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Abstract
Background ‒ Tamoxifen (TAMR) resistance remains a
massive obstacle for breast cancer (BC)management. The
precise parts of long non-coding RNA ataxin 8 opposite
strand (ATXN8OS) in BC TAMR resistance have not been
defined.
Methods ‒ The levels of ATXN8OS, vasodilator-stimu-
lated phosphoprotein (VASP), andmiR-16-5p were assessed
by quantitative real-time polymerase chain reaction or wes-
tern blot. Colony formation and cell viability were analyzed
by MTT and colony formation assays, respectively. Targeted
interactions among miR-16-5p, ATXN8OS, and VASP were
confirmed by dual-luciferase reporter assay. Animal studies
were performed to observe the role of ATXN8OS in TAMR
sensitivity in vivo.
Results ‒ ATXN8OS expression was increased in BC
tissues and cells. ATXN8OS depletion promoted BC cell
sensitivity to TAMR. ATXN8OS sequestered miR-16-5p by
directly binding to miR-16-5p. The promotional effect of
ATXN8OS knockdown on BC cell TAMR sensitivity was
mediated by miR-16-5p. VASP was a direct target of
miR-16-5p, and miR-16-5p overexpression enhanced TAMR
sensitivity by VASP. Moreover, ATXN8OS regulated VASP
expression by acting as a miR-16-5p sponge. In addition,
ATXN8OS knockdown augmented BC TAMR sensitivity
in vivo.
Conclusion ‒ ATXN8OS knockdown enhanced BC TAMR
sensitivity partially through the miR-16-5p/VASP axis,
highlighting a potential therapeutic target for improving
the clinical benefits of TAMR treatment in BC patients.
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1 Introduction

Breast cancer (BC) is the most prevalent malignancy and
one of the leading causes of cancer-related death among
women worldwide, with an estimated 20,88,849 newly
diagnosed BC cases and 6,26,679 deaths in 2018 [1].
Tamoxifen (TAMR), an estrogen receptor (ER) antagonist,
is the mainstay treatment of BC and is widely used for BC
therapy [2]. Despite improved prognosis of BC patients,
the development of TAMR resistance remains the major
obstacle for BC management [3,4]. Therefore, a better
understanding for the potential mechanisms of TAMR
resistance is very important to develop new therapeutic
targets and improve BC patient prognosis.

Long non-coding RNAs (lncRNAs), a diverse class of
>200 nucleotides transcripts, are gaining the attention of
researchers in many fields, including cancer [5]. Emer-
ging evidence suggests that dysregulation of lncRNAs is
involved in BC tumorigenesis, progression, and TAMR
resistance [6,7]. For instance, Xue et al. manifested that
lncRNA HOX antisense intergenic RNA (HOTAIR) was
upregulated in TAMR-resistant BC tissues and its knock-
down repressed cell survival and weakened TAMR-resis-
tant cell growth [4]. Ma and colleagues reported that
lncRNA DSCAM-AS1 enhanced TAMR resistance, cell pro-
pagation, and hampered apoptosis in BC cells [8]. Ataxin
8 opposite strand (ATXN8OS), an lncRNA with 1,236 bp
in length located on chromosome 13q21, was reported
to show an aberrant expression in brain diseases [9].
A recent document reported that highly expressed
ATXN8OS might be associated with poor prognosis of
cervical cancer using a nine-lncRNA signature [10]. More-
over, ATXN8OS was found to be overexpressed in BC
tissues and cells, and its depletion repressed BC cell pro-
liferation and invasion, highlighting its role as a tumor
promoter in BC [11]. In this study, we focused on the
functional role of ATXN8OS in TAMR resistance of BC
and underlying mechanisms governing it.
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MicroRNAs (miRNAs) are small, endogenous ∼22 nucleo-
tides transcripts that direct gene expression by pairing
to the 3′-untranslated region (3′-UTR) of target mRNAs,
and thus function as important players in human cancer
[12]. Previous researches had reported that miR-16-5p
was downregulated in BC tissues, and it exerted a
tumor-suppressive role in BC by inhibiting oncogene
expression [13,14]. However, the function of miR-16-5p
on TAMR resistance in BC remains unclear. Recent
studies have reported that lncRNAs regulate TAMR resis-
tance in BC through the networks of competing endo-
genous RNAs (ceRNAs) via acting as molecular sponges
of specific miRNAs [15,16]. The database of starBase 3.0
online software predicted two putative targeted correla-
tions between miR-16-5p and ATXN8OS or vasodilator-
stimulated phosphoprotein (VASP), eliciting a potential
network of ATXN8OS/miR-16-5p/VASP axis. In the pre-
sent study, we aimed to explore the detailed role and
underlying mechanisms of ATXN8OS on TAMR resistance
in BC. By combining in vitro and in vivo experiments, our
study suggested that the knockdown of ATXN8OS aug-
mented TAMR sensitivity in BC cells possibly through
miR-16-5p/VASP axis.

2 Materials and methods

2.1 Clinical samples and ethical statement

In this study, 44 tissue samples were collected, including
22 BC tissues and 22 adjacent normal breast tissues, from
International Healthy Cells Rehabilitation Association,
Shanghai Liangliang Biotechnology Co., Ltd. Fresh sam-
ples were stored at −80°C until RNA extraction. The pro-
tocol of this study was approved by the Ethics Committee
of International Healthy Cells Rehabilitation Association,
Shanghai Liangliang Biotechnology Co., Ltd, and written
informed consent was obtained from all the participating
subjects.

