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Abstract

The enhanced migration found in tumor cells is often caused by external stimuli and the sequential
participation of cytoskeleton-related signaling molecules. However, until now, the molecular
connection between the lysophosphatidic acid (LPA) receptor and nonmuscle myosin 11 (NM I1)
has not been analyzed in detail for LPA-induced migration. Here, we demonstrate that LPA
induces migration by activating the LPA; receptor which promotes phosphorylation of the 20kDa
NM 11 light chain through activation of Rho kinase (ROCK). We show that LPA-induced
migration is insensitive to pertussis toxin (PTX) but does require the LPA; receptor as determined
by siRNA and receptor antagonists. LPA activates ROCK and also increases GTP-bound RhoA
activity, concomitant with the enhanced membrane recruitment of RhoA. LPA-induced migration
and invasion are attenuated by specific inhibitors including C3 cell-permeable transferase and
Y-27632. We demonstrate that NM 11 plays an important role in LPA-induced migration and
invasion by inhibiting its cellular function with blebbistatin and shRNA lentivirus directed against
NM I1-A or 11-B. Inhibition or loss of either NM I1-A or NM 11-B in 4T1 cells results in a decrease
in migration and invasion. Restoration of the expression of NM 11-A or NM 11-B also rescued
LPA-induced migration. Taken together, these results suggest defined pathways for signaling
through the LPA receptor to promote LPA-mediated NM Il activation and subsequent cell
migration in 4T1 breast cancer cells.
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Introduction

Lysophosphatidic acid (LPA), one of the simplest natural phospholipids is a bioactive
extracellular lipid mediator which also provokes diverse cellular responses including
migration, cell proliferation, chemotaxis, and invasion during normal and malignant states
(Boucharaba et al. 2006; Hama et al. 2004; Hao et al. 2007; Shida et al. 2008; Tager et al.
2008). LPA, which is abundant in serum, is released from activated platelets and can act in
both autocrine and paracrine signaling pathways (Aoki 2004; Pages et al. 2001). It has been
used as a hallmark for cancer. The elevated production of LPA and its receptors is
concordant with tumor progression in several types of cancer including malignant breast
cancer.
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Three isotypes of the LPA receptor (LPA{/EDG2, LPA,/EDG4, LPA3/EDG7Y) have been
cloned (An et al. 1998; Bandoh et al. 1999). They belong to the G-protein coupled receptor
(GPCR) family, mediate activation of at least three heterotrimeric G-proteins (Gg11, Gifo
and G1/13) (Moolenaar 1997), and stimulate multiple downstream effectors (Bandoh et al.
2000; Chen et al. 2007; Contos et al. 2002; Im et al. 2000; Ishii et al. 2000). Previous reports
suggested that LPA stimulates the RhoA-ROCK pathway leading to membrane ruffles and
stress fiber formation and increased cell motility in a variety of cell types including
fibroblasts, gliomas, and breast cancer cells (Kitzing et al. 2007; Manning et al. 2000; Tsuji
et al. 2002). However, to date, it is still uncertain which of the isotypes of the LPA receptors
activates the RhoA-ROCK pathway for cell migration in breast cancer cells. Several reports
have shown that the LPA receptor contributes to the metastasis of breast cancer xenografts
to bone (Boucharaba et al. 2004). The LPA, andLPAg receptors are also aberrantly
expressed in breast cancers (Kitayama et al. 2004; Liu et al. 2009). Even though these
studies suggest a potential contribution of LPA and its receptors in breast tumorigenesis, the
specific roles of LPA receptor isotypes have not been fully evaluated and the downstream
target molecules for the interrelationship between isotypes of the LPA receptor and RhoA
dependent cell migration in breast cancer cells have yet to be identified.

All nonmuscle myosin Il (NM II) proteins are hexameric complexes consisting of a pair of
nonmuscle myosin heavy chains Il (NMHC I1), a pair of essential light chains (ELC), and a
pair of regulatory light chains (RLC) (Sellers 1999). In mammalian cells, three NMHC-11
isoforms (NMHC 1I-A, NMHC 11-B, and NMHC 11-C) have been identified (Golomb et al.
2004; Leal et al. 2003; Shohet et al. 1989; Simons et al. 1991; Takahashi et al. 1992). They
are distinguished by unique sequences and enzymatic activities. They also exhibit a distinct
tissue distribution and cell type specific-expression patterns although these patterns also
partially overlap. Furthermore, they play key roles in diverse physiological processes such
as cell division, migration, and morphological changes (Bao et al. 2005; Bresnick 1999;
Conti and Adelstein 2008; Jana et al. 2006). Phosphorylation of the RLC is crucial for the
generation of contractile force in cell migration and this phosphorylation is controlled by a
number of kinases including myosin light chain kinase (MLCK) and ROCK (Katoh et al.
2001; Kolega 2003; Totsukawa et al. 2004). Phosphorylation of Ser-19 and Thr-18 on the
20-kDa RLC promotes cell movement in a variety of cell types responding to diverse
stimuli. In addition, Ser-19 phosphorylation of the RLC is enriched near membrane
protrusions and in areas of cell retraction (Matsumura et al. 1998). Although, the contractile
force generated by NM I motor activity is involved in cell motility, little is known about the
specific functional roles of NM Il in LPA-induced migration in the murine breast cancer cell
line, 4T1.

In the present study, we demonstrate that LPA; receptor signaling is required for ROCK-
induced RLC phosphorylation on Ser-19 and NM 11 activation, leading to migration and
invasion in breast cancer cells.

Material and Methods

Materials

LPA, VPC 12249, and VPC 32183 were purchased from Biomol. (—) Blebbistatin was from
Sigma. Y27632, pertussis toxin (PTX) and ML-7 were from Calbiochem. C3 cell permeable
transferase and RhoA assay Kits were from Cytoskeleton Inc. Protease inhibitor cocktail,
phosphatase inhibitor cocktail, MLCK siRNA anti-phospho MYPT (Ser-695) antibody,
ROCK siRNA, ROCK antibody, immobilized protein A, horseradish peroxidase-conjugated
goat anti-rabbit IgG, and goat anti-mouse IgA, IgM, and IgG were from Santa Cruz.
Polyclonal anti-phospho RLC (Ser-19), anti-phospho MYPT (Thr-853), anti-Rac1, and anti-
Cdc42 antibodies were from Cell Signaling. MYPT-1 rabbit monoclonal antibody was from
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Epitomics. MYPT-1 rabbit monoclonal antibody was from Abcam. Anti-actin antibody was
from Chemicon International. Enhanced chemiluminescence kit (ECL system) was from
Pierce. Dulbecco’s modified Eagle’s medium (DMEM) was from Life Technologies, Inc.
Polyclonal antibodies for the recognition of NM 1I-A, 11-B, and I1-C were generated as
described previously and were from covance (Golomb et al. 2004).

