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ABSTRACT

Although cyclin-dependent kinase (CDK) 4/6 inhibitors have exhibited
remarkable results for patients with estrogen receptor (ER)-positive breast cancer
in clinical trials, the mechanism of CDK4/6 inhibitor resistance remains unclear.
Thus, this study aimed to investigate the mechanism of CDK4/6 inhibitor resistance
using two CDK4/6 inhibitor resistant breast cancer cell lines. We established CDK6
overexpressed cell lines (MCF7-C6) from MCF-7 cells using the stably transfected
CDK6 expression vector. Additionally, acquired ribociclib-resistant (RIBR) cell lines
were created using ER-positive hormone-resistant cell lines by long-term exposure
to ribociclib. CDK6 overexpression and the knockdown of CDK4 experiments highlight
the significance of high levels of CDK4 and low levels of CDK6 in CDK4/6 inhibitor
sensitivity. Moreover, RIBR cell lines did not exhibit incremental CDK6 compared with
ER-positive hormone-resistant cell lines. In MCF7-C6 and RIBR cell lines, p21 levels
decreased, and p21 levels were proportional to CDK4/6 inhibitor sensitivity. This
study suggests that overexpression of CDKG6 is one of the many possible mechanisms
of resistance to CDK4/6 inhibitors. Furthermore, p21 levels have the potential to
serve as a marker for CDK4/6 inhibitors independent of the resistance mechanism.

INTRODUCTION

Until recently, the primary therapeutic options for
postmenopausal women with estrogen receptor (ER)—
positive human epidermal growth factor receptor 2
(HER2)-negative metastatic breast cancer (MBC) were
predominantly comprised of hormonal therapy [1, 2].
Although hormonal therapy is a markedly effective
treatment for patients with ER-positive breast cancer
with few side effects, some types of breast cancer acquire
resistance over time, leading to relapse during or after
hormonal therapy. In previous studies, we researched
the mechanism of aromatase inhibitor (AI) resistance
by establishing multiple Al-resistant breast cancer cell
line models and reporting on several mechanisms of Al
resistance [3—6]. Our research elucidated that the effective
therapy for hormone resistant models differs based on
the resistance mechanism. Clinically, hormonal therapy
resistance is considered a critical problem and is correlated

with the involvement of intracellular phosphorylation
pathways, such as the PI3K-AKT-mTOR pathway and
MAPK pathways [7, 8]. Previously, we reported that
driver signaling escapes to MAPK signaling despite the
suppression of mTOR signaling [9]. Because of this,
breast cancer cells struggle to survive by altering the
driver pathway. Targeting downstream signaling of ER and
intracellular phosphorylation pathways (i.e. the cell cycle)
is a logical, rational strategy for breast cancer drug therapy.

In recent years, cyclin-dependent kinase (CDK)4/6
inhibitors have been developed as a revolutionary class
of novel drugs, exhibiting excellent outcomes in clinical
trials, which resulted in their approval and clinical use
worldwide [10—12]. Primarily, three CDK4/6 inhibitors—
palbociclib, ribociclib, and abemaciclib—have been
developed [13], all of which will likely be used extensively
in clinical settings. However, we are still confronted
with several clinically relevant questions about CDK4/6
inhibitors, such as the treatment regimen, detection of
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biomarkers, resistance mechanism, and treatment after
CDK4/6 inhibitor-resistance.

CDK families are essential in the cell-cycle
regulation, making them a therapeutic target to interfere
with the cell-cycle division and proliferation. A complex
of CDK4 and CDKG6 with cyclin D results in the activation
of CDK4/6, which initiates the phosphorylation and
inactivation of retinoblastoma (Rb) protein, resulting
in immigration to the S-phase of the cell cycle [14—16].
CDK4/6 inhibitors are predominately used in the treatment
of ER-positive breast cancer, as the aberration of the cyclin
D1-Rb pathway has been reported more frequently in ER-
positive breast cancer [17]. In addition, preclinical data
have determined a luminal subtype, elevated expression of
cyclin D1 and Rb protein, and decreased p16 expression
[18]. Despite the fact that these factors act as biomarkers
for CDK4/6 inhibitors, they remain inadequate tools to
predict sensitivity to CDK4/6 inhibitors [19].

In this study, we established acquired CDK4/6
inhibitor—resistant cell lines from hormone-resistant cell
lines with positive ER expression. Almost all patients with
ER-positive breast cancer were administered antihormonal
drugs as adjuvant therapy. In addition, a CDK4/6 inhibitor
was prescribed in combination with antihormonal drugs
in cases of MBC. Hence, the addition of Al resistance
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to CDK4/6 inhibitor resistance is a plausible method
for elucidating the resistance mechanism and assessing
effective therapeutic options following resistance to
CDK4/6 inhibitor, although CDK4/6 inhibitors are used
as first-line therapy of MBC.

This study aimed to assess the impact of CDK4
and CDK6 expression levels on the CDK4/6 inhibitor
sensitivity. In addition, we intended to establish ribociclib-
resistant cell lines from estrogen deprivation—resistant
(EDR) 1 as ER-positive hormone-resistant cell lines,
elucidate the mechanism of CDK4/6 inhibitor resistance,
and investigate the effective therapeutic options following
CDK4/6 inhibitors resistance.

RESULTS

Correlation between the efficacy of CDK4/6
inhibitor and CDK4 and CDKG6 expression levels

First, we assessed the efficacy of ribociclib for each
subtype of breast cancer cell lines. Compared with non-
luminal-type cell lines (MDA-MB-231, BT20, and SKBR3),
luminal-type cell lines (MCF-7 and T-47D cells) suppressed
cell growth to a large extent (Figure 1A). The most dramatic
difference between these two groups was observed in the
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Figure 1: Effect of ribociclib in breast cancer cell lines and hormone-resistant cell lines. (A) Cell proliferation assay of each
subtype of breast cancer cell lines treated with ribociclib for 3 days was measured relative to the negative control (treated with DMSO). The
results are presented as mean =+ standard deviation (SD), and P < 0.05 was considered significant. (B) Protein expression levels of cell-cycle
regulatory agents were analyzed using western blotting, with B-tubulin as a protein loading control. (C) Cell proliferation of hormone-
resistant breast cancer cell lines treated with ribociclib for 3 days was measured relative to the negative control. (D) Protein expression
levels of CDK4 and CDK6 were analyzed by western blotting with B-tubulin as a protein loading control.
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CDK4 and CDK6 expression levels. Specifically, immunoblot
analysis of luminal-type cell lines exhibited lower levels of
CDKG6 and higher levels of CDK4, while non-luminal-type
cell lines exhibited the opposite (Figure 1B). In addition,
we investigated the efficacy of ribociclib in hormone-
resistant cell lines, which were previously established in our
laboratory. After long-term estrogen depletion, two clones
of Al-resistant breast cancer models were derived from
MCF7-E10 cell lines. While EDR1 displayed elevated ER
expression levels, EDR2 displayed decreased ER expression
levels [3]. We obtained fulvestrant-resistant (MFR) cell
lines derived from MCF7-E10 cell lines that had completely
lost ER expression [20]. No remarkable differences were
observed in ribociclib sensitivity between MCF7-E10 and
these hormone-resistant cell lines (Figure 1C). Regardless
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of the mechanism of hormonal therapy resistance, ribociclib
was effective against hormone-resistant cell lines. The CDK4
and CDKG6 expression levels presented were comparable to
MCEF-7 in this study (Figure 1D). These findings suggested a
possible correlation between the ribociclib sensitivity and the
CDK4 and CDKG6 expression levels.

