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Simple Summary: Breast cancer remains the second leading cause of cancer-related deaths in women,
and about 1 in 8 women in the United States develops invasive breast cancer in her lifetime. Integrin
o331 has been linked to breast cancer progression, but mechanisms whereby it promotes tumor
invasion remain unclear. The goal of our study was to determine how «3(1 drives invasion, towards
exploiting this integrin as a therapeutic target for breast cancer. We found that «331 represses the
expression of Reelin, a secreted glycoprotein that inhibits invasion and for which loss of expression
is associated with poor prognosis in breast cancer. We also show that increased Reelin expression
following RNAi-mediated suppression of 31 causes a significant decrease in breast cancer cell
invasion. Our findings demonstrate a critical role for 31 in promoting cell invasion through
repression of Reelin, highlighting the potential value of this integrin as a therapeutic target for
breast cancer.

Abstract: Integrin «3f1, a cell adhesion receptor for certain laminins, is known to promote breast
tumor growth and invasion. Our previous gene microarray study showed that the RELN gene, which
encodes the extracellular glycoprotein Reelin, was upregulated in a3[31-deficient (i.e., «3 knockdown)
MDA-MB-231 cells. In breast cancer, reduced RELN expression is associated with increased invasion
and poor prognosis. In this study we demonstrate that a331 represses RELN expression to enhance
breast cancer cell invasion. RELN mRNA was significantly increased upon RNAi-mediated o3 knock-
down in two triple-negative breast cancer cell lines, MDA-MB-231 and SUM159. Modulation of
baseline Reelin levels altered invasive potential, where enhanced Reelin expression in MDA-MB-
231 cells reduced invasion, while RNAi-mediated suppression of Reelin in SUM159 cells increased
invasion. Moreover, treatment of a331-expressing MDA-MB-231 cells with culture medium that was
conditioned by «3 knockdown MDA-MB-231 cells led to decreased invasion. RNAi-mediated sup-
pression of Reelin in «3 knockdown MDA-MB-231 cells mitigated this effect of conditioned-medium,
identifying secreted Reelin as an inhibitor of cell invasion. These results demonstrate a novel role for
a3p1 in repressing Reelin in breast cancer cells to promote invasion, supporting this integrin as a
potential therapeutic target.

Keywords: integrin a331; Reelin; RELN; tumor microenvironment; cancer cell secretome; invasion;
triple negative breast cancer

1. Introduction

Despite significant advances in the development of therapeutic strategies, breast cancer
remains the second leading cause of cancer-related deaths in women in the U.S., high-
lighting the need for continued research to identify molecular mechanisms that promote
breast cancer progression [1]. The tumor microenvironment (TME) has become a major
focus of cancer research efforts towards identifying therapeutic targets, and it includes
structural proteins of the extracellular matrix (ECM), various ECM-associated proteins,
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and ECM-modifying enzymes, all of which may be secreted into the extracellular space by
either tumor cells or stromal cells, as reviewed [2]. The ECM is composed of glycoproteins
(e.g., collagens, laminins, fibronectin) and proteoglycans, which together form a complex
network that maintains cellular homeostasis and normal tissue function [3,4]. Numerous
studies have revealed a crucial role for the ECM in the development and progression of
triple negative breast cancer (TNBC), where it plays a prominent role in neoplastic survival
and cancer progression [5,6]. For example, collagen type I has been shown to induce the
expression of MMP-9 in the TNBC cell line, MDA-MB-231 [7], and fibronectin and laminin
were identified as potential biomarkers of metastatic TNBC [6].

Given the importance of the ECM for cancer development and progression, it is not
surprising that integrin receptors for the ECM have emerged as important drivers of breast
tumorigenesis and cancer progression [8,9], a role that implicates them as potential thera-
peutic targets. In particular, integrins that bind to certain laminins (e.g., laminins-332 and
-511) have been linked to TNBC malignancy [10,11]. Integrins are heterodimeric cell surface
receptors composed of an « and a 3 subunit, which upon binding to their extracellular
ligands can signal bidirectionally to regulate a variety of essential biological processes
such as cell motility, migration, survival and differentiation [12,13]. Indeed, breast cancer
cells utilize the integrins that they express to promote their growth, survival, and invasive-
ness [8,9]. The laminin-binding integrin a331 has emerged as an attractive therapeutic
target for breast cancer [9]. We previously showed that suppression of integrin «331 in the
TNBC cell line, MDA-MD-231, achieved through shRNA-mediated stable knockdown of
the a3 subunit, caused decreased tumor growth and invasion [14]. In a subsequent study,
use of an Affymetrix gene microarray platform to assess changes in the transcriptome of
a3 knockdown (a3-KD) MDA-MD-231 cells revealed numerous «331-regulated genes,
some of which have been implicated in pro-tumorigenic cell functions [15]. Among these
genes, RELN was significantly upregulated in «3-KD MDA-MB-231 cells compared with
control cells, indicating «331-dependent repression of RELN gene expression.

The RELN gene encodes a large, secreted glycoprotein, known as Reelin [16]. Several
studies have shown that Reelin is critical for neuronal positioning, migration, and synaptic
activity in the developing and adult brain [17], and some of its regulatory functions
have been linked to its serine protease activity from within the ECM [18]. In neuronal
cells, Reelin binds with high affinity to low-density lipoprotein receptors leading to the
phosphorylation of cytosolic adaptor protein disabled-1 (Dab-1) and the inhibition of
glycogen synthase kinase-33 (GSK3b) and actin remodeling [19,20]. Interestingly, Reelin
has also been reported to interact with integrin «331 to modulate cellular adhesion and
inhibit cortical neuron migration [21]. Reelin also has important functions in non-neuronal
tissues, including the mammary gland [22]. In human breast cancer biopsies, Reelin is
expressed in adjacent, normal breast epithelium, but it is absent from cancerous tissue [23].
Various studies have since shown that the RELN gene is epigenetically silenced in breast
cancer, as well as in other cancers such as gastric and pancreatic cancer [23-25]. Moreover,
low RELN expression in breast cancer is associated with increased cancer cell migration,
positive lymph node status, and poor prognosis [23]. Together, these findings suggest a
cancer-suppressive role for Reelin. However, a role for integrins in the regulation of Reelin
expression has not been previously explored in breast cancer cells.

In the current study, we investigated a role for integrin «331-dependent repression
of RELN in enhancing the invasive potential of TNBC cells. Previous studies have shown
that Reelin expression is reduced in TNBC compared to hormone-positive breast cancer;
TNBC primary and metastatic tumor samples express lower levels of Reelin compared
to Her-2 positive tumors and metastases [26,27]. Consistently, we performed bioinfor-
matic analysis of patient data using cBioPortal (Breast Invasive Carcinoma dataset, TCGA,
PanCancer Atlas) to show that RELN mRNA is reduced in basal-like subtypes (generally
considered triple-negative) compared to normal samples. Using two TNBC cell lines,
MDA-MB-231 and SUM159, we show that suppression of «331, achieved through RNAi-
mediated knockdown of the &3 integrin subunit, leads to a significant increase in RELN
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mRNA. Consistent with published evidence that the RELN gene is repressed or silenced in
breast cancer [23], transfection with a reporter gene construct in which a minimal RELN pro-
moter drives luciferase expression showed that RELN promoter activity was significantly
higher in a3-KD MDA-MB-231 cells, compared with control cells. We demonstrate the
biological significance of these findings through assessing effects of RELN gene modulation
on in vitro cell invasion, where overexpression of exogenous RELN in MDA-MB-231 cells
(which have a low baseline level of Reelin) significantly decreased invasion, while suppres-
sion of endogenous RELN using short-interfering RNA (siRNA) in SUM159 cells (which
have a higher baseline level of Reelin) significantly increased invasion. Moreover, treatment
with conditioned medium from o3-KD MDA-MB-231 cells caused a significant decrease
in the invasion of parental (i.e., «331-expressing) MDA-MB-231 cells, and this effect was
mitigated by siRNA-mediated suppression of Reelin in the «3-KD cells, demonstrating
that secreted Reelin contributed to the inhibitiory effect on invasion.

