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14-3-3� is frequently overexpressed in breast cancer; however, whether it contributes to breast cancer progression remains unde-
termined. Here, we identify a critical role for 14-3-3� in promoting breast cancer metastasis, in part through binding to and inhi-
bition of RhoGDI�, a negative regulator of Rho GTPases and a metastasis suppressor. 14-3-3� binds Ser174-phosphorylated
RhoGDI� and blocks its association with Rho GTPases, thereby promoting epidermal growth factor (EGF)-induced RhoA, Rac1,
and Cdc42 activation. When 14-3-3� is overexpressed in MCF7 breast cancer cells that express 14-3-3� at low levels, it increases
motility, reduces adhesion, and promotes metastasis in mammary fat pad xenografts. On the other hand, depletion of 14-3-3� in
MCF7 cells and in an invasive cell line, MDA-MB231, inhibits Rho GTPase activation and blocks breast cancer migration and
invasion. Moreover, 14-3-3� overexpression in human breast tumors is associated with the activation of ROCK (a Rho GTPase
effector), high metastatic rate, and shorter survival, underscoring a clinically significant role for 14-3-3� in breast cancer pro-
gression. Our work indicates that 14-3-3� is a novel therapeutic target to prevent breast cancer metastasis.

14-3-3 is a family of evolutionarily conserved proteins with
the property of specific phosphoserine/threonine binding.

Through their ability to bind phosphorylated protein ligands, they
are involved in many different cellular processes, including mito-
genesis, cell cycle control, DNA damage checkpoint, apoptosis,
etc. (1). They are required for converting many phosphorylation
events into subsequent biochemical or biological outcomes. In
mammals, there are seven 14-3-3 isoforms (�, ε, �, �, �, �, and �),
each with distinct and sometimes overlapping functions (2). For
example, 14-3-3� binds to the cyclin-dependent kinase inhibitor
p21Waf1/Cip1 and induces ubiquitin-independent proteasomal
degradation of p21 to promote cell growth (3). Overexpression of
14-3-3� is frequently seen in human breast cancer and is associ-
ated with shorter patient survival (3). 14-3-3� is upregulated by
tenascin-C (3, 4). Recent studies show that the expression of te-
nascin-C at the invasion border of early breast cancer significantly
correlates with proliferative activity, higher risk of distant metas-
tasis, and local recurrence (5). Thus, whether 14-3-3� overexpres-
sion in breast cancer has any direct link to breast cancer metastasis
deserves investigation.

Breast cancer is the most commonly diagnosed type of cancer
in women. It represents 29% of all new cancer cases in 2013 among
women in the United States (6) and is estimated to develop in one
out of every eight women in the United States during their life-
times (7). Although most breast cancers are diagnosed during rel-
atively early stages, unfortunately nearly 30% of them will even-
tually develop metastasis in spite of treatment (8). Cancer
metastasis comprises a series of sequential steps, including migra-
tion, invasion, dissemination through blood or lymphatic vessels,
and repopulation (colonization) in distant sites (9). Thus, if there
were a subset of master regulators that promote breast cancer
metastasis, it would be the ones involved in many diverse signaling
processes. There are a few master regulators that have been shown
to promote breast cancer metastasis, including TWIST (10) and
several proteins in the Rho GTPase pathways (11, 12).

Rho GTPases are small G proteins that transduce signals from
cell surface receptors to a variety of intracellular responses. They

control several essential cellular functions, including motility, ad-
hesion, and proliferation, and are widely implicated in carcino-
genesis and metastasis (13, 14). The Rho GTPase family is com-
posed of five subfamilies, Rho, Rac, Cdc42, Rnd, and RhoBTB.
Rho GTPases are controlled by three classes of regulators: GEFs
(guanine nucleotide exchange factors), GAPs (GTPase activating
proteins), and GDIs (GDP dissociation inhibitors). At steady
state, most of the Rho GTPases are kept inactive in the cytosol by
binding to GDIs, which inhibit the dissociation of GDP from Rho
GTPase proteins and prevent GTPase activation by GEFs (15).
While there are more than 20 Rho family members in humans,
only three GDIs with proven biological functions have been
found: RhoGDI�, RhoGDI�, and RhoGDI� (also known as
GDI1, GDI2, and GDI3) (16). Among these three RhoGDIs,
RhoGDI� is the most abundant one. Loss of RhoGDI� expression
in breast cancer has been shown to enhance metastasis (17).
RhoGDI� (GDI2) also has been confirmed to be a metastasis sup-
pressor gene in bladder cancer (18, 19). These data all support a
metastasis suppressor role for RhoGDIs.

In this study, we investigated the role of 14-3-3� in breast can-
cer metastasis. We show that 14-3-3� binds to the phosphorylated
RhoGDI� upon epidermal growth factor (EGF) stimulation,
thereby releasing Rho GTPases and promoting EGF-induced
RhoA, Rac1, and Cdc42 activation. This leads to increased breast
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cancer cell motility and invasion in cells and promotes metastasis
in an in vivo breast cancer xenograft model. Additional analysis in
human primary breast tumors shows that overexpression of 14-
3-3� is correlated with higher Rho GTPase activities and is associ-
ated with a higher incidence of breast cancer metastasis and
shorter patient survival. Thus, these data suggest that 14-3-3� is a
novel regulator that promotes breast cancer metastasis.

MATERIALS AND METHODS
Cell culture and infection. MCF7 cells, MDA-MB231 cells (both from
ATCC), and HEK293T cells were grown in Dulbecco’s modified Eagle’s
medium (DMEM) supplemented with 10% fetal bovine serum (FBS),
penicillin (50 IU/ml), and streptomycin (50 	g/ml) in a humidified incu-
bator with 5% CO2 at 37°C.

Retrovirus was produced in HEK293T cells. Twenty-four hours after
transfection, the virus-containing medium was collected to infect MCF7
cells with the addition of 8 	g/ml Polybrene. Forty-eight hours after in-
fection, the virus-containing medium was replaced by fresh culture me-
dium. To establish stable cell lines, infected cells were selected with 1
	g/ml puromycin or 50 	g/ml hygromycin for 1 week.

Recombinant plasmids. To construct pQCXIP-14-3-3�-FLAG, hu-
man 14-3-3� cDNA was amplified by PCR with the primers 5=-ACTTGG
ATCCACCATGGAGAAGACTGAGCTG-3= and 5=-GCGCGAATTCTA
CTTATCGTCGTCATCCT-3= to add FLAG tag at the C terminus of 14-
3-3�. The PCR product was digested with BamHI/EcoRI, cloned into
pQCXIP, and verified by sequencing.