Cell culture and transfection

4T1, and MDA-MB-231 cells were maintained in DMEM supplemented with 10% (v/v)
fetal bovine serum (FBS) at 37°C in a humidified, CO5-controlled (5%) incubator.
MCF-10A cells were maintained in DMEM:F12 (1:1) supplemented with 5% horse serum,
0.5 pg/ml Hydrocortisone, 20 ng/ml EGF, 10 ug/ml insulin, 200 ng/ml Cholera toxin at
37°C in a humidified, CO5-controlled (5%) incubator. 4T1 cells-infected with lentivirus
encoding NMHC 11-A shRNA or NMHC I1-B shRNA were selected for 2 weeks in the
presence of puromycin (2 ug/ml). 4T1, and MDA-MB-231 cells were transfected using
Lipofectamine 2000 (Life Technologies, Gaithersburg, MD) or Nucleofector Kits according
to the manufacturer’s instruction (Amaxa, Cologne, Germany) for the transient expression of
the indicated siRNA. To introduce GFP-NMHC I1-A or GFP-NMHC I1-B in NMHC |l
depleted 4T1 cells, Nucleofector Kits were used according to the manufacturer’s instruction.
Transfection efficiency was measured by visualization of GFP-expressing cells and ranged
from 30-40%. The protein concentration was measured by Bradford assay prior to
conducting LPA-induced migration. No significant differences in growth curves (cell death
or proliferation) were observed among the samples in response to transfection.

Lentivirus for NMHC II-A shRNA, or NMHC II-B shRNA and siRNA for LPA receptors, NMHC
lI-A, or NMHC 1I-B

The shRNA plasmids for mouse Myh 9, and Myh 10 were purchased from Open Biosystems.
The lentiviruses encoding NMHC I1-A shRNA or NMHC 11-B shRNA were harvested by
triple transfection using packing plasmids (pCMV-VSV-G and pCMV-dR8.2 dvpr) and
target plasmids (shRNA for mouse NMHC 11-A or NMHC 11-B) in 293T cells. The ShRNA
for mouse NMHC 11-A was used as a sequence of hairpin
(CCGGCGGTAAATTCATTCGTATCAACTTCGAGTTGATACGAATGAATTTACCGT
TTTTG) and shRNA for mouse NMHC I1-B was also used as a sequence of hairpin
(CCGGGCCAGGATGAAGCAGCTTAAACTCGAGTTTAAGCTGCTTCATCCTGGCTT
TTTG). After 24 h of transfection, the media was filtered using a 0.45 um filter membrane
as described previously (Singer and Verma 2008; Stewart et al. 2003). Control shRNA was
used as a negative control (sequence of hairpin is
CCTAAGGTTAAGTCGCCCTCGCTCTAGCGAGGGCGACTTAACCTTACC). The
siRNAs for mouse LPA receptors including the LPA;, LPA, and LPAg receptors were
purchased from Santa Cruz. The specific SiIRNA duplex for human NMHC 11-A (Ref seq
accession number NM_002473) or NMHC 11-B (Ref seq accession number NM_005964)
was chemically synthesized by Dharmacon, Inc. (Lafayette, CO) and Qiagen (Valencia,
CA). Control siRNA (luciferase) was purchased from Dharmacon, Inc. Results of a BLAST
search of all sSIRNA sequences revealed no significant homology to any other sequences in
the database.

RNA isolation, reverse transcription (RT)-PCR, and quantitative real-time PCR

Total RNA was extracted from 4T1, MDA-MB-231, MCF-10A cells using an RNeasy mini
kit (Qiagen). Reverse transcription-PCR was performed on 0.5 ug RNA in a final volume of
25 pl using the SuperScriptTMIII One-Step RT-PCR system with Platinum® Tag DNA
polymerase (Invitrogen). RT-PCR was carried out on 2x reaction mixtures in the presence of
0.4 mM each dNTP, 0.2 uM gene specific primers and cDNA synthesis was followed
immediately by PCR amplification, as follow: cDNA synthesis (1 cycle: 55°C for 40 min),
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Denaturation (1 cycle: 94°C for 2 min), PCR amplification (35 cycles: 94°C for 20 sec,
55°C for 20s, 72°C for 40 sec), and final extension (1 cycle: 72°C for 7 min). LPA1, LPA,
and LPAj receptor primers were as follows LPA; forward: 5'-
ATCTTTGGCTATGTTCGCCA-3' and reverse: 5-TTGCTGTGAACTCCAGCCA-3';
LPA, forward: 5'-TGGCCTACCCTTCCTCATGTTCCA-3' and reverse:5 '-
GACCAGTGAGTTGGCCTCAGC-3', LPAzforward:5-GAGGATGAGAGTCCACAG-3'
and reverse:5-GCACAGCAGATCATCTTC-3' (Chun et al. 1999; Eshel et al. 2005). For
real-time PCR, we used the SuperScript first-strand synthesis system (Invitrogen) and
prepared cDNA from 1 pug of RNA. One-quarter of the reaction was then used for
quantitative real-time PCR. Expression of LPA1, LPA,, and LPA3 receptors was assessed
with available probes, reagents, and the ABI7500 sequence detector as recommended by the
manufacturer (Applied Biosystems).