Resistance to CDK4/6 inhibitor due to the CDK6
overexpression

In this study, we established three clones of CDK6
overexpressed cell lines (MCF7-C6 V1-3) from MCF-7
by stably incorporating the transfected CDK6 expression
vector in order to explore the molecular mechanism of
the ribociclib sensitivity (Figure 2A). Concurrently, we
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Figure 2: Expression levels of CDK4- and CDK6-producing effect to ribociclib sensitivity. (A) CDK6 overexpression cell
lines (MCF7-C6) were established from MCF-7 by the stably transfected CDK6 expression vector. Cell lines—transfected control vector
(MCF7-C6 Ctrl) was simultaneously established as a negative control. (B) Western blotting demonstrated the protein expression levels
of CDK4 and CDK6 in MCF7-C6 Ctrl and MCF7-C6 cell lines. (C) Cell proliferation assay of MCF-7, MCF7-C6 Ctrl, MCF7-C6, and
MDA-MB-231 cell lines treated with ribociclib for 3 days was measured relative to the negative control (treated with DMSO). The results
are expressed as mean = SD of three independent experiments; *P < 0.05. (D), MCF7-C6 Ctrl and MCF7-C6 cell lines were treated with
DMSO or ribociclib (500 nM) for 24 h and measured by fluorescence-activated cell sorting (FACS) cell-cycle analysis. (E), two kinds of
siRNA for CDK4 (siRNA1, siRNA2) or nonspecific control siRNA (scr) were transfected for 24 h with MCF7-C6 Ctrl and MCF7-C6 V1
cell lines. Protein expression levels of CDK4 and CDK6 were analyzed by western blotting with B-tubulin as a protein loading control.
(F) Cell proliferation of MCF7-C6 Ctrl -scr, -siRNA1, -siRNA2, MCF7-C6 V1-scr, -siRNA1, and -siRNA2 treated with ribociclib (100
nM) for 3 days was measured relative to dishes treated with DMSO as a negative control. The results are expressed as mean + SD of two
independent experiments; "P < 0.05.
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established MCF7-C6 control cell lines (MCF7-C6 Ctrl)
using the transfected control vector as a negative control.
Immunoblot analysis revealed that CDK6 was indeed
transfected and highly expressed (Figure 2B). Remarkably,
MCEF7-C6 cell lines were less sensitive to ribociclib than
MCF7-C6 Ctrl cell lines, which were consistent with
MDA-MB-231 (Figure 2C). In addition, cell cycle analysis
revealed that G1 arrest by ribociclib in MCF7-C6 cell lines
was markedly reduced compared with MCF7-C6 Ctrl cell
lines (Figure 2D). These results suggested that the CDK6
overexpression accounts for ribociclib resistance.

High levels of CDK4 and low levels of CDK6: a
possible key factor for the efficacy of CDK4/6
inhibitors

We performed CDK4 knockdown experiments using
CDK4 siRNA in MCF7-C6 Ctrl and MCF7-C6 V1 cell
lines to further investigate the molecular mechanism of
ribociclib sensitivity. With the CDK4 knockdown, we
created cells with four different expression patterns of
CDK4 and CDK6 (Figure 2E). Ribociclib sensitivity
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was extremely high only in cells expressing high CDK4
and low CDK6 compared to cells with other expression
patterns (Figure 2F), suggesting CDK4 expression
levels are a crucial factor for ribociclib sensitivity. These
findings revealed that CDK4/6 inhibitor sensitivity could
be associated with both high levels of CDK4 and low
levels of CDKG6.

Establishment of acquired resistant cell lines for
ribociclib

After long-term culture under conditions of
sufficient doses of ribociclib, we established acquired
resistant cell lines for ribociclib (RIBR1, 2) from EDR1
(Figure 3A). RIBR cell lines were less sensitive to
ribociclib than EDR1 (Figure 3B). In addition, colony-
forming abilities of RIBR cell lines in the presence of
ribociclib were higher compared with those in the presence
of EDR1 (Figure 3C). Cell-cycle analysis suggested that
G1 arrest by ribociclib in RIBR cell lines was reduced
compared with parent cells (Figure 3D). Remarkably,
CDKG6 expression levels were not elevated in RIBR cell
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Figure 3: The establishment of ribociclib-resistant cell lines (RIBR). (A) EDR1 was established from MCF7-E10 cell lines by
long-term culture with a steroid-depleted medium. MCF7-E10 cell lines were derived from MCF-7, which had been stably transfected with
an ERE-GFP reporter plasmid, and monitored ER expression. EDR1 exhibited ER overexpression. RIBR was established from EDR1 after
long-term (7 months) culturing with 1000 nM ribociclib in phenol red—free RPMI medium. (B) Cell proliferation of EDR1 and RIBR1,2
treated with ribociclib for 3 days was measured relative to the negative control. The results are expressed as mean = SD of three independent
experiments; “P < 0.05. (C) Colony formation assay of EDR1 and RIBR1,2 cell lines. The control (left) was cultured for 15 days without
any drugs. Ribociclib (right) was harvested for 15 days with 1000 nM ribociclib. (D), EDR1 and RIBR1,2 cell lines were treated with
DMSO or ribociclib (1000 nM) for 24 h and measured by the fluorescence-activated cell sorting (FACS) cell-cycle analysis. (E), the protein
expression levels of CDK6 in EDR1, EDR1 with 1000 nM ribociclib for 24 h, and RIBR1,2 cell lines were analyzed by western blotting.
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lines (Figure 3E), suggesting that the mechanism of
ribociclib resistance is different between MCF7-C6 and
RIBR cell lines.