The pCMV6 constructs expressing His-tagged wild-type (WT) and
S101A/S174A RhoGDI� were kindly provided by Celine DerMardiros-
sian from The Scripps Research Institute. The S101A- and S174A-express-
ing vectors were constructed by replacing the N-terminal fragment (in-
cluding the S101A site) or C-terminal fragment (including the S174A site)
of S101A/S174A RhoGDI� cDNA with the corresponding fragment of
wild-type RhoGDI� cDNA by HindIII/HpaI digestion. The murine stem
cell virus luciferase PGK Hygro construct (deposited in Addgene by Scott
Lowe) was purchased from Addgene. Two validated short hairpin RNAs
(shRNAs) (1, TRCN0000078169; 2, TRCN0000078172) targeting human
14-3-3� were purchased from Sigma.

GST pulldown assay, immunoprecipitation, and Western blotting.
Cells were harvested in NP-40 lysis buffer (50 mM HEPES, pH 7.4, 150
mM NaCl, 1 mM EDTA, 10% glycerol, and 1% NP-40) with protease
inhibitor cocktails and sonicated briefly. To detect in vitro binding, gluta-
thione S-transferase (GST)–14-3-3� protein was purified from Escherichia
coli and coupled to glutathione-Sepharose beads (GE Healthcare) as de-
scribed before (20). Cell lysates were incubated with GST or GST–14-3-3�
beads overnight at 4°C and then washed twice with cold phosphate-buff-
ered saline (PBS). To detect cellular coimmunoprecipitation, cell lysates
were incubated with control IgG or the indicated antibodies overnight
and then incubated with protein A/G or protein G beads (Pierce) for 45
min at 4°C, followed by washing twice with NP-40 lysis buffer. In the in
vitro reconstitution experiments, lysates prepared from 14-3-3�-depleted
cells were incubated with 200 ng of purified 14-3-3� protein for 2 h at 4°C
before addition of anti-RhoGDI� antibody for immunoprecipitation.
Immunoprecipitates and input protein lysates were fractionated by SDS-
PAGE and electrotransferred to an Immobilon-P membrane (Millipore).

The specific signals were detected with appropriate antibodies. The
antibodies specific to RhoGDI� (A-20), RhoA (26C4), and GST (B-17)
were purchased from Santa Cruz Biotechnology. The monoclonal anti-
body for 14-3-3� (3B9), FLAG (F3135), and �-actin antibody (A2066)
were purchased from Sigma. Anti-His antibody was purchased from
Clontech Laboratories. Anti-pS174-RhoGDI� was purchased from Assay
Biotechnology Company. Anti-ROCK2 antibody was purchased from
Upstate. Anti-pS1366-ROCK2 antibody was purchased from GeneTex
Inc. Anti-Rac1 and Cdc42 antibodies were purchased from BD Biosci-
ences and Millipore, respectively.

Transwell cell migration and invasion assays. 14-3-3�–FLAG-over-
expressing or 14-3-3�-depleted cells and their control cells were subjected
to Transwell cell migration assays as described previously (21). A total of
25,000 cells were seeded in 0.1% bovine serum albumin (BSA)-con-
taining medium in the top chamber of the Transwells. EGF (0.1 	g/ml
for MCF7 cells and 0.01 	g/ml for MDA-MB231 cells) was added to
the lower chamber, and cells were allowed to migrate through 8-	m-
pore inserts for 6 h. After removal of the nonmigratory cells from the
top chambers, cells that migrated to the fibronectin-coated bottom
filter were fixed and stained with crystal violet. A total of 30 fields/
sample were counted under the microscope using a 20
 objective. The
relative migratory rate was determined as the fold increase compared
to that of unstimulated control cells.

In the invasion assays, 100,000 cells were seeded in serum-free me-
dium in the top chamber of the Matrigel-coated inserts (BD Bioscience).
Cells were allowed to migrate through 8-	m pores toward 5% serum-
containing medium in the lower chamber for 24 h. Cells invading the
bottom filter were stained and counted as described above. For ROCK
kinase inhibition, MCF7 cells were preincubated with 10 	M ROCK in-
hibitor Y27632 (Sigma) for 2 h before trypsinization and then seeded in
medium with 10 	M Y27632 in the Matrigel-coated inserts. For the
RhoGDI� mutant, control and 14-3-3�–FLAG-overexpressing stable
MCF7 cells were transfected with either empty vector or His-RhoGDI�
S174A mutant by Lipofectamine 2000. Twenty-four hours after transfec-
tion, cells were applied to Matrigel invasion assays as described above.

Cell adhesion and immunostaining of cytoskeleton. MCF7 stable
cells were treated with EGF for 20 to 60 min and then fixed. Polymerized
actin stress fibers were stained with rhodamine-conjugated phalloidin,
and focal adhesions were visualized using antivinculin antibody as de-
scribed previously (21). For adhesion assays, cells were seeded in 2.5%
serum-containing medium on the coverslips precoated with 20 	g/ml
fibronectin (Sigma) and incubated at 37°C. Cells were fixed in 3.7% PBS-
buffered paraformaldehyde at different time points and permeabilized
with 0.1% Triton X-100. After blocking in 5% BSA-containing PBS, cells
were incubated with antivinculin monoclonal antibody (Sigma) over-
night at 4°C. Cells were washed and incubated with Alexa Fluor 488 –
rabbit anti-mouse IgG (Invitrogen) for 1 h at room temperature, followed
by incubation with rhodamine-conjugated phalloidin (Cytoskeleton,
Inc.) for 2 to 3 h at room temperature. Nuclei were stained with Hoechst
33258 (Sigma). After a final wash, the cells were mounted and images were
captured using a Zeiss fluorescence microscope (Axio Observer inverted
microscope).

Rho GTPase activity assays. To examine EGF-induced Rho GTPase
activation, GTP-bound RhoA or Rac1 was determined by specific binding
to the Rho-binding domain of rhotekin (GST-RBD) or the p21-binding
domain of PAK1 (GST-PBD), respectively. Cells were starved in 0.1%
BSA-containing Dulbecco’s modified Eagle medium (DMEM) overnight
and then stimulated with 0.1 	g/ml EGF (for MCF7 cells) or 0.01 	g/ml
EGF (for MDA-MB231 cells) for various times. For the PAK1 kinase in-
hibition assay, starved cells were preincubated with 10 	M IPA-3 (PAK
inhibitor; Calbiochem) for 3 to 4 h before EGF treatment. Dimethyl sul-
foxide (DMSO) was used as a vehicle control. For the RhoGDI� mutant,
control and 14-3-3�–FLAG-overexpressing stable MCF7 cells were trans-
fected with either empty vector or the His-RhoGDI� S174A mutant by
Lipofectamine 2000. Twenty-four hours after transfection, cells were
starved before EGF treatment. Equal amounts of cell lysates were incu-
bated with GST-RBD or GST-PBD-conjugated glutathione beads at 4°C
for 2 to 3 h. The activated RhoA and Rac1 or Cdc42 was pulled down by
GST-RBD and GST-PBD, respectively, and then resolved by SDS-PAGE.
Immunoblotting was performed using an antibody specific to RhoA
(Santa Cruz Biotechnology) or Rac1 (BD Biosciences).