Transwell migration and invasion assay

Migration assays were performed as described previously using transwell migration
chambers (8 um pore size, BD Falcon) (Gunawardane et al. 2005). MDA-MB-231, 4T1-WT
cells or 4T1 cells stably infected with sShRNA lentivirus encoding NMHC 11-A or NMHC II-
B were allowed to grow to subconfluency and were serum-starved for 24 h. After
detachment with trypsin, cells were washed with PBS, and resuspended in serum free
medium. For migration assays, 2x10° cells were seeded in the top chamber well (apical side)
of a non-coated membrane (6-well insert). For invasion assays, 5x10° cells were plated in
the top chamber well of a matrigel-coated membrane (6-well insert). After 12 h of migration
at 37°C, cells remaining on the apical side of each insert were removed with a cotton swab.
The cells that had migrated to the basal side of the membrane were collected following
trypsin treatment. These harvested cells were counted following trypan blue staining. The
images of the cells migrating to the basal sides were displayed at the indicated LPA
concentration- or serum-condition after washing two-times with PBS, fixation with 4 %
formaldehyde for 10 min, and then staining with trypan blue. Cell migration assays were
performed in duplicate per experiment and repeated at least three times. Values for duplicate
counting are reported as mean and SE of mean as described previously (Gunawardane et al.
2005).

Wound-healing assay

Cell motility was measured by both transwell migration chamber assay and wound-healing
migration assay. 4T1-WT cells, or 4T1 cells stably infected with ShRNA lentivirus encoding
NMHC I1-A or NMHC 11-B were grown to a confluent monolayer (~75-80%) on 6-well
culture plates and were serum-starved for 24 h. Wounds were made in the monolayer with a
sterile micropipette tip. After wounding, loose cells or cell debris were removed by washing.
Fresh medium containing various reagents were added immediately. Phase-contrast images
of the wound were obtained at various times over a 12 h period after wounding. Wound
widths were measured at a minimum of six different times. Each side of the wounds was
marked using a pen on the bottom of the 6-well dish, and average values of wound widths
were calculated for the indicated times. Migration of the cell front was measured using the
ImageJ software package (NIH).

Rho A, Racl, and Cdc42 activity assay

4T1 breast cancer cells were cultured in 100 mm dishes. After treatment with LPA at the
indicated times with or without other reagents, these cells were washed with PBS, and then
lysed with lysis buffer (50 mM Tris-HCI pH 7.5, 10 mM MgCl,, 0.5 M NaCl, 2% Igepal,
and protease inhibitor cocktail). Equal amounts of total proteins from clarified lysates were
incubated with Rhotekin-RBD beads to precipitate GTP-bound RhoA, accordingly to the
manufacturer’s instructions (Cytoskeleton Inc.). Precipitated GTP-bound RhoA was
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separated using SDS 4-20% PAGE and immunoblotted with indicated specific antibodies
such as RhoA (Cytoskeleton Inc.). To precipitate GTP-bound Racl, and Cdc42, PAK-PBD
beads were used as the same methods. To fractionate the membrane and cytosol from cell
lysates, 4T1 cells were washed with PBS, lysed with hypotonic buffer (10 mM Tris-HCI pH
7.5, 10 mM NaCl,10 mM MgCl,, 1 mM DTT, 1 mM PMSF, and protease inhibitor
cocktail), centrifuged at 600 x g for 5 min to remove the nuclei and intact cells, and then
centrifuged at 15000 x g for 30 min at 4°C to obtain the membrane and cytosol fractions.
Membrane and cytosol fractions were analyzed by SDS 4-20% PAGE and by
immunoblotting with indicated antibodies such as RhoA, Racl, and Cdc42.

Immunoblot analysis

4T1 cells, MDA-MB-231 cells, MCF-10A cells, and mouse lung tissue were washed twice
with ice-cold PBS and lysed with lysis buffer (50 mM Tris-HCI, pH 8.0, 0.3 M NaCl, 1%
Triton X-100, 0.25% Na-deoxycholate, 5 mM EDTA, 1 mM DTT, 1 mM PMSF, protease
inhibitor cocktail, and phosphatase inhibitor cocktail). After brief sonication, the lysates
were centrifuged at 15,000 x g for 15 min. In samples subjected to immunoprecipitation,
supernatants were incubated with anti-nonmuscle myosin II-A, or 11-B antibodies for 9 h and
these immunocomplexes were recovered by incubation with protein A Sepharose beads for 2
h. Immunoprecipitates were denatured by incubation at 95°C for 5 min in a Laemmli sample
buffer, and then separated by SDS 6% or 4-20% PAGE, and finally transferred to
nitrocellulose membranes. After blocking in PBST buffer (PBS buffer + 0.05% Tween 20)
containing 5% skimmed milk powder, the membranes were incubated with the indicated
individual monoclonal or polyclonal antibodies, and subsequently reincubated with either
anti-mouse or anti-rabbit 1gG coupled with horseradish peroxidase. Detection was
performed using enhanced chemiluminescence kit (Pierce) according to instructions of the
manufacturer. The protein concentration was determined by Bradford assay.

MTT assay of the breast cancer cells viability

The MTT assay was used as a crude measurement of cell viability (Fowker et al. 2000).
MTT is a yellow tetrazolium [3-(4, 5-dimethylthiazol-2-yl)-2, 5-diphenyltetrazolium
bromide] dye, which is converted by metabolically active cells into a colored water-
insoluble formazan salt. The cells were seeded at 5 x 104/ml (50 pl/well) in 96-well plates,
grown for 12 h, and depleted with serum for the indicated times. MTT reagent (5 mg/ml in
PBS) was then added to the cells (5 pl/well), and the cultures were incubated at 37°C for 2
h. The reaction was stopped by the addition of 60 pl isopropanol (including 0.2% HCI), and
the tetrazolium crystals were dissolved at room temperature. The samples were measured by
a Perkin Elmer Microtitre Plate Reader, at a test wavelength of 450 nm.