Cross-resistance to other CDK4/6 inhibitors

We assessed the efficacy of other CDK4/6 inhibitors
on MCF7-C6 and RIBR cell lines, which have different
resistant mechanisms. MCF7-C6 cell lines displayed
lower sensitivity to palbociclib than MCF7-C6 Ctrl cell
lines (Figure 4A). In addition, RIBR cell lines expressed
lower sensitivity to palbociclib than EDR1 (Figure 4B).
Furthermore, MCF7-C6 and RIBR cell lines exhibited the
decreased abemaciclib sensitivity than each of the control
cells (Figure 4A and 4B), suggesting that MCF7-C6 and
RIBR cell lines acquired cross-resistance to not only
palbociclib but also abemaciclib.

Decline in p21 levels after resistance to CDK4/6
inhibitor

In MCF7-C6 and RIBR cell lines, we assessed
the protein levels of cell-cycle regulatory agents
by immunoblot analysis. We focused on the CDK4
expression levels and its related factors at first because the
CDK4:CDKG6 ratio might be associated with the CDK4/6
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inhibitor upon investigation. We observed no remarkable
changes in the total Rb, CDK4, and cyclin D1 between
MCEF7-C6 and MCF7-C6 Ctrl cell lines (Figure 4C). In
contrast, RIBR cell lines expressed lower levels of total
RB, pRB(Ser780), and CDK4 than EDRI1 (Figure 4D).
Subsequently, we investigated CDK2 expression levels
and its related factors. Interestingly, p21 expression levels
were markedly reduced in both MCF7-C6 and RIBR cell
lines, while CDK2 and cyclin E1 expression remained
almost unchanged. Of note, these changes in RIBR cell
lines were not observed during short-term (24-h) exposure
of ribociclib to EDR1 (Figure 4D, indicated by an arrow).
These findings revealed that MCF7-C6 and RIBR cell
lines expressed low levels of p21, although the resistance
mechanisms to CDK4/6 inhibitors were different.

Efficacy of molecular-targeted and
chemotherapeutic drugs

We investigated the efficacy of molecular-targeted
and chemotherapeutic drugs in MCF7-C6 and RIBR cell
lines using the following: alpelisib; a-subunit-specific
PI3K inhibitor, everolimus; mTOR inhibitor and U0126;
MEK inhibitor. In addition, MCF7-C6 cell lines exhibited
suppressed cell growth by these three molecular-targeted
drugs equivalent to MCF7-C6 Ctrl cell lines (Figure SA—
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Figure 4: Sensitivity to other CDK4/6 inhibitors and molecular-targeted drugs and expression levels of cell-cycle
regulatory agents. Cell proliferation of MCF7-C6 (A) and RIBR (B) cell lines treated with palbociclib and abemaciclib for 3 days was
measured relative to the negative control. The results are expressed as mean + SD of three independent experiments; P < 0.05. (C) Protein
expression levels of cell-cycle regulatory agents in MCF7-C6 and (D) EDR1, EDR1 with 1000 nM ribociclib for 24 h (indicated by an
arrow) and RIBR1,2 cell lines were analyzed using western blotting, with B-tubulin as a protein loading control.
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5C). While alpelisib sensitivity in RIBR cell lines was
equivalent to EDR1, everolimus and U0126 sensitivities
were slightly lower than EDRI (Figure S5D-5F).
Furthermore, chemotherapeutic drugs, such as paclitaxel
and eribulin, exhibited efficacy in both MCF7-C6 and
RIBR cell lines (Figure 5G-5J).

Restoration of the sensitivity to CDK4/6
inhibitors after long-term ribociclib depletion

Finally, we assessed the efficacy of long-term
ribociclib depletion to RIBR cell lines. We established
RIBR(-R) cell lines from RIBR cell lines by long-term
culturing without ribociclib (Figure 6A). We obtained
RIBR(-R)1 and RIBR(-R)2 cell lines from RIBR1 and
RIBR2 cell lines, respectively. Remarkably, RIBR(-R) cell
lines suppressed cell growth to a larger extent than RIBR
cell lines (Figure 6B). In addition, cell-cycle analysis
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/

revealed G1 arrest by ribociclib in RIBR(-R) cell lines
was increased compared with RIBR cell lines (Figure 6C).
Interestingly, p21 expression levels in RIBR(-R) cell lines
were restored to the same degree as EDR1 (Figure 6D).
Considering the results of Figure 4C and 4D, p21 could
be associated with the mechanism of CDK4/6 inhibitor
resistance.

DISCUSSION

At present, CDK4/6 inhibitors are promising
given the outcomes observed in clinical trials [10-12].
Despite being confronted with several clinical questions
about CDK4/6 inhibitors, such as the treatment regimen,
detection of biomarkers, resistance mechanism, and the
treatment after CDK4/6 inhibitor resistance, patients are
likely to reap profound benefits from the use of CDK4/6
inhibitors. In this study, we investigated the mechanism
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of CDK4/6 inhibitor resistance and variation after
CDK4/6 inhibitor resistance using breast cancer cell lines,
hormone-resistant cell lines, and two different kinds of
CDK4/6 inhibitor resistance cell lines.

The study illustrated that ribociclib sensitivity
varied between luminal and non-luminal cell lines.
In addition, ribociclib was found to be effective in all
hormone-resistant cell lines similar to MCF7-E10 cell
lines independent of the mechanism of hormonal therapy
resistance (Figure 1A and 1C). The efficacy to CDK4/6
inhibitors is variable, depending on the breast cancer
cell line [18]. Although differences were primarily
reported as elevated pRb and cyclin D1 and depressed
CDKN2A(p16), this study focused on CDK4 and CDK6
expression levels. Cell lines sensitive to ribociclib shared
characteristics with high levels of CDK4 and low levels
of CDKG®, indicating that ribociclib sensitivity could be
contributing to CDK4 and CDK6 expression levels.
Characterization experiments in CDK6 overexpression
cell lines elucidated that CDK6 overexpression resulted
in ribociclib resistance. In addition, CDK4 knockdown
experiments demonstrated that ribociclib resulted in cell
growth inhibition only in cells expressing high levels of
CDK4 and low levels of CDK6 (Figure 2F). Perhaps,
the prediction of the CDK4/6 inhibitor sensitivity could
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determine the levels of CDK4 and CDKG6 in breast cancer.
In other words, CDK4 and CDKG6 levels could potentially
become a biomarker for CDK4/6 inhibitors.

