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Abstract: Alisertib (ALS) is an investigational potent Aurora A kinase inhibitor cur-
rently undergoing clinical trials for the treatment of hematological and non-hematological
malignancies. However, its antitumor activity has not been tested in human breast cancer.
This study aimed to investigate the effect of ALS on the growth, apoptosis, and autophagy,
and the underlying mechanisms in human breast cancer MCF7 and MDA-MB-231 cells. In
the current study, we identified that ALS had potent growth-inhibitory, pro-apoptotic, and pro-
autophagic effects in MCF7 and MDA-MB-231 cells. ALS arrested the cells in G,/M phase
in MCF7 and MDA-MB-231 cells which was accompanied by the downregulation of cyclin-
dependent kinase (CDK)1/cell division cycle (CDC) 2, CDK2, and cyclin B1 and upregulation
of p21 Wafl/Cipl, p27 Kipl, and p53, suggesting that ALS induces G,/M arrest through
modulation of p53/p21/CDC2/cyclin B1 pathways. ALS induced mitochondria-mediated
apoptosis in MCF7 and MDA-MB-231 cells; ALS significantly decreased the expression of
B-cell lymphoma 2 (Bcl-2), but increased the expression of B-cell lymphoma 2-associated
X protein (Bax) and p53-upregulated modulator of apoptosis (PUMA), and increased the
expression of cleaved caspases 3 and 9. ALS significantly increased the expression level of
membrane-bound microtubule-associated protein 1 light chain 3 (LC3)-II and beclin 1 and
induced inhibition of phosphatidylinositol 3-kinase (PI3K)/protein kinase B (Akt)/mam-
malian target of rapamycin (mTOR) and p38 mitogen-activated protein kinase (MAPK)
pathways in MCF7 and MDA-MB-231 cells as indicated by their altered phosphorylation,
contributing to the pro-autophagic activities of ALS. Furthermore, treatment with wortman-
nin markedly downregulated ALS-induced p38 MAPK activation and LC3 conversion. In
addition, knockdown of the p38 MAPK gene by ribonucleic acid interference upregulated Akt
activation and resulted in LC3-II accumulation. These findings indicate that ALS promotes
cellular apoptosis and autophagy in breast cancer cells via modulation of p38 MAPK/Akt/
mTOR pathways. Further studies are warranted to further explore the molecular targets of
ALS in the treatment of breast cancer.

Keywords: ALS, breast cancer, cell cycle, apoptosis, autophagy, p38 MAPK

Introduction

Breast cancer is the most lethal of the female-specific malignancies.' The World Health
Organization estimates that more than 1.2 million people are diagnosed with breast
cancer each year.? Standard breast cancer therapy generally combines surgery, multi-
therapeutic agents, and ionizing radiation.’* The anticancer agents induce cell cycle
arrest and/or cell death by apoptotic or non-apoptotic mechanisms including necrosis,
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senescence, autophagy, and mitotic catastrophe.* Aurora A
kinase (AURKA) plays an essential role in chromosome
alignment, centrosome separation and maturation, mitotic
spindle formation, and cytokinesis during mitosis.> 7 AURKA
inhibition has been shown to induce aneuploidy, polyploidy,
and mitotic catastrophe in cells.?

Currently, there are about 30 Aurora kinase inhibitors
(AKIs) in different stages of pre-clinical and clinical devel-
opment. Alisertib (ALS; also known as MLN8237) is one
of the first AKIs to enter Phase I and II trials, showing great
therapeutic potential in anticancer therapy in a wide range of
types of cancer, including both advanced solid tumors and
non-Hodgkin lymphoma.’ > The clinical efficacy of ALS has
largely been consistent with its cytostatic effects, with the
best response so far being stable disease in about 23.7% of
evaluable patients with advanced or metastatic solid tumor.'?
However, data on the effect of ALS on breast cancer are few.
In one study by Leontovich et al,'* ALS reduced cyclin A
(cyclin-dependent kinase [CDK]2) expression in MCF-7 cells
harboring abrogated p53 function (vMCF-7DNp53). ALS
significantly enhanced the cytotoxicity of the microtubule
inhibitor marchantin A from Marchantia polymorpha toward
breast cancer cell lines A256, MCF7, and T47D." In addi-
tion, ALS augmented the antitumor efficacy of docetaxel or
paclitaxel in in vivo models of triple-negative breast cancer
grown in immunocompromised mice."

The aims of the present study were to investigate the
effects of ALS on the cell cycle, apoptosis, and autophagy
and to elucidate the molecular mechanisms involved in
human breast cancer MCF7 and MDA-MB-231 cells. We
have demonstrated that ALS inhibits the proliferation and
induced cell cycle G /M arrest, apoptosis, and autophagy in
MCF7 and MDA-MB-231 cells. We have found that p38
mitogen-activated protein kinase (MAPK) is required for
ALS-induced autophagy at the sequestration step of autopha-
gosome formation in MCF7 and MDA-MB-231 cells and we
have confirmed that p38 MAPK and protein kinase B (Akt)/
mammalian target of rapamycin (mTOR) signaling pathways
play an important role in ALS-induced autophagy in MCF7
and MDA-MB-231 cells.

Materials and methods

Chemicals and reagents

ALS (MLN8237; 4-[[9-chloro-7-(2-fluoro-6-methoxy
phenyl)-5H-pyrimido[5,4-d][2]benzazepin-2-yl]amino]-2-
methoxybenzoic acid), thiazolyl blue tetrazolium bromide
(MTT), Dulbecco’s phosphate buffered saline (PBS), 4-(2-
hydroxyethyl)piperazine- 1-ethanesulfonic acid (HEPES),
ethylenediaminetetraacetic acid (EDTA), propidium