2.2 Cell culture, treatment, and transfection

Human normal mammary epithelial cell line MCF-
10A (ATCC®CRL-10317), and two BC cell lines MCF-7
(ATCC®HTB-22TM) and BT-549 (ATCC®HTB-122) were
bought from the American Type Culture Collection
(ATCC, Manassas, VA, USA). All the cells were maintained

at 37°C, 5% CO2 in RPMI-1640 medium (ATCC), plus 10%
fetal bovine serum (FBS, ATCC) and 1% penicillin/strepto-
mycin (Gibco, Cergy Pontoise, France). For TAMR expo-
sure, BC cells were treated with various concentrations
(0.5, 1, 2, 4, 8, 16, 32, 64, and 128 µm) or 10 µm of TAMR
(Gibco) for 48 h.

For the knockdown of ATXN8OS, cells were trans-
fected with synthetic small interfering RNA (siRNA)
against ATXN8OS (si-ATXN8OS, GenePharma, Shanghai,
China), and nontarget siRNA (si-NC, GenePharma) was
used as the negative control. For miR-16-5p overexpression
or depletion, modified miR-16-5p mimic (GenePharma),
inhibitor of miR-16-5p (anti-miR-16-5p, GenePharma), or
corresponding negative control (miR-NC mimic or anti-
miR-NC, GenePharma) was introduced into cells. VASP
upregulation was carried out using VASP overexpression
plasmid (the full sequence of VASP was cloned into
pcDNA3.1, GenePharma), with nontarget pcDNA3.1 plasmid
as the negative control (vector, GenePharma). The
Lipofectamine 3000 reagent (Invitrogen, Cergy Pontoise,
France) was used for each transfection following the pro-
tocols of manufacturers.

2.3 Determination of IC50 value for TAMR

A basic colorimetric 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide (MTT) assay was imple-
mented to determine the IC50 value for TAMR. Cells
(1.0 × 105 each well) seeded in 96-well plates were trans-
fected with the indicated oligonucleotides or plasmids
and then were exposed to various concentrations (0.5,
1, 2, 4, 8, 16, 32, 64, and 128 µm) of TAMR. After 48 h
exposure, MTT solution (Sigma-Aldrich) was used at a
final concentration of 0.5 mg/mL per well, followed by
the incubation for 2 h at 37°C. Then, media was removed
and dimethyl sulfoxide (DMSO, 200 µL each well) was
added into plates to dissolve formazan crystals. The
quantity of formazan was proportional to the number of
viable cells, which could be measured using a microplate
reader (Thermo Fisher Scientific, Braunschweig, Germany)
at the wavelength of 490 nm.

2.4 Cell apoptosis assay

Flow cytometry was performed to evaluate cell apoptosis
using the Annexin V-FITC/PI apoptosis kit (Thermo
Fisher Scientific). Briefly, cells were transfected with the
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indicated oligonucleotides or plasmids and then were
treated with 10 µm of TAMR (Gibco) for 48 h. After that,
cells were stained with 5 µL of Annexin V-FITC and 10 µL
of PI for 10min in the dark. The flow cytometer (BD
Biosciences, San Jose, CA, USA) was finally used for the
assessment of cell apoptotic rate.

2.5 Western blot

Cells and tissues were homogenized in RIPA lysis buffer
(Beyotime, Shanghai, China) containing protease inhi-
bitor cocktail (Sigma-Aldrich). After centrifugation at
13,000 g for 20min, the supernatant was collected and
quantified using a BCA protein assay kit (Thermo Fisher
Scientific). Total protein (50 µg) was subjected to electro-
phoresis on a 10% SDS polyacrylamide gel and then
transferred to polyvinylidene difluoride (PVDF)membranes
(Millipore, Molsheim, France). After being blocked in 5%
non-fat powdered milk, the membranes were probed with
primary antibodies at the indicated dilution, followed by
the incubation with HRP-conjugated anti-mouse or anti-
rabbit IgG secondary antibodies (Abcam, Cambridge, UK).
Protein bands were detected using SuperSignal West
Pico PLUS chemiluminescent substrate (Thermo Fisher
Scientific) and analyzed by GeneTools software (Syngene,
Cambridge, UK). The following antibodies were used: anti-
Beclin1 (Abcam; dilution 1:1,000), anti-light chain 3 I (anti-
LC3 I, Cell Signaling Technology, Danvers, MA, USA; dilution
1:1,000), anti-LC3 II (Cell Signaling Technology; dilution
1:1,000), anti-Bcl-2 (Abcam; dilution 1:1,000), anti-
Bax (Abcam; dilution 1:1,000), and anti-VASP (Abcam;
dilution 1:3,000). Expression of glyceraldehyde-3-phosphate
dehydrogenase was used as a loading control.

2.6 Quantitative real-time polymerase chain
reaction

Total RNA was prepared using SV total RNA isolation
system (Promega, Madison, WI, USA) referring to the
manufacturer’s protocols. The quantity and quality of
RNA extracts were analyzed by the Agilent 2100
Bioanalyzer (Agilent Technologies, Waldbronn, Germany).
Complementary DNA (cDNA) was synthesized using the
Maxima H Minus First Strand cDNA synthesis kit (Thermo
Fisher Scientific) with random hexamer primers for
ATXN8OS and VASP mRNA and TaqMan MicroRNA reverse
transcription kit (Applied Biosystems, Bleiswijk, The
Netherlands) with target-specific stem-loop primers for

miR-16-5p, referring to the instructions of manufacturers.
The expression levels of ATXN8OS, VASP mRNA, and
miR-16-5p were determined by quantitative real-time poly-
merase chain reaction (qRT-PCR) using SYBR® Premix Ex
TaqTM reagent (Takara, Dalian, China), with β-actin or U6
snRNA as the internal control. Primers sequences (5′–3′) for
qRT-PCR were as follows: ATXN8OS: CATTACTGTGTAGCA
ATAC (sense) and AATTCAAGCCATTAACCT (antisense);
VASP: CTGGGAGAAGAACAGCACAACC (sense) and AGGTC
CGAGTATCACTGGAGC (antisense); β-actin: GATGGAAATC
GTCAGAGGCT (sense) and TGGCACTTAGTTGGAAATGC
(antisense); miR-16-5p: CGCGCTAGCAGCACGTAAAT
(sense) and GTGCAGGGTCCGAGGT (antisense); U6: GCTTC
GGCAGCACATATACTAAAAT (sense) and CGCTTCACGAATT
TGCGTGTCAT (antisense).