Acquired CDK6 amplification has resulted in breast
cancer resistance to CDK4/6 inhibitors [21]; however, the
reason for CDK6 overexpression resulting in resistance to
CDK4/6 inhibitors remains unclear. One study reported a
correlation between the presence of active CDK4 and the
palbociclib sensitivity in breast cancer cell lines and their
tumor models [22], implying that CDK4/6 functions could
not be identical. Although the precise functions of CDK4/6
remain partially understood, both CDK4/6, particularly
CDK®6, may have an entirely different function, which
promotes cell growth.

In contrast, the RIBR model of acquired resistance
to CDK4/6 inhibitors exhibited CDK6 expression levels
similar to EDR1. Although CDK4 expression levels in
RIBR cell lines were marginally decreased compared to
EDRI1 (Figure 4D), a mild reduction could be attributed
to the process of acquired resistance but not fundamental
causes. A difference in CDKG6 expression levels between
MCF7-C6 and RIBR cell lines suggested diverse
mechanisms of resistance. The modestly decreased RB
and pRB levels in RIBR cell lines compared to those
in EDR1 could be the major resistance mechanism in
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Figure 6: Establishment of ribociclib-resistant cell lines with long-term ribociclib depletion (RIBR(-R)). (A) RIBR(-R)
cell lines were established from RIBR cell lines by long-term culture (4 months) without ribociclib in the phenol red—free RPMI medium.
(B) Cell proliferation of EDR1, RIBR1,2, and RIBR(-R)1,2 cell lines treated with ribociclib for 3 days was measured relative to the negative
control. The results are expressed as mean + SD of three independent experiments; "P < 0.05. (C) EDR1, RIBR1,2, and RIBR(-R)1,2 cell
lines were treated with DMSO or ribociclib (1000 nM) for 24 h and measured by the fluorescence-activated cell sorting (FACS) cell-cycle
analysis. (D) Protein expression levels of p21 in EDR1, RIBR1,2, and RIBR(-R)1,2 cell lines were analyzed by western blotting.
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RIBR cell lines. Some mechanisms of CDK4/6 inhibitor
resistance have been previously reported, including CDK6
amplification [21], loss of Rb or CCNE1 amplification
[23] and CDK2 activity [24]. Breast cancer cell lines
characterized by loss of RB1 activity are hyposensitive
to CDK4/6 inhibitors; however, loss of RB1 function is
rare in ER-positive breast cancer [25, 26]. RB1 mutations
occurring during acquired resistance to palbociclib were
found in the palbociclib group but not the placebo group in
Paloma-3 trial [27]. Given these data, loss of RB1 function
is considered a common cause of CDK4/6 inhibitor
resistance, but this does not explain the entirety CDK4/6
inhibitor resistance mechanisms because the number of
RB1 mutations in the Paloma-3 trial was only around 5%.
The present study determined the presence of multiple
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mechanisms in the resistance of CDK4/6 inhibitors.
Remarkably, we observed similarities between MCF7-C6
and RIBR cell lines i.e., declined p21 expression levels
(Figure 4C and 4D). In addition, RIBR(-R) cell lines
restored p21 expression levels (Figure 6D). p21 expression
is strictly regulated by p53 [28]. In this study, we assessed
pS3 expression; however, expression levels were quite
low and remained almost unchanged in these cell lines
(data not shown). Moreover, RIBR(-R) cell lines restored
sensitivity to CDK4/6 inhibitors (Figure 6B), suggesting
that sensitivity to CDK4/6 inhibitors is reversible.

As the major functional mechanism of CDK4/6
inhibitors is thought to promote late Gl stage by
inhibiting S-phase immigration i.e., not cytotoxic but
cytostatic activity, CDK4/6 inhibitor-resistant cells could
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Figure 7: The schema of luminal, hormone-resistant, MCF7-C6, and RIBR cell lines.
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reasonably restore the sensitivity to CDK4/6 inhibitors
without the presence of these drugs after a considerable
lag. Overall, p21 expression levels could play a vital role
in the sensitivity to CDK4/6 inhibitors because ribociclib
sensitivity was proportional to p21 expression levels.
CDK4/6—yclin D complex plays a crucial part in breast
cancer, with high sensitivity to CDK4/6 inhibitors, such as
luminal-type and hormone-resistant cell lines (Figure 7A
and 7B). Published studies have shown emerging cyclin
D1 knockout mice develop normally, but no cyclin E
mutant mice were born alive, suggesting that cyclin E is a
crucial target of cell-cycle progression [29, 30]. Overall,
we inferred that breast cancer with low p21 expression
largely depends on the CDK2-cyclin E complex to
progress to the S-phase; thus, CDK4 and CDK6—cyclin D
complex are no longer necessary to overcome the G1-S
checkpoint (Figure 7C and 7D).

To date, effective therapies following CDK4/6
inhibitor resistance remain partially elucidated. Regarding
targeted therapies, only everolimus is available for clinical
use, and it has not shown promising results [31]. In the
present study, we determined that all targeted therapies
and chemotherapeutic drugs were effective to some extent
in all CDK4/6 inhibitor-resistant cell lines. As the major
functional mechanism of CDK4/6 inhibitors is considered
cytostatic activity, chemotherapeutic drugs, which have
cytotoxic activity, were considered effective despite
resistance to CDK4/6 inhibitors. Furthermore, sensitivity
to other CDK4/6 inhibitors, termed cross-resistance,
was exhibited in these cell lines, not only by palbociclib
but also by abemaciclib. Although pharmacological
characteristics of abemaciclib are considered to be
slightly different from palbociclib and ribociclib, which
have a broad spectrum to CDK families [32], the degree
of tolerance to abemaciclib appears similar to palbociclib.
Further investigation is warranted to determine the
difference of function among palbociclib, ribociclib, and
abemaciclib.

In the present study, we demonstrate the multiple
mechanisms of CDK4/6 inhibitor resistance and potential
biomarkers of CDK4/6 inhibitors in vitro. Experiments
on animal models are required to confirm our results.
Furthermore, we should confirm the relationship between
effect of these drugs and potential biomarkers through
tissue and blood samples.

Our findings suggest that the mechanism of CDK4/6
inhibitor resistance exists in multiple forms and that the
levels of CDK4 and CDK6 are potential biomarkers of
CDKA4/6 inhibitors, which may be especially useful for the
selection of patients to estimate the sensitivity in breast
cancer. Further, p21 could serve as a monitoring marker
for CDK4/6 inhibitors. Nevertheless, further studies are
warranted to elucidate the mechanism of CDK4/6 inhibitor
resistance, as the findings are anticipated to provide crucial
insights into considering an indication for a biomarker and
monitoring marker for the resistance to CDK4/6 inhibitors.

