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Breast cancer resistance protein {BCRP) is a half-molecule ATP-
binding cassette transporter that forms a functional homodimer
and pumps out various anticancer agents, such as 7-ethyl-10-
hydroxycamptothecin, topotecan, mitoxantrone and flavopiridol,
from cells. Estrogens, such as estrone and 17f-estradiol, have
been found to restore drug sensitivity levels in BCRP-transduced
cells by increasing the cellular accumulation of such agents,
Furthermore, synthetic estrogens, tamoxifen derivatives and
phytoestrogens/flavonoids have now been identified that can
effectively circumvent BCRP-mediated drug resistance. Transcellular
transport experiments have shown that BCRP transports sulfated
estrogens and various sulfated steroidal compounds, but not
free estrogens. The kinase inhibitor gefitinib inhibited the trans-
porter function of BCRP and reversed BCRP-mediated drug resist-
ance both in vitro and in vivo. BCRP-transduced human epidermoid
carcinoma A431 (A431/BCRP) and BCRP-transduced human non-
small cell lung cancer PC-9 {PC-9/BCRP) cells showed gefitinib
resistance. Physiological concentrations of estrogens (10-100 pM)
reduced BCRP protein expression without affecting its mRNA
levels. Two functional polymorphisms of the BCRP gene have
been identified. The C376T (Q1265top) polymorphism has a
dramatic phenotype as active BCRP protein cannot be expressed
from a C376T aliele. The C421A (Q141K} polymorphism is also
significant as Q141K-BCRP-transfected cells show markedly low
protein expression levels and low-level drug resistance. Hence,
individuals with C376T or C421A polymorphisms may express
low levels of BCRP or none at afl, resulting in hypersensitivity of
normal cells to BCRP-substrate anticancer agents. In summary,
both modulators of BCRP and functicnal single nucleotide poly-
morphisms within the BCRP gene affect the transporter function
of the protein and thus can modulate drug sensitivity and
substrate pharmacokinetics and pharmacodynamics in affected
cells and individuals. (Cancer Sci 2005; 96: 457-465)

I n cancer chemotherapy, there are two major problems to be
overcome. One is the innate or acquired resistance of
cancer cells to anticancer drugs. The other is the toxic effects
of chemotherapeutic drugs on some normal tissues, such as
bone marrow and the digestive organs. The study of the
mechanisms of drug resistance in cancer cells has led to the

© Japanese Cancer Asscciation  doi: 10.1111/).1349-7006.2005.00081.x

identification of some of the genes and gene products that
confer drug resistance. For example, a family of ATP-binding
cassette (ABC) transporters, including the MDR! gene product
P-glycoprotein (ABCB1)*® and MRP1 (ABCC1),”® have
previously been shown to be responsible for multidrug resist-
ance. Significantly, both P-glycoprotein and the MRP proteins
have intemally duplicated structures with two membrane-
spanning domains and two ATP-binding domains.t-¥

Breast cancer resistance protein (BCRP), also called ABCG2,
ABCP and MXR, is a half-molecule ABC transporter with an
N-terminal ATP-binding domain and a C-terminal transmem-
brane domain (TM) (Fig. 1).*® We have shown that BCRP
functions as a homodimer."” BCRP mediates resistance to several
anticancer drugs, such as 7-ethyl-10-hydroxycamptothecin
(SN-38, an active metabolite of irinotecan), mitoxantrone,
topotecan and flavopiridol.*™® BCRP-transduced human
myelogenous leukemia K562 (K562/BCRP) cells showed 25-
fold higher resistance to SN-38, 10-fold higher resistance to
mitoxantrone and 10-fold higher resistance to topotecan.!V
Hence, overexpression of BCRP in certain types of malignant
cells would limit the effectiveness of some anticancer agents.

Breast cancer resistance protein is uswally expressed in a
variety of normal tissues, such as placenta, intesting, kidney, liver,
mammalian gland, ovary, testis, endothelium and in hematopoietic
stem cells.!'*"* BCRP is therefore assumed to play a role in the
protective functions of the maternal-placental barrier, digestive
tract and blood-testis barrier against toxic substances and metab-
olites. BCRP expression has also been reported in relapsed or
refractory hematological malignancies.***'® It has been shown
that BCRP expression may be associated with poor responses
to chemotherapy.® It is thus possible that BCRP expression
is responsible, at least in part, for many instances of clinical drug
resistance. If this proves to be the case, overcoming BCRP-
mediated drug resistance would contribute greatly to improv-
ing the efficacy of many cancer chemotherapy treatments,

Various organic compounds have been identified as BCRP
inhibitors. Some of these inhibitors include estrogens,t®

*To whom correspondence should be addressed.
E-mail: sugimoto-ys@kyoritse-ph.ac.jp

CancerSci | August2005 1 vol.86 | no.8 | 457-465



out

MEMBRANE

@ mutant
@ SNP
Q splicing varlanl

Walker A: 80-89 {GPTGGGKSS)
o

Walker B: 204-210 (PSILFLD)
ween

Fig. 1. Schematic structure of the breast
cancer resistance protein, representing the
positions of amino acid changes in mutants,
single nucleotide polymorphisms and a splicing

anti-estrogens,™® flavonoids, ™ gefitinib®-> and imatinib,?%
Although a number of them are actively transported by BCRF,
many act only as inhibitors of its function. In addition to anti-
cancer agents, BCRP exports various dietary compounds,
such as chlorophyll-derived dietary phototoxin and proto-
porphyria, and dietary carcinogen 2-amino-1-methyl-6-
phenylimidazo[4,5-b]pyridine. 2" As BCRP mediates the
efflux of such agents from cells and tissues, suppression of its
function by competitive inhibitors would be predicted to
modulate the pharmacokinetics and pharmacodynamics of
these drugs. This would potentially result in an increase in
both the blood and tissue concentrations of the chemothera-
peutics and cause more potent effects. However, there couid
also be increases in the undesirable side effects of these anti-
cancer agents as a result of BCRP inhibition.

In this review we summarize the various factors that affect
the expression and function of BCRP. These include sub-
strates, inhibitors, regulators of protein expression and func-
tional single nucleotide polymorphisms (SNP). We discuss
the possible implications of the use of these factors in cancer
chemotherapy.

Dimer formation of breast cancer
resistance proten

We have demonstrated the homodimerization of BCRP
using coexpression of Myc-tagged and hemagglutinin (HA)-
tagged proteins (MycBCRP and HABCRP)."® Exogenocus BCRP
migrated as a 70-kDa protein under reducing conditions in
sodium dodecyl-sulfate—polyacrylamide gel electrophoresis,
but migrated as a 140-kDa complex in the absence of reducing
agents. The 140-kDa BCRP complex was found to be heat
stable but to dissociate into 70-kDa species upon the addition
of 2-mercaptoethancl. We immunoprecipitated the 140-kDa
BCRP complex from lysates of PA317 cells doubly transfected
with MycBCRP and HABCRP, using an anti-Myc antibody,
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variant.

The 140-kDa complex also reacted with anti-HA and anti-BCRP
antibodies. In addition, following the addition of reducing
agents, the 70-kDa species also reacted with these antibodies.
These results clearly indicate that BCRP forms a homodimer,
bridged by disulfide bonds.

To test for possible dominant-negative inhibition of the
BCRP drug efflux pump, various mutant BCRP cDNAs were
generated by polymerase chain reaction mutagenesis. These
mutants were then expressed in parental PA317 cells and
tested for drug-resistance properties. HA-tagged inactive
BCRP cDNAs were subsequently transfected into MycBCRP-
expressing cells and tested for their ability to lower drug
resistance. Among the eight inactive mutant cDNAs,
L554P-BCRPF, with an amino acid change in TMS5, was
found to partially reverse drug resistance in MycBCRP-
transfected cells (Fig. 1). This result suggests that homodimer
formation may be essential for the transporter function of
BCRP, and that dominant-negative inhibition of these
complexes is a potential new strategy for circumventing drug
resistance, 1%

Mutation analysis of breast cancer
resistance protein

In earlier studies, BCRP ¢cDNAs isolated from doxorubicin-
selected and mitoxantrone-selected cells had mutations in
R482.% To test for possible alterations in substrate specificity
and in the drug resistance patterns of different mutant BCRE,
we generated 32 such mutants with amino acid substitutions
in the TM (seven B446 mutants in TM2, 15 R482 mutants in
TM3, four N557 mutants in TMS and six H630 mutants in
TM6) and examined the resulting effects of these substitutions
on cellular drug resistance (Fig. 1).4% PA317 cells transfected
with any one of the seven E446-mutant BCRP cDNA did not
show drug resistance. In contrast, cells transfected with any
of the 13 R482X-BCRP ¢DNA (X=N,C, M, 5, T, V, A, G,

® Japanese Cancer Agsociation  doi: 10.1111/},1349-7006.2005.00081.x



E, W, D, Q and H, but not Y and K} showed a higher resist-
ance to mitoxantrone and doxorubicin than wild-type BCRP-
transfected cells. Cells transfected with NS57D-BCRFP cDNA
showed a similar level of resistance to mitoxantrone, but
lower resistance to SN-38 than wild-type BCRP-transfected
cells. Cells transfected with N557E-BCRP, H630E-BCRP or
H630L-BCRP cDNA showed similar degrees of resistance to
mitoxantrone and SN-38. Cells transfected with R482G-BCRP
or R482S-BCRP cDNA showed less intracellular accurnula-
tion of *H-mitoxantrone than wild-type BCRP-transfected
cells. These results suggest that residues E446 in TM2, R482
in TM3, N557 in TMS5 and H630 in TM6 play important roles
in the drug recognition of BCRP.®Y R482-mutant BCRP was
also shown to have a more effective pumping function for
doxorubicin and mitoxantrone than the wild-type protein, but
high levels of doxorubicin transport may not be associated
with the physiological role of BCRP, as wild-type BCRP is
less effective.®®® In fact, we and others have previously
reported that wild-type BCRP effectively transports meth-
otrexate and methotrexate polyglutamates. This suggests that
BCRP may play a crucial role in the transport of folate
derivatives.®*=% In addition, the R482 mutation was found
only in in vitro drug-selected cancer cells, and has not been
found in any clinical specimens.