Together, our findings identify a novel role for integrin 331 in the modulation of the
cancer cell secretome through repression of the RELN gene, leading to reduced secretion of
Reelin and promoting invasion of TNBC cells.

2. Results
2.1. RNAi-Mediated Suppression of Integrin a3p1 Increases RELN Gene Expression in Breast
Cancer Cells

Our previous study showed that suppression of «3(31 in the TNBC cell line MDA-MB-
231, using shRNA to knockdown the «3 integrin subunit (i.e., ®3-KD cells), reduced both
in vitro invasion and in vivo tumor growth in a xenograft model [14]. Our subsequent gene
microarray study revealed an array of genes that were differentially expressed in «3-KD
MDA-MB-231 cells, compared with control cells [15]. Among them, expression of the
RELN gene was enhanced ~5-fold in «3-KD cells. To confirm «3(31-dependent regulation
of RELN, we performed qRT-PCR to compare RELN mRNA levels in MDA-MB-231 cells
that were stably transduced with two distinct o3-targeting shRNAs, or with non-targeting
shRNA as a control (Figure 1A,B and Figure S1A,B). «3-KD cells showed a significant
increase in RELN mRNA compared with control cells (Figure 1C), confirming our previous
microarray results.

RELN is epigenetically repressed or silenced in breast cancer [23]. Therefore, we
investigated whether expression of a331 represses RELN promoter activity. Control or «3-
KD MDA-MB-231 cells were transfected with a plasmid containing the luciferase reporter
gene under control of a minimal human RELN promoter fragment (—514 to +76 base
pairs) [28], and luciferase activity was measured in cell lysates as an indirect measure of
RELN promoter activity. We observed significantly higher luciferase signal in the «3-KD
cells compared to control cells (Figure 1D), indicating that expression of 331 leads to
repression of the RELN promoter and suggesting that modulation of this integrin alters
RELN gene transcription.

a3p1-dependent regulation of RELN mRNA was confirmed in a second TNBC cell
line, SUM159, by suppressing o331 using either «3-targeting siRNA (Figure 1E,F) or a
distinct a3-targeting dicer substrate siRNA (Figure S2A,B). A role for «3f31 in the repres-
sion of RELN was further confirmed by treatment of MDA-MB-231 cells with the anti-
331 monoclonal antibody, P1B5, which blocks «331 binding to its laminin ligands [29].
P1BS5 treatment similarly led to enhanced RELN mRNA expression (Figure 2). Thus, inte-
grin «3f31 represses RELN gene expression in two different TNBC cell lines. The potential
clinical relevance of our findings is supported by our observation that Reelin expression
is reduced in basal-like subtypes of breast cancer (which are generally triple-negative),
as revealed through analysis of patient data using cBioPortal (Breast Invasive Carcinoma
dataset, TCGA, PanCancer Atlas) (Figure 3).
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Figure 1. Suppression of integrin 331 with shRNA or dicer-substrate siRNA significantly increases RELN mRNA
expression in breast cancer cells. (A) qRT-PCR was performed to compare ITGA3 mRNA in MDA-MB-231 cells transduced
with control shRNA (ctrl) or two distinct a3-targeting sShARNAs (sha3-13, sha3-16B). (B) Flow cytometry was performed
with the anti-a331 monoclonal antibody, P1B5, to compare cell surface expression of x331 in the cells from (A). Control
MDA-MB-231 cells were stained with normal mouse IgG as a negative control. (C) qRT-PCR was performed to compare
RELN mRNA in MDA-MB-231 cells transduced with control or «3-targeting shRNA. (D) A dual luciferase reporter assay
was performed to compare RELN promoter activity in MDA-MB-231 cells transduced with control or a3-targeting shRNA.
(E,F) qRT-PCR was performed to compare ITGA3 mRNA (E) or RELN mRNA (F) in SUM159 cells transfected with control
dicer-substrate siRNA (NC-1) or a3-targeting dicer siRNA (dsi«3-13.8). Data are average +/— SEM, n = 3; * p < 0.05.
Multiple t-test comparison with Sidak—-Bonferroni correction (A,C,D); unpaired f-test (E,F).
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Figure 2. Treatment of MDA-MB-231 cells with a function-blocking antibody against x331 increases
RELN mRNA expression. qRT-PCR was performed to compare RELN mRNA in MDA-MB-231 cells
plated on laminin-332-rich matrix and treated with the «331-blocking antibody, P1B5, or with IgG as
a control. Data are average +/— SEM, n = 3; * p < 0.05, unpaired t-test.
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Figure 3. RELN mRNA expression is reduced in basal-like breast cancer. Plot shows RELN gene
expression in samples from normal breast tissue versus samples of basal-like subtype of breast
cancer, obtained from the Breast Invasion Carcinoma data (TCGA, PanCancer Atlas, cBioPortal);
*p=6.77 x 10712 See Materials and Methods for details of analysis.

2.2. Modulation of RELN Expression in Breast Cancer Cells Alters Invasiveness

RELN is epigenetically repressed in breast cancer, and low RELN expression correlates
with increased cancer cell migration and poor prognosis [23]. Therefore, we next wanted to
determine whether genetic modulation of RELN expression alters the invasive properties of
breast cancer cells. First, we performed western blots of conditioned culture medium from
MDA-MB-231 cells or SUM159 cells to assess relative levels of secreted Reelin. Interestingly,
we observed that SUM159 cells secrete ~9-fold higher levels of Reelin than MDA-MB-
231 cells (Figure 4A,B), suggesting that SUM159 cells may somehow have escaped RELN
repression and providing a potential explanation for why o3 knockdown in these cells
produced a more modest induction of RELN (~2-fold increase; see Figure 1F) than we
observed in MDA-MB-231 cells (~6- to 7-fold increase; see Figure 1C). Based on these
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findings, we suppressed RELN in SUM159 cells, or overexpressed it in MDA-MB-231 cells,
then assessed effects on cell invasion using Matrigel transwell invasion assays. Knocking
down RELN using dicer-substrate siRNA led to a significant increase in SUM159 cell
invasion. (Figure 5A,B). Conversely, over-expression of exogenous RELN in MDA-MB-
231 cells led to a significant decrease in invasion (Figure 6A,B). Together, these results
suggest that higher expression of RELN reduces the invasive potential of TNBC cells.
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Figure 4. SUM159 cells secrete higher amounts of Reelin protein than MDA-MB-231 cells. (A) Repre-
sentative Western blot of secreted Reelin protein in concentrated conditioned medium collected from
MDA-MB-231 or SUM159 cells. Arrows indicate previously described Reelin fragments (400 kDa,
380 kDa, 180 kDa) [30,31]. (B) Graph shows quantification of Reelin by Western blot of SUM159 rela-
tive to MDA-MB-231 cells. Signals for the different Reelin fragments were combined for each cell
line. Data are average +/— SEM, n = 3; * p < 0.05, unpaired ¢-test.
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Figure 5. Suppression of RELN using dicer-substrate siRNA increases invasion of SUM159 cells.
(A) qRT-PCR was performed to compare RELN mRNA expression in SUM159 transfected with
control dicer siRNA (NC-1) or dicer siRNA that targets RELN (dsiRELN 13.2). (B) Invasive potential
of SUM159 cells transfected with NC-1 or dsiRELN 13.2 was compared using Matrigel invasion
assays. Images show representative fields of DAPI-stained cells that had invaded to the undersides
of transwell filters; scale bar, 100 tM. Graph shows relative cell invasion. Data are average +/— SEM,
n =3;*p <0.05, unpaired t-test.
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Figure 6. RELN overexpression inhibits invasion of MDA-MB-231 cells. (A) qRT-PCR was performed
to compare RELN mRNA in MDA-MB-231 cells that overexpress RELN; control, pcDNA3.1 vector.
(B) Invasive potential of MDA-MB-231 cells transfected with vector or overexpressing RELN was
compared using Matrigel invasion assays. Images show representative fields of DAPI-stained cells
that had invaded to the undersides of transwell filters; scale bar, 100 uM. Graph shows relative cell
invasion. Data are average +/— SEM, n = 3; * p < 0.05, unpaired t-test.

