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Transforming Growth Factor-
beta Regulation of Ephrin Type-A 
Receptor 4 Signaling in Breast 
Cancer Cellular Migration
Ibrahim Y. Hachim1, Manuel Villatoro1, Lucie Canaff1, Mahmood Y. Hachim1,2, Julien 
Boudreault1, Halema Haiub1, Suhad Ali1 & Jean-Jacques Lebrun1

Breast cancer consists of a range of tumor subtypes with different clinical characteristics, disease 
prognosis, and treatment-response. Luminal breast cancer has the best prognosis while basal-like 
breast cancer (BLBC) represents the worst subtype. Transforming growth factor-beta (TGFβ) plays a 
prominent role in stimulating the migration and invasion of malignant breast cancer cells contributing 
to tumor progression. In this study, we identified the Ephrin type-A receptor 4 (EPHA4) as a novel 
target of TGFβ in breast cancer. Moreover, we show that TGFβ induction of EPHA4 gene expression is 
specific to basal-like tumors and is required for TGFβ-mediated cell migration. We further addressed the 
mechanism and found EPHA4 to be required for TGFβ-mediated cell migration in breast cancer through 
TGFβ-induced short term and long term activation of RhoGTPases. Finally, our data revealed a strong 
association between high EPHA4 expression and advanced tumor stage, aggressive BLBC molecular 
subtype and poor prognosis. Importantly, we found significant co-expression of EPHA4 and the TGFβ 
receptor type-2 (TGFβR2) in breast cancer subtypes associated with increased tumor relapse and 
drug resistance. Together, this study highlight the important role of the TGFβ/EPHA4 signaling axis in 
mediating tumor aggressiveness and poor patient survival in human breast cancer.

Breast cancer is a heterogeneous disease comprising a wide range of tumor subtypes, each with different clinical 
characteristics, disease outcome, and response to treatments1. Breast tumors can be categorized into immunohis-
topathological subtypes based on the presence or the absence of estrogen receptor α (ER α), progesterone recep-
tor (PR), and human epidermal receptor 2 (Her2) tyrosine kinase. These subtypes include ER-positive (ER+), 
Her2-positive (Her2+), and triple-negative breast cancer (TNBC)1. From a clinical standpoint, ER+ tumors have 
the best overall prognosis and are responsive to estrogen-targeted therapies such as the ER-antagonist tamoxifen, 
aromatase inhibitors, and ER-degrading therapies such as fulvestrant2,3. Her2+ tumors have an intermediate prog-
nosis and are responsive to trastuzumab (Herceptin)4,5. Due to the absence ER and Her2 in TNBC tumors, there 
are currently no targeted therapies for these patients5–7.

The advancement of high-throughput genomic technologies had led to the discovery of breast cancer molec-
ular subtypes that allow the stratification of patients into more precise subgroups with clinical, prognostic and 
therapeutic values5. This molecular classification has also proven useful to predict response to new targeted treat-
ment strategies5. Molecular subtypes are based on distinct transcriptional signatures that often correlate with 
immunohistopathological subtypes but offer more detailed information regarding aggressiveness and therapy 
responsiveness8. Gene expression-profiling of breast tumors defined several subtypes, including luminal A, lumi-
nal B, Her2-enriched, basal-like and normal breast-like breast cancer subtypes. In addition, a claudin-low sub-
type was also characterized with unique biologic features9. Each subgroup showed significant differences in the 
prediction of overall survival, disease-free survival, and risk of relapse10,11. Luminal-A tumors are characterized 
by low proliferation and relapse rates giving them the best prognosis among all other molecular subtypes. In com-
parison, luminal-B tumors have a higher proliferative index and more aggressive phenotype. Both Her2-enriched 
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and basal-like breast cancer (BLBC) exhibit worse prognosis with BLBC harboring the worst outcome and most 
reduced survival rates. Moreover, basal like tumors have distinct extra features including loss of differentiation 
and high proliferation rates10.

Not surprisingly, basal-like tumors are closely related to the TNBC subtype, with 70% of all TNBCs being 
BLBCs12. Yet, both terms are not interchangeable and the two groups display significant cellular and genomic 
heterogeneity when compared to each other13. In fact, TNBCs comprise other sub-groups, besides basal-like tum-
ors, including mesenchymal, immunomodulatory, mesenchymal stem–like, luminal androgen receptor subtype 
and claudin-low tumors14,15. In spite of all this heterogeneity, TNBC tumors share common features such as poor 
prognosis, higher risk of relapse, distant metastasis, enriched cancer stem cell populations16,17, resistance to radio- 
and chemotherapies and lack targeted treatment strategies, further highlighting the need for novel therapies for 
these breast cancer patients13.

Several therapeutic targets are now emerging for the treatment of BLBC and TNBC18. Of note, the transform-
ing growth factor β (TGFβ) signaling pathway has been shown to be a potential therapeutic target for BLBC and 
TNBC16,17,19–23. TGFβ is a multifunctional cytokine that is involved in the regulation of numerous fundamental 
biological processes, including cell proliferation, differentiation, immortalization, and apoptosis, in a context- and 
cell-specific manner24–31. TGFβ is key to the maintenance of homeostasis, acting as a potent tumor suppressor in 
normal cells and early carcinomas27–36. Interestingly, as tumors progress, the tumor-suppressive effects of TGFβ 
are often lost while TGFβ tumor promoting functions are being favored31,37. TGFβ signaling is triggered by interaction  
of the TGFβ ligand with a complex of two receptors (TGFβRI and TGFβRII), followed by the phosphorylation 
and activation of the canonical Smad signaling pathway31. Activated TGFβRI recruits and phosphorylates the 
R-Smads, Smad2 and 3, which in turn heterodimerize with the common partner, Smad4. The resulting Smad 
complex then translocates to the nucleus, where it interacts with various DNA binding partners and transcription 
factor to regulate the transcription of target genes24,31. By evading the TGFβ tumor suppressive effects, while 
maintaining the pathway functional, cancer cells can take advantage of TGFβ signaling to promote metastasis31,38.

Indeed, TGFβ promotes epithelial-mesenchymal transition (EMT), characterized by the loss of epithelial cell 
junctions, polarity, and cytoskeleton rearrangement, and the acquisition of a mesenchymal gene expression pro-
gram that allows for cell migration and invasion26,32,33. Other mediators of the TGFβ effects on cell migration and 
invasion involve cell cycle regulators (cyclin D1 and p21)21,22, breast cancer anti-estrogen resistance 3 (BCAR3)20 
and microRNA-58423. By repressing the expression of microRNA-584, TGFβ allows for the accumulation of 
PHACTR1, another regulator of actin dynamics23. In addition to Smad pathway, TGFβ also regulates Rho-like 
GTPases, including RhoA, Rac1 and Cdc42 leading to cell motility, cytoskeletal organization and TGFβ-induced 
EMT39,40. By regulating Rho-like GTPases, TGFβ signaling modulates stress fiber, lamellipodia, and filopodia 
formation, further leading to cancer cell migration34–36.

To better understand and further characterize the molecular mechanisms by which TGFβ promotes cellular 
migration in BLBC, we performed genomic profiling in BLBC and identified Ephrin type-A receptor 4 (EPHA4), 
a member of the erythropoietin-producing hepatocellular (Eph) receptor family as a novel target of TGFβ in 
breast cancer. The Eph receptor family is the largest family of receptor tyrosine kinases (RTKs) in vertebrates and 
is involved in various cellular processes such as adhesion, migration, proliferation, survival, and differentiation41. 
A previous report also suggested that EPHA4 plays a role in cell-cell interaction-mediated RhoA activation42. 
The Eph family is also implicated in various pathological conditions, predominantly in neurological disease, but 
also in cancer43. Eph receptors and ephrins have been shown to promote cancer progression through crosstalk 
with oncogenic signaling pathways. In addition, Eph bidirectional signals have been shown to promote tumor 
angiogenesis44.