Animal studies and imaging. Five- to 6-week-old female athymic
nude mice (Harlan Sprague-Dawley) were implanted with 17�-estradiol
pellets (0.72 mg/90-day release; Innovative Research of America). MCF7
cells (5 
 106; vector control or 14-3-3�–FLAG overexpressing) were in-
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jected into the mammary fat pad of mice. Tumors were measured with
calipers, and multimodality imaging, including bioluminescence, was
done every week as described previously (22). Briefly, tumors were visu-
alized by tail vein injection of 3 mg VivoGlo luciferin (Promega) into the
anesthetized mice. Mice were imaged immediately after injection. Optical
and X-ray images were recorded by a Kodak in vivo multispectral system
FX (Carestream Health Molecular Imaging). Computed tomography
(CT) imaging was performed using a Siemens MicroCAT II SPECT/CT
(Siemens Medical Solutions). Mice were killed when they were sick or

tumor size reached 1.5 cm. Organ imaging was done immediately after
mice were sacrificed. All experiments were performed under an Institu-
tional Animal Care and Use Committee (IACUC)-approved protocol,
and all experiments conformed to IACUC standards.

Frozen breast cancer tissue analysis. The collection of frozen breast
tumor tissues, under an institutional review board-approved protocol,
had been described in prior publications (3, 23). The frozen tissues were
minced and lysed in 1% SDS– 60 mM Tris-HCl and boiled for 5 min. The
lysates were briefly sonicated and clarified by centrifugation to remove

FIG 1 14-3-3� regulates breast cancer cell migration and invasion. (A) A stable MCF7 cell line expressing 14-3-3�–FLAG or an empty vector (Vec) was
established, and lysates were subjected to SDS-PAGE analysis side by side with four primary human breast tumor samples (5T, 37T, and 10T are from the 14-3-3�
overexpression group, whereas 9T is from the nonoverexpression group [3]). Total cell lysates were immunoblotted (IB) using anti-FLAG and anti-14-3-3�
antibodies, respectively, to verify the expression of 14-3-3�–FLAG. The expression of �-actin serves as a loading control. (B) Overexpression of 14-3-3� increased
MCF7 cell migration. MCF7 stable cell lines were subjected to a Transwell cell migration assay. EGF was added to the lower chamber of Transwells, and cells were
allowed to migrate for 6 h. The relative migration rate was defined as the fold increase of migrated cells compared to the level for unstimulated vector control cells.
Data shown are the means � standard errors of the means from four independent experiments. *, P � 0.05 (two-tailed t test). w/, with; w/o, without. (C)
14-3-3�-overexpressing MCF7 cells had a higher invasion rate. Stable MCF7 cells were starved in serum-free DMEM for 24 h and then seeded on the upper
chamber of a Matrigel-coated insert. Five percent serum-containing medium was added to the lower chamber, and cells were allowed to invade for 24 h. **, P �
0.001 (n 
 3) (two-tailed t test). (D) MCF7 cells were infected with lentiviruses expressing either control scrambled shRNA (shScr) or one of the 14-3-3� shRNAs
(1 and 2) and selected with puromycin. Cell lysates were subjected to immunoblotting to confirm the knockdown of 14-3-3�. (E) 14-3-3� knockdown attenuated
MCF7 cell migration rate. Stable MCF7 cell lines expressing an shScr or 14-3-3� shRNAs were subjected to a Transwell cell migration assay in the absence or
presence of EGF (0.1 	g/ml for 5 h) as described for panel B. *, P � 0.05 (n 
 3) (two-tailed t test). (F) Cell invasion was reduced upon 14-3-3� depletion. Stable
MCF7 cell lines expressing an shScr or 14-3-3� shRNAs were subjected to a Matrigel invasion assay as described for panel C. **, P � 0.001 (n 
 4) (two-tailed t
test). (G) MDA-MB231 cells were infected with lentiviruses expressing either control shScr or 14-3-3� shRNA (1 and 2) and selected with puromycin. Cell lysates
were subjected to immunoblotting to confirm the knockdown of 14-3-3�. (H) MDA-MB231 cell lines expressing a scrambled shRNA or 14-3-3� shRNAs were
subjected to a Transwell cell migration assay in the absence or presence of EGF (0.01 	g/ml for 5 h). **, P � 0.001 (n 
 3) (two-tailed t test). (I) 14-3-3�-depleted
MDA-MB231 cell lines were subjected to a Matrigel invasion assay as described for panel C. **, P � 0.001 (n 
 3) (two-tailed t test).
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insoluble tissues, followed by Western blotting. NIH ImageJ was used to
quantify the intensity of the bands on Western blots.

Statistical analysis. Kaplan-Meier analyses were performed using the
R program. The Pearson correlation coefficient was calculated to evaluate
correlations. The two-tailed probability (P values) for each Pearson cor-
relation coefficient was also calculated. The t test (two tailed) was used to
compare the differences between two experimental groups. P values of less
than 0.05 were considered statistically significant.

RESULTS

14-3-3� promotes cell invasiveness and reduces adhesion in
MCF7 breast cancer cells. Many primary human breast tumors
overexpress 14-3-3� at levels severalfold higher than that in MCF7
cells (Fig. 1A) (3). To investigate a role for 14-3-3� in breast cancer
cell motility and invasion, we established MCF7 cell lines stably
expressing an empty control vector or 14-3-3�–FLAG comparable