Statistical analysis

Result

The results are expressed as the mean * SE of data obtained from the indicated number of
experiments performed. Statistical significance was determined using Student’s t test

Migration of breast cancer cells is dependent on LPA stimuli

To determine whether LPA induces migration of 4T1 breast cancer cells, we used transwell
migration assays with serum as a positive control. After the withdrawal of serum for 24 h,
LPA induced cell migration in a dose-dependent manner showing a maximum stimulation of
migration at 1 uM LPA (Fig. 1A, top panel). The images of the cells that migrated to the
bottom of the membrane are also shown (Fig. 1A, bottom panel). In addition to transwell
migration assays, we also used a 2D migration, wound healing assay. As shown in Fig. 1B,
12 h after wounding, 4T1 cells migrated to almost close the wound following LPA
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treatment. We plotted the distance of wound-width for migrating cells at various times
indicated at the bottom panel of Fig. 1B. Furthermore, we also examined the effects of
pertussis toxin (PTX) on LPA-induced migration to investigate whether the LPA receptor
was sensitive to PTX. Although the wound width was reduced by LPA treatment, the
decrease was only slightly affected by PTX treatment (Fig. 1B). To determine which
receptor isotype was involved, we examined the effect on migration by antagonists of both
the LPA; and LPAg; receptors using VPC 12249, and VPC 32183, in a transwell migration
assay. After treatment with VPC 12249 or VVPC 32183, the number of cells migrating was
dramatically attenuated compared to cells treated with LPA alone (Fig. 1C). To exclude a
possible influence of cell proliferation on the number of migrating cells after treatment with
PTX or LPA receptor antagonists, we measured cell viability under the same conditions.
There was no significant difference in cell proliferation following treatment with PTX or
VPC12249 regardless of the presence or absence of LPA (Fig. 1D). Taken together, these
results suggest that LPA-induced migration is involved in a PTX-insensitive pathway that
also requires the LPA; or LPA3 receptor isotypes (or both) in 4T1 breast cancer cells.

LPA; receptor is required for LPA-induced migration

To verify the specificity of the LPA receptor isotype in breast cancer cell migration, we
decreased the LPA receptor isotypes using siRNAs directed against LPA, LPA, or LPAs.
As shown in Fig. 2A, LPA; LPA; and LPA; receptors were expressed in 4T1 breast cancer
cells and each of them is specifically silenced by the specific LPA receptor sSiRNA
compared with control siRNA (see also Supple. Fig. 1A). We then investigated LPA-
induced migration using a wound-healing assay after specifically silencing each receptor
isotype (Fig. 2B, quantified in the bottom panel). SIRNA directed against LPA; decreased
LPA-induced migration compared to control siRNA. Lowering LPA; orLPA; had a
significantly smaller effect on migration. LPA-mediated migration using siRNAs to all three
LPA receptors also shows a similar pattern to that of the LPA; receptor (Fig. 2B). To
measure the number of migrating cells after silencing each LPA receptor isotype, we
counted the LPA-induced migrating cells using a transwell assay following LPA treatment.
We observed that LPA- induced migration in either the LPA; receptor silenced cells or
LPA » 3 receptors silenced cells was significantly attenuated, but cell migration was not
significantly affected in either LPA, or LPA3 receptor knock-down cells (Fig. 2C). To rule
out any effect of cell proliferation by LPA; receptor silencing, we examined cell viability
under the same conditions and found that there was no difference between control and LPA;
receptor silenced cells regardless of the presence or absence of LPA (Fig. 2D). These results
indicate that the LPA receptor is responsible for LPA-induced migration in this breast
cancer cell.

LPA induces RhoA activation

A number of previously published papers have suggested that LPA is one of the stimuli
activating several small G proteins including RhoA, Racl, and Cdc42 in a variety of cell
types (Moolenaar 1995; Ueda et al. 2001). We investigated the status of RhoA family
activation by LPA. As shown in Fig. 3A, RhoA was translocated from the cytosol to the
membrane after being activated for 10 min by LPA in 4T1 cells, while other small G
proteins including Racl1, Cdc42 weren’t translocated to the membrane under the same
conditions. Note that LPA induced the stimulation of RhoA in a time-dependent manner.
Fig. 3B also shows that RhoA activity was maximal at 10 min as measured by the amount of
RhoA-GTP pulled down using the Rhotekin-RBD assay. To verify the involvement of the
LPA; receptor in RhoA activation, we investigated the amount of RhoA-GTP using a pull-
down assay after transfection with siRNA directed to the LPA; receptor, or treatment with
the LPA 3 receptor antagonist VPC 12249. The results demonstrate that RhoA activity is
significantly augmented by LPA, but inhibited in the presence of VPC 12249 or by
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transfection of siRNA for the LPA; receptor (Fig. 3C). These results suggest that LPA
specifically enhances RhoA activity by the loading of GTP concurrent with membrane
recruitment through the LPA receptor.

ROCK stimulated by LPA is required for migration

Next, we addressed the question of identifying the downstream targets for RhoA signaling in
migration. Previous work suggested that Rho kinase (ROCK) was the downstream effector
of RhoA in a variety of cell types (Maekawa et al. 1999). Other groups have shown that NM
I was also implicated in cellular responses such as cell motility, and migration
(Dulyaninova et al. 2007). We investigated whether LPA-induced migration was affected by
blebbistatin, a known NM Il inhibitor as well as by the specific RhoA inhibitor, C3 cell
permeable transferase. We also used Y27632 as a ROCK inhibitor. As shown in Fig. 4A,
LPA-induced migration was attenuated by the C3 cell permeable transferase (2 pg/ml) and
by Y27632 (5 uM) in the wound healing assay. LPA-induced migration was also affected by
blebbistatin (10 uM) under the same conditions. To further quantitate the effects of LPA-
induced migration by these inhibitors, we counted the number of migrating cells following
LPA treatment using the transwell assay. After treatment with either C3 or Y27632, LPA-
induced migration was dramatically decreased. The ROCK inhibitor, Y27632, potently
inhibited LPA-mediated migration more than the RhoA inhibitor, C3 cell permeable
transferase. Blebbistatin (10 uM) also prevented LPA-induced migration (Fig. 4B). As
shown in Fig. 4C, we also determined the number of invading cells following LPA treatment
using a matrigel-coated membrane transwell assay and obtained similar results to the LPA-
induced migration assay (Figs. 4B and C). As expected, the disruption of LPA-induced
migration by specific RhoA pathway inhibitors correlated with that of the wound healing
assay shown in Fig. 4A. These results suggest that the RhoA-ROCK pathway is required for
LPA-induced migration in 4T1 breast cancer cells.