In this study, we identified EPHA4 as a novel target of TGFβ in BLBC cells. We found EPHA4 to be required 
for TGFβ-mediated cell migration in BLBC as well as for TGFβ-induced short term and long term activation of 
several Rho GTPases. We also defined strong correlation between high EPHA4 expression, tumor stage and poor 
prognosis in basal-like breast cancer. Co-expression of EPHA4 with the TGFβ receptor type-2 also correlated 
with increased tumor relapse and drug resistance. Together, these results define the TGFβ/EPHA4 signaling axis 
as a critical regulator of breast cancer cellular migration, tumor aggressiveness and poor patient outcomes and 
highlight EPHA4 as a potential new prognostic marker for basal-like breast tumors.

Results
Eph-ephrin family members are novel targets of TGFβ. Various groups have established that TGFβ 
has a pro-migratory role in metastatic breast cancer20–23,31,45–48. This is particularly evident in BLBC, where TGFβ 
inhibition has been shown to prevent metastasis44. To identify critical mediators of the TGFβ effects on cell migra-
tion in BLBCs, we initially performed gene profiling analysis and identified two members of the Eph receptor 
family – EPHA4 and EPHB2 – both of which were up regulated by TGFβ. This was of particular interest as both 
of these genes have previously been linked to cell migration, invasion, and cancer43 and suggested that expression 
of Eph family members could be regulated by TGFβ. To address this question, we first examined the TGFβ effects 
on the mRNA levels of the various ephrin receptor (Eph) family members, using QPCR in BLBC cells, using the 
SCP2 basal-like cell line. As shown in Fig. 1A, we found TGFβ to specifically and significantly upregulate expres-
sion of two members of this family, EPHA4 and to a lesser extent EPHB2. Signaling downstream of the ephrin 
receptors is highly dependent on their interaction with the ephrin ligands. To then investigate whether ephrin 
ligands were also regulated by TGFβ we analyzed their expression levels in TNBC cells stimulated or not with 
TGFβ, Interestingly, as shown in Fig. 1B, TGFβ repressed the expression of EFNB2, which codes for ephrinB2, a 
ligand that binds both EPHA4 and EPHB249. The expression of other ligands from the family was not affected. 
These results highlight the two ephrin receptors, EPHA4 and EPHB2 and their ligand ephrinB2 as novel TGFβ 
targets in breast cancer.
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TGFβ differentially regulates the Eph-ephrin system in breast cancer cell lines. Using different 
cell lines of either luminal or basal origin, we examined the TGFβ effects on EPHA4, EPHB2 and ephrinB2 
expression levels. As shown in Fig. 2A,B, TGFβ significantly induced EPHA4 gene expression in all basal types 
while showed no effect on the two luminal subtypes. Similarly, TGFβ-induced expression of EPHB2 was found 
in all basal subtypes while not regulated, or to a lower extent, in the luminal cell lines (Fig. 2C). TGFβ-mediated 
downregulation of the ligand ephrin B2 was confirmed in SCP2 cells but no found in the other basal-like cell lines 
(Fig. 2D), suggesting that TGFβ primarily regulates expression of the ephrin receptors but nor ligands.

We then focused our analysis on EPHA4, having it found the most up-regulated target in the receptor group 
(Figs 1 and 2) and further assessed the TGFβ effect on EPHA4 expression at the protein level. As shown in 
Fig. 3A, TGFβ strongly induced EPHA4 protein levels in all basal breast cancer cell lines, while decreasing its 
expression in the two luminal subtypes (MCF7 and BT474). Together, these data indicate that TGFβ significantly 
induces EPHA4 expression, specifically in BLBC and strongly suggest that EPHA4 acts downstream of TGFβ, to 
maintain or contribute to the highly metastatic profile in these basal subtype breast cancer cells.

EPHA4 is Essential for TGFβ-induced Migration. Given that both TGFβ and Eph family members are 
involved in the regulation of cell migration, we investigated whether EPHA4 could mediate TGFβ’s pro-migratory 
effects. As shown in Fig. 4A, TGFβ had no effect on cell migration in the two different luminal cell line tested 
(MCF7, BT-474). Moreover, knocking-down EPHA4, using a specific siRNA did not altered the migratory 
potential of the cells. In contrast, our results clearly indicate that TGFβ promotes cell migration in basal-like 
cells (MDA-MB-231 and SCP2) and that EPHA4 is required for this process (Fig. 4B). Cells were transfected 
or not with scrambled (control) or a specific EPHA4 siRNA. Migration was assessed following TGFβ treat-
ment for 24 hours using a wound healing migration assay. As shown in Fig. 4B, in basal breast cancer cells, the 
TGFβ-induced cell migratory effects observed in parental cells and cells transfected with the scrambled siRNA 
were blocked in cells transfected with the EPHA4 siRNA. Efficiency of the EPHA4 siRNA knockdown in both cell 
lines was ensured at both mRNA and protein levels, using qPCR and Western blotting, respectively (Fig. 4C,D). 
Together these results strongly suggest that TGFβ-mediated, EPHA-dependent, cell migration is molecular sub-
type specific and restricted to basal breast cancer cells.

To further demonstrate the role and involvement of EPHA4 downstream of TGFβ- mediated cell migration 
in basal breast cancer, we infected MDA-MB-231 and SCP2 cells with lentiviruses overexpressing scrambled or 
EPHA4 shRNAs, in order to generate stable cells in which EPHA4 gene expression was specifically knockdown. 
As shown in Fig. 5A, stable MDA-MB231 and SCP2 cell lines infected with the EPHA4 shRNA showed significant 
decrease in TGFβ-mediated cell migration, compared to cells infected with the scrambled (control) shRNA. These 

Figure 1. Regulation of Eph Receptors and Ephrin Ligands by TGFβ. Expression of (A) Eph receptor and (B) 
ephrin ligand mRNA following 24-hours of TGFβ1 treatment in SCP2 cells relative to untreated cells. Relative 
expression represents the mean of 3 separate experiments.
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effects were statistically significant in both cell lines, as indicated in Fig. 5B. Efficiency of the lentiviral infection 
and EPHA4 shRNA knockdown in both cell lines was ensured at both mRNA and protein levels, using qPCR 
and Western blotting, respectively (Fig. 5C,D). All together, these results highlight a novel role for EPHA4 in 
TGFβ-mediated cell migration in basal breast cancer.

Figure 2. Regulation of EPHA4, EPHB2, and EFNB2 Transcription by TGFβ in a Panel of Human Breast 
Cancer Cell Lines. Regulation of (B) EPHA4, (C) EPHB2, and (D) EFNB2 in (A) a panel of luminal and basal 
breast cancer cell lines following 0, 6, or 24 hours of TGFβ1 treatment. mRNA fold-induction was determined 
by qRT-PCR and represents a minimum of 3 independent experiments.
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TGFβ Stimulation Results in Activation of Cdc42, RhoA and Rac1. The Rho GTPases have been 
shown to be pivotal regulators of the actin filament system downstream of tyrosine protein kinase receptors50. 
Thus, we next studied whether activation of the TGFβ receptor in basal breast cancer cells could lead to an accu-
mulation of active, GTP-loaded GTPases in control breast cancer cells (scrambled shRNA) versus cells stably 
overexpressing the EPHA4 shRNA. For these studies, we performed GST pull-down assays with GST-fusion 
proteins, using the GTPase binding domains of different effectors for these Rho GTPases. Stable MDA-MB-231 
and SCP2 cell lines were treated with TGFβ for different times and GST-PAK-CRIB, GST-WASP-CRIB, and 
GST-rhotekin were used to isolate GTP-loaded Rac1, Cdc42, and RhoA, respectively. The samples were subjected 
to SDS-PAGE followed by Western blotting with Rac1-, Cdc42-, and RhoA-specific antibodies. Figure 6A shows 
that GTP-bound Rho, Rac1 and Cdc42 were accumulated 5 min after TGFβ stimulation in control cells (stable 
lines infected with scrambled shRNA). Activation of the 3 Rho-GTPases by TGFβ is a transient event and rapidly 
returns to basal levels after 60 mins (upper panels). Interestingly, the TGFβ-mediated effects on RhoA, Cdc42 and 
Rac1 activation were completely abolished in the absence of EPHA4 (middle panels). These data clearly indicate 
that TGFβ can activate all 3 RhoGTPases in a time-dependent manner in basal breast cancer cells and that these 
effects require the presence of EPHA4.