2.3. Reelin that Is Secreted by a3 B1-Deficient MDA-MB-231 Cells Inhibits Cell Invasion

Consistent with our previous study in which we suppressed 331 using shRNA [14],
knockdown of a3 in MDA-MB-231 cells using siRNA led to significantly decreased cell
invasion (Figure S3A,B). Given our findings that suppression of «331 both reduces cell
invasion and enhances RELN expression in breast cancer cells, together with reports that
Reelin impairs cell invasion in other cancer cell types [23,32], we next wanted to determine
whether loss of «331-dependent RELN repression, and the resulting increase in secreted
Reelin, is sufficient to reduce invasive potential. First, we prepared conditioned culture
medium from MDA-MB-231 cells that were stably transduced with a RELN expression
plasmid (see Figure 6). As expected, these cells secreted considerably higher levels of
Reelin compared with control cells that were transduced with the vector only (Figure 7A).
Full length Reelin (410 kDa) is known to undergo proteolytic processing once secreted into
the extracellular space [30,31], which leads to larger fragments ranging from 410 kDa to
330 kDa, and a smaller 180 kDa fragment. Importantly, treatment of parental (i.e., x331-
expressing) MDA-MB-231 cells with conditioned medium from RELN-overexpressing cells
led to a modest but significant reduction in invasion, compared with conditioned medium
from control cells (Figure 7B). This result is consistent with an inhibitory role for secreted
Reelin.

Next, we determined whether the ability of a331 to repress Reelin contributes to
the pro-invasive properties of this integrin. Invasion of parental MDA-MB-231 cells was
modestly but significantly reduced in the presence of conditioned medium collected from
a3-KD cells, compared with conditioned medium from control cells (Figure 8A,B). This
inhibitory effect on cell invasion was mitigated when RELN was suppressed in «3-KD cells
using dicer-substrate siRNA prior to the collection of conditioned medium (Figure 8C,D).
Overall, these results indicate that the enhanced expression and secretion of Reelin that
occurs in «3-KD cells contributes to the reduced invasive potential of these cells, supporting
a model wherein integrin «331 represses Reelin expression to promote breast cancer cell
invasion (Figure 9A,B).
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Figure 7. Conditioned medium from MDA-MB-231 cells that overexpress RELN decreases invasion
of parental MDA-MB-231 cells. (A) Western blot of secreted Reelin in concentrated supernatants
of MDA-MB-231 that overexpress RELN; control, pcDNA3.1 vector. Arrows indicate previously
described Reelin fragments (400 kDa, 380 kDa, 180 kDa) [30,31]. (B) Invasive potential of MDA-
MB-231 cells treated with conditioned medium from MDA-MB-231 cells transfected with a RELN
over-expression plasmid, or pcDNA3.1 vector as a control, was compared using Matrigel invasion
assays. Images show representative fields of DAPI-stained cells that had invaded to the undersides
of transwell filters; scale bar, 100 pM. Graph shows relative cell invasion. Data are average +/— SEM,
n=3;*p <0.05, unpaired f-test.
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Figure 8. Reelin produced by o3[ 1-deficient (x3-KD) MDA-MB-231 cells inhibits invasion of parental
MDA-MB-231 cells. (A) qRT-PCR was performed to compare RELN mRNA in MDA-MB-231 cells
stably transduced with control shRNA (ctrl sh) or «3-targeting shRNA (sha3-16B). (B) Matrigel
invasion assays were performed to compare invasive potential of parental (i.e., 33 1-expressing)
MDA-MB-231 cells in the presence of conditioned medium from control (ctrl sh) or a3-KD (sha3-16B)
MDA-MB-231 cells. (C) qRT-PCR was performed to compare RELN mRNA in «3-KD (shx3-16B)
cells transfected with either control (NC-1) or RELN-targeting (dsiRELN) dicer siRNA. (D) Matrigel
invasion assays of «3-KD (shax3-16B) MDA-MB-231 cells in the presence of conditioned medium
from o3-KD (sha3-16B) cells that were transfected with either control (NC-1) or RELN-targeting
(dsiRELN) dicer siRNA. Data are average +/— SEM, n = 3; * p < 0.05, unpaired t-test.
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Figure 9. Regulation of the RELN gene by integrin «331 modulates breast cancer cell invasion. (A) «331 represses RELN

gene expression by tumor cells, minimizing the production and secretion of Reelin protein (red circles) and supporting cell

invasion. (B) Suppression or blocking of «3(31 relieves repression of the RELN gene, leading to enhanced secretion of Reelin

protein that inhibits cell invasion. ECM, extracellular matrix.

3. Discussion

Numerous studies have demonstrated that integrin «331 has pro-tumorigenic/pro-
invasive roles in breast cancer cells and other cancer cell types [14,15,33-37]. As reviewed
elsewhere [9,38,39], previous studies have established a particularly important role for
331 in promoting gene expression programs that control a variety of tumor cell functions,
including a secretome that supports a pro-tumorigenic microenvironment. Indeed, we
and others have identified individual «331-dependent genes that encode secreted pro-
teins, including ECM proteins, extracellular proteases and growth factors, with known
roles in modulating the TME [15,40-46]. The ECM, a major component of the TME of
breast cancer, has become the focus of many studies due its significant impact on breast
tumorigenesis [5,6]. For example, ECM proteins such as collagens and laminins have been
implicated in TNBC, the most aggressive subtype of breast cancer [6,7,10,11]. In the current
study, we demonstrated that integrin «3(31, a major receptor for laminins in the ECM,
represses the expression of the RELN gene in TNBC cells, thereby identifying a novel,
integrin-dependent regulation of tumor cell secretome component that modulates invasive
potential. Indeed, RNAi-mediated suppression of 331 in TNBC cells led to enhanced
RELN mRNA levels and promoter activity and also increased secretion of its protein prod-
uct, Reelin. Furthermore, our findings establish a causal link between «3(31-dependent
repression of RELN and enhanced invasiveness.

Reelin is best known for its role in brain development, where it is critical for regulating
neuronal migration, dendrite development and synaptic function [17]. Consequences
of RELN gene mutations were first described in the reeler mouse, wherein abnormal
Reelin expression caused various abnormalities in the brain including deficits in neuronal
positioning and cortical lamination [47-49]. In humans, altered Reelin expression is caused
mainly by mutations in the RELN gene or hypermethylation of the RELN promoter,
and it has been associated with various brain disorders such as Alzheimer’s disease,
schizophrenia and depression [50]. More recent studies have described Reelin expression
in non-neuronal tissues such as liver and kidney, as well as in normal breast tissue where it
is necessary for mammary gland development [51]. Moreover, several studies have now
shown that Reelin expression is reduced in many cancers, including breast cancer [23-25].
Interestingly, Reelin is differentially expressed within different breast cancer subtypes;
Her2-positive breast tumors were found to express higher levels of Reelin compared to
TNBC tumors and metastases [26,27]. Our bioinformatic analysis using the Breast Invasive
Carcinoma dataset in cBioPortal (Figure 3), further reveals that RELN mRNA expression
is reduced in basal-type tumor samples compared to normal tissue samples. Although
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reduced Reelin expression in breast cancer has been associated with hypermethylation of
the RELN gene, disease progression, and decreased survival [23], mechanisms through
which the RELN gene is regulated in breast cancer remain unknown. The current study
identifies a novel role for integrin «331 in repressing Reelin expression, adding to a number
of other important functions that this integrin plays in promoting breast cancer [9].

Previous studies from our group and others indicate that the majority of a3(31-
dependent secretome genes are up-regulated in tumor cells or immortalized cell lines
by the expression of 331, and many of these genes have been linked to pro-tumorigenic or
pro-angiogenic functions, as reviewed in [52]. Therefore, it is noteworthy that our current
study identifies a role for 331 in the down-regulation of the RELN gene, as Reelin is an
extracellular protein that inhibits breast cancer cell invasion. Collectively, these findings
suggest that pro-invasive effects of integrin «331 stem from its ability to both up-regulate
genes that promote invasion and down-regulate genes that inhibit invasion. The gene
regulatory functions of a3f1 in tumor cells reinforce the concept that this integrin has
central roles in cancer that extend beyond its ability to directly control cell adhesion and
motility following its binding to laminins in the ECM [39].

