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Abstract

Background: AHNAK, also known as desmoyokin, is a giant protein with the molecular size of approximately 700
kDa and exerts diverse functions in different types of cancer.

Results: In the present study, we demonstrated that AHNAK mRNA levels were down-regulated in 7 out of 8
human breast cancer cell lines, especially in triple - negative breast cancer (TNBC) cell lines. Moreover, in patients
with TNBC, the expression of AHNAK gene was inversely correlated with the tumor status (P=0.015), lymph node
status (P <0.001), lymph node (LN) infiltration (P < 0.001) and TNM stage (P < 0.001). Moreover, down-regulated
AHNAK expression was considered an independent prognostic factor associated with the poor survival of patients
with TNBC. Overexpression of AHNAK in two TNBC cell lines, MDA-MB-231 and BT549, suppressed the in vitro TNBC
cell proliferation and colony formation, and inhibited the in vivo TNBC xenograft growth and lung metastasis. The
tumor suppressing effect of AHNAK in TNBC was associated with the AKT/MAPK signaling pathway and Wnt/{3-
catenin pathway. Consistent results were observed when AHNAK was knockdown in BT20 and MDA-MB-435 cells.

Conclusions: Taken together, our results suggest that AHNAK acts as a tumor suppressor that negatively regulates
TNBC cell proliferation, TNBC xenograft growth and metastasis via different signaling pathways.

Keywords: AHNAK, Triple-negative breast cancer, AKT, MAPK, Wnt/3-catenin pathway

Background

It is well known that breast cancer is a devastating dis-
ease with extensive intra-tumour and inter-tumour het-
erogeneity [1, 2]. Triple-negative breast cancer (TNBC),
which lacks the expression of ER, PR and HER2 [3], is a
unique subtype of breast cancer with limited treatment
options and poor prognosis, accounting for 15-20% of
breast cancers [4]. In China, although the overall inci-
dence of breast cancer is lower than that in Western
countries [5], the total number of patients with TNBC is
relatively high. Despite advances in breast cancer treat-
ment, the median overall survival (OS) for patients with
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TNBC is unfavourable compared with the mean OS for
other breast cancer subtypes patients [6—8]. In this re-
gard, it is necessary to investigate the molecular patho-
genesis of TNBC and to explore novel therapeutic
targets to improve the prognosis of TNBC patients.
AHNAK, also known as desmoyokin [9], is a large pro-
tein that was originally identified as a desmosomal
plaque protein found at the periphery of the cytoplasmic
plaque of desmosomes in the stratified squamous epithe-
lia [10]. AHNAK has been previously reported to be
expressed in several intracellular locations, including the
plasma membrane, cytoplasm and nucleus [11]. Previous
studies have indicated that AHNAK is involved in sev-
eral important physiological activities, such as cardiac
L-type Ca?* channel function [12], neuronal cell differ-
entiation and calcium signalling in T cells [13, 14]. In
recent years, there has been increasing interest in under-
standing the function of AHNAK in various malignant
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tumours. So far, it has been demonstrated that the
expression of AHNAK is variable in different types of
cancer. For example, the expression of AHNAK is
down-regulated in Burkitt lymphoma, small cell lung
carcinoma and neuroblastoma [15, 16] but upregulated
in glioma, mesothelioma, fibrosarcoma and prostate can-
cer [17]. Due to its large size and protein structure,
AHNAK can facilitate the binding of multiple proteins
and can mediate signalling events [18, 19]. The results of
a recent study using a transgenic mouse model of breast
cancer and human breast cancer samples suggest that
AHNAK can act as a tumour suppressor that mediates
the negative regulation of cell growth via the modulation
of the TGFB/Smad signalling pathway [20]. However, the
expression profile of AHNAK in TNBC and its function
have not been elucidated. In this study, we investigated
the role of AHNAK in the pathogenesis of TNBC and
assessed the effect of AHNAK on clinicopathological
characteristics and prognosis by examining its expres-
sion in breast cancer cell lines and patient tissues and by
characterizing its function in TNBC using both in vitro
and in vivo models. We found that the expression of
AHNAK is associated with the biological characteristics
and prognosis of TNBC and the likelihood of lung me-
tastasis. Moreover, the aggressive nature of TNBC with
reduced expression of AHNAK was partly attributable to
the activation of the AKT/MAPK and Wnt/B-catenin
signalling pathways.