EPHA4 expression is associated with basal-like breast cancer (BLBC) subtype and its expres-
sion is correlated with more advanced tumors and poor clinical outcome. To further evaluate the 
role of EPHA4 in breast cancer, next we investigated the association between EPHA4 mRNA levels and tumor 
grade, stage, molecular subtypes and patient outcome using GOBO and ONCOMINE databases. Interestingly, 
EPHA4 expression was significantly higher in the highly aggressive basal-like breast cancer subtypes compared 
to luminal A, luminal B and Her-2 enriched subtypes (P < 0.00001) (Fig. 7A). Moreover, EPHA4 mRNA median 
levels were also higher in advanced stages, stage III (0.58) and stage IV (0.52) compared to the early stage 0 
(0.446), stage I (0.47) and stage II (0.46) (Fig. 7B). Similarly, EPHA4 mRNA levels were significantly higher in 
poorly differentiated (grade 3) tumors compared to less aggressive (grade 1 and grade 2) tumors (P = 0.02623) 
(Fig. 7C). These results strongly suggest that high EPHA4 mRNA levels are associated with more advanced tum-
ors and the highly aggressive phenotype. To better evaluate the prognostic value of EPHA4 in breast cancer, we 
also assessed the association of EPHA4 mRNA levels and patients outcomes using GOBO online database and 
relapse-free survival (RFS) as an end-point. Indeed, high EPHA4 expression levels showed a significant associ-
ation with shortened RFS in all patient groups (P = 0.0381), more advanced lymph node (LN) positive groups 
(P = 0.01283) and grade II tumors (P = 0.03607) (Fig. 7D,E and F).

Finally, our results also highlight a strong and significant correlation between EPHA4 and TGFBR2 mRNA 
expression levels (r = 0.17, P < 0.0001) in more than 5000 breast cancer patients samples obtained from Breast 
Cancer Gene-Expression Miner v4.0 database (Fig. 8A). Moreover, we found significance correlation between 
EPHA4 and TGBR2 expression in luminal B and basal tumors while no or little association in HER-2 and luminal 
A tumors (Fig. 8B and C). This association was highest in luminal B (r = 0.34, P = 0.0018) (Fig. 8B) and basal 
like (Fig. 8C) subtypes (r = 0.18, P < 0.0001), which are both characterized by higher rates of local recurrence, 
metastasis and drug resistance. Thus, our data revealing higher correlation rates between EPHA4 and TGBR2 in 
both basal and luminal B tumors (compared to luminal A and HER2) is consistent with the fact these tumors are 
more aggressive and exhibit a higher rate of metastasis and support a role for TGFβ/EPHA4 in the migratory/
invasiveness of breast cancer.

Discussion
Breast cancer comprises of a range of tumor and cellular subtypes each with different clinical characteristics, 
disease prognoses, and responses to specific treatments. In order to better predict responses to specific thera-
pies, breast cancer patients are now stratified into 6 molecular subtypes – luminal A, luminal B, Her2-enriched, 
basal-like, normal-like and claudin-low5. Basal-like (BLBC), which are often triple-negative breast cancers 

Figure 3. Regulation of EPHA4 Protein Expression by TGFβ in a Panel of Human Breast Cancer Cell Lines. 
Changes in EPHA4 protein expression in luminal and basal breast cancer cell lines following 0, 12, or 24 hours 
of TGFβ1 treatment. EPHA4 and β-tubulin protein expression was determined by western blotting.
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(TNBCs), have the lowest prognoses, highest risk of relapse and distant metastasis, and lack targeted-therapies13. 
In breast cancer, TGFβ is understood to be particularly important in promoting the migration and invasion of 
malignant breast cancer cells. To better characterize the mechanisms through which TGFβ promotes migration 

Figure 4. EPHA4 is required for TGFβ-mediated Migration in Human Breast Cancer Cell Lines. (A) Luminal 
MCF-7 and BT-474 and (B) Basal-like MDA-MB-231 and SCP2 cell monolayers were transfected with 0 (Mock) 
or 75 nM of Scrambled or EPHA4 siRNA and seeded to confluence in 6-well plates. Migration was measured 
following treatment with 0 or 5 ug/mL of TGFβ1 for 24 hours using a wound-healing migration assay. Efficiency 
of the EPHA4 siRNA knockdown was ensured at both mRNA (C) and protein (D) levels, using qPCR and 
Western blotting, respectively.
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Figure 5. EPHA4 is required for TGFβ-mediated Migration in Human Breast Cancer Cell Lines. (A) Stable 
MDA-MB-231 and SCP2 cell infected with a scrambled or EPHA4 specific shRNA were seeded to confluence 
in 6-well plates. Migration was measured following treatment with 0 or 5 ug/mL of TGFβ1 for 24 hours 
using a wound-healing migration assay. (B) Wound-closure is graphed relative to the shRNA condition and 
represents the mean from 3 independent experiments. Pictures are representative of the wound for the indicated 
conditions at 0 and 24 hours after TGFβ treatment. (C) Efficiency of EPHA4 knockdown in MDA-MB-231 
and SCP2 cell after shRNA infection. EPHA4 expression was measured by qPCR. (D) Efficiency of the EPHA4 
knockdown in MDA-MB-231 and SCP2 cells following viral siRNA and shRNA infection. EPHA4 expression 
was measured by western blot.
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in invasive breast cancer cells, we aimed to identify novel pro-migratory gene expression networks downstream 
of TGFβ and specific to BLBC. In this study, we identified EPHA4 as a novel TGFβ target and highlighted the 
essential role played by EPHA4 in TGFβ-mediated migration in BLBCs.

EPHA4 is a member of the Eph receptor family, comprising the largest family of receptor tyrosine kinases 
(RTKs) in vertebrates49. Past evidence has revealed a role for EphA2 receptors in breast cancer metastasis, where 
it can promote cancer cell migration by co-operating with oncogenic pathways, such as Ras-MAPK and Src51,52. 
In other cancer types, the co-operation of EphA2 with PI3K/Akt signaling and EPHA4 with FGFR signaling 
have similarly been shown to promote migration and invasion53. The use of Eph-signaling to potentiate the 
pro-migratory effects of other pathways supports our results showing that TGFβ increases EPHA4 expression 
to mediate its pro-migratory effects on breast cancer cells. We also showed that TGFβ strongly increases EPHA4 
protein expression in basal cell lines but causes the opposite effect in luminal cells. These data correlate with the 
essential role played by TGFβ in inducing and promoting tumor metastasis in BLBC but not luminal breast can-
cer cells44,49,54. These indicate that EPHA4 regulate specific functions of TGFβ, such as cell migration in invasive 
breast cancer cells without affecting the other arm of the TGFβ signaling pathway, such as tumor suppression in 

Figure 6. TGFβ Stimulation Results in Activation of Cdc42, RhoA and Rac1 in SCP2 cells. The amount of 
active, GTP-loaded Rac1, Cdc42, and RhoA was determined by GST pull-down assays with GST-PAK-CRIB, 
GST-WASP-CRIB, or GST-rhotekin, from TGFβ-stimulated SCP2 stably infected with scrambled or EPHA4 
shRNA. Rac1, cdc42, and RhoA were detected by Western blotting by antibodies specific for the respective 
GTPase (left panels). Relative densitometry units were quantified based on 3 separate experiments (right 
panels).
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luminal and early breast carcinoma. In agreement with these finding, our online database analysis using large 
cohorts of human breast cancer patients revealed higher EPHA4 mRNA levels in the BLBC compared to other 
molecular subtypes. This further highlights the important role of EPHA4 in this highly aggressive and more met-
astatic breast cancer subtype. Thus, new strategies based on targeting EPHA4 in metastatic breast cancer could 
prove useful and very specific as they will presumably not be interfering with the TGFβ tumor suppressive effects 
in normal and non-invasive cells.