Some a3f31 functions may require its ability to crosstalk with growth factors or cy-
tokines. Indeed, it has been known for more than three decades that many integrins can
modulate intracellular signaling pathways through crosstalk with receptors for growth
factors or cytokines, and the importance of mechanical properties of the extracellular mi-
croenvironment in this regulation has become clear, as reviewed elsewhere [53]. One of
the most intensively studied examples is crosstalk between certain integrins and TGF-3
signaling, which can occur when integrins regulate the expression of TGF-f3 signaling
components, physically interact with TGF-f3 receptors, or modulate the functions of down-
stream signaling effectors [54,55]. Interestingly, TGF-f3 signaling has been inversely linked
to RELN expression in cancer cells. Indeed, studies in hepatocellular or esophageal carci-
noma cells have shown that enhanced cell migration in response to TGF-f31 is linked to
the repression of RELN gene expression [56-58]. Numerous studies have linked certain
o331 functions to TGF-{3 signaling, as reviewed [54], suggesting possible co-involvement
of a331 and TGF-{3 in the repression of RELN expression. Moreover, we recently showed
that a3p1 regulates the secretion by tumor keratinocytes of not only ECM proteins and
extracellular proteases, but also of some growth factors and cytokines [59], leaving open
the possibility that integrin crosstalk with other growth factor/cytokine receptors may
regulate Reelin expression or function.

Our current findings enhance our understanding of how tumor cell x331 contributes
to cancer progression through control of the secretome and subsequent modulation of
the tumor microenvironment [38]. Future studies to investigate the mechanisms through
which «31 represses RELN gene expression should offer new insights into therapeutic
strategies to block this regulation in breast cancer cells and promote up-regulation of
anti-invasive proteins such as Reelin. Moreover, it is significant that «331-dependent
modulation of the tumor microenvironment includes both upregulation of pro-cancer genes
and downregulation of anti-cancer genes, as it suggests that targeting «3p31 therapeutically
may have the pleiotropic effect of targeting multiple genes that impact disease progression.
Future studies will investigate the extent to which a331 regulates different gene targets
through common transcriptional or post-transcriptional pathways.

4. Materials and Methods
4.1. Cell Culture

Control and a3-KD MDA-MB-231 cells (American Type Culture Collection, ATCC,
Manassas, VA, USA) were described previously [14] and authenticated by STR-profiling
(ATCC). MDA-MB-231 cell variants were cultured in Dulbecco’s Modified Eagle Medium
(DMEM) (Corning, Waltham, MA, USA) supplemented with 10% fetal bovine serum
(FBS) (Gemini Bio-Products, West Sacramento, CA, USA) and 1% L-glutamine (Gibco,
Waltham, MA, USA). SUM159 cells (Asterand) were cultured in Ham’s F12 media (Gibco)
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supplemented with 5% fetal bovine serum, 5 pg/mL insulin (Sigma, St. Louis, MO, USA),
1 pg/mL hydrocortisone (Sigma) and L-glutamine (Gibco). All cells were maintained at
37 °C, 5% COs.

4.2. siRNA- and shRNA-Mediated Gene Suppression

MISSION lentiviral short-hairpin RNA (shRNA) constructs (Sigma, St. Louis, MO,
USA) were used to target the human ITGA3 gene (shRNA 13, 16B), and a non-targeting
shRNA was used as control (Sigma), as described previously [14]. To suppress «3 using
siRNA, cells were transfected for 72 h with siRNA that targets «3 (sia3-78, 59-GUGUACAU
CUAUCACAGUA-39; Sigma-Aldrich, St. Louis, MO, USA) or luciferase as a control (Dhar-
macon™, Lafayette, CO, USA) using lipofectamineTM 2000 (Invitrogen, Waltham, MA,
USA) diluted in Opti-MEM (Gibco) according to the manufacturer’s instructions. For the
suppression of a3 using dicer-substrate siRNA; cells were transfected using RNAiMax
and a dicer-substrate non-targeting control (IDT, Coralville, IA, USA) or a dicer-substrate
targeting a3 (hs.Ri.ITGA3.13.8, IDT). RELN gene suppression was achieved by transfecting
cells for 72 h with RNAiMax and a pre-designed dicer-substrate siRNA (DsiRNA) that tar-
gets the human RELN gene (hs.Ri.Reln13.2; Integrated DNA Technologies, IDT, Coralville,
Iowa). Non-targeting DsiRNA (NC-1) from IDT was used as a negative control.

4.3. Stable Overexpression of Recombinant RELN

MDA-MB-231 cells were transfected with a RELN expression vector, pCrl, a gift
from Tom Curran (Addgene plasmid # 122443; http://n2t.net/addgene:122443; RRID:
Addgene_122443) and first cloned by D’Arcangelo et al. [16]. Cells were transfected at 80%
confluence with 2.5 ug of unlinearized pCrl plasmid DNA or empty backbone (pcDNA3,
neomycin-resistant), using Lipofectamine LTX (Invitrogen, Waltham, MA) for 24 h. Stable
transfectants were selected by growing cells in 600 pg/mL Geneticin (G418) (Gibco). Levels
of Reelin mRNA and protein were assessed by qRT-PCR and western blot, respectively.

4.4. Real-Time Quantitative PCR (qRT-PCR)

RNA was isolated from cells using Trizol reagent (Invitrogen Corp., Carlsbad, CA,
USA) followed by Qiagen RNeasy assay (Qiagen, Hilden, Germany) according to the man-
ufacturer’s protocol. Isolated RNA was treated with DNAse (Turbo DNA-free kit, Ambion,
Waltham, MA, USA), then cDNA was synthesized using iScript™ cDNA Synthesis Kit (Bio-
Rad, Hercules, CA, USA). qRT-PCR was performed using SYBR Green (SsoAdvanced™
Universal SYBR® Green Supermix, Bio-Rad) on a Bio-Rad CFX96 Touch thermocycler (Bio-
Rad). Amplification conditions were as follows: 95 °C, 3 min; (95 °C, 10 s; 55 °C 30 s) for
39 cycles. A Bio-Rad CFX Manager software was used to acquire Ct values. Primers
were as follows: ITGA3, forward 5-GCAGGTAATCCATGGAGAGAAG-3/, reverse 5'-
CCACTAGAAGGTCTGGGTAGAA-3; RELN, forward 5'-TGCTGGAATACACTAAGGATGC-
3/, reverse 5-GAAGGCACTGGGTCTGTACG-3'; PUM1, forward TACGTGGTCCAGAA-
GATGATTG, reverse GCCATAGGTGTACTTACGAAGAG; PSM(C4, forward GGAGGTTGA
CTTGGAAGACTATG, reverse GACAGCCAACATTCCACTCT. gRT-PCR signals for all
test genes were normalized to the average of those for PUM1 and PSMC4.

4.5. Western Blot

To measure secreted reelin levels, 3 x 10° cells were seeded onto 6-well plates and
cultured to ~70% confluency, then growth medium was replaced with serum-free medium.
After 24 or 48 h, supernatants were collected and concentrated using Amicon Ultra-15 cen-
trifugal filters (Merck Millipore, Tullagreen, Carrigtwohill, Co Cork, Ireland). Cell lysates
were obtained by adding cell lysis buffer (Cell Signaling, Waltham, MA, USA) supple-
mented with protease inhibitor (Roche, St. Louis, MO, USA) to the adherent cells. A
BCA protein assay kit (Thermo Scientific, Rockford, IL, USA) was used to measure protein
concentration in cell lysates or concentrated supernatants, and equal protein (20 ug) was
subject to Western blot. For Reelin blots: Samples were run under reducing conditions
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using gradient gels (NuUPAGE™ 4-12% Bis-Tris gels, Invitrogen, Carlsbad, CA, USA). For
a3 and ERK2 blots, samples were run under non-reducing conditions using homemade
10% SDS-PAGE gels. All samples were transferred to nitrocellulose membranes, blocked in
5% bovine serum albumin, and incubated with primary antibodies. The following primary
antibodies were applied overnight at 4 °C: Anti-integrin a3 (1: 1000 dilution) [60]; anti-
ERK2 (1:1000 dilution; Santa-Cruz, Dallas, TX, USA); anti-Reelin (1:500 dilution; clone 142,
Sigma). Secondary antibodies used were goat anti-rabbit (1:10,000 dilution, Cell Signaling,
Waltham, MA, USA), or goat anti-mouse HRP (Thermo Fisher, Waltham, MA, USA). Blots
were developed using Clarity Western ECL substrate (Bio-rad, Hercules, CA, USA) and
imaged using the Bio-rad ChemiDOC™ MP Imaging system. Image] was used to quantify
western blot signals. The uncropped western blotting figures can be found in Figure S4.