Methods

Clinical samples

This study was approved by the Ethics Committee of
Sun Yat-Sen University Cancer Centre Health Authority.
A total of 221 matched human triple-negative breast
cancer (TNBC) tissues and 51 their adjacent normal
mammary tissues (Normal 1), 20 non-triple-negative
breast cancer (NTNBC) tissues and the corresponding
paired normal adjacent tissues (Normal 2) were collected
between October 2001 and September 2009 at Sun Yat--
Sen University Cancer Centre. The details of the
NTNBC samples are given in the supplementary infor-
mation (Additional file 1: Table S1). The resected tissues
were immediately cut and stored in RNAlater (Ambion).
The collection and use of tissues followed procedures
that are in accordance with the ethical standards formu-
lated in the Declaration of Helsinki.

Cell cultures and transfection

All the cell lines were obtained from the American Type
Culture Collection (Manassas, VA, USA), including nor-
mal mammary epithelial cell lines (184A1, MCF-10A),
human breast cancer cell lines (MDA-MB-231, BT549,
BT-20, MCF-7, T47D, BT474, MDA-MB-435 and BT-
483) and human embryonic kidney 293 T cells. All of
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the cell lines were passaged in our laboratory for less
than six months and maintained according to the sup-
plier’s instructions. The cell lines were found to be free
of mycoplasma infection and their authenticity was veri-
fied by DNA fingerprinting before use.

Lentivirus-mediated AHNAK-expressing vector (EX-
V0190-Lv122) and control plasmids were purchased
from GeneCopoeia (Rockville, MD, USA). According to
the manufacturer’s instructions, the AHNAK cDNA-
containing plasmids were transfected into 293 T cells
(1 x 10°) for 48 h to generate lentiviral particles. Lipofec-
tamine® 2000 (Invitrogen Life Technologies, Carlsbad,
CA, USA) was used. The control groups included the
vector-transfected group (EX-NEG-Lv122). The viral
supernatant was subsequently collected and used to in-
fect MDA-MB-231 and BT549 cells. Seventy-two hours
post-transfection, western blotting was performed to
determine the transfection efficiency (Additional file 2:
Figure S1A). BT-20 and MDA-MB-435 cells were used
for transfection with AHNAK siRNA. Five microlitres of
control or targeted siRNAs were transfected with
Lipofectamine 2000 (Invitrogen) according to the
protocol provided by Santa Cruz (sc-97060). The cells
were grown for 48 h before assessing gene and
protein knockdown efficiencies by western blotting
(Additional file 2: Figure S1B).

Quantitative RT-PCR analysis (QRT-PCR)

Total RNA was extracted from the cells using TRIzol
reagent according to the manufacturer’s instructions
(Invitrogen, Carlsbad, CA, USA). A NanoDrop ND-1000
instrument was used to determine the concentrations of
the RNA samples. The integrity of RNA was assessed by
electrophoresis on a denaturing agarose gel. Reverse
transcription and qRT-PCR reactions were performed
using a QuantiFast SYBR® Green RT-PCR Kit (QIAGEN,
Germantown, MD, USA), which is a one-step RT-PCR
kit. Each reaction was performed in triplicate. The pri-
mer sequences are given as follows: AHNAK: 5'-ATG
CTCCAGGGCTCAACCT-3' (forward) and 5-CGTGCC
CCAACGTTAAGCTT-3' (reverse); p-actin: 5-CGCGA
GAAGATGACCCAGAT-3' (forward) and 5'-GGGCAT
ACCCCTCGTAGATG-3' (reverse); Wntl: 5-ATGGGG
CTCTGGGCGCTGTTG-3' (forward) and 5-TCACAG
ACACTCGTGCAGTAC-3' (reverse); c-Myc: 5'-AGAAA
TGTCCTGAGCAATCACC-3' (forward) and 5-AAGGT
TGTGAGGTTGCATTTGA-3' (reverse); B-catenin: 5'-
CCGCATGGAAGAAATAGTTGAAG-3’ (forward) and
5'- CAATTCGGTTGTGAACATCCC-3’ (reverse). The
real-time PCR assays were performed with the Bio-
Rad IQTM5 Multicolour Real-Time PCR Detection
System (USA). The specificity of the amplification
products was confirmed by melting curve analysis.
The values were normalized to internal controls and
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fold changes were calculated through relative quantifi-
cation (2744¢Y),