MATERIALS AND METHODS

Reagents

We purchased ribociclib, palbociclib, and
abemaciclib from Selleck Chemicals (Houston, TX) and
obtained alpelisib from Santa Cruz Biotechnology Inc.
(Santa Cruz, CA). In addition, fulvestrant was acquired
from Sigma—Aldrich (St. Louis, MO), paclitaxel and
U0126 were purchased from Cell Signaling Technology
(Danvers, MA). Everolimus was obtained from LC
laboratories, Inc. (Woburn, MA), and eribulin was
acquired from Eisai (Tokyo, Japan).

In western blotting, the sources of antibodies were
as follows: total Rb (#9309), pRb (Ser780; #3590), cyclin
D1 (#2922), cyclin E1 (#20808), CDK2 (#2546), CDK4
(#12790), CDK6 (#13331), p21 (#2947), p27 (#2552)
and B-tubulin (#2146)—all acquired from Cell Signaling
Technology. In addition, we purchased horseradish
peroxidase—conjugated secondary antibody from Bio-Rad
Laboratories Inc. (Hercules, CA).

Cells and cell culture

Promega provided authentication for MCF-7, T-47D,
MDA-MB-231, BT20, and SKBR3 cell lines using STR-
PCR. All experiments were completed within 15 passages.
We stably transfected MCF7-E10 breast cancer cells
derived from MCF-7 with ERE-GFR reporter plasmids as
reported previously [3]. Both EDR and MFR cell lines were
established from MCF7-E10 cells as described previously
[3, 20]; Supplementary Figure 1 describes the character of
these cells. Parent cells were maintained in RPMI-1640
medium (Sigma—Aldrich) containing 5% fetal calf serum
(FCS; Gibco BRL, Grand Island, NY) and 1% penicillin/
streptomycin (Gibco). In addition, MFR cell lines were
maintained in fulvestrant-supplied RPMI-1640 medium
(final concentration: 10 nM). In addition, two cell lines of
EDR were cultured in phenol red—free RPMI-1640 medium
(Gibco BRL) supplemented with 5% dextran-coated,
charcoal-treated FCS and 1% penicillin/streptomycin.
RIBR cell lines were established from EDRI cell lines.
We maintained RIBR cell lines in ribociclib-supplied (final
concentration: 1000 nM) phenol red—free RPMI-1640
medium supplemented with 5% dextran-coated, charcoal-
treated FCS and 1% penicillin/streptomycin. Furthermore,
RIBR(-R) cell lines were cultured in phenol red—free RPMI-
1640 medium supplemented with 5% dextran-coated,
charcoal-treated FCS and 1% penicillin/streptomycin. Of
note, all cells were incubated at 37°C in an atmosphere
containing 5% CO,.

Cell proliferation assay

In inhibitor sensitivity assays, we maintained parent,
MFR, and MCF7-C6 cell lines in RPMI-1640 medium
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containing 5% FCS, seeded in 24-well culture plates and
grown to approximately 50% confluence, added each
drug for three consecutive days, harvested, and counted
cells using a Sysmex CDA-1000 Automated Cell Counter
(Sysmex, Kobe, Japan). EDR, RIBR, and RIBR(-R)
cell lines were cultured in phenol red—free RPMI-1640
medium.

Transfection

Using PCR, we amplified the fragment of the CDK6
coding region. The pBApo-CMV Pur DNA (TAKARA
Bio Inc., Shiga, Japan) plasmid was digested separately
using BamHI and HindIII restriction endonuclease. Using
In-Fusion® HD Cloning Kit (TAKARA Bio Inc), CDK6
fragment was ligated into the pPBApo-CMV Pur DNA
expression vector, which had been digested with BamHI
and HindIll. We transfected the obtained CDKG6
expression vector into MCF-7 using the Trans IT LT-1
Transfection Reagent (Mirus Bio LLC, Madison, WI). In
addition, stable cell lines were established after selecting
puromycin (1 mg/mL). Furthermore, all DNA products
were confirmed by sequencing. The sequences of primers
were as follows: forward, 5-TTA GTG AAC CGG ATC
CAT GGA GAA GGA CGG CCT GTG -3’ and reverse,
5-AGC CTC CCC CAA GCT TTC AGG CTG TAT TCA
GCT CCG AG-3'.

Small interfering RNA transfection

We seeded MCF7-C6 cell lines into a 6-cm culture
dish for the immunoblot analysis or 24-well culture plates
for the cell proliferation assay in RPMI-1640 medium.
After growing cells to approximately 50% confluence,
the CDK4 or nonspecific control small interfering
RNA (siRNA; concentration, 25 nM; Sigma—Aldrich)
was transfected using the Lipofectamine RNAIMAX
Transfection Reagent (Thermo Fisher Scientific, Waltham,
MA) per the manufacturer’s instructions.

Cell-cycle analysis

The cells were plated into a 6-cm culture dish and
grown to approximately 80% confluence before adding
each drug. After 24 h, cells were retrieved by trypsin
treatment and fixed with 70% ethanol. The nuclei were
stained with propidium iodine and analyzed on the LSR
Fortessa (BD, Franklin Lakes, NJ).

Colony formation assay

We plated 3000 cells into 6-well culture plates and
replaced fresh medium and drugs every 2 or 3 days and
cultured for 15 days. In addition, colonies were fixed with
4% paraformaldehyde phosphate buffer solution (Wako,
Osaka, Japan) and stained with 0.3% crystal violet (Fisher
Scientific, MA).

Immunoblot analysis

We prepared cell lysates using the Lysis-M Reagent
(Roche Diagnostics GmbH, Mannheim, Germany)
supplemented with the PhosSTOP phosphatase inhibitor
cocktail (Roche Diagnostics) per the manufacturer’s
instructions. Then, extracted proteins (5 pg) were separated
on 12% SDS-PAGE using acrylamide gels, and proteins
were transferred to PVDF membrane. In addition, we
determined protein expression by western blotting with
specific antibodies listed in the reagents section and detected
expression signals on the ImageQuant™ LAS 4000 Image
Analyzer (GE Healthcare Bio-Sciences AB, Uppsala,
Sweden) using Immun-star HRP substrate (Bio-Rad).

Replicates

We performed three individual experiments of the
cell proliferation assay and immunoblot analysis. Cell
proliferation assays of CDK4 siRNA were performed in
duplicate.

Statistical analysis

We used the Student’s #-test to assess significance
differences between two groups performed in triplicate.
All data are expressed as means + standard deviation
(SD). All statistical analyses were performed using
VALIDHTML. We considered P-values of < 0.05 as
statistically significant in this study.