2.7 Bioinformatics and dual-luciferase
reporter assay

Bioinformatic analyses for the directly interacted miRNAs
of ATXN8OS and the molecular targets of miR-16-5p were
performed using starBase 3.0 online software at http://
starbase.sysu.edu.cn/. The partial sequences of ATXN8OS
and VASP 3′-UTR harboring thewild-type target sequence for
miR-16-5p were cloned into the pmirGLO vector (Promega),
respectively, to construct ATXN8OS and VASP 3′-UTR wild-
type luciferase reporter plasmids (ATXN8OS WT and VASP
3′-UTR WT). Site-directed mutants (ATXN8OS MUT and
VASP 3′-UTR MUT) were generated using the GENEART
Site-Directed Mutagenesis System (Thermo Fisher Scientific)
following the producer’s guidance. The reporter constructs
were cotransfected into MCF-7 and BT-549 cells together
with miR-16-5p mimic or miR-NC mimic. The luciferase
activities were measured after 48 h transfection using the
dual-luciferase reporter assay system (Promega).

2.8 Lentiviral vector transduction

Lentiviral vectors containing short hairpin RNA (shRNA)
against ATXN8OS (sh-ATXN8OS) or nontarget control
shRNA (sh-NC) were obtained from Genechem (Shanghai,
China). MCF-7 cells were transduced by sh-ATXN8OS
or sh-NC with various multiplicities of infection in
media containing 8 µg/mL of polybrene. Twenty-four
hours after transduction, the cells with positive infec-
tion were selected using puromycin at a final concentra-
tion of 1 µg/mL.
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2.9 Xenograft model assay

To implement in vivo assays, female 6-week-old BALB/c
nude mice (Henan Research Center of Laboratory Animal,
Zhengzhou, China) were used in the study, after
obtaining approval from Animal Ethical Committee of
International Healthy Cells Rehabilitation Association,
Shanghai Liangliang Biotechnology Co., Ltd. About
5.0 × 106 MCF-7 cells stably transduced with sh-NC or
sh-ATXN8OS were subcutaneously inoculated into the
left flank of nude mice, followed by the administration
of TAMR (50mg/kg) every 5 days after 5 days of implan-
tation (n = 9 each group). Tumor volume was measured
with a caliper every 1 week and calculated with the for-
mula: length (L) × width (W)2 = mm3. Thirty-five days
after injection, all mice were killed to remove the tumor
tissues. Animal experiments were carried out following
the Guide for the Care and Use of Laboratory Animals of
International Healthy Cells Rehabilitation Association,
Shanghai Liangliang Biotechnology Co., Ltd.

Ethics approval and consent to participate: The present
study was approved by the ethical review committee of
International Healthy Cells Rehabilitation Association,
Shanghai Liangliang Biotechnology Co., Ltd.

Patient consent for publication: Not applicable.

2.10 Statistical analysis

Data analysis and statistical calculation were conducted
by SPSS v.22 software (SPSS Inc., Chicago, IL, USA) using
a Student’s t-test (two-tailed) and one-way analysis of
variance (ANOVA), followed by post hoc analysis. All
the results were expressed as mean ± standard error of

the mean (SEM) and a p-value <0.05 was considered sta-
tistically significant.

3 Results

3.1 ATXN8OS was upregulated in BC tissues
and cells

First, we determined the expression of ATXN8OS in
BC tissues and cells. As shown by qRT-PCR, ATXN8OS
expression was higher in BC tissues than that in normal
breast tissues (Figure 1a). In parallel, in comparison to
the normal control, ATXN8OS expression was signifi-
cantly increased in BC cells (Figure 1b).

3.2 ATXN8OS knockdown augmented TAMR
sensitivity of BC cells

To explore the role of ATXN8OS in BC TAMR resistance,
loss-of-function experiments were performed by si-
ATXN8OS. Transient introduction of si-ATXN8OS, but
not a scrambled control sequence, induced a prominent
reduction in ATXN8OS expression (about 58% reduc-
tion in MCF-7 cells and 65% reduction in BT-549 cells;
Figure 2a and b). MTT assay revealed that ATXN8OS
knockdown resulted in decreased IC50 value for TAMR
in the two BC cells (Figure 2c and d). The data of flow
cytometry and western blot showed that ATXN8OS deple-
tion led to a significant promotion in cell apoptosis
(Figure 2e and f), a distinct reduction in Bcl-2 expression,
and a clear enhancement in Bax level (Figure 2g and h)
with or without TAMR treatment. Moreover, the knockdown

Figure 1.: ATXN8OS was highly expressed in BC tissues and cells. ATXN8OS expression by qRT-PCR in 22 pairs of BC tissues and adjacent
normal breast tissues (a) and MCF-10A, MCF-7, and BT-549 cells (b). *P < 0.05.

ATXN8OS on breast cancer  71



of ATXN8OS triggered the striking repression in Beclin 1
expression and LC3 II/I ratio (Figure 2i and j) in the two
BC cells when treatment with or without TAMR, sug-
gesting the suppressive role of ATXN8OS knockdown in
autophagy. More interestingly, simultaneous ATXN8OS
silencing and TAMR treatment resulted in a more signifi-
cant promotion in cell apoptosis (Figure 2e–h) and a
more clear repression in cell autophagy (Figure 2i and j).