Estrogens and anti-estrogens inhibit breast
cancer resistance protein

Breast cancer resistance protein is normally expressed in a
variety of tissues, such as placenta, intestine, kidney, liver,
mamnmalian gland, ovary, testis, endothelium and in hemato-
poietic stem cells.%*'" Among these normal tissues, the
highest level of BCRP expression has been seen in the
placenta, and BCRP is therefore presumed to function in
protecting the fetus against toxic compounds.U? In addition,
BCRP may mediate the transport of placenta-specific com-
pounds across the blood—placenta barrier, as immunohisto-
chemical analysis has shown that BCRP is highly expressed
in the syncytiotrophoblast of the placenta, which produces
female steroid hormones.!'? We therefore examined for
possible interactions of female steroid hormones with BCRP.U®)
The effects of steroid hormones and other related compounds
on BCRP-mediated drug resistance were evaluated by a cell
growth inhibition assay using K562/BCRP celis. Among the
compounds tested, estrone and estradiol (17 [-estradiol} were
found to potentiate the cytotoxicity of SN-38, mitoxanirone
and topotecan in K562/BCRP cells.!'® In contrast, these
estrogens showed little effect on drug sensitivity in parental
K562 cells.

The reversal activities (measured as the ratios of the IC,,
values in the absence or presence of the steroid) of 10 uM
estrone were 3.6-fold for SN-38, 7.5-fold for mitoxantrone
and 4.1-fold for topotecan. Similarly, estradiol enhanced the
cytotoxicity of these antitumor agents in K562/BCRP cells,
but not in parental K562 cells. Drug resistance levels were
also slightly abrogated by estriol in a dose-dependent manner
but neither pregnenclone nor progesterone had any effect
on the drug sensitivity of K562/BCRP cells. In order to
determine whether this reversal might be associated with
increased drug transport, effect of steroid hormones on the
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cellular accumulation of topotecan was evaluated by fiow
cytometric analysis. The intracellular accumnlation of topote-
can increased in the presence of estrone in a dose-dependent
manner in K562/BCRP cells, whereas levels were not altered
in parental cells. In addition, increased cellular accumulation
of topotecan was also observed in the presence of both estra-
diol and estriol. In contrast, pregnenclone and progesterone
showed only a marginal effect on topotecan uptake, These
results suggest that estrogens reverse BCRP-mediated drug
resistance by inhibiting its drug efflux function.!'®

‘We further examined the effects of other non-steroidal
estrogens and anti-estrogens on BCRP-mediated drug resist-
ance."” Initially, these compounds were tested for their
effects on the cellular accumulation of topotecan in K562/
BCRP cells. These compounds were then examined for their
ability to reverse SN-38 and mitoxantrone resistance in
K562/BCRP cells. Among the commercially available
estrogen antagonists and agonists that were tested, synthetic
estrogen diethylstilbestrol showed the strongest BCRP-
reversing activity. Diethylstilbestrol was found to increase the
cellular accumulation of topotecan and reverse BCRP-mediated
drug resistance in K562 /BCRP cells, but showed only marginal
or no effect in parental K562 cells. The reversal activities
of estrone and diethylstilbestrol were more prominent for
mitoxantrone than for SN-38. Anti-estrogens, tamoxifen
and toremifene were also found to enhance topotecan uptake in
K562/BCRP cells. Various tamoxifen derivatives were sub-
sequently screened for anti-BCRP activity and among the
initial 14 compounds that were tested, TAG-11 showed the
strongest effects. In a second screening of 25 TAG-11-related
compounds, TAG-139 was found to show the strongest effect.
Reversal of SN-38 and mitoxantrone resistance in K562/
BCRP cells by TAG-139 was then found to be five-fold greater
than the results with estrone. The dose-dependent character-
istics of drug resistance reversal by estrone and TAG-139
treatment were very similar, suggesting that derivatives of these
compounds interact with the same binding site of BCRP.
Next, the possible effects of TAG-139 on P-glycoprotein-
mediated and MRP1-mediated drug resistance were evaluated.
TAG-139 strongly potentiated the cytotoxicity of doxorubicin
and vincristine on K562/MDR cells. The reversal activity of
TAG-139 was more prominent for doxorubicin than for
vineristine. TAG-139 showed no effects on MRP1-mediated
doxorubicin resistance or VP-16 resistance,

To examine whether the BCRP-reversing activities of these
compounds are associated with anti-estrogen activity, the effects
of these agents on the binding of estradiol to estrogen receptors
(ER) were evaluated.!!” Tamoxifen and 4-OH-tamoxifen
strongly inhibited the binding of estradiol to ERc.. TAG-11
showed weak inhibition of estradiol binding to ERo. but
TAG-72 and TAG-126, which both showed modest BCRP-
reversing activity, strongly inhibited this binding. TAG-139,
the most potent TAG-compound BCRP inhibiter, showed a
weak interaction with ER¢. Similar results were obtained with
ERP. These results show that BCRP-reversing activity and anti-
estrogen activity can be disassociated. Therefore, it should be
possible to develop BCRP-reversing agents that exhibit no
other biological effects, including anti-estrogen activity. Such
compounds would have great potential to be used clinically
in overcoming BCRP-mediated drug resistance.!®

Cancer5ci | August2005 | wvol.96 | no.B | 459



Breast cancer resistance protein exports
sulfated estrogens

Estrone and estradiol were both shown to reverse BCRP-
mediated multidrug resistance. However, this did not neces-
sarily indicate that BCRP exports these estrogens. To clarify
this point, we generated BCRP-transduced porcine kidney
LLC-PK1 (LLC/BCRP) cells, in which exogenous BCRP is
expressed in the apical membrane of the cell monolayer, and
investigated the transcellular transport of *H-labeled com-
pounds using cells plated on microporous filter membranes,®9
The basal-to-apical transport (excretion) of *H-mitoxantrone,
H-estrone and *H-estradiol was greater in LLC/BCRP cells
than in LL.C-PK1 cells. However, thin layer chromatography
of transported steroids revealed that the transport of estrone
and estradiol was independent of BCRP expression. In contrast,
increased excretion of estrone sulfate and estradiol sulfate
was observed in LLC/BCRP cells, which was shown to be
completely abrogated by BCRP inhibitors. In addition, the
conversion of estrogens into their sulfated conjugates occurred
at a similar rate between LLC/BCRP and LLC-PK] cells,
suggesting that the increased excretion of estrogen suifates
was attributable to BCRP-mediated transport.©®

The uptake of *H-labeled compounds in membrane vesicles
from K562/BCRP cells was also investigated.®® *H-I.abeled
estrone sulfate, but not *H-labeled estrone or estradiol, was
taken up by membrane vesicles from K562/BCRP cells, and
this was ATP dependent. BCRP inhibitors suppressed the
transport of estrone sulfate in membrane vesicles from K562/
BCRP cells. Furthermore, sulfated steroidal compounds such
as dehydroepiandrosterone sulfate, taurolithocholate and tau-
rolithocholate sulfate, strongly inhibited the BCRP-mediated
transport of estrone sulfate across K562/BCRP membrane
vesicles, suggesting that BCRP has a high affinity for sulfated
steroids. These results clearly demonstrate that BCRP does
not transport either free estrone or estradiol but exports sulfate
conjugates of these estrogens, which were the first identified
physiological substrates of BCRP.¢03

Flavopoids inhibit breast cancer resistance
protein

We carried out additional screens of estrogenic .compounds
for anti-BCRP activity and found that phytoestrogens
and flavonoids, such as genistein, naringenin, acacetin and
kaempferol, strongly potentiate the cytotoxicity of SN-38 and
mitoxantrone in K562/BCRP cells.®® Genistein and narin-
genin increased the cellular accumulation of topotecan in
K3562/BCRP cells. In addition, some glycosylated flavonoids,
such as naringenin-7-glucoside, also effectively inhibited
BCRP. These flavonoids showed marginal effects on drug
sensitivity in K562 cells. Furthermore, neither genistein nor
naringenin could reverse either P-glycoproiein-mediated
vincristine resistance or MRP1-mediated VP-16 resistance.
K562/BCRP cells accumulated less *H-genistein than parental
K562 cells. Using a transcellular transport system we showed
that H-genistein transport in the basal-to-apical direction
was greater in LLC/BCRP cells, which express exogenous
BCRP in the apical membrane, than in parental LLC-PK1
cells. BCRP inhibitors abolished this increased transport of
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*H-genistein in LLC/BCRP cells.®® Analysis by thin layer
chromatography revealed that genistein was transported in its
native but not in its metabolized form. These results suggest
that genistein is in fact among the natural substrates of BCRP
and competitively inhibits BCRP-mediated drug efflux.
BCRP therefore seems to function as an efflux pump for
genistein and other plant-derived flavonoids. These findings
have two important clinical implications: (i) flavonoids and
glycosylated flavonoids may be useful compounds for over-
coming BCRP-mediated drug resistance in cancer cells; and
(i) the intake of flavonoids, mostly from food or drink, together
with the administration of BCRP-substrate antitumor agents
may alter the pharmacokinetics and consequently increase the
toxicity of antitumor agents in cancer patients,®