Abbreviations

Al: aromatase inhibitor; CDK: cyclin-dependent
kinase; EDR: estrogen-deprivation resistant; ER: estrogen
receptor alpha; HER2: human epidermal growth factor
receptor 2; MBC: metastatic breast cancer; MFR: MCF-7-
derived fulvestrant-resistant; Rb: retinoblastoma; RIBR:
ribociclib-resistant cell lines.

Author contributions

SH conceived and supervised this study. MN was
involved in data collection, data interpretation, and
statistical analysis. ET, TN, NO, and TI contributed to the
data interpretation and offered useful advice. All authors
read and approved the final manuscript.

ACKNOWLEDGMENTS

The authors would like to thank Dr. Yuri Yamaguchi
(Saitama cancer center) for providing valuable suggestions.

CONFLICTS OF INTEREST

Shin-ichi Hayashi received research grants from
Novartis Pharma K.K and AstraZeneca K.K.

www.oncotarget.com

4916

Oncotarget



FUNDING

This study was supported, in part, by a Grant-in-Aid
for Scientific Research from the Ministry of Education,
Science, Sports, Science and Technology of Japan, a
Grant-in-Aid for Cancer Research from the Ministry of
Health, Labor and Welfare of Japan, the Program for
Promotion of Fundamental Studies in Health Science of
the National Institute of Biomedical Innovation (NIBIO),
and a grant from the Smoking Research Foundation.

REFERENCES

1. Mouridsen HT, Gershanovich M, Sun Y, Pérez-Carrion R,
Boni C, Monnier A, Apffelstaedt J, Smith R, Sleeboom HP,
Jénicke F, Pluzanska A, Dank M, Becquart D, et al. Superior
efficacy of letrozole versus tamoxifen as first-line therapy
for postmenopausal women with advanced breast cancer:
results of a phase III study of the International Letrozole
Breast Cancer Group. J Clin Oncol. 2001; 19:2596-606.
http://dx.doi.org/10.1200/JC0O.2001.19.10.2596. [PubMed]

2. Paridaens RJ, Dirix LY, Beex LV, Nooij M, Cameron
DA, Cufer T, Piccart MJ, Bogaerts J, Therasse P. Phase
III study comparing exemestane with tamoxifen as first-

line hormonal treatment of metastatic breast cancer in
postmenopausal women: the European Organisation
for Research and Treatment of Cancer Breast Cancer
Cooperative Group. J Clin Oncol. 2008; 26:4883-90. http://
dx.doi.org/10.1200/JC0.2007.14.4659. [PubMed]

3. Fujiki N, Konno H, Kaneko Y, Gohno T, Hanamura T, Imami
K, Ishihama Y, Nakanishi K, Niwa T, Seino Y, Yamaguchi
Y, Hayashi S. Estrogen Response element-GFP (ERE-GFP)
introduced MCF-7 cells demonstrated the coexistence
of multiple estrogen-deprivation resistant mechanisms. J
Steroid Biochem Mol Biol. 2014; 139:61-72. http://dx.doi.
org/10.1016/1.jsbmb.2013.08.012. [PubMed]

4. Hanamura T, Niwa T, Nishikawa S, Konno H, Gohno T,
Tazawa C, Kobayashi Y, Kurosumi M, Takei H, Yamaguchi
Y, Ito K, Hayashi S. Androgen metabolite-dependent growth

of hormone receptor-positive breast cancer as a possible
aromatase inhibitor-resistance mechanism. Breast Cancer
Res Treat. 2013; 139:731-40. http://dx.doi.org/10.1007/
$10549-013-2595-x. [PubMed]

5. Higuchi T, Endo M, Hanamura T, Gohno T, Niwa T,
Yamaguchi Y, Horiguchi J, Hayashi S. Contribution of
estrone sulfate to cell proliferation in aromatase inhibitor

(AI) -Resistant, hormone receptor-positive breast cancer.
PLoS One. 2016; 11:¢0155844. http://dx.doi.org/10.1371/
journal.pone.0155844. [PubMed]

6. Fujii R, Hanamura T, Suzuki T, Gohno T, Shibahara Y,
Niwa T, Yamaguchi Y, Ohnuki K, Kakugawa Y, Hirakawa
H, Ishida T, Sasano H, Ohuchi N, et al. Increased androgen
receptor activity and cell proliferation in aromatase

inhibitor-resistant breast carcinoma. J Steroid Biochem
Mol Biol. 2014; 144:513-22. http://dx.doi.org/10.1016/].
jsbmb.2014.08.019. [PubMed]

10.

11.

12.

13.

14.

15.

16.

17.

18.

Campbell RA, Bhat-Nakshatri P, Patel NM, Constantinidou
D, Ali S, Nakshatri H. Phosphatidylinositol 3-kinase/AKT-
mediated activation of estrogen receptor alpha: A new
model for anti-estrogen resistance. J Biol Chem. 2001;
276:9817-24. http://dx.doi.org/10.1074/jbc.M010840200.
[PubMed]

Bunone G, Briand PA, Miksicek RJ, Picard D. Activation of
the unliganded estrogen receptor by EGF involves the MAP
kinase pathway and direct phosphorylation. EMBO J. 1996;
15:2174-83. http://dx.doi.org/10.1002/j.1460-2075.1996.
tb00571.x. [PubMed]

Kimura M, Hanamura T, Tsuboi K, Kaneko Y, Yamaguchi Y,
Niwa T, Narui K, Endo I, Hayashi SI. Acquired resistance
to everolimus in aromatase inhibitor-resistant breast cancer.
Oncotarget. 2018; 9:21468—77. http://dx.doi.org/10.18632/
oncotarget.25133. [PubMed]

Finn RS, Martin M, Rugo HS, Jones S, Im SA, Gelmon K,
Harbeck N, Lipatov ON, Walshe JM, Moulder S, Gauthier
E, Lu DR, Randolph S, et al. Palbociclib and letrozole in
advanced breast cancer. N Engl ] Med. 2016; 375:1925-36.
http://dx.doi.org/10.1056/NEJMoal1607303. [PubMed]
Hortobagyi GN, Stemmer SM, Burris HA, Yap YS, Sonke
GS, Paluch-Shimon S, Campone M, Blackwell KL, André
F, Winer EP, Janni W, Verma S, Conte P, et al. Ribociclib as
first-line therapy for HR-positive, advanced breast cancer. N
Engl J Med. 2016; 375:1738-48. http://dx.doi.org/10.1056/
NEJMo0al609709. [PubMed]