4.6. RELN Promoter Transfection and Luciferase Assay

The luciferase reporter plasmid (RELN-514) containing a minimal promoter of the
human RELN gene (—514 to +76 base pairs relative to the transcription start site) was a
generous gift from Dr. D. R. Grayson (Department of Psychiatry, University of Illinois
at Chicago, Chicago, IL, USA) [28]. Cells were plated on 12-well plates and grown to
~80% confluence before being transfected with the RELN promoter construct, or with
empty vector (pGL3-Basic) as control using lipofectamine 2000 (Invitrogen). A Renilla gene
reporter plasmid was co-transfected as an internal control for transfection efficiency [61].
Thirty-six hours post-transfection, luciferase activity was measured in triplicate wells
using a SpectraMaxi i3 Multi-Mode Platform plate reader (Molecular Devices) and a dual
luciferase assay kit (Promega, Madison, WI, USA) according to manufacturer’s instructions.

4.7. Matrigel Invasion Assay

8 x 10° cells were seeded in complete growth medium onto 24-well transwell inserts
(8 uM filters, Corning, Waltham, MA, USA) coated with growth factor-reduced Matrigel
(Fisher Scientific, Waltham, MA). Serum concentration was increased in the lower chambers
as chemoattractant (MDA-MB-231, 20% FBS; SUM159, 10% FBS). For Matrigel invasion
experiments involving conditioned serum-free medium, 10% FBS was added in the lower
chambers as chemoattractant. Plates were incubated at 37 °C for 18 h to allow cells to
invade through the Matrigel layer, and cotton swabs were used to remove non-invading
cells from the top sides of filters. The bottom sides of filters were then fixed with 100%
ice-cold methanol and stained with DAPI. Cells were counted from 3 random 10X fields
using a Nikon eclipse TE2000-U inverted microscope. Cell invasion was quantified from
3 independent experiments, wherein each condition was plated in duplicate.

4.8. Flow Cytometry

MDA-MB-231 cells were trypsinized and resuspended in blocking buffer (PBS/10%
goat serum), then incubated on ice for 15 min. Cells were washed with 0.1% BSA /PBS,
pelleted, then resuspended in 5 pug/mL of either primary antibody against integrin o3
(EMD Millipore Corp, Billerica, MA, USA) or normal mouse IgG (Santa Cruz Biotechnology,
Dallas, TX, USA) on ice for 45 mins. Cells were washed and incubated with secondary
antibody (allophycocyanin, crosslinked, goat anti-mouse IgG, Invitrogen) at 1:200 dilution
on ice for 45 min, then fixed in 2% formaldehyde/PBS for 10 min on ice. Surface integrin
a3 levels were measured using the FACSCalibur (Becton Dickinson, Franklin Lakes, NJ,
USA); analysis was done with Flow]o software.

4.9. Preparation of Laminin-332-Rich ECM from SCC-25 Cells

Human squamous cell carcinoma cells (SCC-25) [62] were used to prepare laminin-
332-rich ECM, as we described previously [46]. Briefly, SCC-25 cells were grown on 12-well
tissue culture plates in DMEM:HAM’s F-12 medium supplemented with 10% FBS and
0.4 ug/mL hydrocortisone. Once confluence was reached, cells were removed using
TryPLE (Gibco, Denmark). The laminin-332-rich ECM left on the plates was then treated
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with 0.5 mg/mL soybean trypsin inhibitor (Gibco, Denmark) in PBS and blocked with
1 mg/mL BSA (Sigma) in PBS.

4.10. Treatment of Cells with Anti-a3B1 Blocking Antibody

2 x 10° MDA-MB-231 cells were suspended in serum-free medium containing 10 pug/mL
mouse IgG (Santa Cruz Biotechnology) or the anti-«331 monoclonal antibody, P1B5 (EMD
Millipore) for 30 min, then replated onto laminin-332-rich ECM prepared as described
above. RNA was harvested and qRT-PCR performed as described above to measure RELN
mRNA.

4.11. Bioinformatics

To compare RELN mRNA expression between normal and basal-like breast cancer
samples, we used the Breast Invasive Carcinoma data set (TCGA, PanCancer Atlas: https:
/ /www.cancer.gov/tcga) available in cBioPortal. Samples were grouped into normal breast
tissue or basal-like subtype of breast cancer, and RELN gene expression was compared
between these two sample sets.

4.12. Statistical Analyses

Unpaired (two-tailed) ¢-test was used for experiments involving the comparison of
two groups. Multiple t-test comparison with Sidak-Bonferroni correction was performed
for experiments involving more than two groups. All data are average +/— SEM of
n = 3. Graphs were generated and statistical analyses performed using GraphPad Prism.
Statistical significance was annotated as follows: n.s. (not significant), p > 0.05; * p < 0.05.

5. Conclusions

Integrins are essential for the maintenance of cellular homeostasis in the normal
cell. However, integrins are also highly expressed in breast cancer cells where they drive
invasion and tumor growth. In order to fully exploit the potential of integrins as thera-
peutic targets for breast cancer, it is crucial to have a more complete understanding of the
mechanisms by which these cellular receptors promote breast cancer invasion.

Our current findings demonstrate that integrin 331 significantly represses the ex-
pression of Reelin, a secreted glycoprotein that is known to be repressed or silenced in
breast cancer. Because loss of Reelin has been associated with decreased survival of breast
cancer patients, we sought to determine the effects of 331-mediated silencing of Reelin
on breast cancer cell invasion. Our findings demonstrate a critical role for Reelin in breast
cancer cell invasion, as increasing Reelin expression in Reelin-low cells decreased invasion,
while decreasing Reelin expression in Reelin-high cells increased invasion. We further
showed that treating «3{31-expressing MDA-MB-231 cells with conditioned medium from
a3-deficient cells wherein RELN was blocked led to increased invasion. Overall, our study
identifies an important role for «331-dependent regulation of RELN that impacts breast
cancer cell invasion, highlighting the potential clinical importance of exploiting integrin
o331 as a therapeutic target for breast cancer.

Supplementary Materials: The following are available online at https://www.mdpi.com/2072-6
694/13/2/344/s1, Figure S1: Measurement of &3 protein in «3-expressing and «3-deficient MDA-
MB-231 cells by Western blot, Figure 52: Measurement of RELN mRNA in SUM159 cells upon
siRNA-mediated knockdown of ITGA3, Figure S3: Invasion of MDA-MB-231 cells is reduced upon
siRNA-mediated knockdown of ITGA3, Figure S4: Uncropped western blotting figures.

Author Contributions: Conceptualization, A.N. and C.M.D.; methodology, A.N., RPM. and CM.D;
validation, A.N. and R.P.M.; formal analysis, A.N. and C.M.D.; investigation, A.N. and R.PM.;
resources, C.M.D.; data curation, A.N. and C.M.D.; writing—original draft preparation, A.N. and
C.M.D.; writing—review and editing, A.N., RPM. and C.M.D.; visualization, A.N. and CM.D.;
supervision, A.N. and C.M.D.; project administration, C.M.D.; funding acquisition, C.M.D. All
authors have read and agreed to the published version of the manuscript.


https://www.cancer.gov/tcga
https://www.cancer.gov/tcga
https://www.mdpi.com/2072-6694/13/2/344/s1
https://www.mdpi.com/2072-6694/13/2/344/s1

Cancers 2021, 13, 344 14 of 16

Funding: This research was supported by a National Institutes of Health grant from the National
Cancer Institute to C.M.D. (R0O1CA129637)

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: Breast Invasive Carcinoma data set is available through cBioPortal
(TCGA, PanCancer Atlas: https:/ /www.cancer.gov/tcga).