iodide (PI), ribonuclease A, and fetal bovine serum (FBS)
were purchased from Sigma-Aldrich Co. (St Louis, MO,
USA). 4,6-Diamidino-2-phenylindole (DAPI) and 5-(and
6)-chloromethyl-2’,7’-dichlorodihy drofluorescein diacetate
(CM-H,DCFDA) were bought from Thermo Fisher Scientific
Inc. (Waltham, MA, USA). Dulbecco’s Modified Eagle’s
Medium (DMEM/F12) and Roswell Park Memorial Institute
(RPMI) 1640 medium were purchased from Corning Inc.
(Corning, NY, USA). The annexinV:phycoerythrin (PE) apop-
tosis detection kit was purchased from BD Biosciences Inc.
(San Jose, CA, USA). The autophagy detection kit containing
the green fluorescent Cyto-ID® that can stain autophagic vacu-
oles was obtained from Enzo Life Sciences Inc. (Farmingdale,
NY, USA). The polyvinylidene difluoride membrane was
bought from Millipore Inc. (Bedford, MA, USA). Western
blotting substrate was obtained from Thermo Fisher Scientific
Inc. The autophagy inhibitors bafilomycin A1, wortmannin
(WM, an irreversible and selective class I phosphatidylinositol
3-kinase [PI3K] inhibitor and a blocker of autophagosome for-
mation), chloroquine, and Lipofectamine 2000 were purchased
from Thermo Fisher Scientific Inc. SB202190 (an autophagy
inducer and specific p38 MAP kinase inhibitor) was purchased
from Santa Cruz Biotechnology Inc. (Dallas, TX, USA). The
negative control small interfering ribonucleic acid (siRNA)
and p38 MAPK siRNA were purchased from Cell Signaling
Technology Inc. (Danvers, MA, USA). Primary antibodies
against human p53, p21 Wafl/Cipl, p27 Kipl, cyclin B1,
CDK1/CDC2, the p53-upregulated modulator of apoptosis
(PUMA), B-cell lymphoma 2 (Bcl-2), Bel-2-like protein4/
Bcl-2-associated X protein (Bax), cleaved caspase 3, cleaved
caspase 9, microtubule-associated protein 1 light chain 3
(LC3)-I (the cystolic form), LC3-I1 (the membrane-bound
form), p38 MAPK, phosphorylated p38 MAPK (p-p38 MAPK
at Thr180/Tyr182), PI3K, p-PI3K at Tyr458, Akt, p-Akt at
Ser473, mTOR, p-mTOR at Ser2448, and beclin 1 were
obtained from Cell Signaling Technology Inc. The primary
antibody against human -actin was bought from Santa Cruz
Biotechnology Inc.

Cell lines and cell culture

MCF7 and MDA-MB-231 cells are the epithelial breast
cancer cell lines, and MCF10A is the normal breast epithelial
cell line. MCF7, MDA-MB-231, and MCF10A cells were all
obtained from American Type Culture Collection (Manassas,
VA, USA) and were cultured in different media. MCF7 and
MDA-MB-231 cells were maintained in RPMI 1640 medium
supplemented with heat-inactivated 10% FBS and 50 pg/mL
penicillin. MCF10A cells were grown in DMEM/F12 (1/1)
supplemented with 5% horse serum, 10 pg/mL insulin,
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100 ng/mL cholera enterotoxin, 0.5 mg/mL hydrocortisone,
and 20 ng/mL epidermal growth factor. All cells were main-
tained at 37°C in a 5% CO,/95% air humidified incubator.
ALS was dissolved in dimethyl sulfoxide (DMSO) at a
stock concentration of 50 mM, and was freshly diluted to
the desired concentration with culture medium. The final
concentration of DMSO was at 0.05% (v/v). The control
cells received the vehicle only.

Cell viability assay

The MTT assay was performed to examine the effect of ALS
on cell viability. Briefly, cells were seeded in 96-well culture
plates at a density of 8x10%/well. After cells were attached,
the media were changed to ALS at different concentrations
(from 0.01-50 uM). The concentration of DMSO was at
0.05% (v/v). The control cells received the vehicle only. After
24 or 48 hour incubation, 10 uL MTT (5 g/L) was added to
each well and cultured for another 4 hours. Then supernatant
was removed and 150 uL. DMSO was added. It was shaken
for 5 minutes for the crystal dissolution. The absorbance
at a wavelength 490 nm was measured with a Synergy™
H4 Hybrid microplate reader (BioTek Inc., Winooski, VT,
USA). The half maximal inhibitory concentration (IC,))
values were determined using the relative viability over ALS
concentration curve.

Cell cycle analysis using flow cytometry
PIis commonly used as a DNA stain to determine DNA con-
tent in the cell cycle analysis. The effect of ALS on cell cycle
distribution was determined by flow cytometry as described
previously.'® Briefly, MCF7 and MDA-MB-231 cells were
treated with ALS at different concentrations (0.1, 1.0, and
5.0 uM) for 24 hours. In separate experiments, MCF7 and
MDA-MB-231 cells were treated with 1.0 uM ALS for 4, 8,
12, 24,48, and 72 hours. Cells were suspended, washed with
PBS, centrifuged, and fixed in 70% ethanol (v/v) at —20°C
overnight. Then the cells were re-suspended in 1 mL of PBS
containing 1 mg/mL ribonuclease A and 50 pg/mL PI. Cells
were incubated in the dark for 30 minutes at room tempera-
ture. A total number of 1x10* events were subjected to cell
cycle analysis using a flow cytometer (Becton Dickinson
Immunocytometry Systems, San Jose, CA, USA).

Quantification of cellular apoptosis

using flow cytometry

Apoptotic cells were quantitated using the annexinV:PE
apoptosis detection kit (BD Biosciences Inc.) after cells
were treated with ALS at different concentrations (0.1, 1.0,
and 5.0 uM) for 24 hours as described previously.'® ALS

was dissolved in DMSO at a final concentration of 0.05%
(v/v). Annexin V is a 35 kDa Ca?*-dependent phospholipid-
binding protein that has a high affinity for negatively charged
phospholipid phosphatidylserine, and binds to cells that are
actively undergoing apoptosis with exposed phospholipid
phosphatidylserine. Briefly, cells were trypsinized and
washed twice with cold PBS, and then cells were re-sus-
pended in 1x binding buffer with 2.5 uL. of annexin V:PE
and 2.5 uL of 7-amino-actinomycin D (7-AAD, [used as a
nucleic acid dye]) at 1x10° cells/mL in a total volume of
100 uL. The cells were gently mixed and incubated in the
dark for 15 minutes at room temperature. A quota of 1x bind-
ing buffer (400 uL) was then added to a clean test tube and
the number of apoptotic cells was quantified using a flow
cytometer (Becton Dickinson Immunocytometry Systems)
within 1 hour. Cells that stain positive for annexin V:PE and
negative for 7-AAD are undergoing apoptosis; cells that stain
positive for both annexin V:PE and 7-AAD are either in the
end stage of apoptosis, are undergoing necrosis, or are already
dead; and cells that stain negative for both annexin V:PE and
7-AAD are alive and not undergoing measurable apoptosis.