FIG 2 14-3-3� overexpression promotes EGF-stimulated actin cytoskeletal reorganization and decreases cell adhesion ability. (A) 14-3-3� overexpression promoted
actin remodeling with less stable focal adhesions and increased membrane ruffling and protrusion upon EGF treatment. Stable MCF7 cells were starved in serum-free
medium and then stimulated with EGF (0.1 	g/ml) for 20 to 60 min. Cells were then subjected to immunostaining using phalloidin and antivinculin antibody. A scale
bar is shown in the bottom of each figure. (B) MCF7 cells stably expressing 14-3-3� or an empty vector were transiently transfected with EGFP-TRIP6 (48), an indicator
of focal adhesion complex, on glass-bottomed dishes. Time-lapse images of cell movement following EGF (0.1 	g/ml) stimulation were captured for 30 min and are
shown in Videos S1 and S2 in the supplemental material. The images at 0, 10, 20, and 30 min are shown here. (C) 14-3-3� overexpression decreased the cell adhesion rate
in MCF7 cells. Equal numbers of control and 14-3-3�-overexpressing MCF7 were seeded on tissue culture plates in the presence of 5% serum. After 2.5 h, nonadhered
cells were washed away and the adhered cells were stained with crystal violet. Results shown are representative pictures. (D) To quantitatively measure the cell adhesion
rate, equal numbers of control and 14-3-3�-overexpressing MCF7 cells were seeded on 12-well culture plates in 10% serum-containing medium. Six hours later,
nonadhered cells were washed away, and the adhered cells were stained with crystal violet and counted under a microscope. *, P � 0.05 (n 
 4) (two-tailed t test)
compared to the vector control. (E) MCF7 cells were seeded on fibronectin (FN)-coated slides and harvested at different time points for immunostaining with
antivinculin antibody. The images were captured using a Zeiss fluorescence microscope under a 40
 objective.
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to levels of endogenous 14-3-3� seen in primary breast tumor cells
(Fig. 1A). We then performed a Transwell migration assay in both
cell lines in the absence or presence of epidermal growth factor
(EGF). As shown in Fig. 1B, overexpression of 14-3-3�–FLAG
promoted MCF7 cell migration with or without EGF treatment.
To investigate whether overexpression of 14-3-3�–FLAG led to
enhanced invasion activity, we next performed a Matrigel inva-
sion assay. Indeed, 14-3-3�–FLAG overexpression also enhanced
MCF7 cell invasion (Fig. 1C). These results suggest that overex-
pression of 14-3-3� promotes breast cancer cell motility and inva-
sion. On the other hand, knockdown of 14-3-3� by two different
shRNAs attenuated MCF7 cell migration (Fig. 1D and E) and in-
vasion (Fig. 1F). Since MCF7 is a poorly invasive cell line, we also
tested the effect of 14-3-3� depletion in another more motile and
invasive breast cancer cell line, MDA-MB231. Indeed, the impact
of 14-3-3� depletion on cell migration and invasion was repro-
duced in MDA-MB231 cells with more pronounced effect (Fig. 1G
to I). Taken together, these data support a role for 14-3-3� in
promoting breast cancer cell motility and invasiveness.

Overexpression of 14-3-3� also promoted EGF-induced actin
cytoskeletal remodeling, with less stable focal adhesions and stress
fiber formation but more actin rings at the leading edge, indicative
of reduced adhesion and increased motility (Fig. 2A). Time-lapse

imaging showed that 14-3-3�-overexpressing MCF7 cells were
more motile after EGF treatment (Fig. 2B; also see Videos S1 and
S2 in the supplemental material). 14-3-3�-overexpressing cells
also had less adhesion ability in response to serum (Fig. 2C and D).
We also seeded these cells on fibronectin-coated coverglasses in
the presence of 2.5% fetal bovine serum and fixed the cells 2 and 4
h later, followed by the immunostaining of focal adhesions with
an antivinculin antibody. As shown in Fig. 2E, while control
MCF7 cells formed focal adhesions and spread out on the glass
nicely, 14-3-3�-overexpressing MCF7 cells remained rounded 4 h
after seeding and had less stable focal adhesions.

Overexpression of 14-3-3� activates Rho GTPases. Since Rho
GTPase signaling plays a very important role in regulating cell
motility and adhesion, we tested whether 14-3-3� promoted cell
migration and invasion through regulation of Rho GTPases. By
pulling down active RhoA and Rac1 with GST-conjugated Rho-
tekin-RBD and PAK1-PBD beads, respectively, we found that 14-
3-3� overexpression increased RhoA and Rac1 activities before
and after EGF treatment in MCF7 cells (Fig. 3A). On the contrary,
depletion of 14-3-3� inhibited these effects in MCF7 cells (Fig. 3B)
and MDA-MB231 cells (Fig. 3C). 14-3-3� knockdown also de-
creased Cdc42 activity during EGF treatment in MDA-MB231
cells (Fig. 3C). As a group of one of the main downstream effectors

FIG 3 14-3-3� promotes EGF-induced Rho GTPase activation in breast cancer cells. (A) Overexpression of 14-3-3� enhanced EGF-induced Rho GTPase
activation in MCF7 cells. 14-3-3�-overexpressing MCF7 and control cells were starved in 0.1% BSA-containing DMEM overnight and then stimulated with EGF
(0.1 	g/ml) for the indicated duration. Equal amounts of cell lysates were incubated with GST-RBD- or GST-PBD-conjugated glutathione-Sepharose beads to
pull down GTP-bound RhoA or Rac1, followed by SDS-PAGE and immunoblotting using anti-RhoA or anti-Rac1 antibody. Five percent input lysates were
subjected to Western blot analysis. GAPDH, glyceraldehyde-3-phosphate dehydrogenase. (B) 14-3-3� deficiency inhibited EGF-induced RhoA and Rac1
activation in MCF7 cells. 14-3-3� was knocked down by two shRNA constructs in MCF7 cells. RhoA and Rac1 activity assays were performed as described for
panel A. (C) 14-3-3� was depleted by two shRNA constructs in MDA-MB231 cells. RhoA, Rac1, and Cdc42 activity assays were performed as described for panel
A after EGF (0.01 	g/ml) treatment. short exp., a short exposure of the 14-3-3� immunoblot. (D) ROCK inhibitor Y27632 blocked 14-3-3�-enhanced cell
invasion in MCF-7 cells. **, P � 0.001 (n 
 3) (two-tailed t test).
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of Rho GTPase, Rho-associated kinases (also called ROCK), have
been shown to play a crucial role in promoting cell migration by
phosphorylating various substrates involved in actin assembly
(24), we also examined ROCK activity in MCF7 cells by a phos-
pho-S1366 ROCK2-specific antibody (pS1366), which reflects
ROCK2 activity (25). Indeed, 14-3-3�-overexpressing MCF7 cells
had higher ROCK2 activity (Fig. 3A, lower), and 14-3-3�-depleted
MDA-MB231 cells had less ROCK2 activation during EGF treat-
ment (Fig. 3C, lower). Consistent with this, a ROCK inhibitor,
Y27632, inhibited cell invasion in 14-3-3�-overexpressing MCF7
cells (Fig. 3D). These data demonstrate a role for 14-3-3� in the
regulation of Rho GTPase activity.

14-3-3� binds to S174-phosphorylated RhoGDI� to activate
Rho GTPases. We further investigated the mechanism by which
14-3-3� regulates Rho GTPase signaling pathways. We found a
conserved 14-3-3 consensus binding site around Ser174 of
RhoGDI� (RGSYS174IKS) but not in RhoGDI� or RhoGDI�.