Acknowledgments: We are grateful to Dennis Grayson (University of Illinois at Chicago, IL, USA)
for providing the human RELN luciferase promoter construct. We also thank John Lamar (Albany
Medical College, Albany, NY, USA) for providing SUM159 cells, and Susan LaFlamme (Albany
Medical College) for the pcDNA3.1 vector. We thank Whitney Longmate and Livingston Van De
Water for critical reading of the manuscript.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  DeSantis, C.E.; Ma, J.; Gaudet, M.M.; Newman, L.A.; Miller, K.D.; Goding Sauer, A.; Jemal, A ; Siegel, R.L. Breast cancer statistics,
2019. CA Cancer J. Clin. 2019, 69, 438-451. [CrossRef]

2. Niland, S.; Eble, J.A. Hold on or Cut? Integrin- and MMP-Mediated Cell-Matrix Interactions in the Tumor Microenvironment.
Int. ]. Mol. Sci. 2020, 22, 238. [CrossRef] [PubMed]

3. Walsh, L.; Roy, D. Candidate prognostic markers in breast cancer: Focus on extracellular proteases and their inhibitors. Breast Can-
cer Targets Ther. 2014, 6, 81-91. [CrossRef] [PubMed]

4. Lu, P; Weaver, VM.; Werb, Z. The extracellular matrix: A dynamic niche in cancer progression. J. Cell Biol. 2012, 196, 395-406.
[CrossRef] [PubMed]

5. Yu, T; Di, G. Role of tumor microenvironment in triple-negative breast cancer and its prognostic significance. Chin. J. Cancer Res.
2017, 29, 237-252. [CrossRef] [PubMed]

6. Mohammed, M.E.A.; Elhassan, N.M. Cytoskeletal and extracellular matrix proteins as markers for metastatic triple negative
breast cancer. |. Int. Med. Res. 2019, 47, 5767-5776. [CrossRef]

7. Kim, S.H.; Lee, H.Y,; Jung, S.P; Kim, S.; Lee, ].E.; Nam, S.].; Bae, ].W. Role of secreted type I collagen derived from stromal cells in
two breast cancer cell lines. Oncol. Lett. 2014, 8, 507-512. [CrossRef]

8. Desgrosellier, ].S.; Cheresh, D.A. Integrins in cancer: Biological implications and therapeutic opportunities. Nat. Rev. Cancer 2010,
10, 9-22. [CrossRef]

9.  Subbaram, S.; DiPersio, C.M. Integrin «3(31 as a breast cancer target. Expert Opin. Ther. Targets 2011, 15, 1197-1210. [CrossRef]

10. Mercurio, A.M.; Bachelder, R.E.; Chung, J.; O’Connor, K.L.; Rabinovitz, I.; Shaw, L.M.; Tani, T. Integrin Laminin Receptors and
Breast Carcinoma Progression. J. Mammary Gland. Biol. Neoplasia 2001, 6, 299-309. [CrossRef]

11. Chia, J.; Kusuma, N.; Anderson, R.L.; Parker, B.S.; Bidwell, B.; Zamurs, L.; Nice, E.; Pouliot, N. Evidence for a Role of Tumor-
Derived Laminin-511 in the Metastatic Progression of Breast Cancer. Am. J. Pathol. 2007, 170, 2135-2148. [CrossRef] [PubMed]

12.  Hynes, R.O. Integrins: Bidirectional, Allosteric Signaling Machines. Cell 2002, 110, 673-687. [CrossRef]

13.  Humpbhries, ].D.; Byron, A.; Humphries, M.]. Integrin ligands at a glance. J. Cell Sci. 2006, 119, 3901-3903. [CrossRef] [PubMed]

14. Mitchell, K.; Svenson, K.B.; Longmate, W.M.; Gkirtzimanaki, K.; Sadej, R.; Wang, X.; Zhao, J.; Eliopoulos, A.G.; Berditchevski, F;
DiPersio, C.M. Suppression of Integrin «3f31 in Breast Cancer Cells Reduces Cyclooxygenase-2 Gene Expression and Inhibits
Tumorigenesis, Invasion, and Cross-Talk to Endothelial Cells. Cancer Res. 2010, 70, 6359-6367. [CrossRef] [PubMed]

15. Subbaram, S.; Lyons, S.P.; Svenson, K.B.; Hammond, S.L.; McCabe, L.G.; Chittur, S.V.; DiPersio, C.M. Integrin «3(31 controls
mRNA splicing that determines Cox-2 mRNA stability in breast cancer cells. J. Cell Sci. 2014, 127, 1179-1189. [CrossRef]

16. D’Arcangelo, G.; Nakajima, K.; Miyata, T.; Ogawa, M.; Mikoshiba, K.; Curran, T. Reelin Is a Secreted Glycoprotein Recognized by
the CR-50 Monoclonal Antibody. J. Neurosci. 1997, 17, 23-31. [CrossRef]

17.  D’Arcangelo, G. Reelin in the Years: Controlling Neuronal Migration and Maturation in the Mammalian Brain. Adv. Neurosci.
2014, 2014, 1-19. [CrossRef]

18.  Quattrocchi, C.C.; Wannenes, E,; Persico, A.M.; Ciafré, S.A.; D"Arcangelo, G.; Farace, M.G.; Keller, F. Reelin Is a Serine Protease of
the Extracellular Matrix. J. Biol. Chem. 2002, 277, 303-309. [CrossRef]

19. Trommsdorff, M.; Gotthardt, M.; Hiesberger, T.; Shelton, J.; Stockinger, W.; Nimpf, J.; Hammer, R.E.; Richardson, J.A.; Herz, J.
Reeler /Disabled-like Disruption of Neuronal Migration in Knockout Mice Lacking the VLDL Receptor and ApoE Receptor 2. Cell
1999, 97, 689-701. [CrossRef]

20. Howell, B.W,; Herrick, T.M.; Cooper, J.A.A. Reelin-induced tryosine phosphorylation of Disabled 1 during neuronal positioning.
Genes Dev. 1999, 13, 643-648. [CrossRef]

21. Dulabon, L.; Olson, E.C.; Taglienti, M.G.; Eisenhuth, S.; McGrath, B.; Walsh, C.A.; Kreidberg, ]J.A.; Anton, E.S. Reelin binds

a3[31 integrin and inhibits neuronal migration. Neuron 2000, 27, 33-44. [CrossRef]


https://www.cancer.gov/tcga
http://doi.org/10.3322/caac.21583
http://doi.org/10.3390/ijms22010238
http://www.ncbi.nlm.nih.gov/pubmed/33379400
http://doi.org/10.2147/BCTT.S46020
http://www.ncbi.nlm.nih.gov/pubmed/25114586
http://doi.org/10.1083/jcb.201102147
http://www.ncbi.nlm.nih.gov/pubmed/22351925
http://doi.org/10.21147/j.issn.1000-9604.2017.03.10
http://www.ncbi.nlm.nih.gov/pubmed/28729775
http://doi.org/10.1177/0300060519877079
http://doi.org/10.3892/ol.2014.2199
http://doi.org/10.1038/nrc2748
http://doi.org/10.1517/14728222.2011.609557
http://doi.org/10.1023/A:1011323608064
http://doi.org/10.2353/ajpath.2007.060709
http://www.ncbi.nlm.nih.gov/pubmed/17525279
http://doi.org/10.1016/S0092-8674(02)00971-6
http://doi.org/10.1242/jcs.03098
http://www.ncbi.nlm.nih.gov/pubmed/16988024
http://doi.org/10.1158/0008-5472.CAN-09-4283
http://www.ncbi.nlm.nih.gov/pubmed/20631072
http://doi.org/10.1242/jcs.131227
http://doi.org/10.1523/JNEUROSCI.17-01-00023.1997
http://doi.org/10.1155/2014/597395
http://doi.org/10.1074/jbc.M106996200
http://doi.org/10.1016/S0092-8674(00)80782-5
http://doi.org/10.1101/gad.13.6.643
http://doi.org/10.1016/S0896-6273(00)00007-6