LPA induces NM II-A and NM 1I-B phosphorylation through ROCK

Since both the ROCK inhibitor, Y27632, and the NM 11 inhibitor, blebbistatin, prevented
LPA-induced migration (Fig. 4), we examined the phosphorylation of the regulatory light
chain (RLC) at the Ser-19 site by ROCK after treatment with LPA. As shown in Fig. 5A, the
phosphorylation of the RLC was increased by LPA treatment, and no signal can be detected
in the presence of inhibitors even following treatment with high concentrations of LPA (10
uM). To gain further insight, we immunoprecipitated each of two NM 11 isoforms found in
these cells (see Supple. Fig. 1B), NM I1-A and NM I1-B using specific antibodies and then
measured changes in phosphorylation of the RLC induced by LPA. As shown in the
immunoblots in Fig. 5B, phosphorylation of the RLC was significantly enhanced by LPA,
but this phosphorylation was attenuated in the presence of Y27632 or C3 cell permeable
transferase. However, no significant difference of the RLC phosphorylation associated
between NMHC 11-A and 11-B was observed in this condition. To further verify whether the
ROCK-induced phosphorylation of the RLC was mediated by the LPA; receptor or not, we
investigated the phosphorylation of the RLC after transfection of SiRNA directed against the
LPA; receptor. Supplementary Fig. 2 demonstrates that this phosphorylation of the RLC
was significantly attenuated following introduction of LPA; receptor SiRNA. Based on these
results, we suggest that ROCK is involved in LPA-induced RLC phosphorylation and there
is no significant difference in phosphorylation between RLCs associated with NMHC 11-A
or NMHC I1-B following LPA treatment.

The effects of MLCK and MYPT-1 on LPA-induced migration

Since myosin light chain kinase (MLCK) can affect migration (Matsumura and Hartshorne
2008; Nguyen et al. 1999), we utilized ML-7, a known MLCK inhibitor, and MLCK siRNA
to confirm the molecular regulators for LPA-induced migration. Fig. 6A demonstrates that
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ML-7 (25 uM) only partially attenuated LPA-induced migration compared to the ROCK
inhibitor, Y-27632 (5 uM) which was approximately 5-fold more effective at the
concentration used. Fig. 6B also shows that LPA-induced migration was only slightly
decreased in MLCK siRNA-transfected cells compared to control siRNA-transfectd cells.
These results suggest that MLCK is not significantly involved in LPA-induced migration in
4T1 breast cancer cells. To determine whether the silencing of ROCK disrupts LPA-induced
migration or not, we measured LPA-induced migration after the transfection with ROCK
SiRNA. Fig. 6C demonstrates that LPA-induced migration was decreased in ROCK siRNA-
transfected cells compared to control siRNA-transfectd cells. To determine whether LPA;
activation of ROCK results in inhibition of myosin phosphatase activity, we measured
whether the target subunit of myosin phosphatase-1 (MYPT-1) is phosphorylated on Ser-695
and Thr-853 (Matsumura and Hartshorne 2008). Serum, used as a positive control, increases
phosphorylation of Ser-695 and Thr-853 of MYPT-1. LPA only slightly increases
phosphorylation of Ser-695 of MYPT-1, and has no any effect on phosphorylation of
Thr-853 (Fig. 6D). These results suggest that LPA-induced migration was not linked to
inactivation of myosin phosphatase activity. Taken together, these results lead us to
conclude that LPA-induced migration is dependent on ROCK directly phosphorylating the
RLC of NM II-A and NM 11-B in 4T1 breast cancer cells.

NM II-A and NM I1I-B are both key players for LPA-induced migration

Considering that both migration and invasion stimulated by LPA was interrupted by the
specific NM Il inhibitor, blebbistain (Figs. 4B and C) and the endogenous expression of
NMHC 1I-A, and B was detected but that of NMHC 11-C wasn’t observed in the 4T1 cells
(Supple. Fig. 1B), we generated stable knock down cells of NMHC II-A and B using sShRNA
lentivirus in order to investigate the roles of NM 11-A and NM 11-B for LPA-induced
migration. First we quantified the relative amount of NM 1I-A and NM 1I-B in 4T1 cells
using mass spectrometry and found that there was approximately 6—7 times more NM [1-A
than NM-B (data not shown). Immunoblotting and immunofluorescence microscopy reveal
that NMHC 11-A, and I1-B were completely ablated in 4T1 cells by shRNA lentivirus (Figs.
7A, and B). We then measured the migration of the knock-down cells using a wound healing
assay. These results show that after wounding, LPA-induced migration in either NMHC II-A
or 11-B knock down cells was slowed compared to that of control cells (Fig. 7C). To further
quantify cell movement, we counted the cells responding to LPA using a transwell assay. As
shown in Figs. 7D and E, LPA-induced migration and invasion were decreased in NMHC II-
A, or I1-B knock-down cells, respectively. These results suggest that both NM 11-A and 11-B
are required for LPA-induced migration and invasion in breast cancer cells. To document
whether these effects are reversible, we introduced the GFP-NMHC I1-A or GFP-NMHC II-
B in NMHC Il depleted 4T1 cells. As shown in Fig 8A, expression of GFP-NMHC 1I-A in
NMHC I1-A shRNA infected 4T1 cells rescued LPA-induced migration compared to the
GFP vector alone. However, adding-back of GFP-NMHC 11-B in NMHC I1-A silenced 4T1
cells only partially rescued compared to GFP-NMHC II-A. Fig. 8B also demonstrated that
similar results were obtained following depletion of NMHC I1-B. Restoration of expression
of GFP-NMHC I1-A or B was confirmed through immunoblotting (Fig. 8 bottom panel)
Theses results suggest that NMHC 11-A and 11-B play distinct roles on LPA-induced
migration in 4T1 cells.