RhoGDI�-Ser174 has been shown to be phosphorylated by PAK1
and protein kinase A (PKA) (26, 27), and this phosphorylation
promotes its dissociation from either Rac1 or RhoA. Therefore,
we speculated that 14-3-3� could associate with RhoGDI�, and
this binding led to the release of Rho GTPases from RhoGDI�,
promoting the activation of Rho GTPases upon ligand stimula-
tion. To investigate this possibility, we first tested whether 14-3-3�
could associate with RhoGDI�. Indeed, the GST pulldown assay
showed that purified GST–14-3-3� could pull down RhoGDI�
derived from MCF7 cell lysates particularly after EGF treat-
ment (Fig. 4A). Cellular coimmunoprecipitation showed that
endogenous 14-3-3� bound to RhoGDI� upon EGF treatment,
and the 14-3-3�-bound RhoGDI� could be recognized by a phos-
pho-S174 RhoGDI� antibody (Fig. 4B). PAK1 phosphorylates
RhoGDI� at both S101 and S174, leading to its dissociation of Rac
GTPase (26). Therefore, we first examined the interaction of 14-
3-3� with S101A/S174A mutant RhoGDI�. While WT His-

FIG 4 14-3-3� binds RhoGDI� at phosphorylated S174 and activates Rho GTPases. (A) In vitro interaction between purified GST–14-3-3� and RhoGDI�
derived from EGF-treated cells. Starved MCF7 cells were stimulated with EGF for the indicated times. Cell lysates were then incubated with GST- or GST–14-
3-3�-conjugated glutathione-Sepharose beads. The amounts of cellular RhoDGI� pulled down by GST–14-3-3� and total RhoGDI� present in MCF7 cell lysates
were determined by Western blotting. (B) 14-3-3� associated with S174-phosphorylated RhoGDI� upon EGF treatment in MCF7 cells. Endogenous 14-3-3� was
immunoprecipitated (IP) from the EGF-treated MCF7 cell lysates, followed by immunoblotting to detect the coimmunoprecipitated RhoGDI� and S174-
phosphorylated RhoGDI�. Total cell lysates were subjected to immunoblotting to determine the amounts of input proteins (lower). (C) Double mutations of the
Ser101/Ser174 residues abolished EGF-induced interaction between 14-3-3� and RhoGDI�. MCF7 cells were transfected with His-tagged wild-type (WT) or
S101A/S174A mutant (labeled as 2A) RhoGDI�. Cells were treated with EGF, and cell lysates were harvested for immunoprecipitation with anti-His antibody,
followed by immunoblotting with the antibody specific to 14-3-3�. Immunoblotting was also performed to determine the input levels of 14-3-3� and His-tagged
RhoDGI� in whole-cell lysates. (D) Mutation of Ser174 of RhoGDI� to Ala abolished its interaction with 14-3-3�. MCF7 cells were transfected with either
His-tagged WT or S101A or S174A mutant RhoGDI�. Cells were starved overnight and then treated with EGF. Cell lysates were subjected to coimmunopre-
cipitation to determine the association between His-RhoDI� and endogenous 14-3-3� as described for panel C. Immunoblotting was also performed to
determine the input levels of 14-3-3�, endogenous and His-tagged RhoGDI�, pS174-RhoGDI�, and GAPDH in the whole-cell lysates.
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RhoGDI� interacted with 14-3-3� and the interaction was en-
hanced by EGF treatment, His-S101A/S174A mutant RhoGDI�
(labeled 2A in Fig. 4C) failed to interact with 14-3-3� upon EGF
stimulation. To further investigate the contribution of S101 and
S174 individually to 14-3-3� binding, we tested S101A and S174A
mutant RhoGDI�, respectively. Indeed, S174A mutation alone
was sufficient to completely block its interaction with 14-3-3�
(Fig. 4D), confirming a role for S174 phosphorylation in mediat-
ing 14-3-3� binding. Interestingly, S101A mutation also attenu-
ated its binding to 14-3-3� despite having no effect on S174 phos-
phorylation. This observation is consistent with the observation
that both S101 and S174 residues are important in the activation of
Rho GTPases (26). It is possible that while phosphorylation of
S101 does not directly involve the binding to 14-3-3�, it facilitates
14-3-3� binding through other unknown mechanisms, such as
inducing structural changes.

Binding of 14-3-3� to RhoGDI� releases and activates Rho
GTPases. We next investigated the role of 14-3-3� in releasing
Rho GTPases from RhoGDI� upon EGF treatment. We per-
formed coimmunoprecipitation experiments between RhoGDI�
and Rho GTPases in 14-3-3�-overexpressing or 14-3-3�-depleted
MCF7 cells. Overexpression of 14-3-3� inhibited RhoGDI� bind-
ing to RhoA and Rac1, particularly after EGF treatment (Fig. 5A).
Conversely, RhoGDI� remained bound to RhoA and Rac1 even
after EGF treatment in 14-3-3�-depleted cells (Fig. 5B). This was

not an indirect effect through changes of RhoGDI� S174 phos-
phorylation status, since EGF-induced S174 phosphorylation of
RhoGDI� was not altered by 14-3-3� overexpression or depletion
(Fig. 5A and B, lower).

We also performed an in vitro rescue experiment to determine
if 14-3-3� physically interferes with the association between
RhoGDI� and either RhoA or Rac1 directly. We first prepared the
cell lysates from two 14-3-3�-depleted cell lines and added puri-
fied recombinant 14-3-3� protein. We then performed RhoGDI�
immunoprecipitation. Indeed, the purified 14-3-3� protein was
able to bind RhoGDI� and release RhoA and Rac1 from RhoGDI�
(Fig. 6A).

To further investigate whether the activity of 14-3-3� in block-
ing the interaction between RhoGDI� and either RhoA or Rac1
was dependent on the binding of 14-3-3� to RhoGDI�, we also
examined the effect of the S101A and S174A mutations on the
release of RhoA and Rac1 from RhoGDI� upon EGF treatment.
We transfected His-RhoGDI� (either WT, S101A, S101A/S174A,
or S174A) into control MCF7 cells or 14-3-3�–FLAG MCF7 cells,
followed by EGF stimulation. As shown on the left in Fig. 6B, a
coimmunoprecipitation experiment showed that the levels of WT
or S101A RhoGDI�-bound RhoA and Rac1 were decreased upon
EGF treatment in control MCF7 cells. In 14-3-3�–FLAG MCF7
cells, RhoA and Rac1 were completely dissociated from WT or S101A
His-RhoGDI� upon EGF treatment. This concurred with binding of