3.3 ATXN8OS acted as a molecular sponge
of miR-16-5p to sequester miR-16-5p

To further explore the molecular mechanism by which
ATXN8OS influenced BC TAMR resistance, we carried

out a detailed analysis for the directly interacted
miRNAs of ATXN8OS. Using starBase 3.0 software, 10
targeted miRNAs were predicted (Supplement Figure S1a).
qRT-PCR data showed that miR-16-5p was the most sig-
nificantly upregulated miRNA when ATXN8OS silencing
in MCF7 and BT-549 cells (Supplement Figure S1b and c).
Therefore, we selected miR-16-5p for further analyses. To
confirm the targeted interaction between ATXN8OS and
miR-16-5p, we cloned ATXN8OS segment harboring the
putative miR-16-5p-binding sequence into a luciferase
vector and mutated the target region (Figure 3a). With the
wild-type reporter construct and miR-16-5p upregulation
caused a significant reduction in luciferase activity
(Figure 3b and c). When the miR-16-5p-binding site was
mutated, little reduction in luciferase activity was
observed in the presence of miR-16-5p mimic (Figure 3b

Figure 2: ATXN8OS depletion enhanced TAMR sensitivity in BC cells. (a and b) MCF-7 and BT-549 cells were transfected with si-NC or
si-ATXN8OS, followed by the determination of ATXN8OS expression by qRT-PCR 48 h post-transfection. (c and d) MCF-7 and BT-549 cells
were transfected with si-NC or si-ATXN8OS and then were exposed to various concentrations (0.5, 1, 2, 4, 8, 16, 32, 64, and 128 µm) of TAMR
for 48 h, followed by the measurement of cell viability using MTT assay. MCF-7 and BT-549 cells were transfected with si-NC or si-ATXN8OS
and then were treated with 10 µm of TAMR for 48 h, followed by the determination of cell apoptosis by flow cytometry (e and f), Bcl-2 and Bax
levels by western blot (g and h), and the levels of Beclin 1, LC3 I, and LC3 II by western blot (i and j). *P < 0.05.
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and c). Our data also showed that miR-16-5p was promi-
nently downregulated in BC tissues and cells, as com-
pared to their counterparts (Figure 3d and e). After that,
we observed whether ATXN8OS modulated miR-16-5p
expression in the two BC cells. As expected, in contrast
to negative group, transfection of si-ATXN8OS resulted in
increased miR-16-5p expression (Figure 3f and g). Together,
these results strongly pointed a role of ATXN8OS as a mole-
cular sponge of miR-16-5p.

3.4 The promotional effect of ATXN8OS
knockdown on TAMR sensitivity was
abated by restored expression of miR-
16-5p in BC cells

Then, we further investigated whether ATXN8OS exerted
its regulatory effect on BC TAMR resistance by miR-16-5p.
As shown by qRT-PCR, si-ATXN8OS-mediated miR-16-5p
increase was significantly abolished by cotransfection of
anti-miR-16-5p in the two BC cells (Figure 4a and b).
Subsequent experiments’ results revealed that in com-
parison to the negative group, the reduced effect of
ATXN8OS depletion on IC50 value was markedly reversed
by miR-16-5p expression restoration (Figure 4c and d).

Moreover, si-ATXN8OS-mediated pro-apoptosis (Figure 4e–h)
and anti-autophagy (Figure 4i and j) effects under TAMR
treatment were prominently abrogated by restored
expression of miR-16-5p.

3.5 VASP was directly targeted and inhibited
by miR-16-5p

To further understand the role of miR-16-5p in BC TAMR
resistance, we used starBase 3.0 software to help identify
its molecular targets in humans. Among the thousands of
candidates, VEGFA, VASP, E2F3, and HDGF were of
interest in the present study because their expression
levels had been found to be upregulated in BC [17–20].
Western blot data validated the overexpression of the
four targets in BC cells compared with MCF-10A cells
(Supplement Figure 1d). Moreover, VASP expression the
most significantly down-regulated in the miR-16-5p-over-
expressing BC cells (Supplement Figure 1e). To verify the
targeted relationship between VASP and miR-16-5p, we
performed dual-luciferase reporter assay using VASP 3′-
UTR reporter (Figure 5a). The cotransfection of VASP 3′-
UTR wild-type reporter and miR-16-5p mimic into the two
BC cells produced lower luciferase activity than in cells

Figure 3: ATXN8OS sequestered miR-16-5p by sponging miR-16-5p. (a) Schematic of the putative miR-16-5p-binding site in ATXN8OS by
starBase 3.0 software and mutated miR-16-5p-binding site. (b and c) The luciferase activity in MCF-7 and BT-549 cells cotransfected with
ATXN8OS luciferase reporter construct harboring the wild-type target sequence for miR-16-5p (ATXN8OS WT) or its mutant in seed sequence
(ATXN8OS MUT) and miR-16-5p mimic or miR-NC mimic. The expression of miR-16-5p by qRT-PCR in 22 pairs of BC tissues and adjacent
normal breast tissues (d), and MCF-10A, MCF-7, and BT-549 cells (e). (f and g) The expression of miR-16-5p in MCF-7 and BT-549 cells
transfected with si-NC or si-ATXN8OS. *P < 0.05.
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cotransfected with miR-NCmimic (Figure 5b and c). How-
ever, site-directed mutant of the target sequence strik-
ingly abolished the effect of miR-16-5p on reporter gene
expression under the same conditions (Figure 5b and c).
Our data also revealed that the mRNA and protein
levels of VASP were significantly upregulated in BC
tissues (Figure 5d and e) and cells (Figure 5f and g)
compared with their counterparts. Moreover, qRT-PCR
and western blot analyses showed that in contrast to
miR-NC mimic group, the mRNA and protein levels of
VASP were remarkably reduced by miR-16-5p overex-
pression in both MCF-7 (Figure 5h and i) and BT-549
(Figure 5j and k) cells.