Cell proliferation assay

Cells were seeded on 6-well plates at the desired cell
concentrations. The numbers of cells were counted after
1, 2, 3 and 4 days of incubation using a Coulter Counter
(Beckman Coulter, Fullerton, USA) in triplicate.

Colony growth assays

Six-well plates were covered with a layer of 0.6% agar in
medium supplemented with 20% foetal bovine serum.
Cells were prepared in 0.3% agar and seeded in triplicate.
Then the plates were incubated in a CO, incubator at
37 °C for two weeks. Crystal violet was used to stain the
colonies, and the colonies were counted.

Immunohistochemistry

Immunohistochemistry (IHC) staining was performed as
described previously [21]. The concentration used for
AHNAK (Santa Cruz Biotechnology) was 1:50.

Western blot

Briefly, total protein was extracted and separated by 10%
sodium dodecyl sulfate polyacrylamide gel electrophor-
esis (SDS-PAGE) and then transferred onto PVDF
membranes. The protein bands were probed with anti-
bodies against AHNAK (Santa Cruz Biotechnology),
Akt, phospho-Akt (Ser473), ERK1/2, phospho-ERK1/2
(Tyr202/Y204), phospho-c-Raf (Ser296), phospho-MEK1/2
(Ser221) (Cell Signaling Technology, Beverly, MA), c-myc,
Wnt-1 and B-actin (Abcam, Cambridge, UK) overnight at
4 °C followed by incubation with HRP-conjugated sec-
ond antibodies (Santa Cruz, CA, USA) (1:3500) and
detected by enhanced chemiluminescence. The dilu-
tions used for the anti-AHNAK and anti-p-actin anti-
bodies were 1:200 and 1:5000, respectively. The
dilution used for the other antibodies was 1:1000.
[B-actin was used as the protein-loading control.

Mouse xenograft model

All the animal procedures were performed in accordance
with institutional guidelines. Ethical approval was ob-
tained from the Institute Research Ethics Committee of
Sun Yat-sen University Cancer Center. MDA-MB-231 or
BT549 cells were stably transfected with AHNAK or
vector and collected and suspended in PBS at a concen-
tration of 1x 107 cells/ml. Then, 200 pl of cancer cell
suspension was subcutaneously inoculated into the dor-
sal flanks of nude mice ((female, 4—6 w; five in each
group) using 1-ml syringes. The tumour size was mea-
sured every four days. After 28 days, the mice were eu-
thanized, and the tumours were weighed. The tumour
volumes were determined according to the following
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formula: A x B?/2, where A is the largest diameter and B
is the diameter perpendicular to A [22]. To assay the ef-
fect of AHNAK on tumour metastasis, 1 x 10> MDA-MB-
231 or BT549 cells infected with AHNAK or vector were
injected into the tail veins of nude mice (eight in each
group). The cells were suspended in PBS at a concentra-
tion of 2 x 10° cells/ml, and 50 pl of cancer cell suspension
was injected into each mouse using a microsyringe.
Necropsies were performed after 28 days. The numbers of
microscopic metastases in the lungs per H&E-stained sec-
tion from individual mice were determined.

Bioinformatics analysis

The expression levels of the AHNAK transcript in breast
cancers and normal breast tissues were determined from
the Oncomine database (www.oncomine.org). The thresh-
old was set at a two-fold difference in expression between
cancers and normal tissues with a P-value <0.01. The
Cancer Genome Atlas (TCGA) [23] and METABRIC [24]
datasets were analysed and the figures were generated
using the cBio Cancer Genomics Portal (http://cbioportal.
org) [25, 26]. All TCGA data included in this manuscript
are in compliance with the TCGA publication guidelines.