Breast cancer resistance protein-transduced
cells show gefitinib resistance

We evaluated the possible interaction of gefitinib, a selective
epidermal growth factor receptor (EGFR) tyrosine kinase
inhibitor, with BCRF.#?" BCRP-transduced human epidenmoid
carcinoma A431 (A431/BCRP) and BCRP-transduced human
non-small cell lung cancer PC-9 (PC-9/BCRP) cells have
acquired cellular resistance to gefitinib, suggesting that BCRP
is one of the determinants of gefitinib sensitivity in specific
cell types (Fig. 2). However, BCRP expression did not alter
gefitinib sensitivity in cells that were intrinsically insensitive
to this drug, such as K562/BCRP cells. Gefitinib reversed
SN-38 resistance in both K562/BCRP cells and BCRP-
transduced murine lymphocytic leukemia P388 (P38§8/BCRP)
cells, but not in the corresponding parental cells. In addition,
gefitinib sensitized human colon cancer HT-29 cells, which
endogenously express BCRF, to SN-38. Gefitinib was also
demonstrated to increase the intracellular accumulation of
topotecan in K562/BCRP cells and suppressed ATP-dependent
transport of estrone sulfate in membrane vesicles from K562/
BCRP cells. These results suggest that gefitinib may overcome
BCRP-mediated drug resistance by inhibiting the pump function
of BCRP. Furthermore, P388/BCRP-transplanted mice that had
been treated with a combination of irinotecan and gefitinib
were observed to have significantly longer survival times
than the P388/BCRP-transplanted mice treated with either
irinotecan or gefitinib alone. In conclusion, gefitinib interacts
with BCRP, the expression of which in gefitinib-responsive
cells is likely to be one of the principal determinants of gefitinib
sensitivity. Gefitinib also inhibits the transporter function of
BCRP and reverses BCRP-mediated drug resistance both
in vitro and in vivo,®"

Other breast cancer resistance protein
inhibitors

Imatinib, an inhibitor of BCR-ABL tyrosine kinase, has been
reported to reverse BCRP-mediated drug resistance.®627
Imatinib was shown to significantly increase the accumula-
tion of topotecan in the human osteosarcoma cell line Saos2,
which expresses BCRP.® Another report showed that imatinib
is a substrate of BCRP by demonstrating that its accumulation
is low in a BCRP-overexpressing sub-line, MCF-7/MR.®"
Moreover, Ko-143, a specific inhibitor of BCRP, increased

© Japanese Cancer Association doi: 10.1111/1.1349-7006.2005.00081.x
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Fig. 2. Resistance to gefitinib of breast cancer
resistance protein (BCRP)-transduced human
epidermoid carcinoma A431 (A431/8CRP) and
BCRP-transduced human non-small cell lung
cancer PC-9 (PC-9/BCRP) cells. Cells were

Cell number (% of control)

1007

cultured for 5days with increasing concen- 0
trations of gefitinib, Cell numbers were counted

with a Coulter counter. Data are represented 1
as mean * 5D from triplicate determinations.

the accumulation of imatinib in MCF-7/MR cells.?? In a
separate study, imatinib was efficiently transported by mouse
berpl in berpl-transfected Madin—Darby canine kidney strain
II (MDCKII) monolayers.®® Furthermore, the clearance of
intravenously injected imatinib was significantly decreased
by 1.6-fold in berpl-knockout mice, compared with wild-type
mice.?® Taken together, BCRP seems to be a determinant for
imatinib sensitivity. Another potent tyrosine kinase inhibitor,
CI1033, has also been shown to enhance the uptake and cyto-
toxicity of SN-38 and topotecan in BCRP-transfected cells.®®
CI1033 accumulation was diminished in BCRP-expressing
cells, suggesting that it may be transported by BCRP.®® It
has been reported that BCRP exports dietary toxins and
carcinogens such as chlorophyll-derived dietary phototoxin
and protoporphyria, and dietary carcinogen 2-amino-1-methyl-
6-phenylimidazo[4,5-b]pyridine.” This study suggests that
humans or animals with low or absent BCRP activity may be
at an increased risk of developing diet-dependent phototoxi-
city. BCRP thus seems to play a protective role against such
toxins from normal food constituents.

Suppression of breast cancer resistance
protein expression by estrogens

Because estrogens induce the expression of various genes via
ER-mediated pathways, we examined the possible effect of
estrogens on BCRP expression.“® We found that estrogens,
such as estradiol at physiological concentrations (10-100 pM),
markedly decrease endogenous BCRP expression in estrogen-
responsive and ERa-positive human breast cancer MCF-7
cells. These effects did not occur, however, in estrogen-non-
responsive human lung cancer A549 cells. To examine the
effects of estrogens on BCRP expression in various ERo-
positive and ER¢-negative cells, the human breast cancer cell
lines MCF-7, T-47D and MDA-MB-231, the ovarian cancer
cell line SKOV-3 and the lung cancer cell line A549 were
transduced with BCRP retrovirus. Among these cell lines,
MCF-7 and T-47D were both estrogen responsive and ERo
positive. Estradiol significantly reduced exogenous BCRP
expression, driven by a retroviral constitutive promoter, in
estrogen-responsive MCF-7/BCRP and T-47D/BCRP cells,

Sugimoto et al.
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but not in estrogen-non-responsive MDA-MB-231/BCRP and
SKOV-3/BCRP cells. Estradiol also significantly potentiated
the cytotoxicity of SN-38, but not vincristine, in MCF-7/
BCRP cells, and increased cellular topotecan uptake in MCF-
7/BCRP cells. The anti-estrogen compound tamoxifen was
shown to reverse estradiol-mediated BCRP downregulation
in MCF-7 and MCF-7/BCRP cells. Treatment of MCF-7/
BCRP cells with an ERa small interfering RNA abolished
estradiol-mediated BCRP downregulation, suggesting that
interaction of estradiol and ERo is necessary for this sup-
pression. Estradiol did not alter endogenous BCRP mRINA
Ievels in MCF-7 cells or exogenous BCRP mRNA levels in
MCF-7/BCRP cells. Pulse-chase labeling experiments using
MCE-7/BCRP cells suggested that decreased protein biesyn-
thesis and maturation, but not alterations in profein turnover,
might underlie estradiol-mediated BCRP downregulation.
These data indicate that estrogens downregulate BCRP
expression by novel post-transcriptional mechanisms (Fig. 3).
Significantly, this was the first demonstration that small
molecules can control cellutar BCRP protein expression.“®
Analysis of the regulation of BCRP expression by estrogens
would assist in the development of a more rational anticancer
treatment protocol, particularly against malignancies in
wormnen. 4040

Functional single nucleotide
polymorphisms in the BCRP gene

Single nucleotide polymorphisms in the BCRP gene and BCRP
c¢DNA variants were screened in genomic DNA samples from
healthy Japanese volunteers and from 11 BCRP-expressing
human cancer cell lines, respectively. From these analyses,
we identified three BCRP coding SNP, G34A (VI12M),
C376T (Q126Stop) and C421A (Q141K), and a splicing
variant, A315-6, that lacked nucleotides 944949 {deletion of
A315 and T316) (Fig. 1).“? It was expected that the C376T
polymorphism in exon 4, which substituted GInl26 with a
stop codon, would have the highest impact of the BCRP SNP,
as an active BCRP protein cannot be expressed from the
C376T allele. Of the 124 healthy Japanese volunteers that we
sampled in our study, three were heterozygous for the C376T

Cancer5c | August2005 | wvel.96 | no. 8 | 461
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Fig. 3. Putative mechanism of the suppression of breast cancer resistance protein (BCRP) expression by estrogens. Estrogens, such as
estradiol at physialogical concentrations (10-100 pM), markedly decrease BCRP expression in estrogen-responsive and estrogen receptor
{ER)o-positive cells. Estrogen does not affect the BCRP mRNA expression in ERa-positive cells. The BCRP downregulation seems to be

associated with alterations in protein maturation, but not protein turnover.

allele. In addition, QI41K-BCRP-transfected PA317 cells
showed markedly lower levels of both BCRP protein expres-
sion and drug resistance than wild-type BCRP-transfected
cells (Fig. 4a). It was noteworthy in this case that Q141K-
BCRP-transfectants and wild-type BCRP-transfectants
expressed similar levels of BCRP transcripts (Fig. 4a).
V12M-BCRP-transfected and A315-6-BCRP-transfected PA317
cells showed similar and somewhat lower BCRP protein expres-
sion and drug resistance levels compared with wild-type BCRP-
transfected cells. Among the normal subjects in our analysis,
67 were wild type, 48 were heterozygous and nine were
homozygous for the C421A allele. It has been reported that
the C421A SNFP is prevalent in 50-60% of Asians and 20—
30% of Caucasians.” Low expression levels of the Q141K
BCRP protein have been confirmed using various experimental
systems.®**" These results suggest that some individuals
harbor a C421A polymorphic BCRP gene and express low
amounts of Q141K BCRP (Fig. 4b).