TGFβ can promote migration through Rho-like GTPases34,35,55–57. Our data indicate that the TGFβ-mediated 
effect on cell migration in BLBC is mediated through the activation of RhoA, Rac1, and Cdc42. These data are 
consistent with previous reports indicating that EPHA4 could regulated these RhoGTPases during develop-
mental cell migration and differentiation58,59 and suggest that the EPHA4/RhoA/Rac1/Cdc42 pathway may rep-
resent a major regulator of cellular migration in both normal embryogenic tissue and cancer cells. We found 
TGFβ-induced activation of Rho-GTPases to occur within 1 hour and to require the presence of EPHA4. We 
also show that TGFβ-mediated up-regulation of EPHA4 mRNA and protein levels is a dynamic event, reaching 
a plateau at 6 hrs and 12 hrs, respectively, raising out the possibility that Rho-GTPases activation by TGFβ and 
TGFβ-mediated increase in EPHA4 expression are independent events. Other reports also implicated some of 

Figure 7. EPHA4 Expression Correlates with Basal-Like Breast Cancer (BLBC) and Poor Relapse-free survival 
in Breast Cancer Patients. The correlation between high EPHA4 expression and (A) Basal-Like Breast Cancer 
(1881 patients, GOBO database), (B) advanced stage (2136 patients,Oncomine database, Curtis dataset), (C) 
high grade (1881 patients, GOBO database) (D) relapse-free survival in all patients (GOBO database), (E) LN 
positive tumors (GOBO database), and (F) grade II (GOBO database). Kaplan-Meier plots represent median 
splits into high (red) or low (gray) EPHA4 expression.
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the RhoGTPases in drug resistance60, thus it will be interesting in future studies to further investigate whether 
TGFβ/EPHA4 signaling could also modulate resistance to chemotherapy treatments in breast cancer patients. 
Our study also emphasizes the prominent role played by RhoGTPases in cancer progression and suggest that the 
development of small molecule inhibitors that can block GTPase functions could prove useful as potent antican-
cer therapeutic targets.

Figure 8. EPHA4 Expression Correlates with TGFBR2 expression in breast cancer patients with stronger 
association in luminal B and Basal-Like Breast Cancer subtypes in large patients cohorts. The correlation 
between EPHA4 expression and TGFBR2 expression in all patients group (A), hormone receptors negative 
subtypes (B) and hormone receptors positive subtypes (C).
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Finally, our results using large datasets from breast cancer patients revealed a significant association between 
high EPHA4 mRNA expression levels and poor patient outcome, as illustrated by the shortened relapse free 
survival in a large cohort of 1881 breast cancer patients. This poor prognostic role was even more significant 
in the more advanced LN positive tumors, further emphasizing the important pro-migratory role of EPHA4 in 
advanced invasive breast tumors. Similarly, a recent epidemiological study showed a correlation between high 
EPHA4 expression and poor OS, as did EphA2, EphA7, and EphB450.

In conclusion, we show that EPHA4 is a novel target of TGFβ specifically up-regulated in BLBC. We also iden-
tified an essential role for EPHA4 in mediating the pro-migratory effects of TGFβ in breast cancer cells. Future 
work will be directed at elucidating the molecular mechanisms through which EPHA4 induces its pro-migratory 
effects as well as the implications of EPHA4 overexpression in vivo.

Methods
Cell Culture. MCF-7, MDA-MB-231, SCP2, and SCP3 cell lines were maintained in Dulbecco’s Modified 
Eagle Medium (DMEM, HyClone Laboratories, Logan, UT, USA) supplemented with 10% fetal bovine serum 
(FBS, Wisent, St-Brono, Qc, Canada), 2 mM L-glutamine (HyClone), and 100 units/mL of penicillin/streptomy-
cin (HyClone). For experiments, these cell lines were grown to 80% confluency and serum-starved in DMEM 
supplemented with 1% FBS and 2 mM L-glutamine overnight. SUM149 and SUM159 cell lines were maintained 
in F-12 Ham’s Nutrient Mixture (HyClone) with 5% FBS, 5 ug/mL insulin (Sigma-Aldrich, St. Louis, MO, USA), 
10 ng/mL epidermal growth factor (EGF, Sigma), 1 ug/mL hydrocortisone (Sigma), and 100 units/mL of penicil-
lin/streptomycin. For experiments, these cell lines were grown to 80% confluency and serum-starved by culturing 
in F-12 Ham’s Nutrient Mixture overnight. HEK293T cells were maintained in DMEM (HyClone) supplemented 
with 10% FBS (Wisent), 2 mM L-Glutamine (HyClone) but no antibiotics. All cell lines were cultured at 37 °C, 
5% Co2, culture medium was changed every 2–3 days, and cells were passaged once monolayers reached approx-
imately 95% confluence.

Transfection. Cell lines were cultured to approximately 80% confluence in 6-well plates. Monolayers were 
transfected with 50 nM of scrambled or EPHA4 siRNA (Sigma) using Lipofectamine™ 2000 (Invitrogen) accord-
ing to the manufacturer’s protocol. The following morning (approximately 16 hours after transfection), the trans-
fection medium was removed and replaced with culture medium as indicated above. Within 24 hours, monolayers 
were then serum-starved and treated with TGFβ. Generation of stable lentivirus cell lines - For stable cell line gen-
eration, HEK293T cells were grown to 90% confluency in 10 cm dishes. Transfer vectors (scrambled or EPHA4 
shRNAs (SHCLNG-NM_004438, Sigma)), pMD2.G (envelope plasmid) and psPAX2 (packaging plasmid) were 
transfected with polyethylenimine hydrochloride (bPEI, Sigma). After 25 minutes of incubation at room temper-
ature, transfection complexes were added dropwise to HEK293T cells. Cells were then incubated for 12–16 hours 
at 37 °C in 5% CO2. Next day, the medium was changed with an induction medium (DMEM supplemented with 
4.5 g/l D-glucose, 4 mM L-glutamine and 1 mM sodium pyruvate) with 10% FBS, 1% Penicillin/Streptomycin 
mix, 25 mM HEPES and 3 mM caffeine. The viral titer was checked by Lenti-X GoStix at 48 h after transfection 
and stored at −80 °C until infection.

SCP2 and MDA-MB-231cells were infected with packaged scrambled or EPHA4 shRNAs and pools of stable 
cells were selected with 10 ng/ml of puromycin (Invitrogen).

TGFβ Treatment of Cells. Cell monolayers were serum-starved as indicated above and treated with 5 μg/mL 
of TGFβ1 (PeproTech, Rocky Hill, NJ, USA) for the indicated time points.

Polymerase Chain Reaction (PCR). Total RNA was extracted using Trizol reagent (Invitrogen) according 
to the manufacturer’s protocol and reverse transcription was carried out using random hexamers and M-MLV 
Reverse Transcriptase (Invitrogen) as per manufacturer’s protocol. Subsequently, real time qPCR was performed 
using SsoFastTM EvaGreen Supermix® (BioRad) in a RotorGene™ 6000 PCR detection system (Corbett Life 
Science) and corresponding software according to the manufacturer’s protocol. Conditions for qPCR were as 
follows: 95 °C for 30 sec, 40 cycles of 95 °C for 5 sec and 60 °C for 20 sec. Primer sequences are listed in Table 1.

Western Blot Analysis. Following treatment, monolayers were placed on ice and washed with cold PBS. 
Cells were lysed using protein lysis buffer (10 mM Tris-HCl pH 7.5, 150 mM NaCl, 5 mM EDTA, 30 mM Na4P2O7, 
50 mM NaF, 1 mM Na3VO4, 1% Triton X-100, 1 mM PMSF, 10 ug/mL leupeptin, 10 ug/mL aprotinin, and 10 ug/
mL pepstatin). Lysates were collected using cell scrapers, transferred to microcentrifuge tubes, and centrifuged at 
14000 rpm for 15 minutes at 4 °C. Protein concentration was quantified using the Pierce BCA Protein Assay Kit 
(Thermo Scientific) according to the manufacturer’s protocol. Supernatant was combined with 6X SDS-buffer, 
heated at 65 °C for 5 minutes, and stored at −20 °C.