Statistical analyses

Statistical analyses were performed using the SPSS 16.0
software. Comparisons between groups were conducted
with t-tests and x> tests. The Kaplan-Meier method was
used to plot overall survival curves and relapse-free survival
curves, and the log-rank test was used for comparison. Sur-
vival was calculated from the time of pathological diagnosis.
Univariate and multivariate analyses (Cox proportional haz-
ards regression model) were performed to identify the inde-
pendent factors relevant to patient survival. The differences
were considered statistically significant at P < 0.05.

Results

Bioinformatics analysis of AHNAK expression in human
breast cancer

We searched the Oncomine database to get a general idea
of the AHNAK expression levels in cancer tissues and nor-
mal tissues. The results showed that there were significant
differences in the levels of AHNAK in different types of tu-
mours (Fig. 1a). Among 20 common types of tumours, 12
tumour types exhibited decreases in AHNAK expression,
including breast cancer. Six types of tumours showed in-
creases and two types of tumours showed both decreases
and increases in the expression of AHNAK. Then, we
investigated the expression of AHNAK in TCGA and
METABRIC, which have clinical data and information on
gene expression and copy number variation (CNV) from
approximately 3,000 patients. As Fig. 1b shows, most of the
cases with down-regulated AHNAK belong to the basal-
like classification (by PAMS50 [27] and Claudin-low subtype
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[28]). Meanwhile, compared with the other subtypes of
breast cancer, the basal-like subtype has the lowest average
AHNAK expression (Fig. 1c and d).

AHNAK expression was significantly down-regulated in
triple-negative breast cancer and correlated with the clinico-
pathological characteristics and prognosis of TNBC patients
To further explore the expression of AHNAK in breast
cancer, we tested the level of AHNAK mRNA in a panel

of 10 breast cell lines, including 8 human breast cancer
cell lines and 2 normal mammary epithelial cell lines
using a qRT-PCR method. As Fig. 2a shows, compared
with normal mammary epithelial cell lines, AHNAK
mRNA levels are down-regulated in 7 human breast
cancer cell lines, especially in TNBC cell lines (including
BT20, MDA-MB-435, MDA-MB-231 and BT549). To
confirm the results from the in vitro study, the levels of
AHNAK mRNA were evaluated in 71 tissue samples, 51
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specimens and the corresponding adjacent normal tissues (Normal 1) (left) and 20 NTNBC specimens and the corresponding adjacent normal
tissues (Normal 2) (right). Low levels of AHNAK correlate with poor prognosis. ¢ DFS curves for 221 TNBC patients with high or low AHNAK levels.
d OS curves for 221 TNBC patients with high or low AHNAK levels (right). e Representative immunohistochemistry images of AHNAK expression

of which were obtained from patients with TNBC and
20 from patients with non-TNBC (Fig. 2b). The results
showed that the level of AHNAK mRNA was signifi-
cantly reduced in TNBC samples, but no significant dif-
ference was found in the AHNAK mRNA levels between
non-TNBC tissues and normal tissues. Moreover, in 221
cases of TNBC (including 51 cases of TNBC that we
previously tested), we examined whether AHNAK

expression was associated with clinicopathological param-
eters. Based on the mean AHNAK mRNA level, there
were 108 patients with low AHNAK and 113 patients with
high AHNAK expression. As shown in Table 1, the ex-
pression of AHNAK was inversely correlated with the
tumour status (P =0.015), lymph node status (P <0.001),
lymph node (LN) infiltration (P <0.001) and TNM stage
(P<0.001) of TNBC patients. No significant correlation
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Table 1 Association between AHNAK and clinicopathological
characteristics in triple-negative breast cancer