The possible significance of the C421A BCRP SNP was
evaluated recently in a phase I study of difiomotecan, a new
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camptothecin derivative anticancer agent.*® In this study, five
patients who were heterozygous for the C421A allele showed
three-fold higher plasma levels of diflomotecan than 15 patients
who were wild type. Following intravenous administration of
this drug, the area-under-curve (AUC) analysis of patients with
the C421A allele and in patients who were homozygous wild
type was 138 ng-h/mL-mg and 46.1 ngh/mL-mg, respectively
(P = 0.015).49 A similar trend was noted after oral adminis-
tration of this agent, although the differences were found not
to be statisticaily significant. This study suggests that the BCRP
genotype of a patient may impact strongly on the resulting
pharmacokinetics of diflomotecan administration. Although
the C376T allele is rare, a combination of the C376T and
C421A SNP or a homozygous C421A genotype would be
expected to occur frequently in Japanese individuals, con-
sidering the high incidence of this allele in Japan. In summary,
individuals with C376T or C421A polymorphisms may express
fow amounts of BCRP, resulting in hypersensitivity of normal
cells to anticancer drugs such as irinotecan, topotecan and
difiomotecan “>-4547
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Fig. 4. Effect of C376T (Q1265top) and C421A Caucasian Japanese
{Q141K) single nucleotide polymorphisms in
the breast cancer resistance protein (BCRP)
gene on protein expression. {a) Upper panek:
western blotting of BCRP in PA317 cells and wi/wt 81.0 53.0
BCRP transfectants. PA317 cells transfected
with wild-type, G34A, C421A and A944-949 C4241A/wt
BCRP ¢DNAs were termed PA/WT, PAN12M, / 18.0 38.0
PA/Q141K and PA/A315-6, respectively. Western
blot analysis processed under non-reducing C376T/wt 1.8
conditions. The BCRP dimer was detected as
a band at approximately 140 kDa (ref. 42).
Lower panel: northern blot analysis of PA317 C421A/C421A 1.0 6.6
cells and BCRP transfectants. The blot was
hybridized with an internal BCRP cDNA probe
(ref. 42). (b} Putative BCRP expression levels C376T/Ca421A 0.6
in the C376T and/or C421A allele carriers.
Left, putative BCRP expression levels relative C376T/C376T 0.015

to that of homozygous wild-type allele
carriers. Right, putative frequencies of each
genotype with respect to nucleotides 376
and 421 of the BCRP gene.
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Conclusions

Breast cancer resistance protein, an ATP-binding cassette
transporter, confers resistance to a series of anticancer agents,
such as mitoxantrone, SN-38 (an active metabolite of
irinotecan), topotecan and flavopiridol. BCRP expression is
one of the key determinants of the sensitivity of cells to these
drugs. We found that estrone and estradiol reverse drug
resistance in K562/BCRP cells. Estrone and estradiol also
increase the cellular accumulation of topotecan in K562/
BCRP cells, but not in the parental K562 cells. BCRP-
dependent and ATP-dependent uptake of estrone sulfate, but
not estrone or estradiol themselves, was also observed in
K562/BCRP vesicles. BCRP-dependent excretion of estrone
sulfate was observed in porcine kidney LLC/BCRP cells. Taken
together, BCRP exports estrone sulfate, and sulfated estrogens
seem to be physiological substrates of BCRP. Based on these
findings, we have identified various BCRP inhibitors among
the different estrogens, anti-estrogens, phytoesirogens, flavonoids
and kinase inhibitors. Some compounds, such as the flavonoid
derivatives and the EGFR kinase inhibitor gefitinib, were
effective against P388/BCRP in vivo.

Many clinical studies of P-glycoprotein inhibitors have shawn
that the inhibition of drug effiux pumps not only increases
the sensitivity of malignant celis to anticancer agents but also
modulates the pharmacokinetics and pharmacodynamics of
these drugs, and increases their concentrations in blood and
tissues.¥ In the case of BCRP inhibitors, it is possible that
these factors could also alter the bioavailability and pharma-
cokinetics of the drugs that are targeted by BCRP.4%% Ap

Sugimaoto et al.

example of this is seen with GF120918, a dual inhibitor of P-
glycoprotein and BCRP that increases the oral bioavailability
of topotecan through the inhibition of BCRP function.®® The
camptothecins are good BCRP substrates and are being used
increasingly in cancer chemotherapy. Modulation of BCRP
activity by inhibitors should alter the pharmocokinetics of
such chemotherapeutic drugs in a number of clinical contexts.
These effects might be used advantageously in improving
several aspects of chemotherapy, such as a reduction of the
variability in exposure to orally administered topotecan and
potentiation of the cytotoxic activity of irinotecan. In addi-
tion, however, unintentional side effects may be caused by
modulations to drug bioavailability by the inhibition of
transporters. These must be considered in any new strategies
that combine chemotherapeutic treatments with BCRP
inhibitors.

We have identified two important functioning BCRP SNF,
C376T (Q126Stop) and C421A (Q141K), that greatly dimin-
ish the expression of this protein. No active BCRP can be
expressed from the C376T allele. Furthermore, cells trans-
fected with Q141K-BCRFP cDNA express low amounts of
BCRP protein and show only low levels of drug resistance.
Polymorphisms within the BCRP genes of individuals that
cause low transporter expression are likely to be associated
with the hypersensitivity of their normal cells to substrate
anticancer agents. Because BCRP may play crucial roles in
the absorption and excretion of anticancer drugs such as
DNA. topoisomerase I inhibitors, the use of BCRP SNP
should be considered carefully during the clinical develop-
ment of novel anticancer agents and BCRP-reversing drugs.
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Breast cancer resistance protein (BCRP/ABCG2) is a half-molecule
ATP-binding cassette transporter that we have previously
suggested might function as a homodimer, bridged by disulfide
bonds. in the present study, we carried out cysteine-scanning
mutagenesis, substituting Ser for Cys, and established 12 PA317
transfectants expressing BCRP mutants with possible disruptions
to their 5-5 bonds. Western blot analysis of BCRP from the wild-
type transfectants {(PA/WT) confirmed that the wild-type protein
migrates as a 140-kDa dimer under non-reducing conditions, but
as a 70-kDa monomer under reducing conditions. However,
under non-reducing conditions the BCRP-C603S mutant migrated
both as a 70-kba monomer and a 140-kDa dimer, whereas all
other mutant BCRP migrated only as dimers. PA317 cells
transfected with C6035-BCRP (PA/C6035) showed either similar
or only marginally lower SN-38 resistance than PA/WT cells,
despite the reduced levels of BCRP dimer in these cells. Moreover,
the degree of SN-38 resistance in the mutant BCRP transfectants
was found to be associated with the monemer expression levels
under reducing conditions. Reverse transcription-polymerase
chain reaction analysis showed that the BCRP mRNA levels were
similar in the transfectants. We subsequently generated six
C603X mutants of BCRP (X =D, H, R, ¥, A and W) and carried out
western blot analysis and drug sensitivity assays. The results
were eguivalent to those from the PA/CB03S cells, with some
variations that again corresponded to the monomer levels. Our
findings suggest that Cys-603 is an important residue in the
covalent bridge between BCRP monomers but that a functioning
unit of BCRP may not necessarily require covalent linkages.
{Cancer Sci 2005; 96: 866-872)

ATP~binding cassette (ABC) transporters, such as the
MDRI gene products P-glycoprotein'~* and MRP1,%
are known to be involved in multidrug resistance. Breast cancer
resistance protein (BCRP/ABCG2/MXR) is a new member
of the ABC transporter family,®® with a C-terminal trans-
membrane dornain and an N-terminal ATP-binding domain,®
consisting of 655 amino acids. BCRP has been studied as a
molecular target for anticancer drug resistance because of
its ability to confer resistance to mitoxantrone, 7-ethyl-10-
hydroxycamptothecin (SN-38) and topotecan in cells by
pumping cut these structurally unrelated drugs. (/018

We previously showed that BCRP might form a
homodimer, bridged by disulfide bonds, and that BCRP
function was impaired by dominant-negative mutants through

CancerSci | December2005 | vol.86 | no.12 | 866-872

S-5-dependent homodimerization.!'” In our present study we
removed each of the possible disulfide bonds that may be
involved in BCRP dimerization by site-directed mutagenesis
of the cysteine residues in this protein. As shown in Fig. I,
BCRP has six cysteines in the cytoplasm, three of which are
intramembranous and three that are extracellular, We con-
structed 12 BCRP mutants for these analyses, each with a
serine substitution in place of a cysteine, using site-directed
mutagenesis of BCRP cDNA, and examined the resuiting
effects on both protein structure and function. We show from
our data that Cys-603 is likely to be an important residue for
the stable oligomerization of BCRP,

Materials and Methods

Cell culture and drug sensitivity assay

PA317 amphotropic retrovirus packaging cells were grown in
Dulbecco’s modified Eagle’s medivm, supplemented with
10% fetal bovine serum, at 37°C in a humidified incubator
with 5% CO,. The sensitivity of the mutant BCRP-transfected
cells to SN-38 was evaluated by the inhibition of cell growth
after incubation at 37°C in the presence of various concen-
trations of SN-38. After a 5-day incubation of cells with
these agents, cell numbers were determined using a Coulter
cell counter and drug concentrations that inhibited cell growth
by 50% (IC,,) were determined from growth inhibition curves,
Statistical analysis was carried out using the Student’s t-test.