Quantification of cellular autophagy

For autophagy detection, each sample was washed by
re-suspending the cell pellet in 1x assay buffer (Enzo
Life Sciences Inc.; No: ENZ-51031-K200) and cells col-
lected by centrifugation as described previously.!® After
24 hour incubation, the cells were treated with fresh
medium alone, control vehicle alone (0.05% DMSO, v/v),
or ALS (0.1, 1.0, and 5.0 uM) for 24 hours at 37°C. In
separate experiments, MCF7 and MDA-MB-231 cells
were treated with 1.0 uM ALS for 4, 8, 12, 24, 48, and 72
hours. To investigate the mechanisms for ALS-induced
autophagy, cells were pre-treated with the 10 pM WM
(a PI3K inhibitor and autophagy blocker), 10 uM bafilo-
mycin Al (an autophagy inhibitor), or 10 uM SB202190
(a selective inhibitor of p38 MAPK) for 30 minutes in
MCF7 and MDA-MB-231 cells, then co-treated with
1.0 uM ALS for further 24 hours. Groups of cells treated
with each of these compounds alone were also included.
All inhibitors were dissolved in DMSO at a final concentra-
tion of 0.05% (v/v). Cells were re-suspended in 250 UL of
phenol red-free culture medium (Thermo Fisher Scientific
Inc.; No 1294895) containing 5% FBS, and 250 uL of the
diluted Cyto-ID® Green stain solution (Enzo Life Sciences
Inc.; No: ENZ-51031-K200) was added to each sample
and mixed well. Cells were incubated for 30 minutes at
37°C in the dark, collected by centrifugation, washed with
1x assay buffer, and re-suspended in 250 uL fresh 1x assay
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buffer. Cells were analyzed using the green (FL1) channel
of a flow cytometer (Becton Dickinson Immunocytometry
Systems).

RNA interference

siRNA for downregulating gene expression was done by
transfection of RNA oligonucleotides with Lipofectamine
2000 according to the manufacturer’s protocol. MCF7
cells were transfected with the negative control siRNA,
p38 MAPK siRNA in Opti-MEM™ using Lipofectamine
2000. After incubation for 4 hours, the medium was changed
with fresh complete culture medium. The cells were then
incubated for an additional 48 hours and treated with ALS.

Western blotting analysis

The expression level of cellular proteins of interest was
determined using Western blotting assays.'* MCF7 and MDA -
MB-231 cells were washed with pre-cold PBS after 24 hour
treatment with ALS at 0.1, 1.0, and 5.0 uM, lysed with the
radioimmunoprecipitation assay buffer (50 mM HEPES at pH
7.5, 150 mM sodium chloride, 10% glycerol, 1.5 mM mag-
nesium chloride, 1% Triton-X 100, 1 mM EDTA at pH 8.0,
10 mM sodium pyrophosphate, and 10 mM sodium fluoride)
containing the protease and phosphatase inhibitor cocktails,
and centrifuged at 3,000x g for 10 minutes at 4°C. Protein
concentrations were measured using Pierce™ bicinchoninic
acid protein assay kit (Thermo Fisher Scientific Inc.). An
equal amount of protein sample (30 pg) was dissolved by
sodium dodecyl sulfate polyacrylamide gel electrophoresis
(SDS-PAGE) sample loading buffer and electrophoresed on
10% SDS-PAGE mini-gel after thermal denaturation at 95°C
for 5 minutes. Proteins were transferred onto Immobilon
polyvinylidene difluoride membrane (EMD Millipore Inc.,
Billerica, MA, USA) at 400 mA for 2 hours at 4°C. Mem-
branes were probed with indicated primary antibody overnight
at 4°C and then blotted with respective secondary anti-mouse
or anti-rabbit antibody. Visualization was performed using
Bio-Rad ChemiDoc™ XRS system (BioRad Laboratories
Inc., Hercules, CA, USA) with electrochemiluminescence
substrate. Protein level was normalized to the matching den-
sitometric value of the internal control B-actin.

Statistical analysis

Data are presented as the mean + standard deviation (SD).
Comparisons of multiple groups were evaluated by one-way
analysis of variance (ANOVA) followed by Tukey’s multiple
comparison procedure. Values of P<<0.05 were considered
statistically significant.

Results
ALS shows significantly higher
cytotoxicity toward breast cancer

cells than normal breast epithelial cells

In order to evaluate the cytotoxicity of ALS, we used the MTT
assay to measure whether ALS inhibited the proliferation of
malignant MCF7 and MDA-MB-231 cells and normal human
breast epithelial MCF10A cells. The concentration-dependent
inhibitory effects of ALS on the growth of MCF10A, MCF7,
and MDA-MB-231 cells are shown in Figure 1A and B.
When cells were treated with ALS at 0.01, 0.1, 1.0, 5.0, 20,
and 50 uM for 24 hours, the percentage of cellular viability
of MCF10A cells over the control cells (100%) was 97.3%,
89.2%, 85.8%, 64.9%, 58.4%, and 54.6%, respectively, and
the IC,  value was 55.75 UM. The percentage of cellular
viability of MCF7 cells was 91.5%, 82.9%, 65.3%, 58.7%,
45.2%, and 35.1%, respectively, and the IC, was 17.13 uM;
the percentage of cellular viability of MDA-MB-231 cells
was 91.6%, 83.7%, 55.4%, 37.8%, 26.4%, and 26.3, respec-
tively, and the IC, was 12.43 uM (Figure 1A). When cells
were treated with ALS at 0.01, 0.1, 1.0, 5.0, 20, and 50 uM
for 48 hours, the percentage of cellular viability of MCF10A
cells over the control cells (100%) was 95.2%, 87.4%, 81.1%,
68.1%, 53.1%, and 50.9%, respectively, and the IC, value
was 38.79 UM. The percentage of cellular viability of MCF7
cells over the control cells (100%) was 95.2%, 74.2%, 64.5%,
51.9%, 33.6%, and 24.6%, respectively, and the IC,  was
15.78 uM; the percentage of cellular viability of MDA-MB-
231 cells over the control cells (100%) was 83.1%, 74.2%,
57.8%, 44.7%, 35.2%, and 25.5%, respectively, and the IC,
was 10.83 uM (Figure 1B). These results indicate that ALS
induces a concentration-dependent inhibitory effect on the
growth of MCF10A, MCF7, and MDA-MB-231 cells, but the
cytotoxic effect of ALS is much lower in normal MCF10A
cells than in both malignant cell lines.