Variables Cases Ahnak P value
(n=221) high No. (%) low No. (%)
Age (years) 0.586
<50 133 66  496% 67 504%
250 88 47  534% 41  466%
Menopause 0.338
yes 90 50 556% 40 444%
no 131 63 481% 68 51.9%
BMI 0.156
<25 169 91 538% 78 46.2%
225 52 22 423% 30 577%
Tumor status (T) 0.015*
T 67 42 627% 25 373%
T2 120 61 508% 59 492%
13 17 6 353% 11 647%
T4 17 4 235% 13 765%
Lymph node status (N) <0.001*
NO 17 80 684% 37 316%
N1 57 21 368% 36  63.2%
N2 35 9 257% 26 743%
N3 12 3 250% 9 750%
Histological grade 0.139
Gl +Q2 108 61 56.5% 47 435%
G3 113 52 460% 61 540%
LN infiltration <0.001*
No 17 80 684% 37 316%
Yes 104 33 317% 71 683%
TNM stage <0.001*
| 48 34 708% 14 292%
Il 111 64 577% 47 423%
Il 56 14 250% 42 750%
% 6 1 167% 5 83.3%

Abbreviation: BMI body mass index, LN lymph node
*P < 0.05, statistically significant

was found between AHNAK expression and other clinico-
pathological factors, including age, menopause, body
mass index (BMI) and histological grade (P=0.586,
0.338, 0.156 and 0.139, respectively). The results of
the multivariate Cox regression analysis showed that
patients with low levels of AHNAK had poor disease-
free survival (DFS) and overall survival (OS) (Fig. 2c,
P<0.001 for DFS and Fig. 2d, P=0.001 for OS;
multivariate Cox regression analysis as shown in
Table 2). Fig. 2e shows the representative immunohis-
tochemical staining of AHNAK in matched TNBC
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tumour tissues and their corresponding non-tumour
tissues.

AHNAK effected TNBC cell line proliferation and colony
formation invasion

Next, we studied the biological effects of AHNAK in
TNBC. AHNAK-expressing vector was transfected into
two TNBC cell lines, MDA-MB-231 and BT549. Com-
pared with the control group, we found that the ectopic
expression of AHNAK in MDA-MB-231 and BT549
cells could markedly inhibit cell proliferation (Fig. 3a)
and colony formation (Fig. 3b and c). Furthermore, we
used siRNA to perform knockdown of AHNAK expres-
sion in BT20 and MDA-MB-435 cells to assess the
functional consequences. We found that knockdown of
AHNAK expression could promote proliferation (Fig. 3d)
and colony formation (Fig. 3e and f) of TNBC cells. The
results thus suggest the role of AHNAK as a tumour
suppressor in TNBC.

Overexpression of AHNAK in TNBC cell lines inhibited in
vivo tumour growth and lung metastasis

Based on the findings from the in vitro study and clini-
copathological analysis, we adopted a xenograft model
using human TNBC cells in nude mice to further verify
the function of AHNAK in TNBC. As shown in Fig. 4a,
compared with the control group, the mean size and
weight of tumours of the AHNAK-overexpressing group
were significantly lower. Next, we designed a cancer me-
tastasis xenograft model by tail vein injection to assay
the effect of AHNAK on tumour metastasis. Four weeks
after injection, the mice were euthanized and their lungs
were dissected. The metastatic nodules on the surface of
the mouse lungs (arrows) were markedly decreased after
overexpression of AHNAK (Fig. 4b). To confirm that the
nodules were metastatic tumours, haematoxylin and
eosin staining was used (Fig. 4c). The results indicated
that AHNAK repressed TNBC proliferation and metas-
tasis in vivo.