Generation of wild-type and mutant BCRP vectors, and
transfections

Mutant BCRP cDNAs containing cysteine-to-serine substitutions
were synthesized using a site-directed mutagenesis kit (Takara,
Kyoto, Japan), according to the manufacturer’s instructions.
Our previously described BCRP cDNAY" was used as a
template for these reactions. The nucleotide sequences of the
mutant BCRP cDNA clones were confirmed using an automated
DNA sequencer. The wild-type and mutant BCEP ¢DNAs
were then cloned into pHal-IRES-DHFR bicistronic
retrovirus vectors. PA317 cells were transfected with the
vectors according to the method of Chen and Okayama.t*® In
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Fig. 1. Schematic diagram of a breast cancer resistance protein
{BCRP} molecule indicating the position of its 12 cysteine residues.
We constructed 12 mutants of BCRP by replacing each of these
cysteines with serine by site-directed mutagenesis of the cDNA
template.

cells transfected with pHa-BCRP-IRES-DHFR, a single
mRNA is transcribed under the control of a retroviral long
terminal repeat of Harvey murine sarcoma virus (LTR)
promoter, and two gene products are transiated independently
from a bicistronic mRNA. It has been shown previously that
cells expressing DHFR are resistant to methotrexate."” The
transfectants were therefore selected by exposure to 120 ng/
mL methotrexate for 5 days and by subsequent exposure to
1 ng/mL mitoxantrone for an additional 5 days to eliminate
residual BCRP-non-expressing cells. The resulting BCRP
transfectants were pooled, and were named using the prefix
‘PA’ (parental).

Waestern blot analysis under both reducing and non-
reducing conditions

Exponentially growing cells were harvested, washed and
solubilized in T buffer (10 mM Tris-HCl, pH 8.0, 0.1%
Triton-X 100, 10 mM MgS0O,, 2mM CaCl,, I mM 4-[2-
aminoethyl]-benzenesulfonyl fluoride) with or without 1 mM
dithiothreitel. Cellular debris was removed by centrifugation
and the supernatant was subjected to immunoblotting, The
protein concentrations of the cell lysates were measured by
the Bradford method using Bio-Rad Protein Assay reagent
{Bic-Rad, Hercules, CA, USA). Protein samples were then
solubilized with 2% sodium dodecylsulfate (SDS), 50 mM
Tris-HC1, pH 7.5, in the presence or absence of 5% 2-
mercaptoethanol. Before loading, samples treated under
reducing conditions were heated at 70°C for 10 min and
samples subjected to non-reducing conditions were heated at
20°C for 5 min. Samples (20 J1g or the appropriate amount of
protein per lane) were resolved by 5-20% SD3-polyacrylamide
gel electrophoresis (SDS-PAGE) and elecirobloited onto
nitrocellulose membranes. The blots were then incubated
with mouse anti-BCRP monoclonal antibody (BXP-21,

Kage et al.

Chemicon International, Temecula, CA, USA) for 1 h. BXP-
21 recognizes an internal epitope of a 126-amino acid region
of BCRP (amino acids 271-396). After washing, the blots
were incubated with peroxidase-conjugated antimouse immuno-
globulins (Amersham Pharmacia Biotech, Buckinghamshire,
UK). Membrane-bound peroxidase was visualized on
Hyperfilm ECL Plus after enhancement with a chemilu-
minescence detection kit (Amersham Pharmacia Biotech).

Fluorescence-activated cell sorter analysis

After selection by methotrexate and mitoxantrone, the cell-
surface expression levels of the BCRP protein were analyzed
by fluorescence-activated cell sorter (FACS). Briefly, trypsinized
cells (5 x 10°) were incubated with 20 pg/mL of biotinylated
antihuman BCRP (5D3) (eBioscience, San Diego, CA, USA),
washed and incubated with R-phycoerythrin-conjugated
streptavidin (BD Biosciences, San Jose, CA, USA). The
epitope for this antibody is localized in one of the
extracellular domains of BCRP, which corresponds to amino
acids 417-428, 500-504 or 567—628. Fluorescence staining
was then analyzed using FACSCalibur (BD Biosciences).

Semi-guantitative reverse transcription-polymerase chain
reaction analysis

BCRP mRNA expression in wild-type and mutant BCRP
transfectants was exarmined by reverse transcription—polymerase
chain reaction (RT-PCR). Total RNA was extracted from
8 x 105 cells using an RNeasy Mini kit (Qiagen, Valencia,
CA, USA) and subsequent RT-PCR was carried out using an
LA-RT-PCR kit (Takara), according to the manufacturer’s
instructions. The primers for PCR described below were
previously reported.®® First strand ¢DNA was synthesized
with 0.3 plg of total RNA and a 315-bp BCRP ¢cDNA fragment,
and then amplified with the primers 5-CAG GTG GAG
GCA AAT CTT CGT-3’ (forward) and 5°-A CAC ACC ACG
GAT AAA CTG A-3 (reverse). As an internal control,
amplification of GAPDH mRNA (551-bp fragment) was
carried out with the primers 5-ATC ACC ATC TTC CAG
GAG CGA-3 (forward) and 5-GCT TCA CCA CCT TCT
TGA TGT-3 (reverse). The PCR conditions were as follows:
95°C for 9 min, then increasing cycle numbers of 95°C for
30 s, 55°C for 30 s and 72°C for 30 s.

Results

Expression of BCRP in mutant BCRP transfectants

The expression of BCRP in the PA317 transfectants was
evaluated by both western blotting and FACS analyses.
BCRP protein in PA/WT (BCRP-WT) cells migrated as a
70-kDa monomer under reducing conditions and as a 140-kDa
dimer protein under non-reducing conditions. Under reducing
conditions each of the mutants migrated as a 70-kDa species,
as observed for the wild-type protein (Fig. 2a). Under non-
reducing conditions, however, the BCRP-C603S mutant was
found to migrate as both a 70-kDa monomer and a 140-kDa
dimer, whereas the BCRP-WT and each of the other mutant
proteins migrated only as 140-kDa dimers (Fig. 2b). Also
under reducing conditions, the BCRP protein levels in PA/
C438, PA/CS558, PA/C284S and PA/C603S cells were
slightly lower than the levels in the wild-type transfectants.

Cancer 5¢i | December2005 | vol.96 | po.12 | 867
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20 pgflane Fig. 2. Detection of mutant breast cancer
resistance proteins (BCRP), containing serine
(&)  DTT(-} 2ME{-), 20°C, 5 min substitutions, by western blot analysis.
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zyz electrophoresis (SDS-PAGE) was carried out
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.. control. (¢} Western blot analysis of three
ieen BCRP mutants with a long exposure showing
s Rl - 140 kDa weak band intensities under non-reducing
conditions. Cellular protein (20 pg/lane) was
s i - 70 kDa separated by 5-20% SPS-PAGE and then
— e —— transferred onto nitrocellulose membranes.
20 2 20 pglane

long-exposure

Because BCRP protein expression levels in PA/C4388S, PA/
C592S and PA/C608S cells were found to be remarkably
decreased under non-reducing conditions (Fig. 2b), they were
further examined by overexposing the immunoblot (Fig. 2c).
Following this increased exposure time, these mutants could
also be detected as both a 70-kDa monomer and a 140-kDa
dimer, as is the case for BCRP-C603S, although their
expression levels were less than 10% of wild-type. The ratio
of monomer to dimer in these mutants was also far higher
than PA/WT, as observed for PA /C6038S.

FACS analysis of our mutant BCRP transfectants was
undertaken lo examine the levels of exogenous protein
expressed on the cell surfaces of these cells (Fig. 3). For the
PA/C119S, PA/C374S, PA/C4915, PA/C5445 and PA/C6358
species, these exogenous mutant protein levels were equiva-
lent to PA/WT. In contrast, the PA/C438, PA/C555, PA/C284S
and PA/C603S mutants expressed intermediate amounts of
BCRP and, in PA/C438S cells, little surface expression of
BCRP was observed. In addition, the results of our FACS
analyses of these 10 BCRP mutants were in accordance with
the western blot analyses carried out under reducing condi-
tions (Fig. 2a). For the PA/C592S and PA/C608S species,
which may have mutations in the epitope for the 5D3 anti-
body located on a extracellular domain of BCRP, BCRP
expression on the cell surface was undetectable by FACS, but
protein could be detected at low levels by western blotting.

Semi-quantitative reverse transcription-polymerase chain
reaction

Reverse transcription—polymerase chain reaction revealed
that cach of the transfectants expressed similar levels of
BCRFP mRNA (Fig. 4). Hence, the observed differences in
BCRP expression, particularly in the PA/C438S, PA/C5928,
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BCRP was detected using mouse anti-BCRP
menoclonal antibody (BXP-21).

PA/C603S and PA/C608S cells, are not attributable to low
transcript levels.

SN-38 sensitivity of the mutant BCRP transfectants

The resuits of our SN-38 sensitivity measurements in the
mutant BCRP transfectants, in which the exogenous BCRP
expression levels were almost equivalent to PA/WT cells, are
shown in Fig. 5a. Transfectants expressing a high level of
exogenous BCRP mutant, including PA/C544S and PA/
C6358S, showed almost the same degree of resistance as PA/
WT cells. The SN-38 sensitivity levels of the mutant BCRP
transfectants that expressed either intermediate or small
amounts of exogenous protein were also determined and are
shown in Fig. 5b,c. Significantly, the degree of drug
resistance (ICg, of mutant BCRP transfectants/IC,, of PA/
WT) was found to be coincident with the levels of BCRP
monomer detected under reducing conditions (Fig. 2a), with
a correlation coefficient of 0.88.