FIG 5 Role for 14-3-3� in promoting the dissociation of Rho and Rac1 from RhoGDI�. (A) Overexpression of 14-3-3� enhanced the dissociation of both RhoA
and Rac1 from RhoGDI� upon EGF treatment in MCF7 cells. The association between endogenous RhoGDI� and either RhoA or Rac1 was analyzed by
coimmunoprecipitation experiments in 14-3-3�-overexpressing or control MCF7 cells. (B) Knockdown of 14-3-3� prevented the dissociation of both RhoA and
Rac1 from RhoGDI� upon EGF treatment. The association of endogenous RhoGDI� with either RhoA or Rac1 was analyzed by coimmunoprecipitation
experiments in 14-3-3�-depleted MCF7 cells.
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endogenous 14-3-3� or exogenously expressed 14-3-3�–FLAG to
His-RhoGDI� upon EGF treatment. In contrast, 14-3-3� did not
bind to S101A/S174A or S174A His-RhoGDI� (Fig. 6B, right). As a
consequence, RhoA and Rac1 remained bound to S101A/S174A and
S174A His-RhoGDI� in EGF-stimulated 14-3-3�–FLAG MCF7 cells.
These data provide compelling evidence that binding of 14-3-3� to
S174-phosphorylated RhoGDI� is responsible for the release and
subsequent activation of RhoA and Rac1.

S174A RhoGDI� blocks 14-3-3� activities in promoting cell
invasion and activation of Rho GTPases. To further demonstrate
the effect of the interaction between 14-3-3� and pS174-RhoGDI�
on the function of 14-3-3� in invasion, we tested whether overex-

pression of S174A RhoGDI� could act as a dominant-negative
mutant to block 14-3-3� activities. Indeed, overexpression of
S174A RhoGDI� in MCF7 cells blocked the effect of 14-3-3� in
promoting cell invasion (Fig. 7A) as well as activation of RhoA,
Rac1, and Cdc42 upon EGF treatment (Fig. 7B). Consistent with
this, a PAK1 inhibitor could decrease S174 phosphorylation of
RhoGDI� and its binding to 14-3-3� (Fig. 7C); thus, it inhibited
the release of RhoA, Rac1, and Cdc42 from RhoGDI� upon EGF
treatment.

14-3-3� promotes MCF7 xenograft metastasis and progres-
sion. To investigate the in vivo activity of 14-3-3� in breast cancer
metastasis, we performed a live-animal longitudinal imaging

FIG 6 Interaction between 14-3-3�- and S174-phosphorylated RhoGDI� is responsible for dissociating Rho and Rac1 from RhoGDI�. (A) Addition of purified
recombinant 14-3-3� in 14-3-3�-depleted MCF7 cell lysates outcompeted RhoA and Rac1 in RhoGDI� binding and facilitated their release from RhoGDI� upon
EGF treatment. 14-3-3�-depleted MCF7 cell lysates were incubated with purified recombinant 14-3-3� protein for 2 h at 4°C before immunoprecipitation with
anti-RhoGDI� antibody. The association between RhoGDI� and either 14-3-3�, RhoA, or Rac1 in 14-3-3�-depleted MCF7 or control cells was determined by
coimmunoprecipitation as described in the legend to Fig. 5B. All input lysates were analyzed by Western blotting as indicated. The relative intensities of RhoA,
Rac1, and 14-3-3� were quantitated by ImageJ and are shown below each panel. (B) The effect of 14-3-3� overexpression on dissociation of Rho GTPases from
RhoGDI� was dependent on S174 phosphorylation. Control or 14-3-3�–FLAG-overexpressing MCF7 cells were transfected with His-RhoGDI� (WT, S101A,
S174A, or S101A/S174A) as indicated. After EGF treatment for 20 min, the association between His-RhoGDI� (WT, S101A, S174A, or S101A/S174A) and either
RhoA, Rac1, or 14-3-3� was determined by coimmunoprecipitation as described above. All immunoprecipitates and input lysates were analyzed by Western
blotting as indicated. The relative intensities of RhoA, Rac1, and 14-3-3� were quantitated by ImageJ and are shown below each panel.
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study. We stably expressed the luciferase (Luc) gene in MCF7 cell
lines expressing either 14-3-3�–FLAG or an empty vector. We
then injected the same amounts of cells to establish mammary fat
pad xenografts in female nude mice, nine per group, and moni-
tored the tumor growth and metastasis by bioluminescence–X-
ray–CT imaging (Fig. 8). Our data show that overexpression of
14-3-3� increased both tumor growth and metastasis. 14-3-3� xe-
nografts grew faster (Fig. 8A and B), invaded adjacent organs, such
as the pelvic cavity (one mouse had radiographic features of bone
invasion [Fig. 8A]), and metastasized to lymph nodes (Fig. 8C to
F). Among the eight 14-3-3� mice that were available for sensitive
ex vivo imaging, two showed invasion and five were confirmed to
have lymph node metastasis (by positive Luc imaging and hema-
toxylin and eosin [H&E] staining), whereas only one out of nine
control mice developed metastasis. Overall, the mice with 14-3-
3�–FLAG xenografts had shorter overall survival (Fig. 8G) and
higher rates of metastasis (Fig. 8H). As shown by H&E staining,
some metastasized lymph nodes had been replaced by tumor cells
to various extents (Fig. 8F). We harvested the primary and meta-
static tumors and verified the expression of 14-3-3�–FLAG (Fig. 8I
and J). Consistent with this, 14-3-3�–FLAG was present at various
levels in these metastatic lymph nodes (Fig. 8I). For example, the
lower level of 14-3-3�–FLAG in metastatic lymph node number
247 is consistent with the patchy metastasis within the lymph node
as shown by H&E staining (Fig. 8F, lymph node images, middle).

We next examined the ROCK activity in primary tumors by
determining the expression of phospho-S1366 ROCK2. Indeed,
14-3-3�-overexpressing tumors had higher ROCK activity (mea-
sured by p-ROCK2/ROCK2) than control tumors (Fig. 8J and K).

Xenograft 236 (harvested at day 48 after mammary fat pad injec-
tion due to mouse sickness, but it exhibited no metastasis by ex
vivo imaging) had a much lower level of expression of 14-3-3�–
FLAG and also had a relatively lower level of p-ROCK2. A re-
peated Western analysis of lysates from xenograft 236 confirmed
the expression of 14-3-3�–FLAG but found that it was at a lower
level.

Taken together, these data demonstrate the in vivo activity of
14-3-3� in promoting metastasis and progression of MCF7 xeno-
grafts.