Samples were resolved on SDS-polyacrylamide gels, transferred to a nitrocellulose membrane, and blocked 
for 1 hour in 5% milk in TBST. Membranes were incubated with primary antibody diluted (1:1000) in antibody 
buffer overnight. The following day, membranes were washed and incubated with secondary antibody diluted 
(1:10000) in 5% milk in TBST for 1 hour at room temperature. Membranes were then developed using ECL, film, 
and radiography.

Primary and secondary antibodies were all from Santa Cruz Biotechnology: EPHA4 (sc-921), Cdc42 (sc-
8401), Rac (sc-11), RhoA (sc-179) and β-tubulin (sc-2005). Secondary antibodies were goat anti-rabbit IgG-HRP 
(sc-2030) and goat anti-mouse IgG-HRP (sc-2031).

Wound-Healing Migration Assay. Cells were grown to confluence in 6-well plates, transfected, and 
serum-starved as indicated above. A scratch (wound) was performed in the centre of the monolayer using a ster-
ile 20–200 μL pipette tip. The monolayer was then washed with PBS to remove any debris before taking pictures 
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of the wound (zero-time point). Cells were then treated with TGFβ as indicated above and pictures of the wound 
were taken after 24 hours using bright field light microscopy with a Nikon Eclipse E600 microscope and a RS 
Photometrics CoolSNAP camera. Images were analyzed using Cell Profiler Cell Image Analysis Software (33). 
Migration was calculated for each condition by subtracting the wound area after 24 hours from the wound area at 
0 hours. Fold-induction of migration was calculated by dividing the migration for each condition by the migra-
tion in the non-transfected and non-treated condition.

GST-tagged protein production in E. coli. Glutathione-S-transferase (GST)-fusion proteins 
(GST-WASP-CRIB, GST-PAK-CRIB, and GST-rhotekin). GST-p21-activated kinase (PAK)-Cdc42/Rac interac-
tive binding (CRIB) is a fragment encoding amino acid residues 56–267 of human PAK1B. GST-Wiskott-Aldrich 
Syndrome protein (WASP)-CRIB is encoding amino acid residues 201–321. GST-rhotekin encodes a fragment 
which encompasses the Rho-binding domain (amino acid residues 1–89) of mouse rhotekin. E. coli BL21(DE3) 
(Invitrogen) expressing GST-fusion proteins were cultured in LB containing 100 µg/ml ampicillin with shaking 
overnight at 37 °C. The cultures were diluted 1/1000 into 500 ml of 2x YT medium (100 µg/ml ampicillin) and 
grown with vigorous agitation at 37 °C to an OD600 of 0.5. Isopropyl-1- thio-β-D-galactopyranoside (IPTG) 
(Invitrogen) was added to a final concentration of 1 mM and incubation continued at 25 °C for 8 hours. Bacteria 
were pelleted by centrifugation at 4 °C, resuspended and lysed in PBS buffer with protease inhibitors (Sigma) and 
1% Triton X-100, followed by sonication on ice. Cell debris were pelleted by centrifugation and supernatants were 

Target name Sequence (5′–>3′)
Amplicon size 
(bp)

EPHA1 Forward 5′-ACAGGGAGCCCTGGACTTTA-3′  
Reverse 5′-CCTCAGGGTCCCTCGATACA-3′ 106

EPHA2 Forward 5′-ACTGCCAGTGTCAGCATCAA-3′  
Reverse 5′-CCTCGTACTTCCACACTCGG-3′ 127

EPHA3 Forward 5′-CAAGACAGTTTGCTGCGGTC-3′  
Reverse 5′-TGCTTTTCATAGTATTTGACCTCGT-3′ 169

EPHA4 Forward 5′-AGTGATGTCGTACGGGGAGA-3′  
Reverse 5′-ACAAGGCAGTGTTAGGTCTGG-3′ 260

EPHA5 Forward 5′-GACTCCCGAGTCTCCCTTCG-3′  
Reverse 5′-CCATGACAGTGCGTGAATCC-3′ 300

EPHA6 Forward 5′-ACTATGAGAAAGAACATGAGCAGC-3′  
Reverse 5′-GGAGAGTGAATCCGCCAACA-3′ 246

EPHA7 Forward 5′-TTCCAGGCACCAAAACCTACA-3′  
Reverse 5′-TCAAACTGCCCCATGATGCT-3′ 265

EPHA8 Forward 5′-CTCACGTATCCGGCTCATGG-3′  
Reverse 5′-TCGCGCAGGGTAAACTTGAT-3 182

EPHA10 Forward 5′-GACCGCCGAGGAAGTTATCC-3′  
Reverse 5′-ATGGGACGGTCGTGTTCATC-3′ 120

EPHB1 Forward 5′-AAGGATACCGAGAAGCCACC-3′  
Reverse 5′-GTAGGTGCGGATGGTGTTCA-3′ 283

EPHB2 Forward 5′-GTGTGTAACAGACGGGGGTT-3′  
Reverse 5′-CCCGACTTGAGCGTCTTGAT-3′ 284

EPHB3 Forward 5′-CCAACGGAGTCATCCTGGAC-3′  
Reverse 5′-CGAAGACAAGCCCAGCTGTA-3′ 276

EPHB4 Forward 5′-GGGCTACGTCCTGACTTCAC-3′  
Reverse 5′-GACCTCGTAGTCCAGCACAG-3′ 225

EPHB6 Forward 5′-GTTAGGGAACAGAGTGGCGG-3′  
Reverse 5′-CAGATGTCTCTCCGGTGGTG-3′ 110

EFNA1 Forward 5′-GCTACTACTACATCTCTCACAGTCC-3′  
Reverse 5′-TGCTATGTAGAACCCGCACC-3′ 96

EFNA2 Forward 5′-CTACATCTCTGCCACGCCTC-3′  
Reverse 5′-CGGGCTGCTACACGAGTTAT-3′ 136

EFNA3 Forward 5′-GCCTTCTCTCTGGGCTACG-3′  
Reverse 5′-GCAGACGAACACCTTCATCCT-3′ 108

EFNA4 Forward 5′-ACCCTTCTCCCTCGGCTTTG-3′  
Reverse 5′-CACCCTGATGTGCCACTCTCT-3′ 177

EFNA5 Forward 5′-AGGACTCCGTCCCAGAAGAT-3′  
Reverse 5′-TGGGATTGCAGAGGAGATGT-3′ 236

EFNB1 Forward 5′-AGGCCAGAGCAGGAAATACG-3′  
Reverse 5′-GCATTGGGATCTTGCCCAAC-3′ 203

EFNB2 Forward 5′-TGGACAAGATGCAAGTTCTGCT-3′  
Reverse 5′-AACCGAGGATGTTGTTCCCC-3′ 176

EFNB3 Forward 5′-CCTGGAGCCTGTCTACTGGA-3′  
Reverse 5′-TGGGCGATCACAAGTGAGAA-3′ 235

GAPDH Forward 5′-GCCTCAAGATCATCAGCAATGCCT-3′  
Reverse 5′-TGTGGTCATGAGTCCTTCCACGAT-3′ 104

Table 1. Primers sequences.
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stored at −80 °C. GST fusion proteins were batch purified with Glutathione Sepharose 4B beads (GE Healthcare) 
by rocking at 4 °C overnight. The beads were pelleted by centrifugation at 1000 × g at 4 °C and washed 5 times with 
cold PBS and resuspended in binding buffer (150 mM KCl, 20 mM HEPES, 0.1% Nonidet P-40, 5 mM MgCl2, 
10% glycerol, 1 mM DTT, 0.5 mM EDTA). The purity of the GST-fusion proteins was assessed by SDS-PAGE.