Protein expression and SN-38 sensitivity levels of PA317
cells transfected with mutant BCRP containing Cys-603
substitutions

Because the monomeric form of BCRP was detectable in PA/
C6035 cells under non-reducing conditions (Fig. 2b), we
chose to further analyze this specific cysteine residue by
generating additional amino acid substitutions at this
position. The resulting PA/C603X mutants (X =D, H, R, §,
Y, A and W) were also investigated by western blotting under
the same conditions used for PA/C6038. Even without the
use of reducing agents, both a monomeric band and
decreased amounts of the BCRP dimer could be observed for
each of these mutants, whereas BCRP-WT was again present
only as a dimer (Fig. 6b). Under reducing conditions, the
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Fig.3. Expression analysis of mutant breast cancer resistance proteins (BCRP) on the cell surfaces of PA317 transfectants by FACS.
Trypsinized cells were incubated with {(bold line) ar without {fine line) the biotinylated antihuman BCRP monoclonal antibody 5D3, followed
by incubation with R-phycoerythrin-conjugated streptavidin.
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Fig. 4. Semi-quantitative reverse transcription-polymerase chain
reaction of mRNA in wild-type and mutant breast cancer resistance
protein (BCRP) transfectants. First-strand cDNA was synthesized with
0.3 ug of total RNA and a BCRP <¢DNA fragment {315 bp) was
amplified by PCR using the indicated cycle numbers. Amplification
of glyceraldehyde-3-phosphate dehydrogenase {(GAPDH) mRNA
{551 bp fragment) was carried out as an internal control.

intensities of the 70-kDa BCRP monomeric mutant bands
were similar to wild-type with the exception of PA/C603S
and PA/C603Y, which had somewhat lower expression levels
(Fig. 6a). The SN-38 resistance measurements in the PA/
C603X cells were also found to be slightly lower than PA/
WT, and correlated with the levels of the BCRP monomer in
each case (Fig. 6b,c). Similar results were found for PA/
C603H, PA/C603R, PA/CE03G and PA/C603W cells (data
not shown). Taken together, these findings suggest that Cys-
603 is directly involved in the covalent attachment of BCRP
mMOonoimers.

Discussion

In the present study, we undertook cysteine-scanning
mutagenesis of BCRP to investigate the involvement of
specific cysteine residues in the conformation of the
functioning BCRP molecule. In a previous study we used a
bicistronic vector, pHa-BCRP-IRES-DHFR, to examine the
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Fig. 5. SN-38 sensitivity assay of mutant breast cancer resistance
protein (BCRP)-transfected PA317 cells. Drug sensitivity to SN-38 was
examined by cell growth inhibition assays as described in Materials
and Methods. All data are representative of the mean values + 5D
from triplicate determinations. (a) SN-38 sensitivity of the indicated
mutant BCRP transfectants, which expressed similar levels of BCRP
protein to PA/WT, (b) SN-38 sensitivity of four mutant BCRP
transfectants, which expressed lower levels of BCRP protein than
PA/WT. PAJCA3S, PAJCSSS, PAJC284S and PA/CH035 transfectants
acquired similar or somewhat lower degrees of SN-38 resistance
than PAMWT cells. (c) SN-38 sensitivity of mutanis that expressed very
small amounts of monomer BCRP. PA/C592S and PA/C608S showed
decreased drug resistance and the sensitivity of PA/C438S cells was
similar to that of the parental PA317 cells,

function of BCRP single nucleotide polymorphism (SNP).@"
It has been shown that cells expressing DHFR are resistant to
methotrexate."® Cells were therefore transfected with wild-
type, G34A, C421 A or 944-949-deleted BCRP cDNAs and were
then selected with methotrexate. The methotrexate-resistant
colonies were mixed and then analyzed, In cells transfected
with pHa-BCRP-IRES-DHFR, a single mRNA is transcribed
under control of a retroviral LTR promoter, and two gene
products arc translated independently from a bicistronic mRNA.
The upstream BCRP c¢DNA is translaied cap-dependently, and
the downstream DHFR cDNA is translated under control
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Fig. 6. Western blot analysis of breast cancer resistance protein
(BCRP) expression and SN-38 drug sensitivity in PA/C603X mutants.
Sodium dodecyl sulfate-polyacrylamide gel electrophoresis was
carried out (a) under reducing conditions with heating at 70°C for
10 min and (b} under non-reducing conditions with heating at 20°C
for 5 min. o-Tubulin expression was analyzed as a loading control.
BCRP was detected using the mouse anti-BCRP monocional antibody
BXP-21. Cellular protein (20 1g) was loaded in each lane. {¢) SN-38
sensitivity of parental PA317, PA/WT, PAJC603D, PASCEO3Y, PA/
C6035 and PA/C603A. Drug sensitivity was examined by cell growth
inhibition assays as described in Materials and Methods. All data
are representative of the mean values*5SD from triplicate
determinations.

of the IRES. Because only one mRNA is transcribed, cells
expressing DHFR theoretically always coexpress the BCRP
cDNA. Consequently, when the transfected cells are selected
with  methotrexate, most methotrexate-resistant  cells
coexpress BCRP at similar levels and the mRNA levels of the
mixed population will closely reflect the levels in individual
clones. We subsequently showed from mixed populations of
resistant clones that these four BCRP transfectants expressed
similar levels of exogenous BCRP mRNA. Moreover, sub-
sequent FACS analysis showed that aimost all of ihe
methotrexate-selected cells expressed BCRP on the cell
surface. We then showed that BCRP protein expression from

Kage et al,

C421A BCRP ¢DNA was markedly lower than wild-type. In
our current study we used the same strategy to examine
amino acid substitution of Cys residues in the BCRP protein.
Cells transfected with pHa-BCRP-IRES-DHFR that carried
wild-type or mutant BCRP c¢DNAs were used for further
study after drug selection.

Under non-reducing conditions, BCRP-WT and §/12 Cys—
Ser mutant BCRP species were found to migrate as a 140-
kDa dimer. In contrast, considerable levels of the monomerie
form of BCRP were observed for the PA/C603S mutant,
which comrespondingly showed decreased dimer levels
(Fig. 2b). These findings suggest that Cys-603 is significantly
invaolved in covalent bond formation between BCRP mono-
mers. Under non-reducing conditions, small quantities of
both monemeric and dimeric forms of BCRP could be
observed for the PA/C438S, PA/C592S and PA/C608S trans-
fectants as well as in PA/C6038 cell extracts following over-
exposure of the blot (Fig. 2¢). The Cys-592 and Cys-608
residues, located on the same extracellular domain, possibly
participate in crosslinking with Cys-603. In order to elucidate
the possible involvernent of Cys-592 and Cys-608 in BCRP
dimerization, and to confirm the protein structure, we are
now preparing mutant BCRP with double or triple mutations
in cysteines 592, 603 and 608, which may completely inhibit
dimer formation. The intensity of the BCRP-C603S mono-
mer band under non-reducing conditions was far stronger
than the other mutants (Fig. 2b). This suggests that the loss
of possible disulfide bridges involving Cys-603 does not alter
the stability of the corresponding mutant BCRP. In the case
of BCRP-C4388S, which has a mutation in the second trans-
membrane domain, httle expression of BCRP was observed
by either western blotting or FACS. In addition, the SN-38
sensitivity of PA/C4383 cells was equivalent to the parental
PA317 cells (Fig. 5¢). Hence, the mutation in Cys-438 is
likely to result in a remarkable loss of BCRP activity. In con-
trast, C438, C55S and C2848 mutations did not interfere
with the overall function of BCRP, as these mutants con-
ferred high levels of resistance to SN-38 (Fig. 5b).

The drug resistance levels induced by exogenous PA/
C603S were almost equivalent to PA/WT (Fig. 5b), although
the intensity of the 140-kDa BCRP-C6035 band under non-
reducing conditions was far less than BCRP-WT (Fig. 2b).
Significantly, the degree of SN-38 resistance was found to be
associated with the expression levels of the BCRP monomer,
detected under reducing conditions by western blotiing, as
shown in Fig. 2a and Fig. 5. This finding suggests that a
functioning unit of BCRP may not necessarily require a
covalent bond. This hypothesis is supported by the recent
study of Mitomo et al., which reported that the methotrexate
transport ability of BCRP was little affected by disruption of
interpeptide disulfide bonds following treatment with 2-
mercaptoethanol,® It is known that typical ABC transporter
proteins have two transmembrane segments and two ATP-
binding sites,**" and that some haif-moelecule ABC trans-
porters form homodimers or heterodimers.®*-*" Some studies
have also reported that BCRP-WT forms either a homodimer
or a homo-oligomer,"*" and Xu and coworkers have
recently suggested that BCRP exists and functions as a
homotetramer.®® In a previous study,'” we showed that a
140-kDa BCRFP complex that forms in cells coexpressing
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Myc-tagged BCRP and hemagglutinin (HA)-tagged BCRP
could be immunoprecipitated with anti-Myc antibodies. The
precipitate also reacted with anti-HA, and a 70-kDa HA-
BCRF monomer was detectable under reducing conditions.
These results suggest that BCRP forms a homodimer bridged
by disulfide bonds and that it may form other homo-oligomers.
Dominant-negative inhibition of BCRP function was also
demonstrated, suggesting that homodimerization is essential
for BCRP function. So far, however, no studies have directly
shown the existence of covalent bonds between monomers
and counterpart molecules in a BCRP functioning unit. Hence,
further studies are needed to confirm the structure of BCRP.
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In conclusion, the BCRP cysteine residue at position 603
is significantly involved in a covalent bridge between BCRP
monomers, but a functioning unit of BCRP may not neces-
sarily require these covalent bonds.
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Phytoestrogens/Flavonoids Reverse Breast Cancer Resistance Protein/ABCG2-