AHNAK targets AKT/MAPK signalling and the Wnt/B-catenin
pathway

As we found in vitro and in vivo, AHNAK partly inhib-
ited TNBC cell growth and lung metastasis. Next, we
wanted to identify the possible molecular mechanisms
by which AHNAK regulates the biological characteristics
of TNBC cells. We analysed the expression of a series of
proteins likely to be affected by AHNAK. The results
showed that the overexpression of AHNAK did not
affect the total expression of AKT and ERK proteins but
markedly suppressed the phosphorylation of AKT, ERK,
Raf and MEK1/2 proteins in MDA-MB-231 and BT549
cells (Fig. 5a). These results suggested that AHNAK pos-
sibly promoted the growth of TNBC cells via the AKT/
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Table 2 Prognostic value of AHNAK for overall survival in triple-negative breast cancer patients by Univariate and Multivariate analyses

Variables Univariate analysis Multivariate analysis

RR 95% IC P value RR 95% IC P value
Age (<50 vs. 250 years) 1.137 0.748-1.728 0.548 - - -
Menopause (Yes vs. No) 1.069 0.701-1.630 0.758 - - -
BMI (<25 vs. = 25) 1.057 0.654-1.710 0.820 - - -
Histological grade(G1 + G2 vs. G3) 1.626 1.064-2.485 0.025* 1272 0.821-1.970 0.282
TNM Staging(l + I vs. Il +1V) 3.340 2.199-5.073 <0.001* 2.834 1.827-4.397 <0.001
Ahnak(low vs. high) 2.094 1.366-3.209 0.001* 1.641 1.053-2.558 0.029

*Statistically significant prognostic factor identified by Univariate/Multivariate analysis

MAPK signalling pathway. In addition, we found that
AHNAK expression partly regulated the Wnt/B-catenin
pathway. According to results from previous studies, the
Wnt signalling pathway is one of the key signalling path-
ways in cancer [29-31]. It is generally known that
changes in cell motility and tumour metastasis are com-
monly related to the Wnt/B-catenin pathway. We used

western blotting to detect the expression levels of Wnt/
B-catenin pathway markers in AHNAK-modified cells.
When AHNAK was overexpressed in MDA-MB-231 and
BT549 cells, the western blot results confirmed that
AHNAK could down-regulate P-catenin, c-myc and
Wnt-1 (Fig. 5b). By contrast, the expression of these
proteins in the AHNAK-overexpressing MDA-MB-231
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Fig. 3 AHNAK inhibits proliferation and colony formation in TNBC cell lines. a The growth of MDA-MB-231 and BT549 cells infected with AHNAK-
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metastasis in the mouse xenograft model. Metastatic nodules (arrows) on the lung surface. The number of nodules was quantified in the lungs of nude
mice (n=5 per group) 28 days after tail vein injection of AHNAK- or empty vector-transfected MDA-MB-231 and BT549 cells (**, P < 001, independent
Student’s t-test). ¢ The haematoxylin and eosin stained sections derived from metastatic nodules on the lung surface. Original magnification 100X and 200X

-

and BT549 cells was decreased compared with the con-
trol, and Wnt3a could reactivate their expression (Fig. 5b).
Moreover, the results from quantitative real time-PCR
showed that, when AHNAK was overexpressed, the levels
of B-catenin, c-myc and Wnt-1 mRNA were significantly
decreased in MDA-MB-231 and BT549 cells (Fig. 5c).
Opverall, the results indicated that decreases in B-catenin,
c-myc and Wnt-1 protein expression levels were most
likely due to the reduced transcription of the correspond-
ing mRNA. Meanwhile, consistent results were observed
when AHNAK was knocked down in BT20 and MDA-
MB-435 cells (Fig. 5d, e and f).

Discussion

TNBC is a subtype of breast cancer that has some of the
worst patient prognoses of all breast cancer subtypes
and is not sensitive to normal endocrine therapy or tar-
geted therapy against breast cancer [32]. Studies of mo-
lecular mechanisms in TNBC are extremely necessary.
By mining the literature, we found that AHNAK is a
very large protein that is involved in many cellular pro-
cesses and pathways [33]. Down-regulation of AHNAK
prevents cortical actin cytoskeleton reorganization.
AHNAK forms a multimeric complex with actin and the
Annexin 2/S100A10 complex at the plasma membrane,