Cancers 2021, 13, 344 15 of 16

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Khialeeva, E.; Lane, T.F.; Carpenter, E.M. Disruption of reelin signaling alters mammary gland morphogenesis. Development 2011,
138, 767-776. [CrossRef] [PubMed]

Stein, T.; Cosimo, E.; Yu, X,; Smith, PR.; Simon, R.; Cottrell, L.; Pringle, M.-A.; Bell, A K,; Lattanzio, L.; Sauter, G.; et al. Loss of
Reelin Expression in Breast Cancer Is Epigenetically Controlled and Associated with Poor Prognosis. Am. ]. Pathol. 2010, 177,
2323-2333. [CrossRef] [PubMed]

Wakabayashi, N.; Dohi, O.; Takada, H.; Yasui, K.; Sakakura, C.; Mitsufuji, S.; Naito, Y.; Taniwaki, M.; Yoshikawa, T. Epigenetic
silencing of RELN in gastric cancer. Int. J. Oncol. 2009, 36, 85-92. [CrossRef]

Hong, 5.-M.; Kelly, D.; Griffith, M.; Omura, N.; Li, A,; Li, C.-P.,; Hruban, R.H.; Goggins, M. Multiple genes are hypermethylated in
intraductal papillary mucinous neoplasms of the pancreas. Mod. Pathol. 2008, 21, 1499-1507. [CrossRef]

Neman, J.; Termini, J.; Wilczynski, S.; Vaidehi, N.; Choy, C.; Kowolik, C.M.; Li, H.; Hambrecht, A.C.; Roberts, E.; Jandial, R.
Human breast cancer metastases to the brain display GABAergic properties in the neural niche. Proc. Natl. Acad. Sci. USA 2014,
111, 984-989. [CrossRef]

Jandial, R.; Choy, C.; Levy, D.M.; Chen, M.Y.; Ansari, K.I. Astrocyte-induced Reelin expression drives proliferation of Her2+
breast cancer metastases. Clin. Exp. Metastasis 2017, 34, 185-196. [CrossRef]

Chen, Y.; Sharma, R.P,; Costa, R.H.; Costa, E.; Grayson, D.R. On the epigenetic regulation of the human reelin promoter.
Nucleic Acids Res. 2002, 30, 2930-2939. [CrossRef]

Wayner, E.A.; Carter, W.G. Identification of multiple cell adhesion receptors for collagen and fibronectin in human fibrosarcoma
cells possessing unique alpha and common beta subunits. J. Cell Biol. 1987, 105, 1873-1884. [CrossRef]

Koie, M.; Okumura, K.; Hisanaga, A.; Kamei, T.; Sasaki, K.; Deng, M.; Baba, A.; Kohno, T.; Hattori, M. Cleavage within Reelin
Repeat 3 Regulates the Duration and Range of the Signaling Activity of Reelin Protein. J. Biol. Chem. 2014, 289, 12922-12930.
[CrossRef]

Sato, Y.; Kobayashi, D.; Kohno, T.; Kidani, Y.; Prox, ]J.; Becker-Pauly, C.; Hattori, M. Determination of cleavage site of Reelin
between its sixth and seventh repeat and contribution of meprin metalloproteases to the cleavage. J. Biochem. 2015, 159, 305-312.
[CrossRef] [PubMed]

Sato, N.; Fukushima, N.; Chang, R.; Matsubayashi, H.; Goggins, M. Differential and Epigenetic Gene Expression Profiling
Identifies Frequent Disruption of the RELN Pathway in Pancreatic Cancers. Gastroenterology 2006, 130, 548-565. [CrossRef]
[PubMed]

Zhou, P; Erfani, S.; Liu, Z,; Jia, C.; Chen, Y,; Xu, B.; Deng, X.; Alfaro, J.E.; Chen, L.; Napier, D.; et al. CD151-«3$1 integrin
complexes are prognostic markers of glioblastoma and cooperate with EGFR to drive tumor cell motility and invasion. Oncotarget
2015, 6, 29675-29693. [CrossRef] [PubMed]

Soares, M.Q.S.; Mendonga, J.A.; Morais, M.O.; Leles, C.R.; Batista, A.C.; Mendonga, E.F. E-Cadherin, 3-Catenin, and A2f31 and
A3[1 integrin expression in primary oral squamous cell carcinoma and its regional metastasis. Histol. Histopathol. 2015, 30,
1213-1222. [PubMed]

Stipp, C.S. Laminin-binding integrins and their tetraspanin partners as potential antimetastatic targets. Expert Rev. Mol. Med.
2010, 12, e3. [CrossRef] [PubMed]

Cagnet, S.; Faraldo, M.M.; Kreft, M.; Sonnenberg, A.; Raymond, K.; Glukhova, M.A. Signaling events mediated by «31 integrin
are essential for mammary tumorigenesis. Oncogene 2013, 33, 4286—4295. [CrossRef]

Ramovs, V.; Garcia, A K.; Kreft, M.; Sonnenberg, A. Integrin «331 is a key regulator of several pro-tumorigenic pathways during
skin carcinogenesis. J. Investig. Dermatol. 2020. [CrossRef]

Longmate, W.M. Keeping a Secretome: Emerging Roles for Epithelial Integrins in Controlling a Stroma-Supportive Secretome.
J. Dermatol. Ski. Sci. 2020, 2, 13-20.

Ramovs, V.; Te Molder, L.; Sonnenberg, A. The opposing roles of laminin-binding integrins in cancer. Matrix Biol. 2017, 57-58,
213-243. [CrossRef]

Longmate, W.M.; Lyons, S.P.; DeFreest, L.; Van De Water, L.; DiPersio, C.M. Opposing Roles of Epidermal Integrins «331 and
931 in Regulation of mTLD/BMP-1-Mediated Laminin-y2 Processing during Wound Healing. J. Investig. Dermatol. 2018, 138,
444-451. [CrossRef]

Mitchell, K.; Szekeres, C.; Milano, V.; Svenson, K.B.; Nilsen-Hamilton, M.; Kreidberg, J.A.; DiPersio, C.M. 3 1 integrin in epidermis
promotes wound angiogenesis and keratinocyte-to-endothelial-cell crosstalk through the induction of MRP3. J. Cell Sci. 2009, 122,
1778-1787. [CrossRef] [PubMed]

Ramovs, V,; Garcia, A.K.; Song, J.-Y.; De Rink, L; Kreft, M.; Goldschmeding, R.; Sonnenberg, A. Integrin «331 in hair bulge stem
cells modulates CCN2 expression and promotes skin tumorigenesis. Life Sci. Alliance 2020, 3, €202000645. [CrossRef] [PubMed]
Missan, D.S.; Chittur, S.V.; DiPersio, C.M. Regulation of fibulin-2 gene expression by integrin a331 contributes to the invasive
phenotype of transformed keratinocytes. J. Investig. Dermatol. 2014, 134, 2418-2427. [CrossRef] [PubMed]

Longmate, W.M.; Monichan, R.; Chu, M.-L; Tsuda, T.; Mahoney, M.G.; DiPersio, C.M. Reduced Fibulin-2 Contributes to Loss of
Basement Membrane Integrity and Skin Blistering in Mice Lacking Integrin 331 in the Epidermis. J. Investig. Dermatol. 2014,
134,1609-1617. [CrossRef]