LPA-induced migration in MDA-MB-231 cells

Based on these results, we investigated whether LPA-induced migration is dependent on cell
type, by using a second line of human breast cancer cells, MDA-MD-231. Some reports
have suggested that the LPA1 receptor was more highly expressed in MDA-MB-231 than
any other human breast cancer cell line (Bandoh et al. 1999; Hama et al. 2004; Shida et al.
2008; Supple. Fig. 1A). As shown in Fig. 9A, to verify the effect of the LPA; receptor on
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LPA-induced migration, we measured the number of migrating cells after silencing the
LPA; receptor. LPA-induced migration in these cells was significantly attenuated compared
to control. The silencing of the LPA; receptor by siRNA was confirmed in MDA-MB 231
cell (data not shown). We then measured LPA-induced migration using PTX and Y-27632
in the absence or presence of LPA. As shown in Fig. 9B, both PTX and Y-27632 inhibited
the LPA-induced migration to the same extent. These results suggest that LPA-induced
migration is involved in both a PTX-sensitive pathway and a ROCK-dependent pathway in
MDA-MB-231 cells. Next, we measured the number of LPA-induced migrating or invading
cells after silencing either NMHC I1-A or II-B. Fig. 10 demonstrates that migration (Fig.
10A) and invasion (Fig. 10B) were dramatically attenuated by either decreasing NM 1I-A, or
I1-B compared to control cells. The silencing of NMHC I1-A or 11-B was verified by
immunoblotting in MDA-MB 231 cell (Fig. 10C). Therefore, we suggest that NM I1-A or 11-
B also play an essential role for LPA-induced migration and invasion in MDA-MB-231
cells.

Discussion

Enhanced migration is an important feature of tumor cells and is also thought to contribute
to invasion and metastasis. Migration and invasion in cancer cells results from highly
organized sequential modules triggered by external stimuli. Upon stimulation, the leading
edge of the cell membrane protrudes in the intended direction and subsequently stabilizes
inducing cell body movement followed by tail detachment and retraction. In this study, we
provide evidence that the LPA; receptor but not the LPA, or LPA3 receptor is required for
LPA-induced migration in the two breast cancer cell lines, 4T1, and MDA- MB-231 cells. In
4T1 cells, the RLCs associated with both NMHC I1-A and I1-B are phosphorylated by LPA;
receptor-dependent ROCK activation.

Although there is considerable information concerning the functional role of NM Ils in
mammary cell migration, the role of each of the NM 11 isoforms remains controversial. For
example, the MCF-10A human normal mammary epithelial cell line, which expresses NM
I1-A and I1-B, continues to migrate when treated with the NM I1 inhibitor, blebbistatin
(Even-Ram et al. 2007). On the other hand, MA-MB-231 human breast cancer cells, which
also express NM 11-A and 11-B, attenuated their migration when NMHC 11-A or 1I-B is
depleted using siRNA (Betapudi et al. 2006). Our findings which are similar to those of
Betapudi et al. are that LPA-induced migration is impaired by either blebbistatin, or by
depletion of NMHC 1I-A or 11-B in 4T1 mouse breast cancer cells which express both
isoforms.

Interestingly, a recent paper demonstrated that the ectopic expression of LPA; receptors in
MCF-10A cells, which are known as slow moving cells, caused these cells to acquire
invasive characteristics (Li et al. 2009). Consistent with this, MDA-MB-231 cells, which are
known as highly migratory cells, expressed more LPA receptor than any other breast cancer
cell line (Bandoh et al. 1999; Ham et al. 2004; Shida et al. 2008; Supple. Fig. 1A). 4T1 cells,
which we employ in this study, also express large numbers of the LPA; receptor and have
enhanced migration characteristics (Fig. 2, Supple. Fig. 1A). These observations suggest that
LPA; receptors appear to play a significant role in mammary cell migration.

LPA receptors are well known heterotrimeric-G protein coupled receptors (Lee et al. 2008;
Stahle et al. 2003). The expression profiles and functional roles of the three LPA receptors
isotypes have been characterized in a variety of cell types. Specifically, the LPA; receptor
was highly expressed in human breast cancer cells including MDA-MB-231, BT549, and
Hs578T (Chen et al. 2007). In an in vivo model, the LPA; receptor rather than either the
LPA, receptor or LPAg3 receptor was required for breast cancer cells to metastasize to bone
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(Boucharaba et al. 2006). LPA receptors appeared to be dominantly expressed in 4T1 cells
as shown in Supple. Fig. 1A. Both LPA; receptor siRNA and LPA; 3 antagonists
significantly inhibited LPA-induced migration (Figs. 1, 2, and 9A) in these cells. So, we
suggest that LPA; receptors are required for LPA-induced migration in 4T1 cells.

Our finding that 4T1 cell are relatively insensitive to PTX for LPA-induced migration even
at high concentrations (1 pg/ml) is of interest (Figs. 1B, C), since, PTX is usually known as
an inhibitor of LPA-induced migration in a wide variety of cancer cells such as U87, PC3,
PANC-1, and MDA-MB-231 cells (Anliker and Chun 2004, Ishii et al. 2004). These results
imply that the LPA; receptor in 4T1 cells is mainly coupled to the PTX-insensitive Go.
subunit and that these cells appear to have distinct signaling pathways bypassing the PTX-
sensitive pathway. Previous studies have reported that G913 regulates RhoA activity and
LPA stimulates RhoA through G113 to induce cell migration (Bian et al. 2006; Hart et al.
1998). Here, we show that the LPA receptor activated RhoA but not Racl or Cdc42 and
stimulated the RhoA dependent ROCK pathway. These results suggest that LPA enhances
migration through LPA;-PTX insensitive G15/13-RhoA-ROCK pathway in 4T1 cells.

In view of the fact that the silencing of either NMHC I1-A or I1-B attenuated LPA-induced
migration (Figs. 7D, and E), we can set up a hypothesis in which the disruption of either
isoform by silencing of NMHC I1-A or 11-B expression results in impaired migration. Both
NMHC 1I-A and 11-B appear to play unique cellular roles in LPA-induced migration because
reduction of one isoform couldn’t be compensated for by transfection of the second isoform
with respect to LPA-induced migration (Fig. 8). Furthermore, NM I1-A appears to be the
major isoform in 4T1 cells since it is expressed at a protein level 6—7 times more than NM
I1-B as determined by mass spectrometry, but we failed to detect any difference in LPA-
induced migration by silencing NM I1-A or NM I1-B and we couldn’t observe any difference
in phosphorylation between RLCs associated with NM [1-A or NM 11-B following LPA
treatment.

Previous work has shown that phosphorylation of the RLC regulates cell migration and
induces morphological changes. Sandquist et al. showed that the ROCK-induced
phosphorylation of the RLC regulates cell migration in the lung carcinoma A 549 cell line.
Generally, both ROCK and MLCK are candidates for kinases phosphorylating the RLC in
cell migration. Their specific activity and localization have been delineated in a variety of
cell types (Totsukawa et al. 2004). They suggested that ROCK predominantly activates NM
Il contractility in the central cell region whereas MLCK plays a role at the cell margins.
Here, we determine that ROCK rather than MLCK is the main kinase for LPA-induced
migration in 4T1 cells (Figs. 6A, B, and C). Based on our studies with MYPT-1, we suggest
that ROCK is more likely to phosphorylate and directly activate myosin, than to
phosphorylate and inactivate myosin phosphatase (Fig. 6D).