GST Pull-Down Assays. SCP2 cells were stimulated with TGF-β1 as indicated in the figure legends. The 
cells were washed with ice-cold PBS. Ice-cold lysis buffer (50 mM Tris-HCl pH 7.5, 1% Triton X-100, 0.5% sodium 
deoxycholate, 0.1% SDS, 500 mM NaCl, 10 mM MgCl2, 10 μg/ml aprotinin, and 1 mM PMSF) was added. Lysates 
were centrifuged at 14,000 rpm for 10 min at 4 °C. The supernatants were incubated overnight at 4 °C on a rotat-
ing shaker with GST-PAK-CRIB, GST-WASP-CRIB, or GST-rhotekin for detection of activated Rac1, Cdc42, 
and RhoA, respectively. The beads were then pelleted by centrifugation at 1000 × g (4 °C) and washed 4 times 
with cold binding buffer. The beads were boiled in Laemmli buffer and the released proteins were separated by 
SDS-PAGE and analyzed by western blot.

Data Mining. GOBO Gene Set Analysis Tumors module was used to evaluate the association between 
EPHA4 mRNA levels and molecular subtypes in 1881 breast cancer patients. For better accuracy, two common 
molecular subtypes’ classification methods were used in the study. Hu61 is based on a 306 gene signature that can 
distinguish different breast cancer subtypes with distinct patient outcome, while PAM 5012 relies on a 50 gene sig-
nature. The same database was used to evaluate the association between EPHA4 and patient outcome. Moreover, 
ONCOMINE data-mining platform, was used to investigate the association between EPHA4 mRNA levels and 
tumor stage. In addition, the Breast Cancer Gene-Expression Miner v4.0 database was used to evaluate the corre-
lation between EPHA4 and TGFBR2 mRNA expression levels.

Statistical Analysis. Results are expressed as mean ± standard deviation of at least 3 independent exper-
iments. Unless mentioned, statistical differences were determined by two-tailed unpaired t-test. p < 0.05 was 
considered statistically significant. In addition, ANOVA test was used to evaluate the statistical significance of 
EPHA4 expression in the different molecular subtypes. To evaluate the correlation between EPHA4 and TGFBR2 
in clinical breast cancer samples corresponding to the different molecular subtypes, Gene expression correlation 
tool of the breast cancer gene-expression miner v4.0 was used. The strength of the correlation was evaluated using 
the Pearson correlation coefficient (r). All experimental protocols and procedures were performed in accordance 
to McGill University regulations. All experimental protocols and procedures were approved by McGill University.

References
 1. Bertos, N. R. & Park, M. Breast cancer - one term, many entities? J Clin Invest 121, 3789–3796, https://doi.org/10.1172/JCI57100 

(2011).
 2. Sainsbury, R. The development of endocrine therapy for women with breast cancer. Cancer Treat Rev 39, 507–517, https://doi.

org/10.1016/j.ctrv.2012.07.006 (2013).
 3. Gibson, L., Lawrence, D., Dawson, C. & Bliss, J. Aromatase inhibitors for treatment of advanced breast cancer in postmenopausal 

women. Cochrane Database Syst Rev CD003370, https://doi.org/10.1002/14651858.CD003370.pub3 (2009).
 4. Nahta, R. & Esteva, F. J. HER-2-targeted therapy: lessons learned and future directions. Clin Cancer Res 9, 5078–5084 (2003).
 5. Malhotra, G. K., Zhao, X., Band, H. & Band, V. Histological, molecular and functional subtypes of breast cancers. Cancer Biol Ther 

10, 955–960 (2010).
 6. Higgins, M. J. & Baselga, J. Targeted therapies for breast cancer. J Clin Invest 121, 3797–3803, https://doi.org/10.1172/JCI57152 

(2011).
 7. Dent, R. et al. Triple-negative breast cancer: clinical features and patterns of recurrence. Clin Cancer Res 13, 4429–4434, https://doi.

org/10.1158/1078-0432.CCR-06-3045 (2007).
 8. Perou, C. M. et al. Molecular portraits of human breast tumours. Nature 406, 747–752, https://doi.org/10.1038/35021093 (2000).
 9. Dai, X. et al. Breast cancer intrinsic subtype classification, clinical use and future trends. American journal of cancer research 5, 

2929–2943 (2015).
 10. Sorlie, T. et al. Gene expression patterns of breast carcinomas distinguish tumor subclasses with clinical implications. Proc Natl Acad 

Sci USA 98, 10869–10874, https://doi.org/10.1073/pnas.191367098 (2001).
 11. Prat, A. et al. Phenotypic and molecular characterization of the claudin-low intrinsic subtype of breast cancer. Breast Cancer Res 12, 

R68, https://doi.org/10.1186/bcr2635 (2010).
 12. Parker, J. S. et al. Supervised risk predictor of breast cancer based on intrinsic subtypes. J Clin Oncol 27, 1160–1167, https://doi.

org/10.1200/JCO.2008.18.1370 (2009).
 13. Nielsen, T. O. et al. Immunohistochemical and clinical characterization of the basal-like subtype of invasive breast carcinoma. Clin 

Cancer Res 10, 5367–5374, https://doi.org/10.1158/1078-0432.CCR-04-0220 (2004).
 14. Perou, C. M. Molecular stratification of triple-negative breast cancers. Oncologist 15(Suppl 5), 39–48, https://doi.org/10.1634/

theoncologist.2010-S5-39 (2010).
 15. Lehmann, B. D. et al. Identification of human triple-negative breast cancer subtypes and preclinical models for selection of targeted 

therapies. J Clin Invest 121, 2750–2767, https://doi.org/10.1172/JCI45014 (2011).
 16. Dai, M. et al. CDK4 regulates cancer stemness and is a novel therapeutic target for triple-negative breast cancer. Sci Rep 6, 35383, 

https://doi.org/10.1038/srep35383 (2016).
 17. Ren, Y. et al. Isolation, characterization, and in rats plasma pharmacokinetic study of a new triterpenoid saponin from Dianthus 

superbus. Arch Pharm Res 40, 159–167, https://doi.org/10.1007/s12272-014-0537-8 (2017).
 18. Rakha, E. A., Reis-Filho, J. S. & Ellis, I. O. Basal-like breast cancer: a critical review. J Clin Oncol 26, 2568–2581, https://doi.

org/10.1200/JCO.2007.13.1748 (2008).
 19. Akhurst, R. J. & Hata, A. Targeting the TGFbeta signalling pathway in disease. Nat Rev Drug Discov 11, 790–811, https://doi.

org/10.1038/nrd3810 (2012).
 20. Guo, J. et al. Breast cancer anti-estrogen resistance 3 inhibits transforming growth factor beta/Smad signaling and associates with 

favorable breast cancer disease outcomes. Breast Cancer Res 16, 476, https://doi.org/10.1186/s13058-014-0476-9 (2014).
 21. Dai, M. et al. Cyclin D1 cooperates with p21 to regulate TGFbeta-mediated breast cancer cell migration and tumor local invasion. 

Breast Cancer Res 15, R49, https://doi.org/10.1186/bcr3441 (2013).
 22. Dai, M. et al. A novel function for p21Cip1 and acetyltransferase p/CAF as critical transcriptional regulators of TGFbeta-mediated 

breast cancer cell migration and invasion. Breast Cancer Res 14, R127, https://doi.org/10.1186/bcr3322 (2012).

http://dx.doi.org/10.1172/JCI57100
http://dx.doi.org/10.1016/j.ctrv.2012.07.006
http://dx.doi.org/10.1016/j.ctrv.2012.07.006
http://dx.doi.org/10.1002/14651858.CD003370.pub3
http://dx.doi.org/10.1172/JCI57152
http://dx.doi.org/10.1158/1078-0432.CCR-06-3045
http://dx.doi.org/10.1158/1078-0432.CCR-06-3045
http://dx.doi.org/10.1038/35021093
http://dx.doi.org/10.1073/pnas.191367098
http://dx.doi.org/10.1186/bcr2635
http://dx.doi.org/10.1200/JCO.2008.18.1370
http://dx.doi.org/10.1200/JCO.2008.18.1370
http://dx.doi.org/10.1158/1078-0432.CCR-04-0220
http://dx.doi.org/10.1634/theoncologist.2010-S5-39
http://dx.doi.org/10.1634/theoncologist.2010-S5-39
http://dx.doi.org/10.1172/JCI45014
http://dx.doi.org/10.1038/srep35383
http://dx.doi.org/10.1007/s12272-014-0537-8
http://dx.doi.org/10.1200/JCO.2007.13.1748
http://dx.doi.org/10.1200/JCO.2007.13.1748
http://dx.doi.org/10.1038/nrd3810
http://dx.doi.org/10.1038/nrd3810
http://dx.doi.org/10.1186/s13058-014-0476-9
http://dx.doi.org/10.1186/bcr3441
http://dx.doi.org/10.1186/bcr3322


www.nature.com/scientificreports/

1 4SCientifiC REpoRTs | 7: 14976  | DOI:10.1038/s41598-017-14549-9

 23. Fils-Aime, N. et al. MicroRNA-584 and the protein phosphatase and actin regulator 1 (PHACTR1), a new signaling route through 
which transforming growth factor-beta Mediates the migration and actin dynamics of breast cancer cells. The Journal of biological 
chemistry 288, 11807–11823, https://doi.org/10.1074/jbc.M112.430934 (2013).