Goetz MP, Toi M, Campone M, Sohn J, Paluch-Shimon S,
Huober J, Park IH, Trédan O, Chen SC, Manso L, Freedman
OC, Garnica Jaliffe G, Forrester T, et al. MONARCH 3:
Abemaciclib as initial therapy for advanced breast cancer.
J Clin Oncol. 2017; 35:3638-46. http://dx.doi.org/10.1200/
JCO.2017.75.6155. [PubMed]

O’Leary B, Finn RS, Turner NC. Treating cancer with
selective CDK4/6 inhibitors. Nat Rev Clin Oncol. 2016;
13:417-30. http://dx.doi.org/10.1038/nrclinonc.2016.26.
[PubMed]

Bertoli C, Skotheim JM, De Bruin RA. Control of cell cycle
transcription during G1 and S phases. Nat Rev Mol Cell
Biol. 2013; 14:518-28. http://dx.doi.org/10.1038/nrm3629.
[PubMed]

Dyson N. The regulation of E2F by pRB-family proteins.
Genes Dev. 1998; 12:2245-62. http://dx.doi.org/10.1101/
gad.12.15.2245. [PubMed]

Bracken AP, Ciro M, Cocito A, Helin K. E2F target genes:
unraveling the biology. Trends Biochem Sci. 2004; 29:409—
17. http://dx.doi.org/10.1016/].tibs.2004.06.006. [PubMed]
Witkiewicz AK, Knudsen ES. Retinoblastoma tumor
suppressor pathway in breast cancer: prognosis, precision
medicine, and therapeutic interventions. Breast Cancer Res.
2014; 16:207. http://dx.doi.org/10.1186/bcr3652. [PubMed]
Finn RS, Dering J, Conklin D, Kalous O, Cohen DJ, Desai
AlJ, Ginther C, Atefi M, Chen I, Fowst C, Los G, Slamon
DJ. PD 0332991, a selective cyclin D kinase 4/6 inhibitor,
preferentially inhibits proliferation of luminal estrogen

www.oncotarget.com

4917

Oncotarget


http://dx.doi.org/10.1200/JCO.2001.19.10.2596
https://www.ncbi.nlm.nih.gov/pubmed/11352951
http://dx.doi.org/10.1200/JCO.2007.14.4659
http://dx.doi.org/10.1200/JCO.2007.14.4659
https://www.ncbi.nlm.nih.gov/pubmed/18794551
http://dx.doi.org/10.1016/j.jsbmb.2013.08.012
http://dx.doi.org/10.1016/j.jsbmb.2013.08.012
https://www.ncbi.nlm.nih.gov/pubmed/24128438
http://dx.doi.org/10.1007/s10549-013-2595-x
http://dx.doi.org/10.1007/s10549-013-2595-x
https://www.ncbi.nlm.nih.gov/pubmed/23780684
http://dx.doi.org/10.1371/journal.pone.0155844
http://dx.doi.org/10.1371/journal.pone.0155844
https://www.ncbi.nlm.nih.gov/pubmed/27228187
http://dx.doi.org/10.1016/j.jsbmb.2014.08.019
http://dx.doi.org/10.1016/j.jsbmb.2014.08.019
https://www.ncbi.nlm.nih.gov/pubmed/25178713
http://dx.doi.org/10.1074/jbc.M010840200
https://www.ncbi.nlm.nih.gov/pubmed/11139588
http://dx.doi.org/10.1002/j.1460-2075.1996.tb00571.x
http://dx.doi.org/10.1002/j.1460-2075.1996.tb00571.x
https://www.ncbi.nlm.nih.gov/pubmed/8641283
http://dx.doi.org/10.18632/oncotarget.25133
http://dx.doi.org/10.18632/oncotarget.25133
https://www.ncbi.nlm.nih.gov/pubmed/29765553
http://dx.doi.org/10.1056/NEJMoa1607303
https://www.ncbi.nlm.nih.gov/pubmed/27959613
http://dx.doi.org/10.1056/NEJMoa1609709
http://dx.doi.org/10.1056/NEJMoa1609709
https://www.ncbi.nlm.nih.gov/pubmed/27717303
http://dx.doi.org/10.1200/JCO.2017.75.6155
http://dx.doi.org/10.1200/JCO.2017.75.6155
https://www.ncbi.nlm.nih.gov/pubmed/28968163
http://dx.doi.org/10.1038/nrclinonc.2016.26
https://www.ncbi.nlm.nih.gov/pubmed/27030077
http://dx.doi.org/10.1038/nrm3629
https://www.ncbi.nlm.nih.gov/pubmed/23877564
http://dx.doi.org/10.1101/gad.12.15.2245
http://dx.doi.org/10.1101/gad.12.15.2245
https://www.ncbi.nlm.nih.gov/pubmed/9694791
http://dx.doi.org/10.1016/j.tibs.2004.06.006
https://www.ncbi.nlm.nih.gov/pubmed/15362224
http://dx.doi.org/10.1186/bcr3652
https://www.ncbi.nlm.nih.gov/pubmed/25223380

19.

20.

21.

22.

23.

24.

receptor-positive human breast cancer cell lines in vitro.
Breast Cancer Res. 2009; 11:R77. http://dx.doi.org/10.1186/
ber2419. [PubMed]

Fang H, Huang D, Yang F, Guan X. Potential biomarkers of
CDK4/6 inhibitors in hormone receptor-positive advanced
breast cancer. Breast Cancer Res Treat. 2018; 168:287-97.
http://dx.doi.org/10.1007/s10549-017-4612-y. [PubMed]

Tsuboi K, Kaneko Y, Nagatomo T, Fujii R, Hanamura T,
Gohno T, Yamaguchi Y, Niwa T, Hayashi SI. Different
epigenetic mechanisms of ERo implicated in the fate of

fulvestrant-resistant breast cancer. J Steroid Biochem
Mol Biol. 2017; 167:115-25. http://dx.doi.org/10.1016/].
jsbmb.2016.11.017. [PubMed]

Yang C, Li Z, Bhatt T, Dickler M, Giri D, Scaltriti M,
Baselga J, Rosen N, Chandarlapaty S. Acquired CDK6
amplification promotes breast cancer resistance to CDK4/6

inhibitors and loss of ER signaling and dependence.
Oncogene. 2017; 36:2255-64. http://dx.doi.org/10.1038/
onc.2016.379. [PubMed]