Although a number of investigators have utilized 4T1 breast cancer cells as a positive
control for the study of metastasis in vivo, the signaling mechanism triggering the induction
of migration or invasion was largely unknown. Here, we provide evidence about the
mechanism of in vitro migration, and also describe how NM Il can contribute to LPA-
induced migration in 4T1 cells.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Fig. 1. Breast cancer cell line 4T1 migration induced by LPA is pertussis toxin (PTX) insensitive
A. LPA-stimulated cell migration in transwell chambers. 4T1 cells (2x10°) were plated in
transwell chambers and then serum starved for 24 h. Cell migration was performed in the
indicated concentrations of LPA, or serum (10% FBS) for 12 h. Serum was used as a
positive control. LPA-induced migrating cells were counted as described in Experimental
Procedures. Migration was assessed in three independent transwell chambers for each
condition. The phase contrast micrographs of migrated cells on the basal sides of the
transwell membranes are shown for the indicated LPA concentration or serum condition.
Bars represent SE for the mean number of cells migrated per field from triplicate
determinations. B. Effect of pertussis toxin (PTX, 100ng/ml) on LPA-induced migration in a
wound-healing assay (Upper panels) and measurement of cell migration after wounding
(Lower panel). 4T1 cells were serum starved for 24 h. The wound was made by scratching
with a pipette tip at time 0 h. After 12 h, the image of the wound was measured according to
the dashed lines. The graph shows the width of the wound at the indicated time point,
expressed as a percentage of the initial distance at time 0 h. C. Cell migration in transwell
chambers. 4T1 cells were serum starved for 24 h. Cells were treated with LPA and PTX
(100ng/ml) a heterotrimeric G protein inhibitor or VPC 12249 (1mg/ml) or VPC 32183
(Img/ml) used as LPA; 3 receptor antagonists. After 12 h, migration was assessed as
described in Experimental Procedures. These values are representative of three independent
experiments. D. Effects of a heterotrimeric G protein inhibitor (PTX) or LPA; 3 receptor
antagonist (VPC 12249) on cell viability. 4T1 cells were serum starved for 24 h and then
treated with control (vehicle), PTX (100ng/ml) or VPC 12249 (1mg/ml) in the presence or
absence of LPA. After 12 h, cell viability was measured as described in Experimental
Procedures.
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Fig. 2. The LPA1 receptor is involved in breast cancer cell migration

A. The silencing effects of sSiRNAs for LPA; LPA; and LPA3 receptors. 4T1 cells were
transfected with the indicated siRNAs for LPA; LPA;, or LPAg receptors (siR) or for
luciferase as a control (con). After 48 h transfection, RT-PCR was performed as described in
Experimental Procedures. B. Effects of siRNA for LPA; LPA; and LPAgz receptors on
LPA-induced migration in wound-healing assays (Upper panel). Measurement of distance
for LPA-induced migration after silencing of the indicated LPA receptor isotypes (Lower
panel). 4T1 cells were transfected with SiRNAs for LPA; LPA, or LPAgz receptors or
LPA; , 3 receptors together or control siRNA (luciferase). Twenty-four hrs after
transfection, cells were serum starved for 24 h and then wounded using pipette tips in the
presence of LPA. After 12 h, wound size was measured as described in Experimental
Procedures. The size of the wound was measured and expressed as a percentage of the initial
wound size at time 0 h. C. Effects of siRNAs for LPA; LPA;, or LPA3 receptors or
LPA; , 3 receptors on cell migration using transwell chambers. 4T1 cells were transfected
with siRNAs for the indicated receptors or control sSiRNA (luciferase). Twenty-four hrs after
transfection, cells were serum starved for 24 h. Cell migration was performed in the
presence or absence of LPA. After 12 h, LPA-induced migrating cells were counted. These
values are representative of three independent experiments. D. Effect of LPA; receptor
knock down on cell viability. 4T1 cells were transfected with siRNAs for the indicated
LPA; receptors or control SiRNA (luciferase). After 24 h of transfection, these cells were
serum starved for 24 h. Cell viability was measured in the presence or absence of LPA for
12 h.
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Fig. 3. LPA induces RhoA activation in 4T1 cells

A. Translocation of RhoA to the membrane by LPA treatment. 4T1 cell lysates were
separated into cytosol (Cyt.) and membrane (Memb.) fractions after LPA treatment. An
equal amount of protein (50 pg) was analyzed by SDS 4-20% PAGE, and immunoblotted
with the indicated antibodies. Relative intensity of signal was determined using ImageJ
(NIH). Data represent one of three independent experiments. B. Time dependence of RhoA
activation by LPA (1 uM). After treatment with LPA for the indicated times, cell lysates
were harvested and centrifuged. The supernatants were used for pull-down assays with
Rhotekin-RBD or PAK-PBD beads. Relative intensity of signal was determined using
ImageJ (NIH). Three independent assays are performed. C. Involvement of LPA receptors in
RhoA activation. 4T1 cells were treated with LPA for 10 min after silencing of the LPA;
receptor or treatment with VPC12249, an LPA; 3 receptor antagonist. Relative intensity of
the signal was determined using ImageJ (NIH).
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Fig. 4. LPA-induced ROCK activity is required for migration

Page 18

A. Effects of the C3 cell permeable transferase (2 ug/ml), Y27632 ROCK inhibitor (5 uM),
or blebbistatin, a nonmuscle myosin Il inhibitor (10 pM) on LPA-induced migration in
wound-healing assays. Images of 4T1 cells are shown 12 h after wounding. B. 4T1 cells
were treated with the C3 cell permeable transferase, Y27632, or blebbistatin in the presence

or absence of LPA for each condition. After 12 h, migrating cells were quantified as

described in Experimental Procedures. These values represent the mean + SE. C. Effects of
C3 cell permeable transferase, Y27632, or blebbistatin on a LPA-induced invasion assay.