ALS induces GZ/M arrest in MCF7
and MDA-MB-231 cells

To test whether ALS modulates the cell cycle in malignant
breast cells, we assessed the cell cycle distribution of MCF7
and MDA-MB-231 cells exposed to ALS by flow cytometry.
Treatment of MCF7 and MDA-MB-231 cells with ALS at
different concentrations and different times arrested the cells
at G,/M ftransition. Treatment with ALS led to an obvious
G,/M arrest in concentration- and time-dependent manners
in MCF7 and MDA-MB-231 cells. We treated MCF7 and
MDA-MB-231 cells with ALS at 0.1, 1.0, and 5.0 uM for
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Notes: (A) Cytotoxicity of ALS toward MCFI0A (normal), MCF7, and MDA-MB-231 cells determined by 24 hour MTT assay and (B) cytotoxicity of ALS toward MCFI0A,

MCF7, and MDA-MB-231 cells determined by 48 hour MTT assay.
Abbreviations: ALS, alisertib; MTT, thiazolyl blue tetrazolium bromide.

24 hours, and then we measured the cell cycle distribution.
At basal level, the percentage of MCF7 and MDA-MB-231
cells in G /M phase was 18.6%, and 44.5%, respectively.
As shown in Figure 2, a concentration-dependent increase
in the cell number in G/M phase in MCF7 and MDA-MB-
231 cells was observed after incubation with ALS at 0.1, 1.0,
and 5.0 uM for 24 hours. The percentage of cells arrested
in G/M phase was 42.5%, 78.9%, and 81.1% in MCF7
cells, respectively. This gave an increase of 2.3-, 4.2-, and
4.4-fold, respectively, compared to the control cells treated
with DMSO only (P<<0.001 by one-way ANOVA; Figure
2A and B). The percentage of cells arrested in G/M phase
was 55.2%, 79.6%, and 68.9% in MDA-MB-231 cells,
respectively. This gave an increase of 1.2-, 1.8-, and 1.5-
fold, respectively, compared to the control cells treated with
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DMSO only (P<<0.01 by one-way ANOVA; Figure 2A and
B). Treatment of MCF7 and MDA-MB-231 cells with ALS at
0.1, 1.0, and 5.0 uM also significantly affected the number of
cells in G, phase. The number of cells in G, phase was signifi-
cantly reduced by 32.0%, 77.6%, and 79.9% in MCF7 cells
treated with ALS at 0.1, 1.0, and 5.0 uM, respectively. The
number of cells in G, phase was also significantly reduced
by 25.0%, 69.9%, and 50.4% in MDA-MB-231 cells treated
with ALS at 0.1, 1.0, and 5.0 uM, respectively (P<<0.001 by
one-way ANOVA; Figure 2B).

We further conducted separate experiments to evaluate the
effect of ALS treatment at 1.0 uM on cell cycle distribution in
MCF7 and MDA-MB-231 cells over 72 hours. Compared to
the control cells, the percentage of MCF7 cells in G,/M phase
was increased from 12.8% at basal level to 66.6% and 55.3%
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Figure 2 (Continued)
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Figure 2 Effect of ALS concentrations on cell cycle distribution in MCF7 and MDA-MB-231 cells determined using flow cytometry.

Notes: (A) Representative DNA fluorescence histograms showing the distribution of specific cell populations in G, S, and G,/M phases in MCF7 and MDA-MB-231. Cells
were treated with ALS at 0.1, 1.0, and 5.0 uM for 24 hours and then subjected to flow cytometric analysis and (B) the bar graphs show the percentage of MCF7 and MDA-
MB-231 cells in G,, S, and G,/M phases. Cells were stained using Pl and subjected to flow cytometric analysis that collected 10,000 events. Data are the mean + SD of three
independent experiments. **P<0.01 and **P<0.001 by one-way ANOVA.

Abbreviations: ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance; Pl, propidium iodide.
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after 24 and 48 hour treatment with 1.0 uM ALS, respec-
tively. There was a significant increase in the percentage of
MCF7 cells in G,/M phase after treatment with ALS for 24
and 48 hours (P<<0.001 by one-way ANOVA; Figure 3A
and B). The percentage of MDA-MB-231 cells in G,/M
phase was increased from 12.7% at basal level to 26.5%,
31.9%, 39.9%, and 70.4% after 8, 12, 24, and 48 hour treat-
ment with 1.0 uM ALS, respectively, but declined to 47.6%
after 72 hour treatment of ALS. There was a significant
increase in the percentage of MDA-MB-231 cells in G,/M
phase after treatment with ALS for 8§-72 hours (P<<0.01
or P<0.001 by one-way ANOVA; Figure 3A and B).
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Taken together, the results show that ALS induces a remark-
able cell cycle arrest in the MCF7 and MDA-MB-231 cells,
contributing to its anticancer effect in the breast cancer
treatment.

ALS regulates the expression of CDKI/
CDC2, CDK2, cyclin BI, p21 Wafl/Cipl,
p27 Kipl,and p53 in MCF7 and MDA-
MB-231 cells

To explore the mechanism for ALS-induced cell cycle
arrest, we examined the effect of ALS treatment on the
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Figure 3 The time course of ALS-induced G,/M arrest in MCF7 and MDA-MB-231 cells determined by flow cytometry.

Notes: (A) Representative DNA fluorescence histograms showing the distribution of specific cell populations in G, S, and G,/M phases in MCF7 and MDA-MB-231 cells.
Cells were treated with ALS at 1.0 uM for 4, 8, 12, 24, 48, and 72 hours and then subjected to flow cytometric analysis and (B) the bar graphs show the percentage of MCF7
and MDA-MB-231 cells in G,, S, and G,/M phases. Cells were stained using Pl and subjected to flow cytometric analysis that collected 10,000 events. Data are the mean + SD

of three independent experiments. **P<<0.01 and **P<0.00| by one-way ANOVA.

Abbreviations: ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance; Pl, propidium iodide.

expression levels of CDK1/CDC2, CDK2, cyclin B1, p21
Wafl/Cipl, p27 Kipl, and p53 in MCF7 and MDA-MB-
231 cells using Western blotting assay. The expression
level of CDK1/CDC2, CDK2, and cyclin B1 was remark-
ably decreased in MCF7 and MDA-MB-231 cells when
treated with ALS, however, the expression level of p21
Wafl/Cipl, p27 Kipl, and p53 was markedly increased.
In comparison to the control cells, the expression level of
cyclin B1 was decreased 29.8% and 28.9% when MCF7
cells were treated with 1.0 and 5.0 uM ALS for 24 hours,
respectively. There was a 43.4% and 20.5% reduction in
the expression level of CDK1/CDC2 in MCF7 cells incu-
bated with 1.0 and 5.0 uM ALS for 24 hours, respectively.
Furthermore, the expression level of CDK2 was decreased
25.6% when treated with 1.0 uM ALS for 24 hours. Treat-
ment of MCF7 cells with ALS at 0.1, 1.0, and 5.0 uM for
24 hours significantly increased the level of p21 Wafl/Cipl
2.8-,2.9-, and 3.8-fold, respectively. Treatment of MCF7
cells with ALS at 1.0 and 5.0 uM for 24 hours also signifi-
cantly increased the level of p27 Kipl 2.6- and 2.7-fold,
respectively (P<<0.01 or P<<0.001 by one-way ANOVA;
Figure 4A and B). Moreover, the expression level of p53
was increased when treated with ALS at 1.0 and 5.0 uM for
24 hours in MCEF7 cells, although there was no statistical
significance (Figure 4A and B).