Chen et al. Journal of Experimental & Clinical Cancer Research (2017) 36:65 Page 9 of 11
p
a MDA-MB-231 BT549 b MDA-MB-231 BT549 (o
vector AHNAK  vector AHNAK Wnt3a - - + Wnt3a - - + vector AHNAK
" |~ -| |-] AHNAK -+ +  AHNAK -+ o+ w0y O n
Vector + - Vector + g 3.0 ®* i
p-AKT — & 2
215
, < 1.0
( Tyr202/Y204) QE‘ 0.5
p-c-Raf
foozoe) (== =] 00
AR AN IR
p-MEK1/2 V1S W KB P P S
(Ser221) Iil SEFIIEE
B-actin E AHNAK B-catenin  cmyc  Wat-1
d BT20 MDA-MB-435 f
Control AHNAK-si  Control AHNAK-si BT20 MDA-MB-435 s
. —ATEES 30, Ll Control ll AHNAK-si
AKT DKK1 . R + DKK1 . - +
At AHNAKsi -  + + AHNAKsi -  + + §2s
- * * *
(g era73) | —-— e e— Control + - - Control + - - % 2.0 * .
\—/ \—‘ *
. . -
T I Sl i B
510
&
p-ERK1/2 _mv _my 0.5 4| [ |15
(Tyr202/Y204) EI ome S CIE | - o= E 00
p-c—Rafh .QgQngﬁﬁp
(Ser296) - - Wnt-1 Wikl | o S - Q’&W‘bﬁﬁv&w‘b&’%&m‘b&&%&%‘bﬁ
p-MEK1/2 '—3-‘ ‘-.‘ — S S S N
(Ser221) AHNAK p-catenin c-myc  Wnt-1
B-actin | e GE—e wa—e = [-actin | GEED eNE> GuNP
B-actin | NS NS | |- -

were transfected with AHNAK siRNA

Fig. 5 AHNAK targets the AKT/MAPK signalling pathway and the Wnt/{-catenin pathway. a Relative expression levels of AKT/MAPK signalling
proteins were compared between the empty vector- and the AHNAK-expressing MDA-MB-231 and BT549 cells by western blotting. B-actin was
used as the loading control. b Image of the blot shows that Wnt activator Wnt3a could reactivate the expression of 3-catenin, c-myc, and Wnt1
expression in the MDA-MB-231 and BT549 cells infected with AHNAK-expressing vector. 3-actin was used as the loading control. ¢ In contrast to
the corresponding vector-transfected groups, the levels of B-catenin, c-myc and Wnt-1 mRNA were significantly decreased in the MDA-MB-231
and the BT549 cells that were transfected with AHNAK-expressing vector. d Relative levels of AKT/MAPK signalling-related proteins were compared
between the control and AHNAK siRNA-transfected BT20 and MDA-MB-435 cells by western blotting. e Image of the blot shows that Wnt inhibitor
Dkk1 could effectively decrease the expression of 3-catenin, c-myc, and wnt1 in the BT20 and MDA-MB-435 cells that were infected with AHNAK siRNA.
f In contrast to the control group, the levels of 3-catenin, c-myc and Wnt-1 mRNA were significantly increased in the BT20 and MDA-MB-435 cells that

which suggests that AHNAK interacts with the cortical
actin cytoskeleton as part of a submembranous complex
[21]. Previous research also showed that AHNAK could
potentiate TGEFB-induced transcriptional activity of
R-Smad, which leads to the negative regulation of cell
growth by stimulating the localization of Smad3 into the
nucleus [20]. Meanwhile, cell- or tissue-specific pro-
cesses or pathways regulated by AHNAK are quite dis-
tinct and are related to the cell or tissue type [33].
Although several proteins have been identified to inter-
act with AHNAK, the function of AHNAK in breast
cancer remains undefined.