3.6 VASP mediated the promotional effect of
miR-16-5p overexpression on TAMR
sensitivity in BC cells

To provide further mechanistic insights into the link
between miR-16-5p and VASP on BC TAMR resistance,
MCF-7 and BT-549 cells were transfected with miR-16-
5p mimic alone or together with VASP overexpression
plasmid. Our data showed that VASP level was signifi-
cantly reduced by miR-16-5p overexpression in the
two BC cells using qRT-PCR and western blot assays
(Figure 6a–d). Moreover, the decreased effect of miR-
16-5p overexpression on VASP level was highly abated

Figure 4: The knockdown of ATXN8OS enhanced TAMR sensitivity by upregulating miR-16-5p. MCF-7 and BT-549 cells were transfected with
si-NC, si-ATXN8OS, si-ATXN8OS + anti-miR-NC, and si-ATXN8OS + anti-miR-16-5p before TAMR treatment with the indicated concentrations,
followed by the measurement of miR-16-5p expression by qRT-PCR (a and b), the IC50 value for TAMR by MTT assay (c and d), cell apoptosis
by flow cytometry (e and f), Bcl-2 and Bax levels by western blot (g and h), and the levels of Beclin 1, LC3 I and LC3 II by western blot (i and j).
*P < 0.05.
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by cotransfection of VASP overexpression plasmid
(Figure 6a–d). In contrast to miR-NC mimic group, miR-
16-5p overexpression led to a significant reduction in
IC50 value for TAMR (Figure 6e and f) and a distinct
enhancement in cell apoptosis (Figure 6g–-j), as well as
a clear suppression of cell autophagy (Figures 6k and l)
under TMAR treatment. These data together established a
promotional effect of miR-16-5p overexpression on TAMR
sensitivity in the two BC cells. However, this effect was
significantly reversed by VASP expression restoration in
both MCF-7 and BT-549 cells (Figure 6e–l) under TAMR
exposure.

3.7 ATXN8OS regulated VASP expression by
miR-16-5p and VASP was a functional
target of ATXN8OS in regulating BC cell
autophagy

Next, we observed whether, if so, how ATXN8OS modu-
lated VASP expression. As expected, introduction of
si-ATXN8OS, but not a si-NC control, triggered a signifi-
cant inhibition in VASP expression at both mRNA and
protein levels in MCF-7 (Figure 7a and b) and BT-549
(Figure 7c and d) cells. More interestingly, this effect of
ATXN8OS knockdownwas remarkably abated by restored

Figure 5: VASP was a direct target of miR-16-5p. (a) Schematic of sequence complementarity between miR-16-5p and VASP 3′-UTR and the
mutant in complementary sequence. (b and c) The luciferase activity in MCF-7 and BT-549 cells cotransfected with VASP 3′-UTR wild-type
reporter (VASP 3′-UTR WT) or site-directed mutant of the target sequence (VASP 3′-UTR MUT) and miR-NC mimic or miR-16-5p mimic. The
mRNA and protein levels of VASP in 22 pairs of BC tissues and adjacent normal breast tissues (d and e), MCF-10A, MCF-7, and BT-549 cells
(f and g), MCF-7 (h and i), and BT-549 (j and k) cells transfected with miR-NC mimic or miR-16-5p mimic. *P < 0.05.
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miR-16-5p expression in the two BC cells (Figure 7a–d).
All these results strongly pointed a role of ATXN8OS as a
molecular sponge of miR-16-5p to modulate VASP expression.

In addition, we asked whether ATXN8OS modulated
cell autophagy by VASP. In contrast to the control group,
the transfection of VASP overexpression plasmid signifi-
cantly reversed the reduction of ATXN8OS knockdown on
Beclin 1 expression and LC3 II/I ratio (Supplement Figure
S2a and b), showing the repression of ATXN8OS knock-
down on cell autophagy by downregulating VASP.

3.8 ATXN8OS knockdown enhanced TAMR
sensitivity in vivo

Finally, we further explored the influence of ATXN8OS
knockdown on TAMR sensitivity in vivo using xenograft
mice model. In contrast to negative control, sh-ATXN8OS
transduction promoted TAMR-induced anti-tumor effect,
as evidenced by the decrease in tumor volume (Figure 8a)
and weight (Figure 8b). As shown by qRT-PCR, ATXN8OS
expression was significantly reduced in tumor tissues

Figure 6: The overexpression of miR-16-5p promoted TAMR sensitivity by VASP. MCF-7 and BT-549 cells were transfected with miR-NCmimic,
miR-16-5p mimic, miR-16-5p mimic + vector, or miR-16-5p mimic + VASP (VASP overexpression plasmid) before TAMR treatment with the
indicated concentrations, followed by the determination of VASP mRNA and protein levels (a–d), the IC50 value for TAMR by MTT assay (e and
f), cell apoptosis by flow cytometry (g and h), Bcl-2 and Bax levels by western blot (i and j), and the levels of Beclin 1, LC3 I and LC3 II by
western blot (k and l). *P < 0.05.
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derived from sh-ATXN8OS-transducedMCF-7 cells (Figure 8c).
Moreover, ATXN8OS knockdown resulted in a distinct
increase in miR-16-5p expression (Figure 8d) and an
obvious decrease in VASP level (Figure 8e and f).