Similarly, treatment of MDA-MB-231 cells with ALS
at 0.1, 1.0, and 5.0 uM for 24 hours significantly decreased
the level of CDK1/CDC2 by 42.2%, 19.6%, and 23.5%,
respectively. Treatment of MDA-MB-231 cells with ALS
at 1.0 uM for 24 hours significantly decreased the level of
CDK2 by 27.2%. There was a 57.9% and 30.2% reduction
in the expression level of cyclin Bl in MDA-MB-231 cells
incubated with 1.0 and 5.0 uM ALS for 24 hours, respectively.
Treatment of MDA-MB-231 cells with ALS at 0.1, 1.0, and
5.0 uM for 24 hours significantly increased the level of p21
Wafl/Cipl 2.8-, 2.9-, and 3.7-fold, respectively. Treatment
of MDA-MB-231 cells with ALS at 1.0 and 5.0 uM for
24 hours significantly increased the level of p27 Kipl
2.1- and 2.3-fold, respectively. In addition, the expression
level of p53 was increased 1.4- and 1.5-fold when treated
with 0.1 and 1.0 uM ALS for 24 hours in MDA-MB-
231 cells, respectively (P<0.01 by one-way ANOVA;
Figure 4A and B).

To further investigate the molecular mechanism for ALS-
induced cell cycle arrest, we conducted separate experiments
to evaluate the expression levels of CDK1/CDC2, cyclin
B1, p21 Wafl/Cipl, and p53 in MCF7 and MDA-MB-231
cells with the treatment of ALS over 72 hours using Western
blotting analysis. Treatment of MCF7 cells with ALS at
1.0 uM for 8, 12, 48, and 72 hours significantly decreased
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Figure 4 Effect of ALS concentrations on the expression levels of CDK|/CDC2, CDK2, cyclin BI, p21 Wafl/Cipl, p27 Kipl, and p53 in MCF7 and MDA-MB-231 cells.
Notes: (A) Representative blots showing the expression levels of CDK1/CDC2, CDK2, cyclin BI, p21 Wafl/Cipl, p27 Kip|, and p53 measured by Western blotting assay.
MCF7 and MDA-MB-231 cells were treated with ALS at 0.1, 1.0, and 5.0 uM for 24 hours, and B-actin was used as the internal control and (B) bar graphs showing the relative
levels of CDK1/CDC2, CDK2, cyclin BI, p21 Wafl/Cipl, p27 Kipl, and p53 in MCF7 and MDA-MB-231 cells treated with ALS at 0.1, 1.0, and 5.0 uM for 24 hours. Data are
the mean £ SD of three independent experiments. *P<<0.05; **P<<0.01; and ***P<<0.001 by one-way ANOVA.

Abbreviations: ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance; CDK, cyclin-dependent kinase.
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the level of CDK1/CDC2 by 40.9%, 43.2%, 43.0%, and
52.3%, respectively. There was a 24.6%, 26.2%, 55.7%,
and 65.6% reduction in the expression level of cyclin Bl in
MCF7 cells incubated with 1.0 uM ALS for 4, 24, 48, and
72 hours, respectively. Treatment of MCF7 cells with ALS at
1.0 uM for 8, 12, 24, 48, and 72 hours significantly increased
the level of p21 Wafl/Cip1 2.1-,2.8-,2.7-,2.8-, and 2.4-fold,
respectively. The expression level of pS3 was increased
2.0-, 2.1-, and 2.7-fold when treated with 1.0 uM ALS for
24, 48, and 72 hours in MCF7 cells, respectively (P<<0.01
or P<0.001 by one-way ANOVA; Figure 5A and B).
Treatment of MDA-MB-231 cells with ALS at 1.0 uM
for 4, 24, and 72 hours significantly decreased the level of
CDKI1/CDC2 by 25.0%, 34.5%, and 31.5%, respectively.
There was a 41.2%, 25.0%, 46.3%, and 50.1% reduction
in the expression level of cyclin Bl in MDA-MB-231 cells
incubated with 1.0 uM ALS for 8, 12, 24, and 72 hours,
respectively. Treatment of MDA-MB-231 cells with ALS
at 1.0 uM for 8, 24, and 48 hours significantly increased the
level of p21 Wafl/Cipl 2.1-, 1.7-, and 3.5-fold, respectively.
In addition, the expression level of p53 was increased 1.9-,
2.0-, and 2.7-fold when treated with 1.0 uM ALS for 12, 24,
and 72 hours in MDA-MB-231 cells, respectively (P<<0.01
or P<0.001 by one-way ANOVA; Figure 5A and B).

ALS induces the apoptosis of MCF7
and MDA-MB-231 cells via activation

of mitochondria-dependent pathway

In order to examine the apoptosis-inducing effect of ALS in
MCF7 and MDA-MB-231 cells, the number of apoptotic cells
was first quantified using flow cytometric analysis and the
results are shown in Figure 6A. The number of apoptotic cells
was 16.7% and 15.8% in MCF7 and MDA-MB-231 cells
treated with the control vehicle only (0.05% DMSO, v/v),
respectively. While MCF7 cells were treated with ALS at 0.1,

A
MCF7 cells

1.0, and 5.0 uM for 24 hours, the total percentage of apoptotic
cells was increased 1.4-, 2.0-, and 2.6-fold compared to the
control cells, respectively. Similarly, MDA-MB-231 cells
were treated with ALS at 1.0 and 5.0 uM for 24 hours, the
total percentage of apoptotic cells was increased 2.2- and
3.0-fold compared to the control cells, respectively (P<<0.05
by one-way ANOVA; Figure 6A and B).