High levels of 14-3-3� are associated with ROCK activity in
human breast carcinomas. The Rho-associated protein kinases
(ROCKs or Rho kinases) are the major downstream effectors of
Rho GTPases, which regulate actin cytoskeletal rearrangement.
Emerging evidence also supports ROCKs as important modula-
tors in cancer invasion and metastasis. Somatic mutations in both
ROCK genes (28, 29) and increased protein levels of ROCKs (30,
31), which result in elevated ROCK activity, have been described
in several human cancers and are associated with cancer progres-
sion. Overexpression of 14-3-3� has been reported in both lung
cancer (32) and breast cancer tissues (3). Given the role of 14-3-3�
in the regulation of the Rho/ROCK pathway demonstrated in our
studies, we next analyzed the correlation between the 14-3-3� pro-
tein levels and ROCK activity in human breast carcinomas. We
extracted proteins from frozen primary human breast tumor tis-
sues (3) and examined the levels of 14-3-3� protein, phosphory-
lated ROCK2 (pS1366), ROCK2, RhoGDI�, and �-actin (as a
loading control) by Western blotting. In these samples, ROCK2
and RhoGDI� levels were relatively equal, but p-ROCK2 and 14-

FIG 7 RhoGDI� S174 phosphorylation is important for 14-3-3� to affect the Rho GTPase signaling pathway. (A) RhoGDI� S174A mutant blocked 14-3-3�-
enhanced MCF7 cell invasion. Control and 14-3-3�–FLAG MCF7 cells were transfected with either an empty vector or the His-RhoGDI� S174A mutant.
Twenty-four hours after transfection, cells were harvested for Western blotting and Matrigel invasion assay as described for Fig. 1C. **, P � 0.001 (n 
 3)
(two-tailed t test). (B) RhoGDI� S174A mutant blocked 14-3-3�-enhanced Rho GTPase activation in MCF7 cells. 14-3-3�–FLAG MCF7 cells were transfected
with either an empty vector or His-RhoGDI� S174A mutant. RhoA, Rac1, and Cdc42 activities were measured after EGF stimulation (0.1 	g/ml, 20 min) as
described for Fig. 3A. long exp., long exposure. (C) A PAK inhibitor mitigated 14-3-3�-promoted Rho GTPase dissociation from RhoGDI� protein in MCF-7
cells. Cells were prestarved in 0.1% BSA-containing DMEM overnight and preincubated with IPA-3 (PAK inhibitor) for 3 to 4 h before adding EGF. Cells were
then stimulated with EGF (0.1 	g/ml) for 20 min and harvested for anti-RhoGDI� immunoprecipitation.
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3-3� levels varied among samples (Fig. 9; anonymous patient
numbers are shown at the top of each sample). We then quantified
the intensities of p-ROCK2, ROCK2, and 14-3-3� from each immu-
noblot and analyzed the correlation between 14-3-3� and ROCK2
activity (p-ROCK2/ROCK2 ratio). In both groups (n 
 12 and 14,
respectively), there is significant correlation between 14-3-3� levels
and ROCK2 activity (Pearson correlation coefficients [r] of 0.774 and
0.625) (Fig. 9, bottom graphs). Since ROCK2 levels are relatively
comparable, the analysis between 14-3-3� and p-ROCK2 levels also
yielded similar correlations. We also analyzed both groups together
after normalization of the levels between these two blots. We chose
one sample from each blot (numbers 10 and 5) and performed West-
ern blotting and densitometry analyses (Fig. 9C). 14-3-3� and
p-ROCK2 levels were then normalized accordingly. As shown in Fig.
9C, bottom graph, there is also a positive correlation between 14-3-3�
and p-ROCK2 levels (r 
 0.717). These findings provide evidence
supporting a role for 14-3-3� in upregulating the Rho/ROCK path-
way in human breast cancer.

High levels of 14-3-3� are associated with human breast can-
cer metastasis. Our results presented so far have provided multi-

ple lines of evidence for a prometastatic activity of 14-3-3� over-
expression in breast cancer. Lastly, we analyzed several published
breast cancer data sets (33–38) to determine whether 14-3-3�
overexpression correlates with breast cancer metastasis. Using the
Oncomine tool and NIH Gene Expression Omnibus (GEO) data-
base, we stratified patients evenly according to their 14-3-3�
mRNA levels into low, intermediate 1 (int 1), intermediate 2 (int
2), and high groups and determined the metastasis rate of each
group at 1, 3, and 5 years after diagnosis (Fig. 10A and Table 1).
Apparently, high 14-3-3� expression is associated with a high met-
astatic rate. We also chose van de Vijver et al. (38) and Desmedt et
al. (33) data sets and performed Kaplan-Meier analysis of overall
survival and metastasis-free survival (Fig. 10B). Consistent with
our prior analysis on 14-3-3� protein (3), high 14-3-3� mRNA
expression is associated with shorter overall survival. More im-
portantly, it is also associated with early and more metastatic
events in both data sets.

Taken together, our data support a model that 14-3-3� inter-
acts with phosphorylated RhoGDI� to block the inhibitory effect
of RhoGDI� against Rho GTPases and leads to the activation of

FIG 8 14-3-3� promotes MCF7 xenograft invasion and metastasis. (A) A representative image of a multimodality longitudinal imaging study of 14-3-3�–FLAG
or vector control MCF7 xenograft. X-ray and luciferase images are shown. Bar, 10.20 mm. (B) Tumor volumes of control and 14-3-3�-overexpressing MCF7
xenografts (n 
 9 for each group). (C) Bioluminescence–X-ray–CT imaging of MCF7-Luc mammary fat pad xenografts in nude mice. Bar, 7.25 mm. (D and E)
Ex vivo imaging of primary and metastatic 14-3-3�–FLAG MCF7 tumors. Bar (E), 9.61 mm. (F) H&E staining of metastatic lymph nodes from 14-3-3�-
overexpressing MCF7 xenograft mice and primary tumors from control and 14-3-3�-overexpressing MCF7 xenografts (20
 objective lens). L, lymphocytes; T,
tumor cells. (G) Kaplan-Meier curves of survival of the tumor-bearing mice after injection of cells (n 
 9 for both groups). The P value between both groups (log
rank test) is indicated. (H) Kaplan-Meier curves of metastasis-free rate (n 
 9 for control; n 
 8 for 14-3-3�–FLAG; one 14-3-3�–FLAG xenograft-bearing mouse
died over the weekend and was not available for ex vivo bioluminescence imaging). P value between both groups (log rank test) is indicated. (I) Immunoblots of
primary (P) and metastatic (M) tumors. The number below each lane is the xenograft identification number in our experiment. LN, lymph nodes. (J)
Immunoblots of primary tumors from both the control MCF7 group and the 14-3-3�–FLAG-expressing MCF7 group. The number above each lane is the
xenograft identification number in our experiment. (K) The pS1366-ROCK2 and ROCK2 signals from each xenograft were measured by densitometry using the
NIH program ImageJ, and the pS1366-ROCK2 signal was normalized by its respective ROCK2 signal to reflect ROCK activity. *, P � 0.001 (two-tailed t test).