Mediated Multidrug Resistance
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ABSTRACT

Breast cancer resistance protein (BCRP), also called ABCG2, confers
resistance to anticancer apents such as 7-ethyl-10-hydroxycamptothecin
(SN-38), mitoxantrone, and topotecan. We found previously that sulfated
estrogens are physiclogic substrates of BCRP. Flavonoids with weak
estrogenic activities are called phytoestrogens. In this study, we show that
phytoestrogens/flavonoids, such as genistein, naringenin, acacetin, and
kaempferol, potentiated the cylotoxicity of SN-38 and mitoxantrone in
BCRP-transduced K562 (K562/BCRP) cells. Some glycosylated fla-
vonoids, such as naringenin-7-glucoside, also effectively inhibited BCRP.
These flavonoids showed marginal effect on the drug sensitivity of K562
cells. Genistein and naringenin reversed neither P-glycoprotein-mediated
vincristine resistance nor multidrug resistance-related protein 1-mediated
VP-16 resistance. Genistein and naringenin increased cellular accumula-
tion of topotecan in K562/BCRP cells. K562/BCRP cells also accumulated
less [*H]genistein than K562 cells. [*H]genistein transport in the basal-to-
apical direction was greater in BCRP-transduced LLC-FKI (LLC/BCRP)
cells, which express exogenous BCRP in the apical membrane, than in
parental cells. Fumitremorgin C abolished the increased transport of
[*H)genistein in LLC/BCRP cells compared with parental cells, TLC
analysis revealed that genistein was transported in its native form but not
in its metabolized form. These results suggest that genistein is among the
natural substrates of BCRP and competitively inhibits BCRP-mediated
drug efflux. The results have two important clinical implications: {a)
flavonoids and glycosylated flavonoids may be useful in overcoming
BCRP-mediated drug resistance in tumor cells; and (9) coadministration
of flavonoids with BCRP-substrate antitumor agents may alter the phar-
macokinetics and consequently increase the toxicity of specific antitumor
agents in cancer patients.

INTRODUCTION

Multidrug-resistance (MDR; Ref. 1) is a phenomenon in which
cancer cells display cross-resistance to structurally unrelated drugs
¢2). During chemotherapy, cancer cells displaying an MDR phenotype
gradually appear in the course of repeated chemotherapeutic drug
regimens, and patients displaying MDR phenotype eventually become
nonresponsive to these treatments. Breast cancer resistance protein
(BCRP), also called ABCGZ2, is a half-transporter with a molecular
weight of M, 70,000 and is a member of the ATP-binding cassette
transporters (1, 3, 4). BCRP mediates concurrent resistance to che-
motherapeutic agents, such as SN-38 (an active metabolite of CPT-
11), mitoxantrone, and tepotecan, presumably by pumping these com-
pounds out of the cell and thus decreasing their cytotoxic effects (1,
3~6). We reporied previously that estrone and 17S-estradiol circum-
vented BCRP-mediated drug resistance (7), and we have demon-
strated recently that BCRP transports sulfated estrogens as physio-
logic substrates (8). In light of the findings that BCRP interacts with
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estrogens and sulfated estrogens, we then screened synthesized estro-
gen agonists and antagonists for BCRP inhibitors and found that
tamoxifen derivatives effectively circumvented BCRP-mediated drug
resistance (9). These tamoxifen derivatives showed weaker affinity for
estrogen receptors than 17B-estradiol, which might serve for devel-
opment of BCRP inhibitors with fewer clinical side effects.

In the present study, we examined the possible effects of phyto-
estrogens and other flavonoids in BCRP-mediated MDR. The chem-
ical structures of isoflavones resemble those of estrogens, and their
weak estrogenic activities have been reported previously (10} Isofla-
vones constitute a group of flavonoids that are particularly abundant
in soybean, and genistein, a member of the isoflavones, revealed
stronger BCRP-inhibitory effects than estrone. Naringenin, a member
of the flavanones that is contained in grapefruit juice, also showed
BCRP-inhibitory effects. In addition, many other flavonoids, espe-
cially flavones, were found to strongly reverse BCRP-mediated drug
resistance with few growth-inhibitory effects on cells. The BCRP-
inhibitary effect of flavonoids might be explained, in part, by com-
petitive inhibition of the BCRP-mediated efflux of anticancer agents
because genistein was found to be a natural substrate that is trans-
ported by BCRP. The mechanisms by which isoflavones and other
flavonoids inhibit drug export by BCRP currently are under investi-
gation.

MATERIALS AND METHODS

Reagents. Flavonoids used in these experiments were purchased from
Funakoshi (Tokye, Japan). Anti-P-glycoprotein menoclonal antibody C219
was purchased from Centocor (Malvern, PA), and anti-MRP1 monocional
antibody MRPm6 was obtained from Nichirei (Tokyo, Japan). [*H]genistein (5
Ci/mmol) was obtained from American Radiolabeled Chemicals (St. Louis,
MO).

Establishment of K562/BCRP, LLC/BCRP, K562/MDR, and KB/MRP
Cell Lines. X562 human leukemic cells were grown in RPMI 1640 medium
supplemented with 10% fetal bovine serum at 37°C in 5% CO,. K562/BCRP
cells were established by transduction of K562 cells with HaBCRP retrovisus,
bearing human BCRP ¢DNA, and subsequent selection with 20 ng/ml SN-38
for 5 days. LLC-PK| cells, epithelial cells of the porcine kidney, were cultured
in M199 medium {Invitrogen, Carlsbad, CA) supplemented with 10% fetal
bovine serum. LLC/BCRP cells were established by the transduction of LLC-
PKI ceils with HaBCRP retrovirus and subsequent selection with increasing
doses of mitoxantrone (2, 4, and § nM) for 17 days. The resulting mixed
population of drug-resistant cells was used in this study as described previ-
ously (8, 11). K562/MDR cells were established by transduction of K562 cells
with HaMDR retrovirus containing human MDRJ ¢cDNA, and this was fol-
jowed by selection using 4 ng/ml vincristine for 7 days (12). KB-3-I human
epidermoid carcinoma cells were cultured in DMEM supplemented with 10%
fetal bovine serum at 37°C in 5% CO,. KB/MRP cells were established by
introduction of the pJ3U-MRPI construct bearing human MRPI cDNA into
KB-3-1 cells, followed by selection with increasing concentrations of doxo-
rubicin (13). Expression of BCRP in K562/BCRF and LLLC/BCRP cells,
expression of P-glycoprotein in K562/MDR, and expression of MRPI in
KB/MRP cells were confirmed by Western blot analysis with the anti-BCRP
polyclonal antibody 3488, anti-P-glycoprotein monoclonal antibody C219, and
anti-MRP| monoclonal antibody MRPmS, respectively. The Western blot
analysis procedure is described elsewhere (11).

Cell Growth Inhibition Assay. The effects of specific compounds on the
sensitivity of cells to SN-38 and mitoxantrone were evaluated by measuring
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cell growth inhibition after incubation at 37°C for 5 days in the absence or
presence of various concentrations of anticancer drugs in combination with the
specific chemicals being examined. Cell numbers were determined using a cell
counter (Sysmex, Kobe, Japan). IC,, values (drug dosages that cause S0%
inhibition of cell growth) were determined from growth inhibition curves.

Intracellular Topotecan Uptake. The effects of specific compounds on
the cellular accumulation of topotecan were determined by flow cytometry,
Cells (5 X 10°) were incubated with 20 M topotecan for 30 min at 37°C in
the absence or presence of modifying agents, washed in ice-cold PBS, and
subjected to fluorescence analysis using FACSCalibur (Becton-Dickinson, San
Jose, CA).

Celiular [*H)Genistein Accumulation in K562/BCRP Cells. Either K562
or KS62/BCRP cells (2 X 10°) were incubated with 30 nm [*H]genistein for 0,
1,2, or 4 h at 37°C. The cells then were washed with ice-cold PBS, dissolved
in 100 ul PBS plus 400 ] Soluene-350 (Packard, Downer's Grove, IL), and
mixed with 5 ml ACS II seintillation mixture (Amersham, Piscataway, NJ).
Radicactivity levels were measured using a scintillation counter (Beckman,
Fullerton, CA).

Transcellular Transport Assay of [*H]Genistein and Silica Gel TLC of
Transported Compounds. Details of the experimental procedure are de-
scribed previously (8). Briefly, exponentially growing LLC-PK1 and/or LLC/
BCRP cells were plated on 3-um pore Transwell 3414 filters (Corning Costar,
Cambridge, MA) at a density of 2.4 X 10° cellsfwell and culivred for 3 days.
Culture medium in the upper and lower wells was replaced with 2 ml of
serum-free M199 medium [.5 h before beginning the experiments. When
needed, fumitremorgin C was added 10 the apical and basat side medium at this
time (I4). The medium in either the upper or lower well then was replaced with
2 ml of medium containing C-labeled inulin and/or *H-labeled genistein, The
cells were incubated at 37°C in 5% CQ,, and 50 pl of the medivm from the
opposite side were sampled at 1, 2, and 4 h following the addition of
radiolabeled compounds, The radioactivity of each sample was measured by
liguid. scintillation counting and expressed as a percentage fraction of the total
radioactivity before incubation. All of the data were presented as mean values
with SIJ of triplicate determinations from three different cultures.