To investigate the mechanisms responsible for ALS-
induced apoptosis in MCF7 and MDA-MB-231 cells, we
evaluated the levels of Bcl-2, Bax, PUMA, cleaved caspase 3,
and cleaved caspase 9 in above cells treated with ALS at
0.1, 1.0, and 5.0 uM for 24 hours. We first examined the
effects of ALS treatment on the expression levels of the
pro-apoptotic protein Bax and the anti-apoptotic protein
Bcl-2. The expression level of Bax was concentration-
dependently increased in both cell lines (P<<0.05 by one-way
ANOVA; Figure 7A and B). Incubation of MCF7 cells with
0.1, 1.0, and 5.0 uM ALS for 24 hours markedly increased
Bax expression (1.4-, 2.8-, and 3.4-fold, respectively), and
treatment of MDA-MB-231 cells with 0.1, 1.0, and 5.0 uM
ALS for 24 hours remarkably increased the expression of
Bax (1.7-, 1.5-, and 2.4-fold, respectively). In contrast, the
expression level of Bcl-2 was decreased by 29.2%, 65.2%,
and 53.4% in MCF7 cells, and 28.2%, 44.9%, and 53.8%
in MDA-MB-231 cells when treated with ALS at 0.1, 1.0,
and 5.0 uM, respectively. A significant increase in the
expression level of Bax and reduction of Bcl-2 resulted in
a significant decrease in Bcl-2/Bax ratio in both cell lines
with a 50.4%, 87.5%, and 86.5% reduction in MCF7 cells
and 58.3%, 64.6%, and 80.6% reduction in MDA-MB-231
cells when treated with ALS at 0.1, 1.0, and 5.0 uM for
24 hours, respectively (P<<0.001 by one-way ANOVA;
Figure 7A and B). Furthermore, the effect of ALS on
the expression of PUMA was also examined due to its
important role in the regulation of anti-apoptotic proteins.
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Figure 5 Effect of ALS treatment time on the expression levels of CDK|/CDC2, CDK2, cyclin BI, p21 Wafl/Cipl, p27 Kipl, and p53 in MCF7 and MDA-MB-231 cells.
Notes: (A) Representative blots showing the expression levels of CDK1/CDC2, CDK2, cyclin BI, p21 Wafl/Cipl, p27 Kipl, and p53 measured by Western blotting assay.
MCF7 and MDA-MB-231 cells were treated with ALS at 1.0 uM for 4, 8, 12, 24, 48, and 72 hours, and B-actin was used as the internal control and (B) bar graphs showing
the relative levels of CDK1/CDC2, CDK2, cyclin Bl, p21 Wafl/Cipl, p27 Kip1, and p53 in MCF7 and MDA-MB-231 cells treated with ALS at 1.0 uM for 4, 8, 12, 24, 48, and
72 hours. Data are the mean £ SD of three independent experiments. *P<<0.05; **P<<0.01; and ***P<<0.00| by one-way ANOVA.

Abbreviations: ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance; CDK, cyclin-dependent kinase; conc, concentration.
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Figure 6 ALS induced apoptotic death in MCF7 and MDA-MB-231 cells in a concentration-dependent manner.
Notes: (A) Representative flow cytometric dot plots showing the % of specific cell populations (live, early apoptosis, and late apoptosis) in MCF7 and MDA-MB-231 cells
treated with ALS at 0.1, 1.0, and 5.0 uM for 24 hours and (B) bar graphs showing the % of apoptotic cells in MCF7 and MDA-MB-231 cells treated with ALS at 0.1, 1.0, and
5.0 uM for 24 hours. Cells were double stained using annexin V:PE and 7-AAD to detect cells undergoing early and late apoptosis. Data are the mean + SD of three
independent experiments. **P<<0.01 and ***P<<0.00| by one-way ANOVA.
Abbreviations: 7-AAD, 7-aminoactinomycin D; ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance; PE, phycoerythrin; QI, debris.
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Figure 7 Effects of ALS concentrations on the expression levels of Bcl-2, Bax, PUMA, cleaved caspase 3, and cleaved caspase 9 in MCF7 and MDA-MB-231 cells determined
by Western blotting assay.

Notes: (A) Representative blots showing the expression levels of Bcl-2, Bax, PUMA, cleaved caspase 3, and cleaved caspase 9 in MCF7 and MDA-MB-231 cells treated with
ALS at 0.1, 1.0, or 5.0 uM for 24 hours and (B) bar graphs showing the relative levels of Bcl-2, Bax, PUMA, cleaved caspase 3, and cleaved caspase 9 and the ratio of Bcl-2/Bax
in MCF7 and MDA-MB-231 cells. B-actin was used as the internal control. Data are the mean + SD of three independent experiments. *P<<0.05; **P<<0.01; and ***P<0.001
by one-way ANOVA.

Abbreviations: ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance; Bcl-2, B-cell lymphoma 2; Bax, Bcl-2-associated X protein; PUMA, p53-upregulated
modulator of apoptosis; casp, caspase.
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Incubation of MCF7 and MDA-MB-231 cells with ALS
increased the expression level of PUMA in a concentra-
tion-dependent manner. Treatment of 0.1 and 5.0 uM
ALS for 24 hours significantly increased the expression level
of PUMA 1.5- and 2.4-fold in MCF7 cells, respectively.
Treatment of 0.1, 1.0, and 5.0 uM ALS for 24 hours signifi-
cantly increased the expression level of PUMA 1.5-, 1.8-,
and 2.2-fold in MDA-MB-231 cells (P<<0.05 by one-way
ANOVA,; Figure 7A and B). Subsequently, we observed
a significant increase in the activation of caspases 9 and 3
in MCF7 and MDA-MB-231 cells. Incubation of MCF7
with ALS at 5.0 uM for 24 hours significantly increased the
level of cleaved caspase 9 by 2.6-fold. Similarly, treatment
of MDA-MB-231 cells with 1.0 and 5.0 uM ALS for 24
hours significantly increased the expression level of cleaved
caspase 9 by 2.2- and 2.4-fold, respectively (P<<0.001 by
one-way ANOVA; Figure 7A and B). The level of cleaved
caspase 3 was also significantly increased 1.5- and 1.6-fold

when MCF7 cells were treated with 1.0 and 5.0 uM ALS
for 24 hours, respectively. Moreover, treatment of MDA-
MB-231 cells with ALS at 0.1, 1.0, and 5.0 uM for 24
hours increased the expression level of cleaved caspase 3
by 1.7-, 2.6-, and 2.7-fold, respectively (P<<0.01 by one-
way ANOVA; Figure 7A and B). These results indicate
that ALS induces a remarkable activation of caspases 9 and
3, eventually leading to apoptotic cell death of MCF7 and
MDA-MB-231 cells.

ALS induces the autophagy
of MCF7 and MDA-MB-231 cells

Autophagy is a cytoprotective mechanism against extracellu-
lar stress. To determine whether ALS induces autophagy, we
examined the effect of ALS on the autophagy in MCF7 and
MDA-MB-231 cells using flow cytometry and Western blot-
ting analysis. ALS treatment of MCF7 and MDA-MB-231
cells induced remarkable autophagy in concentration- and
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Figure 8 Effect of ALS concentrations on ALS-induced autophagic death in MCF7 and MDA-MB-231 cells.

