRa. As the amount of the protein was
decreased, the intensity of the middle band (2x VDR/RXRa in
Fig. 3B) decreased, while the intensity of the lower band
remained constant. These results suggest that the middle
band is the complex formed by the probe and two molecules of
VDR/RXRaq, and that three molecules of VDR/RXRa bind to this
region with different affinities.

Furthermore, we performed EMSA in the presence of 1,25-
(OH),Ds, which was required for the observation of three
shifted bands (Fig. 3B), using longer probes containing at least
one mutated half-site (Hs2, Hs6, and/or Hs8). These sites were
shown to play an important role in DNA-VDR/RXRa complex
formation in each segment, as shown in Fig. 2. The probes
used for the EMSA are summarized in Fig. 3A. As shown in
Fig. 3C, the upper bands in Fig. 3B disappeared when the M2,
M4, and M12 probes were used; these probes each have one
mutated half-site. In contrast, the M22, M23, and M30 probes,
in which two of the three half-sites were mutated, caused the
middle bands to disappear in addition to the upper bands.
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