4 Discussion

TAMR resistance is still an obstacle in the management of
BC, leading to chemotherapy failure. Thus, identifying
novel therapeutic targets is very imperative for improving
BC treatment. LncRNAs have recently been found to have
relevance to the development of TAMR resistance in
BC, offering a possibility of lncRNAs as biomarkers for
therapy and prognosis of chemoresistant BC [4,21]. In
the present study, we first showed that ATXN8OS deple-
tion promoted TAMR sensitivity in BC in vitro and in vivo
partially through sponging miR-16-5p and modulating
VASP expression.

In the current work, our data showed a significant
upregulation of ATXN8OS in BC tissues and cells, consis-
tent with a previous report [11]. Considering the oncogenic

effect of ATXN8OS in BC [11], our study started from
the hypothesis that ATXN8OS accelerated BC resistance
to TAMR. To confirm this, loss-of-function experiments
were carried out using si-ATXN8OS before TAMR treat-
ment, followed by the determination of IC50 value, cell
apoptosis, and autophagy. Bcl-2 and Bax levels are clo-
sely related to the apoptosis in tumor cells [22]. The LC3
II/I ratio and Beclin 1 level are widely acknowledged to
reflect the activity of autophagy [23]. In this study, we
were the first to uncover that ATXN8OS knockdown aug-
mented TAMR sensitivity in BC cells through enhancing
apoptosis and repressing autophagy. Similar to our find-
ings, Wang et al. reported that lncRNA H9 augmented BC
cell resistance to TAMR by inducing autophagy [24]. Li
et al. discovered that the silencing of lncRNA regulator
of reprogramming (ROR) regulated autophagy to abate
TAMR resistance in BC cells [25].

It is widely acknowledged that lncRNAs exert their
biological functions through acting as a molecular sponge
of miRNAs. Therefore, starBase 3.0 software was used
to help identify the endogenous interacted miRNAs of
ATXN8OS. Among these predicted candidates, miR-16-
5p was of interest in the present study owing to its tumor

Figure 7: ATXN8OS acted a ceRNA of miR-16-5p to regulate VASP expression. MCF-7 (a and b) and BT-549 (c and d) cells were transfected
with si-NC, si-ATXN8OS, si-ATXN8OS + anti-miR-NC, or si-ATXN8OS + anti-miR-16-5p, followed by the evaluation of VASP mRNA and protein
levels by qRT-PCR and western blot, respectively. *P < 0.05.
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suppressive role in many human cancers, such as malig-
nant mesothelioma, papillary thyroid carcinoma, and
hepatocellular carcinoma [26–28]. Moreover, Zhang
et al. reported that circulating miR-16-5p could act as a
potential biomarker for progression indication in gastric
cancer [29]. A previous study uncovered that miR-16-5p
was a stably expressed housekeeping miRNA in BC tis-
sues from primary tumor to metastatic sites [30]. Subse-
quently, we first verified that ATXN8OS sequestered miR-
16-5p through acting as a miR-16-5p sponge. Our data
also showed a significant downregulation of miR-16-5p
in BC tissues and cells, in line with earlier researches
[13,14]. We further uncovered that miR-16-5p overexpres-
sion promoted TAMR sensitivity in BC cells. Previous
reports had discovered that several other miRNAs, such
as miR-320a and miR-873, could sensitize TAMR-resistant
BC cell to TAMR [31,32]. In this study, we also substan-
tiated that the promotional effect of ATXN8OS knock-
down on TAMR sensitivity was abolished by restored
expression of miR-16-5p in BC cells. In other words,
ATXN8OS knockdown enhanced TAMR sensitivity by
upregulating miR-16-5p. Deng et al. underscored that

ATXN8OS facilitated BC progression through acting as a
molecular sponge of miR-204 [11].

Then, we used starBase 3.0 software to help identify
the molecular targets of miR-16-5p in humans. Among
these candidates, VASP was selected for further research
because of its promotional effect on BC cell migration and
metastasis [18,33,34]. In addition, the phosphorylation of
VASP was reported to drive tumor cell migration and
platinum resistance in ovarian cancer [35]. VASP was
involved in the regulatory network of miRNA–mRNA to
contribute to the development of gemcitabine resistance
in human pancreatic cancer cells [36]. In the present
study, we were the first to confirm that VASP was directly
targeted and repressed by miR-16-5p. Our data also
showed that VASP mediated the promotional effect of
miR-16-5p overexpression on TAMR sensitivity in BC
cells. Moreover, our study first suggested that ATXN8OS
modulated VASP expression through acting as a ceRNA
of miR-16-5p.

Finally, the xenograft model assay showed that
ATXN8OS knockdown enhanced TAMR sensitivity
in vivo. Moreover, ATXN8OS knockdown triggered an

Figure 8: The knockdown of ATXN8OS promoted TAMR sensitivity in vivo. MCF-7 cells stably transduced with sh-NC or sh-ATXN8OS were
subcutaneously inoculated into the left flank of nude mice, followed by the administration of TAMR (50mg/kg) every 5 days after 5 days of
implantation (n = 9 each group). Thirty-five days after injection, all mice were killed to remove the tumor tissues. (a) Tumor volume was
assessed every 1 week after first injection. (b) Tumor weight was weighed. The expression levels of ATXN8OS (c), miR-16-5p (d), and VASP
(e and f) were determined in xenograft tissues by qRT-PCR and western blot. *P < 0.05.
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increase in miR-16-5p expression and a decrease in VASP
level, eliciting that the knockdown of ATXN8OS aug-
mented BC TAMR sensitivity in vivo possibly through
miR-16-5p/VASP axis. Therefore, more researches about
the role of VASP and the regulatory relationship between
ATXN8OS/miR-16-5p axis and VASP on BC TAMR resis-
tance will be performed in further work.

5 Conclusion

In conclusion, our study suggested that ATXN8OS knock-
down promoted TAMR sensitivity in BC cells in vitro and
in vivo at least partially through miR-16-5p/VASP axis.
Our findings highlighted a novel promising therapeutic
target for improving the clinical benefits of TAMR treat-
ment in BC patients.