These values represent the mean * SE.
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Fig. 5. ROCK activated by LPA phosphorylates the RLC in both NM I1-A and NM 11-B

A. 4T1 cells were serum starved for 24 h. Cells were treated with LPA (d—o) for 10 min
after 30 min pretreatment with Y27632 (5 pM, g-i), VPC12249 (1 uM, m-o) or after 2 h
pretreatment with C3 transferase (2 pg/ml, j—I). Cells were fixed and stained with
rhodamine-phalloidin (red) to visualize actin or anti-pRLC antibody (Ser-19) (green) to
detect phosphorylated RLCs. The blue color is DAPI staining to mark nuclei. B. 4T1 cells
were serum starved for 24 h. After 30 min pretreatment with Y27632 (5 uM) or 2 h
pretreatment with C3 transferase (2 pg/ml), cells were treated with LPA for 10 min,
harvested and then lysed. NMHC 1I-A or 11-B were immunoprecipitated with isoform-
specific antibodies, separated by SDS-PAGE, and immunoblotted with the indicated
antibodies. Relative intensity of signal was determined using ImageJ (NIH).
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Fig. 6. The effects of ML-7, Y27632 or MYPT-1 on LPA-induced migration

A. After cells were serum starved for 24 h, cells were treated with control (vehicle), Y27632
(5 uM), or ML-7 (25 uM) in the presence or absence of LPA (1 uM). After 12 h, cell
migration was counted. Bar graph quantifies LPA-induced migration in the presence or
absence of LPA for each condition. These values represent the mean + SE. *p< 0.05 versus
vehicle-treated cells. B. 4T1 cells were transfected with the indicated siRNAs for MLCK or
luciferase (control). Twenty-four hrs after transfection, cells were serum starved for 24 h and
then incubated in the presence or absence of LPA. After 12 h, LPA-induced migration was
measured. The values in the bar graph represent the mean + SE.**p< 0.01 versus control
(luciferase) siRNA-transfected cells. C. Cells were transfected with the indicated SiRNAs
for ROCK and luciferase (control). Twenty-four hrs after transfection, cells were serum
starved for 24 h and then incubated in the presence or absence of LPA. After 12 h, LPA-
induced migration was measured. The values in the bar graph represent the mean + SE.
***p< 0.01 versus control (luciferase) siRNA-transfected cells. D. After 4T1 cells were
serum starved for 24 h, cells were treated with serum (10%) or LPA (1 uM) for 10 min.
Cells were harvested, lysed, centrifuged, and the supernatants were subjected to SDS 4-12
% PAGE. The membranes were probed with the indicated antibodies to pMYPT (Ser-695,
Thr-853), MYPT-1, NMHC II-A, 11-B and actin. Actin was used as a loading control.
Relative intensity of signal was determined using ImageJ (NIH).
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Fig. 7. Both NM I1-A and NM 11-B play a role in 4T1 cell migration

A. The effects ShRNA silencing of NMHC II-A or NMHC 11-B in 4T1 cells. After infection
with lentivirus, equal amounts of protein in cell lysates were loaded and subsequently
immunoblotted with the indicated antibodies to NMHC I1-A, 11-B, or actin as a loading
control. B. 4T1 cells were plated on poly-D-lysine-coated culture slides. After starving in
serum-free media for 24 h, cells were incubated in the presence or absence of LPA for 10
min. NMHC I1-A or 11-B depleted 4T1 cells were fixed and then immunostained with
specific antibodies to NMHC I1-A (green) and I1-B (red) to detect the myosin isoforms. C. A
wound was generated by scratching at time point 0 h. After 12 h, the image of the wound is
shown in 4T1 cells stably infected with the indicated ShRNAs or control, scrambled shRNA.
D. Quantification of LPA-induced migration in 4T1 cells stably infected as described for C,
above. These values represent the mean + SE. E. LPA-mediated invasion using matrigel-
coated membranes. These values represent the mean + SE.
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Fig. 8. Rescue by GFP-NM I1-A or GFP-NM 11-B after NM 11-A or 11-B depletion in 4T1 cells
A. Quanitification of LPA-induced migration after restoration by vector, GFP-NMHC I1-A
or GFP-NMHC I1-B in NMHC I1-A depleted 4T1 cells. Cells were harvested, lysed,
centrifuged, and the supernatants were subjected to SDS 412 % PAGE. The membranes
were probed with the indicated antibodies to NMHC 1I-A, 11-B and actin. Actin was used as
a loading control. These values represent the mean + SE. *,**p< 0.01 versus GFP vector-
transfected cells. B. Quanitification of LPA-induced migration using NMHC 11-B depleted
4T1 cells as described in A, above. These values represent the mean + SE. #, ##p< 0.01
versus GFP vector-transfected cells.
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Fig. 9. LPA1-induced migration in MDA-MB-231 cells

A. MDA-MB-231 cells were transfected with LPA; receptor or control (luciferase) siRNAs.
Twenty-four hrs after transfection, cells were serum starved for 24 h. After 12 h, LPA-
induced migration was measured for MDA-MB-231 cells using a transwell chamber. These
values are representative of three independent experiments. B. Effects of pertussis toxin
(PTX, 100ng/ml) and Y27632 (5 uM) on LPA-induced migration. Migration in the presence
or absence of LPA was quantificated for each condition. These values represent the mean
SE.
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Fig. 10. The effects of decreasing NM I1-A or 11-B on LPA-induced migration in MDA-MB-231
cells

A. Measurement of LPA-induced migration after NMHC I1-A or 11-B siRNA treatment in
MDA-MB-231 cells. Migration of NMHC 1I-A or I1-B siRNA treated cells was measured in
the presence or absence of LPA. These values represent the mean + SE. B. LPA-mediated
invasion of NMHC II-A, or 11-B siRNA treated cells or control (luciferase) siRNA treated
cells using matrigel-coated membranes. These values represent the mean + SE. C. After
transfection with indicated siRNAs for control (luciferase), NMHC I1-A, and NMHC I1-B,
cells were treated with LPA for 10 min, harvested and then lysed. The supernatants were
subjected to SDS 4-12 % PAGE. The membranes were probed with the indicated antibodies
to NMHC 1I-A, 11-B and actin. Actin was used as a loading control.
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