Notes: (A) Representative flow cytometric dot plots showing autophagic MCF7 and MDA-MB-231 cells treated with ALS at 0.1, 1.0, and 5.0 uM for 24 hours and (B) bar
graphs showing the percentage of autophagic MCF7 and MDA-MB-231 cells treated with ALS at 0.1, 1.0, and 5.0 uM for 24 hours. Cells were treated with green fluorescent
Cyto-ID® to detect autophagic vacuoles and subjected to flow cytometric analysis that collected 10,000 events. Data are the mean * SD of three independent experiments.

*##P<0.01 and *¥**P<<0.00| by one-way ANOVA.
Abbreviations: ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance.
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time-dependent manners. In MCF7 cells, the percentage of
autophagic cells at basal level was 3.6%, and incubation of
the cells with ALS at 1.0 and 5.0 uM increased the autophagy
8.4- and 10.3-fold, respectively (P<<0.001; Figure 8A and B).
Treatment of MCF7 cells with 1.0 uM ALS for 24, 48, and
72 hours increased the autophagy 6.1-, 15.1-, and 34.3-fold,
respectively (P<<0.05 by one-way ANOVA; Figure 9A and
B). Similarly, the percentage of autophagic cells at basal level
was 1.3% in MDA-MB-231 cells, and incubation of the cells
with ALS at 1.0 and 5.0 uM increased the autophagy 22.2-
and 21.3-fold, respectively (P<<0.01 by one-way ANOVA;
Figure 8A and B). In addition, treatment of MDA-MB-231
cells with 1.0 uM ALS for 24, 48, and 72 hours increased the
autophagy 5.6-, 14.9-, and 14.4-fold, respectively (P<<0.01
by one-way ANOVA; Figure 9A and B).

Next, we examined the effect of ALS on the expression
level of beclin 1 and LC3-I/I1. Autophagy is tightly regulated
by beclin 1 (a mammalian homolog of yeast Atg6) that forms
a complex with vacuolar protein sorting 34 (Vps34, also
called class I1I PI3K), and serves as a platform for recruitment

>

of other Atgs that are critical for autophagosome formation.'’
Upon autophagy initiation, LC3 is cleaved at the C-terminus
by Atg4 to form the cytosolic LC3-1.'8 LC3-I is consequently
proteolytically cleaved and lipidated by Atg3 and Atg7 to form
LC3-II, which localizes to the autophagosome membrane.
Treatment of MCF7 cells with ALS at 0.1, 1.0, and 5.0 uM for
24 hours increased the expression of beclin 1 1.5-, 1.4-, and
1.5-fold, respectively, compared to the control cells (P<<0.001
by one-way ANOVA; Figure 10A and B). There was a 1.4-
and 1.6-fold increase of beclin 1 in MDA-MB-231 cells
treated with 1.0 and 5.0 uM ALS for 24 hours, respec-
tively (P<<0.01 by one-way ANOVA; Figure 10A and B).
After 24 hour treatment with ALS at 0.1, 1.0, and 5.0 uM,
our Western blotting analysis revealed two clear bands of
LC3-Tand Il in MCF7 and MDA-MB-231 cells (Figure 10A).
LC3-II migrated faster than LC3-I on SDS-PAGE, leading to
the appearance of two bands after immunoblotting — LC3-I
with an apparent mobility of about 18 kDa and LC3-II with
an apparent mobility of 16 kDa. In both MCF7 and MDA-
MB-231 cells, there was a concentration-dependent increase
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Figure 9 Effect of treatment time on ALS-induced autophagic cell death in MCF7 and MDA-MB-231 cells.

Notes: (A) Representative flow cytometric dot plots showing autophagic MCF7 and MDA-MB-231 cells treated with ALS at 1.0 uM for 0, 4, 8, 12, 24, 48, and 72 hours
and (B) bar graphs showing the percentage of autophagic MCF7 and MDA-MB-231 cells treated with ALS at 1.0 uM for 0, 4, 8, 12, 24, 48, and 72 hours. Cells were treated
with green fluorescent Cyto-ID® to detect autophagic vacuoles and subjected to flow cytometric analysis that collected 10,000 events. Data are the mean + SD of three

independent experiments. *P<<0.05; **P<<0.01; and ***P<<0.00| by one-way ANOVA.
Abbreviations: ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance.
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Figure 10 Effect of ALS concentrations on the phosphorylation of p38 MAPK, PI3K, Akt, and mTOR and the levels of beclin I, LC3-I, and LC3-Il in MCF7 and MDA-MB-231 cells.
Notes: (A) Representative blots showing the expression levels of p-p38 MAPK, p38 MAPK, p-PI3K, PI3K, p-Akt, Akt, beclin I, and LC3-I/1l in MCF7 and MDA-MB-231 cells
treated with ALS at 0.1, 1.0, or 5.0 pM for 24 hours. MCF7 and MDA-MB-231 cells were treated with ALS at 0.1, 1.0, and 5.0 UM for 24 hours, and B-actin was used as the
internal control and (B) bar graphs showing the ratio of p-p38 MAPK/p38 MAPK, p-PI3K/PI3K, p-Akt/Akt, and p-mTOR/mTOR and the relative level of beclin | and LC3-II.
Data are the mean * SD of three independent experiments. **P<<0.0] and ***P<<0.001 by one-way ANOVA.

Abbreviations: ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance; MAPK, mitogen-activated protein kinase; PI3K, phosphatidylinositol 3-kinase; Akt,
protein kinase B; mTOR, mammalian target of rapamycin; LC3, microtubule-associated protein | light chain 3; p-p38 MAPK, phosphorylated p38 MAPK.
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in the expression of LC3-11. Compared to the control cells,
there was a 1.7-fold increase in the LC3-I1 level in MCF7 cells
treated with ALS at 5.0 uM for 24 hours (P<<0.01 by one-way
ANOVA; Figure 10A and B). In MDA-MB-231 cells, 1.0 and
5.0 uM ALS resulted in a 1.8- and 2.8-fold increase in the
expression of LC3-I1, respectively, compared to the control
cells (P<<0.01 by one-way ANOVA; Figure 10A and B). In
addition, treatment of MCF7 and MDA-MB-231 cells with
ALS decreased the expression of LC3-I, although this was
not statistically significant.