 24. Massague, J., Seoane, J. & Wotton, D. Smad transcription factors. Genes Dev 19, 2783–2810, https://doi.org/10.1101/gad.1350705 
(2005).

 25. Thiery, J. P. Epithelial-mesenchymal transitions in tumour progression. Nat Rev Cancer 2, 442–454, https://doi.org/10.1038/nrc822 
(2002).

 26. Kalluri, R. & Weinberg, R. A. The basics of epithelial-mesenchymal transition. J Clin Invest 119, 1420–1428, https://doi.org/10.1172/
JCI39104 (2009).

 27. Korah, J., Canaff, L. & Lebrun, J. J. The Retinoblastoma Tumor Suppressor Protein (pRb)/E2 Promoter Binding Factor 1 (E2F1) 
Pathway as a Novel Mediator of Transforming Growth Factor-beta (TGFbeta)-Induced Autophagy. The Journal of biological 
chemistry, https://doi.org/10.1074/jbc.M115.678557 (2015).

 28. Korah, J., Falah, N., Lacerte, A. & Lebrun, J. J. A transcriptionally active pRb-E2F1-P/CAF signaling pathway is central to TGFbeta-
mediated apoptosis. Cell Death Dis 3, e407, https://doi.org/10.1038/cddis.2012.146 (2012).

 29. Lacerte, A. et al. Transforming growth factor-beta inhibits telomerase through SMAD3 and E2F transcription factors. Cell Signal 20, 
50–59, https://doi.org/10.1016/j.cellsig.2007.08.012 (2008).

 30. Valderrama-Carvajal, H. et al. Activin/TGF-beta induce apoptosis through Smad-dependent expression of the lipid phosphatase 
SHIP. Nat Cell Biol 4, 963–969, https://doi.org/10.1038/ncb885 (2002).

 31. Lebrun, J. J. The Dual Role of TGFbeta in Human Cancer: From Tumor Suppression to Cancer Metastasis. ISRN Mol Biol 2012, 
381428, https://doi.org/10.5402/2012/381428 (2012).

 32. Cho, H. J., Baek, K. E., Saika, S., Jeong, M. J. & Yoo, J. Snail is required for transforming growth factor-beta-induced epithelial-
mesenchymal transition by activating PI3 kinase/Akt signal pathway. Biochem Biophys Res Commun 353, 337–343, https://doi.
org/10.1016/j.bbrc.2006.12.035 (2007).

 33. Zavadil, J. & Bottinger, E. P. TGF-beta and epithelial-to-mesenchymal transitions. Oncogene 24, 5764–5774, https://doi.org/10.1038/
sj.onc.1208927 (2005).

 34. Edlund, S., Landstrom, M., Heldin, C. H. & Aspenstrom, P. Transforming growth factor-beta-induced mobilization of actin 
cytoskeleton requires signaling by small GTPases Cdc42 and RhoA. Mol Biol Cell 13, 902–914, https://doi.org/10.1091/mbc.01-08-
0398 (2002).

 35. Vardouli, L., Moustakas, A. & Stournaras, C. LIM-kinase 2 and cofilin phosphorylation mediate actin cytoskeleton reorganization 
induced by transforming growth factor-beta. The Journal of biological chemistry 280, 11448–11457, https://doi.org/10.1074/jbc.
M402651200 (2005).

 36. Wilkes, M. C., Murphy, S. J., Garamszegi, N. & Leof, E. B. Cell-type-specific activation of PAK2 by transforming growth factor beta 
independent of Smad2 and Smad3. Mol Cell Biol 23, 8878–8889 (2003).

 37. Hachim, I. Y., Hachim, M. Y., Lopez-Ozuna, V. M., Ali, S. & Lebrun, J. J. A dual prognostic role for the TGFbeta receptors in human 
breast cancer. Hum Pathol 57, 140–151, https://doi.org/10.1016/j.humpath.2016.07.002 (2016).

 38. Massague, J. TGFbeta in Cancer. Cell 134, 215–230, https://doi.org/10.1016/j.cell.2008.07.001 (2008).
 39. Zhang, Y. E. Non-Smad pathways in TGF-beta signaling. Cell research 19, 128–139, https://doi.org/10.1038/cr.2008.328 (2009).
 40. Zhang, Y. E. Non-Smad Signaling Pathways of the TGF-beta Family. Cold Spring Harbor perspectives in biology 9, https://doi.

org/10.1101/cshperspect.a022129 (2017).
 41. Pasquale, E. B. Eph-ephrin bidirectional signaling in physiology and disease. Cell 133, 38–52, https://doi.org/10.1016/j.

cell.2008.03.011 (2008).
 42. Ogita, H. et al. EphA4-mediated Rho activation via Vsm-RhoGEF expressed specifically in vascular smooth muscle cells. Circulation 

research 93, 23–31, https://doi.org/10.1161/01.RES.0000079310.81429.C8 (2003).
 43. Pasquale, E. B. Eph receptors and ephrins in cancer: bidirectional signalling and beyond. Nat Rev Cancer 10, 165–180, https://doi.

org/10.1038/nrc2806 (2010).
 44. Ganapathy, V. et al. Targeting the Transforming Growth Factor-beta pathway inhibits human basal-like breast cancer metastasis. Mol 

Cancer 9, 122, https://doi.org/10.1186/1476-4598-9-122 (2010).
 45. Viloria-Petit, A. M. et al. A role for the TGFbeta-Par6 polarity pathway in breast cancer progression. Proc Natl Acad Sci USA 106, 

14028–14033, https://doi.org/10.1073/pnas.0906796106 (2009).
 46. Oft, M. et al. TGF-beta1 and Ha-Ras collaborate in modulating the phenotypic plasticity and invasiveness of epithelial tumor cells. 

Genes Dev 10, 2462–2477 (1996).
 47. Wiercinska, E. et al. The TGF-beta/Smad pathway induces breast cancer cell invasion through the up-regulation of matrix 

metalloproteinase 2 and 9 in a spheroid invasion model system. Breast Cancer Res Treat 128, 657–666, https://doi.org/10.1007/
s10549-010-1147-x (2011).

 48. Neel, J. C. & Lebrun, J. J. Activin and TGFbeta regulate expression of the microRNA-181 family to promote cell migration and 
invasion in breast cancer cells. Cell Signal 25, 1556–1566, https://doi.org/10.1016/j.cellsig.2013.03.013 (2013).

 49. Kullander, K. & Klein, R. Mechanisms and functions of Eph and ephrin signalling. Nat Rev Mol Cell Biol 3, 475–486, https://doi.
org/10.1038/nrm856 (2002).

 50. Brantley-Sieders, D. M. et al. Eph/ephrin profiling in human breast cancer reveals significant associations between expression level 
and clinical outcome. PLoS One 6, e24426, https://doi.org/10.1371/journal.pone.0024426 (2011).

 51. Brantley-Sieders, D. M. et al. The receptor tyrosine kinase EphA2 promotes mammary adenocarcinoma tumorigenesis and 
metastatic progression in mice by amplifying ErbB2 signaling. J Clin Invest 118, 64–78, https://doi.org/10.1172/JCI33154 (2008).