For silica gel TLC, 50 pl of medium in the opposite side of the chamber
following incubaticn were mixed with 100 ul of methanol, spotted, and run on
silica gel 60 F,s, plates (Merck, Darmstadt, Germany) in chloroformy/metha-
nolfacetic acid (8:3:1). Separated zones were excised, and their radioactivities
were measured using a liquid scintillation counter. The radioactivities were
expressed as a percentage fraction of the total radioactivity before incubation,
Each point represents a mean value with SD of triplicate determinations.

Statistical Analysis. The two-sided unpaired Student’s r test was used 1o
evaluate the statistica) significance of the differences between the two sets of
data. The differences were considered significant when P < 0.05.

RESULTS

Characteristics of K562/BCRP, LL.C/BCRP, K562/MDR, and
KB/MRP Cells. Among the four drug-resistant cell lines used in this
study, K562/BCRP cells expressed BCRP but not P-glycoprotein or

A 123 45

67

BCRP

B
P-glycoprotein

C
MRPF1

Fig. 1. Analysis of expression levels of breast cancer resistance protein (BCRP),
P-glycoprotein, and MRP1 in transfected cells by Weslern blot analysis. Cell lysates (20
ugflane) were resolved by SDS-PAGE and blotted onto nitrocellulose membranes, 4,
BCRP expression. Blois were treated with anti-BCRP polyclonal antibody 3488. B,
P-glycoprotein expression, Blots were treated with anti-P-glycoprotein antibody €219. C,
MRP] expression. Blots were treated with anti-MRP1 manoclonal antibody MRPmé, /,
K562 celis. 2, K562/BCRP cells. 3, KS6UMDR cells, 4, KB-3-1 cells. 5, KB/MRP cells.
6, LLC-PK]1 cells. 7, LLC/BCRP cells.

Table | Drug resistances of K362/BCRP, K562/MDR, and KB/MRP cells

Celis were cultured for 5 days with increasing concentrations of anticancer drugs. Cell
numbers were measured with a Coulter counter and ICsqy values were then determined.
The degree of drug resistance is calculated as the FCsq ratio of resistant cells divided by
that of the parental cells, The data are represented as mean values * SD from triplicate
determrinations.

Parental cell Resistant cell Dnug Degree of resistance

K562 K562/BCRP SN-38 24.8 = 0.63

K562 K562/BCRP Mitoxantrone 10.1 0,27

K362 K562/MDR Vincristine 173 = 18.7

KB-3-1 KB/MRP VP-16 10.3 = 0.60
HO. " ) o

HO:
cH O
o o ©
Estrone Genistein Naringenin
Hy H

Hi HO Gluc

OH oH H

Acacetin Kaempferol Naringenin-7-glucoside

Fig. 2. Chemical structures of estrone and the indicated phytwestrogens/flavonoids.

MRPL. LLC/BCRP cells expressed BCRP. K562/MDR cells ex-
pressed P-glycoprotein but not BCRP or MRP1, and KB/MRP cells
expressed MRP1 but not BCRP or P-glyceoprotein (Fig. 1). Expression
of BCRP, P-glycoprotein, or MRPI was not detected in parental K562
and KB-3-1 cells.

K562/BCRP cells showed significantly higher resistance to SN-38
and mitoxantrone than K562 cells (Tabie 1). LLC/BCRP cells were
five to six times more resistant to SN-38 and mitoxantrone than
parental LLC-PK1 cells as described previously (8). K562/MDR cells
showed significantly higher resistance to vincristine than K562 ceils,
and KB/MRP celis were significantly more resistant to VP-16 than
KB-3-1 cells (Table 1). Protein expression and drug-resistance levels
in each resistant cell line were stable for at least 2 months.

Reversal of BCRP-Mediated Drug Resistance by Flavonoids.
Estrone, 17B-estradiol, estrogen agonists, and estrogen antagonists
reverse BCRP-mediated drug resistance. In the present study, we
examined the potential reversal effects of phytoestrogens/flavonoids
because they have been shown to have weak estrogenic activities (10).
Structures of representative flavonoids are shown in Fig. 2. We first
examined the effects of representative phytoestrogens, genistein and
naringenin, on drug resistance in K562/BCRP cells {(Fig. 3, A-C).
Reversal indexes (ratios of IC;, measurements in the absence of
reversing agents divided by levels in the presence of reversing agents)
of 3 um (10 pm) genistein for SN-38 and mitoxantrone were
7.23 £ 035 (164 = 0.56) and 6.28 = 0.51 (11.7 = 0.40), respec-
tively. In addition, reversal indexes of 3 jm (10 pm) naringenin for
SN-38 and mitoxantrone were 5.94 + 026 (152 = 0.92) and
3.42 £ 027 (10.6 * 0.30), respectively. The reversing effects of
genistein and naringenin proved to be greater than esirone. Analysis
then was extended to other flavonoids, many of which reversed
BCRP-mediated SN-38 resistance at a fixed concentration of 3 pm
(Fig. 4). The flavones acacetin, apigenin, chrysin, diosmetin, and
luteolin and the flavonols kaempferide and kaempferol displayed
strong reversal effects (Fig. 3, D and E, and Fig. 4). Reversal indexes
of 1 uMm (3 pM) acacetin for SN-38 and mitoxantrone were
15.2 2 1.10 (214 * 0.34) and 9.89 = 0.27 (9.71 * 0.81), respec-
tively. Reversal indexes of 1 M (3 um) kaempferol for SN-38 and
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Fig. 3. Reversal effects of estrone and phytoestrogens/flavonoids on breast cancer
resistance protein (BCRF)-mediated antitumor drug resistance. K562 (open symbols) and
K562/BCRP (closed symbols) cells were cultured for 5 days in the absence {circle) or
presence of 0.3 uu {lozenge), 1 um (sguare), 3 puM (triangle), and 10 um (inverted
triangle) of the specific compounds indicated under increasing concentrations of antitu-
mor drugs. A, estrone. 8, genisteir. C, naringenin. D. acacetin. £, kaempferol. Antitumor
agents are SN-38 {N-1) and mitoxantrone (N-2; N, A-£). Data poinis are measurements
of the average = SD from triplicate determinations. Celt rumbers were determined with
a cell counter.

Mitoxantrone (ng/mi)

mitoxantrone were 9.96 *+ 0.38 (21.5 = 022) and 10.6 = 0.99
(14.2 = 0.95), respectively. However, the flavonoids did not show
growth-inhibitory effects on K562 cells under these experimental
conditions. K562/BCRP cells treated with estrone or flavonoids, such
as genistein, naringenin, and acacetin, for 5 days expressed similar
amounts of BCRP as compared with control K362/BCRP cells (Fig.
5). This result suggested that flavonoids sensitized K562/BCRP cells
to SN-38 and mitoxantrone not by reducing BCRP expression but by
inhibiting BCRP function. We then examined the effects of glycosy-
lated flavonoids on the drug-resistance properties of K362/BCRP
cells, Although most glycosylated flavoncids had little effect on
BCRP-mediated drug resistance, some glycosides, such as naringenin-
7-glucoside and luteolin-4'-0-glucoside, displayed moderate reversal
activity (Fig. 6). Reversal indexes of 3 pm (10 um) naringenin-7-

glucoside for SN-38 and mitoxantrone were 570 = 0.16
(14.7 £ 0.53) and 5.17 £ 0.23 (9.44 + (.42), respectively.

Additional studies showed that the reversal of MDR by genistein
and naringenin was specific to BCRP because they did not show any
reversal effects on either P-glycoprotein-mediated vincristine resist-
ance or MRP1-mediated VP-16 resistance (Fig. 7).

Intracellular Topotecan Uptake and Cellular [PH]Genistein Ac-
cumulation in K562/BCRP Cells, To address whether reversat of
BCRP-mediated drug resistance by flavonoids might be associated
with the inhibition of BCRP-mediated drug efflux, the cellular accu-
mulation of topotecan was evaluated in the absence or presence of
specific tlavonoids by flow cytometric analysis. Intracellular accumu-
lation of topotecan increased in the presence of genistein or narin-
genin in a dose-dependent manner in K562/BCRP cells (Fig. 8),
whereas these levels were not altered in K562 cells (data not shown).
The results indicate that these flavonoids reverse anticancer drug

K562
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K562/BCRP -
: no Inhibitor o1
Genistein
Isofiavone Daidzein
Naringenin
Eriodictyol
Hesperetin

Flavancne
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Apigenin
Chrysin
Diosmetln —§
Luteolin -}

Fiavone

Charcone |  Phloretin

Flavanot | (+)-Catechin -

Flavanonol | Sliybin -
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Galangin -
Kaempferide -
Kaempfere! -
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Degree of resistance

Fig. 4. Inhibitory effects of phytoestrogens/flavonoids on breast cancer resistance
protein (BCRP)-mediated SN-38 resistance. K562 and K562/BCRP cells were cultuged for
S days in the absence or presence of 3 uM compound with increasing concentrations of
SN-38, Cell numbers were delesmined using a cell counter, and 1C5q values then were
measured, Open bar, no inhibitor. Dotted bar, treatment with fiavoneids. The degree of
resistance is the ratio of [Cyq values of the cells to that of K562 cells under the indicated
experimental conditiors.

Control  Esirone Genlsteln Naringenin Acacetin
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BCRP

a-tubulin
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Fig. 5. Western blol analyses of breast cancer zesislance protein (BCRP) expression in
K562/BCRP cetls treated with estrone or flavonoids for 5 days. K362 and K562/BCRP
cells were incubated for 5 days in the absence or presence of indicated concentrations of
compounds. Ceil lysates (20 pg/lane) were used for quantitative analyses of BCRP
expression. Expression of a-ubulin was presented 25 an internal coatrol.
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