Here, we demonstrated the functional significance of
AHNAK in TNBC. Using public datasets from Onco-
mine (www.oncomine.org), the AHNAK mRNA level
was found to be reduced in breast cancer, although
there was a huge variation among different types of can-
cers. Meanwhile, both the TCGA and METABRIC data-
sets showed that the level of AHNAK mRNA was

significantly decreased in the samples classified as
basal-like (most TNBCs have basal-like characteristics).
Consistent with previous findings [20], we found that
the expression of AHNAK is low in several TNBC cell
lines and that AHNAK might play a tumour suppressive
role. In addition, we also found that AHNAK expression
was markedly decreased in TNBC patient samples,
and the expression of AHNAK is negatively correlated
with some vital clinicopathological characteristics, such
as tumour status (P=0.015), lymph node status
(P <0.001), lymph node (LN) infiltration (P < 0.001) and
TNM stage (P < 0.001) of TNBC, as well as prognosis of
TNBC patients. From in vitro studies, we found that
overexpression of AHNAK could inhibit proliferation
and colony formation of TNBC cell lines. Conversely,
knocking down AHNAK expression could promote the
proliferation and colony formation of TNBC cell lines.
As indicated, transfection with AHNAK-overexpressing
vectors could decrease the growth and metastasis breast


http://www.oncomine.org/

Chen et al. Journal of Experimental & Clinical Cancer Research (2017) 36:65

cancer xenografts. Thus, we confirmed the function of
AHNAK in suppressing tumour progression.

In previous studies, AHNAK has been suggested to be
involved in signalling pathways, such as the reorganization
of the actin cytoskeleton network, the PI3K-PKB pathway
to engage effector proteins, the formation of pseudopodial
protrusions, and adaptation events to reprogram tumour
cell biology [17, 34]. The Wnt/p-catenin signalling path-
way plays critical roles in development and tissue homeo-
stasis [35, 36]. As many previous studies have indicated,
the Wnt/B-catenin signalling pathway also plays a vital
role in breast cancer [37-39]. The role of Wnt signalling
in primary TNBC and as a predictor of lung and brain
metastasis has been described [40, 41]. A meta-analysis in-
dicated that the Wnt pathway is activated in TNBC and
that increased Wnt/p-catenin signalling is associated with
metastatic disease and poor prognosis [41]. Notable Wnt
transcriptional targets upregulated in TNBC include MYC
[42], matrix metallopeptidase 7 (MMP7) [43], VEGF [44],
MET [45], CD44 [46], snail (SNAI1) [47] and survivin
(BIRC5) [48]. In this study, we explored the association
between AHNAK and the Wnt/B-catenin signalling path-
way and demonstrated that, in TNBC, AHNAK indeed
regulated the expression of several important genes be-
longing to the Wnt/B-catenin signalling pathway, such as
Wnt-1, B-catenin and c-myc, both at the mRNA level and
at the protein level. Previous studies have confirmed that
there is a link between AHNAK and c-myc. Overexpres-
sion of AHNAK could down-regulate c-myc and cyclin
D1/D2, resulting in cell cycle arrest and growth retard-
ation [20]. A recent study also showed that, in the absence
of the ectopic expression of c-myc, the down-regulation of
AHNAK could generate safer induced pluripotent stem
cells (iPSCs) [49]. Moreover, we identified PI3K/AKT and
MAPK/ERK as key signalling pathways involved in
the inhibition of tumour cell proliferation mediated
by AHNAK. The constitutive activation of PI3K/AKT
and MAPK/ERK signalling pathways is an important
event in breast cancer, as they regulate multiple cellu-
lar processes to promote cancer growth, survival, and
metastasis [50, 51]. However, there are several limita-
tions in our study that should be addressed. First,
although we found that AHNAK affected some path-
ways to some extent, the specific details of these
mechanisms are still unknown. In addition, it remains
unclear whether the proposed role for AHNAK is limited
to only the triple-negative subtype of breast cancer.
Therefore, further studies will be needed to determine the
exact function of AHNAK.

Conclusions

In conclusion, our study demonstrates the potential
tumour suppressive role and lung metastasis-inhibiting
effect of AHNAK in TNBC. Moreover, AHNAK could,
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at least partially, affect the AKT/MAPK and the Wnt/
B-catenin signalling pathways, which are important
tumour-related signalling pathways in TNBC. Taken
together, although more in-depth mechanisms and
prognostic roles for AHNAK in TNBC need to be con-
firmed in the future, our findings provide a preliminary
basis to explore AHNAK as a potential therapeutic candi-
date in TNBC.
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