Raspé E, Coulonval K, Pita JM, Paternot S, Rothé F,
Twyftels L, Brohée S, Craciun L, Larsimont D, Kruys
V, Sandras F, Salmon I, Van Laere S, et al. CDK4
phosphorylation status and a linked gene expression profile
predict sensitivity to palbociclib. EMBO Mol Med. 2017;
9:1052-66. http://dx.doi.org/10.15252/emmm.201607084.
[PubMed]

Herrera-Abreu MT, Palafox M, Asghar U, Rivas MA, Cutts
RJ, Garcia-Murillas I, Pearson A, Guzman M, Rodriguez
O, Grueso J, Bellet M, Cortés J, Elliott R, et al. Early
adaptation and acquired resistance to CDK4/6 inhibition in
estrogen receptor-positive breast cancer. Cancer Res. 2016;
76:2301-13. http://dx.doi.org/10.1158/0008-5472.CAN-15-
0728. [PubMed]

Asghar US, Barr AR, Cutts R, Beaney M, Babina I, Sampath
D, Giltnane J, Lacap JA, Crocker L, Young A, Pearson A,
Herrera-Abreu MT, Bakal C, et al. Single-cell dynamics
determines response to CDK4/6 inhibition in triple-negative
breast cancer. Clin Cancer Res. 2017; 23:5561-72. http://
dx.doi.org/10.1158/1078-0432.CCR-17-0369. [PubMed]

25.

26.

27.

28.

29.

30.

31.

32.

Herschkowitz JI, He X, Fan C, Perou CM. The functional
loss of the retinoblastoma tumour suppressor is a common
event in basal-like and luminal B breast carcinomas. Breast
Cancer Res. 2008; 10:R75. http://dx.doi.org/10.1186/
ber2142. [PubMed]

Cancer Genome Atlas Network. Comprehensive molecular
portraits of human breast tumours. Nature. 2012; 490:61—
70. http://dx.doi.org/10.1038/nature11412. [PubMed]

O’Leary B, Cutts RJ, Liu Y, Hrebien S, Huang X, Fenwick
K, André F, Loibl S, Loi S, Garcia-Murillas I, Cristofanilli
M, Huang Bartlett C, Turner NC. The genetic landscape and
clonal evolution of breast cancer resistance to palbociclib
plus fulvestrant in the PALOMA-3 trial. Cancer Discov.
2018; 8:1390-403. http://dx.doi.org/10.1158/2159-8290.
CD-18-0264. [PubMed]

Levine AJ. P53, the Cellular Gatekeeper for Growth and
Division. Cell. 1997; 88:323-31. https://doi.org/10.1016/
$0092-8674(00)81871-1. [PubMed]

Lents NH, Baldassare JJ. CDK2 and cyclin E knockout
mice: lessons from breast cancer. Trends Endocrinol Metab.
2004; 15:1-3. http://dx.doi.org/10.1016/j.tem.2003.10.011.
[PubMed]

Geng Y, Yu Q, Sicinska E, Das M, Schneider JE,
Bhattacharya S, Rideout WM, Bronson RT, Gardner
H, Sicinski P. Cyclin E ablation in the mouse. Cell.
2003; 114:431-43.  http://dx.doi.org/10.1016/S0092-
8674(03)00645-7. [PubMed]

Bashour SI, Doostan I, Keyomarsi K, Valero V, Ueno NT,
Brown PH, Litton JK, Koenig KB, Karuturi M, Abouharb
S, Tripathy D, Moulder-Thompson SL, Ibrahim NK.
Rapid breast cancer disease progression following cyclin

Dependent kinase 4 and 6 inhibitor discontinuation.
J Cancer. 2017; 8:2004-9. http://dx.doi.org/10.7150/
jca.18196. [PubMed]

Corona SP, Generali D. Abemaciclib: a CDK4/6 inhibitor
for the treatment of HR+/HER2-advanced breast cancer.
Drug Des Devel Ther. 2018; 12:321-30. https://doi.
org/10.2147/DDDT.S137783. [PubMed]

www.oncotarget.com

4918

Oncotarget


http://dx.doi.org/10.1186/bcr2419
http://dx.doi.org/10.1186/bcr2419
https://www.ncbi.nlm.nih.gov/pubmed/19874578
http://dx.doi.org/10.1007/s10549-017-4612-y
https://www.ncbi.nlm.nih.gov/pubmed/29236235
http://dx.doi.org/10.1016/j.jsbmb.2016.11.017
http://dx.doi.org/10.1016/j.jsbmb.2016.11.017
https://www.ncbi.nlm.nih.gov/pubmed/27888136
http://dx.doi.org/10.1038/onc.2016.379
http://dx.doi.org/10.1038/onc.2016.379
https://www.ncbi.nlm.nih.gov/pubmed/27748766
http://dx.doi.org/10.15252/emmm.201607084
https://www.ncbi.nlm.nih.gov/pubmed/28566333
http://dx.doi.org/10.1158/0008-5472.CAN-15-0728
http://dx.doi.org/10.1158/0008-5472.CAN-15-0728
https://www.ncbi.nlm.nih.gov/pubmed/27020857
http://dx.doi.org/10.1158/1078-0432.CCR-17-0369
http://dx.doi.org/10.1158/1078-0432.CCR-17-0369
https://www.ncbi.nlm.nih.gov/pubmed/28606920
http://dx.doi.org/10.1186/bcr2142
http://dx.doi.org/10.1186/bcr2142
https://www.ncbi.nlm.nih.gov/pubmed/18782450
http://dx.doi.org/10.1038/nature11412
https://www.ncbi.nlm.nih.gov/pubmed/23000897
http://dx.doi.org/10.1158/2159-8290.CD-18-0264
http://dx.doi.org/10.1158/2159-8290.CD-18-0264
https://www.ncbi.nlm.nih.gov/pubmed/30206110
https://doi.org/10.1016/s0092-8674(00)81871-1
https://doi.org/10.1016/s0092-8674(00)81871-1
https://www.ncbi.nlm.nih.gov/pubmed/9039259
http://dx.doi.org/10.1016/j.tem.2003.10.011
https://www.ncbi.nlm.nih.gov/pubmed/14693416
http://dx.doi.org/10.1016/S0092-8674(03)00645-7
http://dx.doi.org/10.1016/S0092-8674(03)00645-7
https://www.ncbi.nlm.nih.gov/pubmed/12941272
http://dx.doi.org/10.7150/jca.18196
http://dx.doi.org/10.7150/jca.18196
https://www.ncbi.nlm.nih.gov/pubmed/28819400
https://doi.org/10.2147/DDDT.S137783
https://doi.org/10.2147/DDDT.S137783
https://www.ncbi.nlm.nih.gov/pubmed/29497278