Ghosh, S.; Koblinski, J.; Johnson, J.; Liu, Y.; Ericsson, A.; Davis, ].W.; Shi, Z.; Ravosa, M.].; Crawford, S.; Frazier, S.; et al.
Urinary-Type Plasminogen Activator Receptor/a3f1 Integrin Signaling, Altered Gene Expression, and Oral Tumor Progression.
Mol. Cancer Res. 2010, 8, 145-158. [CrossRef]


http://doi.org/10.1242/dev.057588
http://www.ncbi.nlm.nih.gov/pubmed/21266412
http://doi.org/10.2353/ajpath.2010.100209
http://www.ncbi.nlm.nih.gov/pubmed/20847288
http://doi.org/10.3892/ijo_00000478
http://doi.org/10.1038/modpathol.2008.157
http://doi.org/10.1073/pnas.1322098111
http://doi.org/10.1007/s10585-017-9839-9
http://doi.org/10.1093/nar/gkf401
http://doi.org/10.1083/jcb.105.4.1873
http://doi.org/10.1074/jbc.M113.536326
http://doi.org/10.1093/jb/mvv102
http://www.ncbi.nlm.nih.gov/pubmed/26491063
http://doi.org/10.1053/j.gastro.2005.11.008
http://www.ncbi.nlm.nih.gov/pubmed/16472607
http://doi.org/10.18632/oncotarget.4896
http://www.ncbi.nlm.nih.gov/pubmed/26377974
http://www.ncbi.nlm.nih.gov/pubmed/25857731
http://doi.org/10.1017/S1462399409001355
http://www.ncbi.nlm.nih.gov/pubmed/20078909
http://doi.org/10.1038/onc.2013.391
http://doi.org/10.1016/j.jid.2020.07.024
http://doi.org/10.1016/j.matbio.2016.08.007
http://doi.org/10.1016/j.jid.2017.09.004
http://doi.org/10.1242/jcs.040956
http://www.ncbi.nlm.nih.gov/pubmed/19435806
http://doi.org/10.26508/lsa.202000645
http://www.ncbi.nlm.nih.gov/pubmed/32423907
http://doi.org/10.1038/jid.2014.166
http://www.ncbi.nlm.nih.gov/pubmed/24694902
http://doi.org/10.1038/jid.2014.10
http://doi.org/10.1158/1541-7786.MCR-09-0045

Cancers 2021, 13, 344 16 of 16

46.

47.

48.

49.

50.
51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

DiPersio, C.M.; Shao, M.; Di Costanzo, L.; Kreidberg, J.A.; Hynes, R.O. Mouse keratinocytes immortalized with large T antigen
acquire alpha3betal integrin-dependent secretion of MMP-9/gelatinase B. J. Cell Sci. 2000, 113, 2909-2921.

Mariani, J.; Crepel, E; Mikoshiba, K.; Changeux, J.P.; Sotelo, C. Anatomical, Physiological and biochemical studies of the
cerebellum from reeler mutant mouse. Philos. Trans. R. Soc. B Biol. Sci. 1977, 281, 1-28. [CrossRef]

Goffinet, A.M. The embryonic development of the cerebellum in normal and reeler mutant mice. Brain Struct. Funct. 1983, 168,
73-86. [CrossRef]

Goffinet, A.M. Events governing organization of postmigratory neurons: Studies on brain development in normal and reeler
mice. Brain Res. Rev. 1984, 7, 261-296. [CrossRef]

Ishii, K.; Kubo, K.-I.; Nakajima, K. Reelin and Neuropsychiatric Disorders. Front. Cell. Neurosci. 2016, 10, 229. [CrossRef]
Khialeeva, E.; Carpenter, E.M. Nonneuronal roles for the reelin signaling pathway. Dev. Dyn. 2017, 246, 217-226. [CrossRef]
[PubMed]

Longmate, W.M.; DiPersio, C.M. Integrin Regulation of Epidermal Functions in Wounds. Adv. Wound Care 2014, 3, 229-246.
[CrossRef] [PubMed]

Sarker, FA.; Prior, V.G.; Bax, S.; O'Neill, G.M. Forcing a growth factor response—Tissue-stiffness modulation of integrin signaling
and crosstalk with growth factor receptors. J. Cell Sci. 2020, 133, jcs242461. [CrossRef] [PubMed]

Margadant, C.; Sonnenberg, A. Integrin—-TGF-f3 crosstalk in fibrosis, cancer and wound healing. EMBO Rep. 2010, 11, 97-105.
[CrossRef] [PubMed]

Khan, Z.; Marshall, J.E. The role of integrins in TGFp activation in the tumour stroma. Cell Tissue Res. 2016, 365, 657-673.
[CrossRef]

Luo, Y.; Huang, K.; Zheng, J.; Zhang, J.; Zhang, L. TGF-B1 promotes cell migration in hepatocellular carcinoma by suppressing
reelin expression. Gene 2019, 688, 19-25. [CrossRef]

Dal, N.E.; Afagh, A.; Kanit, N.; Said, H.M. TGF-f31 promotes cell migration in hepatocellular carcinoma by suppressing REELIN
expression. Gene 2020, 724, 143923. [CrossRef]

Yuan, Y.; Chen, H.; Ma, G.; Cao, X,; Liu, Z. Reelin Is Involved in Transforming Growth Factor-1-Induced Cell Migration in
Esophageal Carcinoma Cells. PLoS ONE 2012, 7, e31802. [CrossRef]

Longmate, WM.; Varney, S.; Power, D.; Miskin, R.P.; Anderson, K.E.; DeFreest, L.; Van De Water, L.; DiPersio, C.M. Integrin
«3f1 on Tumor Keratinocytes Is Essential to Maintain Tumor Growth and Promotes a Tumor-Supportive Keratinocyte Secretome.
J. Investig. Dermatol. 2021, 141, 142-151.e6. [CrossRef]

DiPersio, C.M.; Shah, S.; Hynes, R.O. alpha 3A beta 1 integrin localizes to focal contacts in response to diverse extracellular matrix
proteins. J. Cell Sci. 1995, 108, 2321-2336.

Boelz, S.; Neu-Yilik, G.; Gehring, N.H.; Hentze, M.W.; Kulozik, A.E. A chemiluminescence-based reporter system to monitor
nonsense-mediated mRNA decay. Biochem. Biophys. Res. Commun. 2006, 349, 186-191. [CrossRef] [PubMed]

Rheinwald, J.G.; Beckett, M.A. Tumorigenic keratinocyte lines requiring anchorage and fibroblast support cultured from human
squamous cell carcinomas. Cancer Res. 1981, 41, 1657-1663. [PubMed]


http://doi.org/10.1098/rstb.1977.0121
http://doi.org/10.1007/BF00305400
http://doi.org/10.1016/0165-0173(84)90013-4
http://doi.org/10.3389/fncel.2016.00229
http://doi.org/10.1002/dvdy.24462
http://www.ncbi.nlm.nih.gov/pubmed/27739126
http://doi.org/10.1089/wound.2013.0516
http://www.ncbi.nlm.nih.gov/pubmed/24669359
http://doi.org/10.1242/jcs.242461
http://www.ncbi.nlm.nih.gov/pubmed/33310867
http://doi.org/10.1038/embor.2009.276
http://www.ncbi.nlm.nih.gov/pubmed/20075988
http://doi.org/10.1007/s00441-016-2474-y
http://doi.org/10.1016/j.gene.2018.11.033
http://doi.org/10.1016/j.gene.2019.06.013
http://doi.org/10.1371/journal.pone.0031802
http://doi.org/10.1016/j.jid.2020.05.080
http://doi.org/10.1016/j.bbrc.2006.08.017
http://www.ncbi.nlm.nih.gov/pubmed/16934750
http://www.ncbi.nlm.nih.gov/pubmed/7214336

	Introduction 
	Results 
	RNAi-Mediated Suppression of Integrin 31 Increases RELN Gene Expression in Breast Cancer Cells 
	Modulation of RELN Expression in Breast Cancer Cells Alters Invasiveness 
	Reelin that Is Secreted by 31-Deficient MDA-MB-231 Cells Inhibits Cell Invasion 

	Discussion 
	Materials and Methods 
	Cell Culture 
	siRNA- and shRNA-Mediated Gene Suppression 
	Stable Overexpression of Recombinant RELN 
	Real-Time Quantitative PCR (qRT-PCR) 
	Western Blot 
	RELN Promoter Transfection and Luciferase Assay 
	Matrigel Invasion Assay 
	Flow Cytometry 
	Preparation of Laminin-332-Rich ECM from SCC-25 Cells 
	Treatment of Cells with Anti-31 Blocking Antibody 
	Bioinformatics 
	Statistical Analyses 

	Conclusions 
	References