Acknowledgments: Not applicable.

Competing interests: The authors declare that they have
no competing interests.

Funding: No funding was received.

Availability of data and materials: The analyzed data sets
generated during the present study are available from the
corresponding author on reasonable request.

References

[1] Bray F, Ferlay J, Soerjomataram I, Siegel RL, Torre LA, Jemal A.
Global cancer statistics 2018: GLOBOCAN estimates of inci-
dence and mortality worldwide for 36 cancers in 185 countries.
CA Cancer J Clin. 2018;68(6):394–424.

[2] Cuzick J, Sestak I, Cawthorn S, Hamed H, Holli K, Howell A,
et al. Tamoxifen for prevention of breast cancer: extended
long-term follow-up of the IBIS-I breast cancer prevention trial.
Lancet Oncol. 2015;16(1):67–75.

[3] Bhatt S, Stender JD, Joshi S, Wu G, Katzenellenbogen BS. OCT-
4: a novel estrogen receptor-alpha collaborator that promotes
tamoxifen resistance in breast cancer cells. Oncogene.
2016;35(44):5722–34.

[4] Xue X, Yang YA, Zhang A, Fong KW, Kim J, Song B, et al. LncRNA
HOTAIR enhances ER signaling and confers tamoxifen resis-
tance in breast cancer. Oncogene. 2016;35(21):2746–55.

[5] Huarte M. The emerging role of lncRNAs in cancer. Nat Med.
2015;21(11):1253–61.

[6] Niknafs YS, Han S, Ma T, Speers C, Zhang C, Wilder-Romans K,
et al. The lncRNA landscape of breast cancer reveals a role for

DSCAM-AS1 in breast cancer progression. Nat Commun.
2016;7:12791.

[7] Farhan M, Aatif M, Dandawate P, Ahmad A. Non-coding RNAs
as mediators of tamoxifen resistance in breast cancers. Adv
Exp Med Biol. 2019;1152(229):41.

[8] Ma Y, Bu D, Long J, Chai W, Dong J. LncRNA DSCAM-AS1 acts as
a sponge of miR-137 to enhance Tamoxifen resistance in
breast cancer. J Cell Physiol. 2019;234(3):2880–94.

[9] Moseley ML, Zu T, Ikeda Y, Gao W, Mosemiller AK,
Daughters RS, et al. Bidirectional expression of CUG and CAG
expansion transcripts and intranuclear polyglutamine inclu-
sions in spinocerebellar ataxia type 8. Nat Genet.
2006;38(7):758–69.

[10] Mao Y, Dong L, Zheng Y, Dong J, Li X. Prediction of recurrence
in cervical cancer using a nine-lncRNA signature. Front Genet.
2019;10:284.

[11] Deng Z, Cai H, Lin L, Zhu L, Wu W, Yang S, et al. lncRNA
ATXN8OS promotes breast cancer by sequestering miR204.
Mol Med Rep. 2019;20(2):1057–64.

[12] Guo H, Ingolia NT, Weissman JS, Bartel DP. Mammalian
microRNAs predominantly act to decrease target mRNA levels.
Nature. 2010;466(7308):835–40.

[13] Ruan L, Qian X. MiR-16-5p inhibits breast cancer by reducing
AKT3 to restrain NF-kappaB pathway. Biosci Rep.
2019;39(8):BSR20191611.

[14] Patel N, Garikapati KR, Ramaiah MJ, Polavarapu KK, Bhadra U,
Bhadra MP. miR-15a/miR-16 induces mitochondrial dependent
apoptosis in breast cancer cells by suppressing oncogene
BMI1. Life Sci. 2016;164:60–70.

[15] Gu J, Wang Y, Wang X, Zhou D, Shao C, Zhou M, et al.
Downregulation of lncRNA GAS5 confers tamoxifen resistance
by activating miR-222 in breast cancer. Cancer Lett.
2018;434:1–10.

[16] Zhang HY, Liang F, Zhang JW, Wang F, Wang L, Kang XG. Effects
of long noncoding RNA-ROR on tamoxifen resistance of breast
cancer cells by regulating microRNA-205. Cancer Chemother
Pharmacol. 2017;79(2):327–37.

[17] Wu J, Yuan P, Mao Q, Lu P, Xie T, Yang H, et al. miR-613 inhibits
proliferation and invasion of breast cancer cell via VEGFA.
Biochem Biophys Res Commun. 2016;478(1):274–8.

[18] Han G, Fan B, Zhang Y, Zhou X, Wang Y, Dong H, et al. Positive
regulation of migration and invasion by vasodilator-stimulated
phosphoprotein via Rac1 pathway in human breast cancer
cells. Oncol Rep. 2008;20(4):929–39.

[19] Li Y, Huang J, Yang D, Xiang S, Sun J, Li H, et al. Expression
patterns of E2F transcription factors and their potential prog-
nostic roles in breast cancer. Oncol Lett. 2018;15(6):9216–30.

[20] Chen X, Yun J, Fei F, Yi J, Tian R, Li S, et al. Prognostic value of
nuclear hepatoma-derived growth factor (HDGF) localization in
patients with breast cancer. Pathol Res Pract.
2012;208(8):437–43.

[21] Zheng L, Li X, Meng X, Chou J, Hu J, Zhang F, et al. Competing
endogenous RNA networks of CYP4Z1 and pseudogene
CYP4Z2P confer tamoxifen resistance in breast cancer. Mol
Cell Endocrinol. 2016;427:133–42.

[22] Bagci EZ, Vodovotz Y, Billiar TR, Ermentrout GB, Bahar I.
Bistability in apoptosis: roles of bax, bcl-2, and mitochondrial
permeability transition pores. Biophys J. 2006;90(5):1546–59.