To further elucidate the effect of ALS-induced
autophagy in breast cancer cells, we examined the treatment
time of ALS on the expression level of beclin 1 and LC3-1/
II. Treatment of MCF7 cells with ALS at 1.0 uM for 12,
24, 48, and 72 hours increased the expression of beclin 1
by 1.9-, 2.3-, 3.0-, and 4.2-fold, respectively, compared to
the control cells (P<0.001 by one-way ANOVA; Figure
11A and B). Similarly, there was a 1.7-,2.0-, 3.3-,4.2-, and
3.6-fold increase of beclin 1 in MDA-MB-231 cells treated
with 1.0 uM ALS for 8, 12, 24, 48, and 72 hours, respec-
tively (P<<0.001 by one-way ANOVA; Figure 11A and
B). In both MCF7 and MDA-MB-231 cells, there was also
a time-dependent increase in the expression of LC3-II.
Compared to the control cells, there was a 3.8-, 5.1-, 3.0-,
and 6.1-fold increase in the LC3-II level in MCF7 cells
treated with ALS at 1.0 uM for 12, 24, 48, and 72 hours,
respectively (P<<0.01 by one-way ANOVA; Figure 11B).
In MDA-MB-231 cells, treatment with 1.0 uM ALS over
72 hours resulted in a 2.3- to 4.2-fold increase in the expres-
sion of LC3-II, compared to the control cells (P<<0.001 by
one-way ANOVA; Figure 11B). These results suggest ALS
induces autophagy in breast cancer cells.

ALS induces the activation of p38 MAPK
in MCF7 and MDA-MB-231 cells

MAPK family members, including c-Jun N-terminal kinase,
extracellular signal-regulated kinase, and p38 MAPK, have
been reported to be involved in autophagy.' To investigate
whether the p38 MAPK signaling pathway was involved in
ALS-induced autophagy, Western blotting assay was per-
formed to detect the activated state of associated proteins.
As shown in Figures 10 and 11, ALS markedly induced the
phosphorylation of p38 MAPK.

First, we examined whether ALS induced autophagy of
MCF7 and MDA-MB-231 cells in a concentration-dependent
manner. Exposure of MCF7, and MDA-MB-231 cells to 0.1,
1.0, and 5.0 uM ALS for 24 hours increased the phosphory-
lation level of p38 MAPK; however, incubation of both cell
lines with ALS did not significantly affect the expression

of total p38 MAPK. The ratio of p-p38 MAPK over p38
MAPK was concentration-dependently increased by ALS
in both cell lines compared to the control cells. In MCF7
cells, the p-p38 MAPK/p38 MAPK ratio was increased from
0.28 at basal level to 0.53 and 0.62, when MCF7 cells were
treated with ALS at 1.0 and 5.0 uM, respectively (P<<0.001
by one-way ANOVA; Figure 10A and B). In MDA-MB-231
cells, treatment with 0.1, 1.0, and 5.0 uM ALS significantly
increased the ratio of p-p38 MAPK/p38 MAPK from 0.31
at basal level to 0.49, 0.62, and 0.80, respectively (P<<0.001
by one-way ANOVA; Figure 10A and B).

We further investigated if the activation of p38 MAPK
by ALS in breast cancer cell lines was in a time-dependent
manner. A time-course study of p38 MAPK phosphorylation
in MCF-7 and MDA-MB-231 cells showed that the activation
of p38 MAPK was increased over treatment time. In MCF7
cells, the p-p38 MAPK/p38 MAPK ratio was increased from
0.19 at basal level to 0.37, 0.36, 0.32, 0.31, and 0.59, when
MCF7 cells were treated with ALS at 1.0 uM for 8, 12, 24,
48, and 72 hours, respectively (P<<0.01 by one-way ANOVA;
Figure 11A and B). In MDA-MB-231 cells, 1.0 uM ALS for
8,12, 24, and 72 hours increased the ratio of p-p38 MAPK/
p38 MAPK from 0.12 at basal level to 0.25, 0.24, 0.25, and
0.52, respectively (P<<0.01 by one-way ANOVA; Figure 1 LA
and B). These observations indicate a possible involvement
of p38 MAPK during ALS-induced autophagy.

Effects of p38 MAPK activation
on ALS-induced autophagy in MCF7
and MDA-MB-231 cells

We have observed that treatment with ALS for 24 hours
resulted in the sustained activation of p38 MAPK and
significantly increased expression of LC3-II and beclin 1
in MCF7 and MDA-MB-231 cells. To further investigate
how p38 MAPK was involved in ALS-induced autophagy,
we co-incubated the cells with the autophagy inhibitors
WM (an inhibitor for sequestration step of autophagosome)
and bafilomycin Al (an inhibitor for maturation step of
autophagosome). First, we examined the effect of autophagy
inhibitors on ALS-induced autophagy in MCF7 and MDA-
MB-231 cells using flow cytometry. In MCF7 cells, WM at
10 uM significantly decreased ALS-induced autophagy by
31.4%; in contrast, bafilomycin A1 at 100 nM significantly
increased ALS-induced autophagy 1.2-fold, compared to the
control cells treated with ALS alone (P<<0.01 by one-way
ANOVA; Figure 12A and B). Similarly, in MDA-MB-231
cells, WM at 10 uM also markedly decreased ALS-induced
autophagy by 45.5%, but bafilomycin A1 at 100 nM increased
ALS-induced autophagy 1.3-fold, compared to the control
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Figure |11 Effect of ALS treatment time on the phosphorylation of p38 MAPK, PI3K, Akt, and mTOR and the expression levels of beclin I, LC3-I, and LC3-Il in MCF7 and

MDA-MB-231 cells.

Notes: (A) Representative blots showing the expression levels of p-p38 MAPK, p38 MAPK, p-PI3K, PI3K, p-Akt, Akt, beclin I, and LC3-I/ll in MCF7 and MDA-MB-231 cells
treated with ALS for 4 to 72 hours. MCF7 and MDA-MB-231 Cells were treated with 1.0 uM ALS for 0, 4, 8, 12, 24, 48, and 72 hours, and B-actin was used as the internal
control and (B) bar graphs showing the ratio of p-p38 MAPK/p38 MAPK, p-PI3K/PI3K, p-Akt/Akt, p-mTOR/mTOR and the relative levels of beclinl and LC3-Il in MCF7 and
MDA-MB-231 cells. Data are the mean + SD of three independent experiments. *P<<0.05; **P<<0.01; and ***P<<0.00| by one-way ANOVA.
Abbreviations: p, phosphorylated; ALS, alisertib; SD, standard deviation; ANOVA, analysis of variance; MAPK, mitogen-activated protein kinase; PI3K, phosphatidylinositol
3-kinase; Akt, protein kinase B; mTOR, mammalian target of rapamycin; LC3, microtubule-associated protein | light chain 3.
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