 52. Leroy, C. et al. Quantitative phosphoproteomics reveals a cluster of tyrosine kinases that mediates SRC invasive activity in advanced 
colon carcinoma cells. Cancer Res 69, 2279–2286, https://doi.org/10.1158/0008-5472.CAN-08-2354 (2009).

 53. Miao, H. et al. EphA2 mediates ligand-dependent inhibition and ligand-independent promotion of cell migration and invasion via 
a reciprocal regulatory loop with Akt. Cancer Cell 16, 9–20, https://doi.org/10.1016/j.ccr.2009.04.009 (2009).

 54. Ganapathy, V. et al. Luminal breast cancer metastasis is dependent on estrogen signaling. Clin Exp Metastasis 29, 493–509, https://
doi.org/10.1007/s10585-012-9466-4 (2012).

 55. Tavares, A. L., Mercado-Pimentel, M. E., Runyan, R. B. & Kitten, G. T. TGF beta-mediated RhoA expression is necessary for 
epithelial-mesenchymal transition in the embryonic chick heart. Dev Dyn 235, 1589–1598, https://doi.org/10.1002/dvdy.20771 
(2006).

 56. Bhowmick, N. A. et al. Transforming growth factor-beta1 mediates epithelial to mesenchymal transdifferentiation through a RhoA-
dependent mechanism. Mol Biol Cell 12, 27–36 (2001).

 57. Atfi, A., Djelloul, S., Chastre, E., Davis, R. & Gespach, C. Evidence for a role of Rho-like GTPases and stress-activated protein 
kinase/c-Jun N-terminal kinase (SAPK/JNK) in transforming growth factor beta-mediated signaling. The Journal of biological 
chemistry 272, 1429–1432 (1997).

 58. Shamah, S. M. et al. EphA receptors regulate growth cone dynamics through the novel guanine nucleotide exchange factor ephexin. 
Cell 105, 233–244 (2001).

 59. Barrios, A. et al. Eph/Ephrin signaling regulates the mesenchymal-to-epithelial transition of the paraxial mesoderm during somite 
morphogenesis. Curr Biol 13, 1571–1582 (2003).

http://dx.doi.org/10.1074/jbc.M112.430934
http://dx.doi.org/10.1101/gad.1350705
http://dx.doi.org/10.1038/nrc822
http://dx.doi.org/10.1172/JCI39104
http://dx.doi.org/10.1172/JCI39104
http://dx.doi.org/10.1074/jbc.M115.678557
http://dx.doi.org/10.1038/cddis.2012.146
http://dx.doi.org/10.1016/j.cellsig.2007.08.012
http://dx.doi.org/10.1038/ncb885
http://dx.doi.org/10.5402/2012/381428
http://dx.doi.org/10.1016/j.bbrc.2006.12.035
http://dx.doi.org/10.1016/j.bbrc.2006.12.035
http://dx.doi.org/10.1038/sj.onc.1208927
http://dx.doi.org/10.1038/sj.onc.1208927
http://dx.doi.org/10.1091/mbc.01-08-0398
http://dx.doi.org/10.1091/mbc.01-08-0398
http://dx.doi.org/10.1074/jbc.M402651200
http://dx.doi.org/10.1074/jbc.M402651200
http://dx.doi.org/10.1016/j.humpath.2016.07.002
http://dx.doi.org/10.1016/j.cell.2008.07.001
http://dx.doi.org/10.1038/cr.2008.328
http://dx.doi.org/10.1101/cshperspect.a022129
http://dx.doi.org/10.1101/cshperspect.a022129
http://dx.doi.org/10.1016/j.cell.2008.03.011
http://dx.doi.org/10.1016/j.cell.2008.03.011
http://dx.doi.org/10.1161/01.RES.0000079310.81429.C8
http://dx.doi.org/10.1038/nrc2806
http://dx.doi.org/10.1038/nrc2806
http://dx.doi.org/10.1186/1476-4598-9-122
http://dx.doi.org/10.1073/pnas.0906796106
http://dx.doi.org/10.1007/s10549-010-1147-x
http://dx.doi.org/10.1007/s10549-010-1147-x
http://dx.doi.org/10.1016/j.cellsig.2013.03.013
http://dx.doi.org/10.1038/nrm856
http://dx.doi.org/10.1038/nrm856
http://dx.doi.org/10.1371/journal.pone.0024426
http://dx.doi.org/10.1172/JCI33154
http://dx.doi.org/10.1158/0008-5472.CAN-08-2354
http://dx.doi.org/10.1016/j.ccr.2009.04.009
http://dx.doi.org/10.1007/s10585-012-9466-4
http://dx.doi.org/10.1007/s10585-012-9466-4
http://dx.doi.org/10.1002/dvdy.20771


www.nature.com/scientificreports/

1 5SCientifiC REpoRTs | 7: 14976  | DOI:10.1038/s41598-017-14549-9

 60. Mokady, D. & Meiri, D. RhoGTPases - A novel link between cytoskeleton organization and cisplatin resistance. Drug Resist Updat 
19, 22–32, https://doi.org/10.1016/j.drup.2015.01.001 (2015).

 61. Hu, Z. et al. The molecular portraits of breast tumors are conserved across microarray platforms. BMC Genomics 7, 96, https://doi.
org/10.1186/1471-2164-7-96 (2006).

Acknowledgements
This work was supported by grants from the Canadian Institutes for Health Research (CIHR to JJL).

Author Contributions
I.Y.H., M.V. and M.Y.H.: performed experiments, bioinformatic analysis and drafting of the article. L.C., J.B. and 
H.H.: Performed experiments. S.A.: Contributed to the experimental design and corrections of the article. J.J.L.: 
is the principal investigator who initiated the research design and supervision of the project and writing of the 
article.

Additional Information
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.1016/j.drup.2015.01.001
http://dx.doi.org/10.1186/1471-2164-7-96
http://dx.doi.org/10.1186/1471-2164-7-96
http://creativecommons.org/licenses/by/4.0/

	Transforming Growth Factor-beta Regulation of Ephrin Type-A Receptor 4 Signaling in Breast Cancer Cellular Migration
	Results
	Eph-ephrin family members are novel targets of TGFβ. 
	TGFβ differentially regulates the Eph-ephrin system in breast cancer cell lines. 
	EPHA4 is Essential for TGFβ-induced Migration. 
	TGFβ Stimulation Results in Activation of Cdc42, RhoA and Rac1. 
	EPHA4 expression is associated with basal-like breast cancer (BLBC) subtype and its expression is correlated with more adva ...

	Discussion
	Methods
	Cell Culture. 
	Transfection. 
	TGFβ Treatment of Cells. 
	Polymerase Chain Reaction (PCR). 
	Western Blot Analysis. 
	Wound-Healing Migration Assay. 
	GST-tagged protein production in E. coli. 
	GST Pull-Down Assays. 
	Data Mining. 
	Statistical Analysis. 

	Acknowledgements
	Figure 1 Regulation of Eph Receptors and Ephrin Ligands by TGFβ.
	Figure 2 Regulation of EPHA4, EPHB2, and EFNB2 Transcription by TGFβ in a Panel of Human Breast Cancer Cell Lines.
	Figure 3 Regulation of EPHA4 Protein Expression by TGFβ in a Panel of Human Breast Cancer Cell Lines.
	Figure 4 EPHA4 is required for TGFβ-mediated Migration in Human Breast Cancer Cell Lines.
	Figure 5 EPHA4 is required for TGFβ-mediated Migration in Human Breast Cancer Cell Lines.
	Figure 6 TGFβ Stimulation Results in Activation of Cdc42, RhoA and Rac1 in SCP2 cells.
	Figure 7 EPHA4 Expression Correlates with Basal-Like Breast Cancer (BLBC) and Poor Relapse-free survival in Breast Cancer Patients.
	Figure 8 EPHA4 Expression Correlates with TGFBR2 expression in breast cancer patients with stronger association in luminal B and Basal-Like Breast Cancer subtypes in large patients cohorts.
	Table 1 Primers sequences.