[23] Barth S, Glick D, Macleod KF. Autophagy: assays and artifacts.
J Pathol. 2010;221(2):117–24.

ATXN8OS on breast cancer  79



[24] Wang J, Xie S, Yang J, Xiong H, Jia Y, Zhou Y, et al. The long
noncoding RNA H19 promotes tamoxifen resistance in breast
cancer via autophagy. J Hematol Oncol. 2019;12(1):81.

[25] Li Y, Jiang B, Zhu H, Qu X, Zhao L, Tan Y, et al. Inhibition of long
non-coding RNA ROR reverses resistance to Tamoxifen by
inducing autophagy in breast cancer. Tumour Biol.
2017;39(6):1010428317705790.

[26] Munson PB, Hall EM, Farina NH, Pass HI, Shukla A. Exosomal
miR-16-5p as a target for malignant mesothelioma. Sci Rep.
2019;9(1):11688.

[27] Feng X, Dong X, Wu D, Zhao H, Xu C, Li H. Long noncoding RNA
small nucleolar RNA host gene 12 promotes papillary thyroid
carcinoma cell growth and invasion by targeting miR-16-5p.
Histol Histopathol. 2020;35(2):217–24.

[28] Liu Z, Wang Y, Wang L, Yao B, Sun L, Liu R, et al. Long non-
coding RNA AGAP2-AS1, functioning as a competitive endo-
genous RNA, upregulates ANXA11 expression by sponging miR-
16-5p and promotes proliferation and metastasis in hepato-
cellular carcinoma. J Exp Clin Cancer Res. 2019;38(1):194.

[29] Zhang J, Song Y, Zhang C, Zhi X, Fu H, Ma Y, et al. Circulating
MiR-16-5p and MiR-19b-3p as two novel potential biomarkers
to indicate progression of gastric cancer. Theranostics.
2015;5(7):733–45.

[30] Rinnerthaler G, Hackl H, Gampenrieder SP, Hamacher F, Hufnagl C,
Hauser-Kronberger C, et al. miR-16-5p is a stably-expressed
housekeeping microRNA in breast cancer tissues from primary
tumors and from metastatic sites. Int J Mol Sci. 2016;17(2):156.

[31] Lu M, Ding K, Zhang G, Yin M, Yao G, Tian H, et al. MicroRNA-
320a sensitizes tamoxifen-resistant breast cancer cells to
tamoxifen by targeting ARPP-19 and ERRgamma. Sci Rep.
2015;5:8735.

[32] Cui J, Yang Y, Li H, Leng Y, Qian K, Huang Q, et al. MiR-873
regulates ERalpha transcriptional activity and tamoxifen
resistance via targeting CDK3 in breast cancer cells.
Oncogene. 2015;34(30):3895–907.

[33] Gkretsi V, Stylianou A, Stylianopoulos T. Vasodilator-
Stimulated Phosphoprotein (VASP) depletion from breast
cancer MDA-MB-231 cells inhibits tumor spheroid invasion
through downregulation of Migfilin, β-catenin and urokinase-
plasminogen activator (uPA). Exp Cell Res.
2017;352(2):281–92.

[34] Zhang Y, Han G, Fan B, Zhou Y, Zhou X, Wei L, et al. Green tea
(−)-epigallocatechin-3-gallate down-regulates VASP expres-
sion and inhibits breast cancer cell migration and invasion by
attenuating Rac1 activity. Eur J Pharmacol.
2009;606(1–3):172–9.

[35] Wong JC, Fiscus RR. Protein kinase G-Iα hyperactivation and
VASP phosphorylation in promoting ovarian cancer cell
migration and platinum resistance. Ovarian Cancer-A Clin
Transl Update: IntechOpen. 2013;12:251–73.

[36] Shen Y, Pan Y, Xu L, Chen L, Liu L, Chen H, et al. Identifying
microRNA-mRNA regulatory network in gemcitabine-resistant
cells derived from human pancreatic cancer cells. Tumour Biol.
2015;36(6):4525–34.

80  Hongkai Zhang et al.


	1 Introduction
	2 Materials and methods
	2.1 Clinical samples and ethical statement
	2.2 Cell culture, treatment, and transfection
	2.3 Determination of IC50 value for TAMR
	2.4 Cell apoptosis assay
	2.5 Western blot
	2.6 Quantitative real-time polymerase chain reaction
	2.7 Bioinformatics and dual-luciferase reporter assay
	2.8 Lentiviral vector transduction
	2.9 Xenograft model assay
	2.10 Statistical analysis

	3 Results
	3.1 ATXN8OS was upregulated in BC tissues and cells
	3.2 ATXN8OS knockdown augmented TAMR sensitivity of BC cells
	3.3 ATXN8OS acted as a molecular sponge of miR-16-5p to sequester miR-16-5p
	3.4 The promotional effect of ATXN8OS knockdown on TAMR sensitivity was abated by restored expression of miR-16-5p in BC cells
	3.5 VASP was directly targeted and inhibited by miR-16-5p
	3.6 VASP mediated the promotional effect of miR-16-5p overexpression on TAMR sensitivity in BC cells
	3.7 ATXN8OS regulated VASP expression by miR-16-5p and VASP was a functional target of ATXN8OS in regulating BC cell autophagy
	3.8 ATXN8OS knockdown enhanced TAMR sensitivity in vivo

	4 Discussion
	5 Conclusion
	Acknowledgments
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /POL (Versita Adobe Distiller Settings for Adobe Acrobat v6)
    /ENU <FEFF0056006500720073006900740061002000410064006f00620065002000440069007300740069006c006c00650072002000530065007400740069006e0067007300200066006f0072002000410064006f006200650020004100630072006f006200610074002000760036>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