FIG 9 Higher levels of 14-3-3� correlate with elevated ROCK activities in primary breast tumors. Proteins were extracted from 26 frozen primary human breast
tumor tissues and analyzed by Western blotting (WB1 and WB2 in panels A and B, respectively). The intensities of p-ROCK2, ROCK2, and 14-3-3� on each blot
were quantified by densitometry. An analysis of the correlation between 14-3-3� and ROCK2 activity (p-ROCK2 levels normalized by ROCK2) is shown in the
bottom panels. (C) The relative protein levels in blot numbers 10 and 5 are compared side by side and serve as standards for protein normalization among all
samples shown on the two different blots. 14-3-3� and p-ROCK2 levels were then normalized accordingly and analyzed for Pearson correlation coefficient (r).
The P values shown are two-tailed probability tests.
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Rho GTPase signaling (Fig. 11). This mechanism contributes to
the prometastatic activity of 14-3-3� in breast cancer.

DISCUSSION

In this paper, we identify 14-3-3� as one of the signaling molecules
that drive breast cancer metastasis. Using a xenograft model, we
show that overexpression of 14-3-3� is able to greatly enhance
breast cancer progression and metastasis. The mechanistic analy-
sis shows that overexpression of 14-3-3� increases cell mobility
and invasiveness through activation of RhoA and Rac1 GTPases.
We further demonstrate that 14-3-3� binds to S174-phosphory-
lated RhoGDI� and blocks the inhibitory activity of RhoGDI�,
leading to the release and activation of RhoA and Rac1 GTPases
upon EGF stimulation. This regulation is clinically significant,
since the levels of 14-3-3� in human breast cancer tissues correlate
with the activity of ROCK, one of the downstream effectors of Rho
GTPases. Moreover, analyses of multiple breast cancer databases

show that high levels of 14-3-3� are strongly associated with breast
cancer metastasis.

RhoGDI plays a key role in the control of Rho, Rac1, and Cdc42
GTPase activities in response to upstream signaling. RhoGDI� is
phosphorylated by PAK1 at Ser101 and Ser174 and by PKA at
Ser174 (26, 27), and the phosphorylation events lead to dissocia-
tion and subsequent activation of Rac1 and RhoA. However, it is
unclear how phosphorylation of RhoGDI� leads to the release of
these GTPases. In this study, we demonstrate that binding of 14-
3-3� to S174-phosphorylated RhoGDI� is responsible for the re-
lease and activation of Rac1, Cdc42, and RhoA upon EGF stimu-
lation. The Ser174 residue is on the surface of the hydrophobic
prenyl-binding pocket of RhoGDI� (39). Binding of 14-3-3� to
pSer174 might block the prenyl-binding pocket, releasing Rac1,
Cdc42, and RhoA from RhoGDI� and leading to their activation
and ultimately facilitating the dynamics of cell motility.

It is interesting that while pSer174 of RhoGDI� is the binding

FIG 10 Higher levels of 14-3-3� are associated with a higher metastatic rate and shorter survival. (A) Several published breast cancer data sets (33–38) were
analyzed to determine the correlation between 14-3-3� expression and breast cancer metastasis. Patients were ranked according to 14-3-3� expression levels in
their breast tumors and were equally divided into four groups (14-3-3� levels, low � int 1 � int 2 � high) or three groups (14-3-3� levels, low � int � high). The
metastasis rate of each group at 1 year, 3 years, and 5 years after diagnosis was correlated (raw values are presented in Table 1). (B) Kaplan-Meier analysis of breast
cancer patients according to 14-3-3� expression levels. The 14-3-3� expression levels and clinical outcomes of van de Vijver et al. and Desmedt et al. data sets (33,
38) were analyzed. Patients were ranked according to 14-3-3� expression levels in their breast tumors and then equally divided into four groups as described for
panel A. The numbers (N) of patients in each group are indicated below. A Wilcoxon test was used to evaluate the significance. The P values for the differences
between the high group and the other groups are indicated.
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site for 14-3-3�, phosphorylation of both Ser101 and Ser174 is
required for releasing Rac1 (26). Consistent with a role for Ser101,
we also found that S101A mutation attenuated RhoGDI� binding
to endogenous 14-3-3� (Fig. 4D). This is not because it affected
phosphorylation of Ser174, since the EGF-induced pSer174 sig-
nals of the WT and S101A RhoGDI� were essentially the same
(Fig. 4D). DerMardirossian and colleagues had noticed that
Ser101 and Ser174 are very close to each other (only 9 Å apart) and

proposed that repulsive force between negative charges of both
residues causes a conformational change (26). We speculate that
the repulsion generated by two closely opposed phosphorylation
groups opens up space and facilitates 14-3-3� binding to the
pSer174 residue. It will be desirable to perform a detailed struc-
tural analysis of RhoGDI�-14-3-3� complex in the future.

Our results show that the binding between 14-3-3� and
RhoGDI� leads to the release of RhoA, Rac1, and Cdc42. This is
consistent with a general role for RhoGDI� in controlling RhoA,
Rac1, and Cdc42. Expression of an S174A RhoGDI� mutant
blocked activation of RhoA, Rac1, and Cdc42 upon EGF treat-
ment (Fig. 7B). Consistent with this, treatment of PAK1 inhibitor
in MCF7 blocked the release of three Rho GTPases, including
RhoA, Rac1, and Cdc42, upon EGF treatment (Fig. 7C). Der-
Mardirossian and colleagues reported that phosphorylation of
RhoGDI� by expressing a catalytically active PAK1 C-terminal
construct in 293T cells resulted in dissociation of Rac1 but not
RhoA (26). Since the association between RhoGDI� and Rho
GTPases is also regulated by posttranslational modifications on
different Rho GTPases (40), which provide another layer of selec-
tive regulation, the discrepancy could be related to differences in
experimental contexts and cell types (EGF-treated MCF7 and
MDA-MB231 cells in this study versus active PAK1-transfected
293T cells in DerMardirossian et al.’s study). Thus, 14-3-3� ap-
pears to be a general regulator for RhoA, Rac1, and Cdc42 via the
action of GDI�.

Although the present study focused on breast cancer, 14-3-3� is
also upregulated in many other solid tumors according to TCGA
and Oncomine databases. In fact, 14-3-3� was identified as one of
the genes upregulated in melanoma tumors that developed me-
tastasis compared to its level in the nonmetastatic ones (41). Since
the regulation of Rho GTPases by RhoGDI� is fundamental in all
cells, the mechanistic link between 14-3-3� and cancer cell motil-
ity and invasion via RhoGDI� may be applicable to many other
types of cancer.

The association of 14-3-3 with breast cancer has also been
noted in other isoforms. Overexpression of 14-3-3� is associated
with a higher risk of breast cancer recurrence and metastasis (42,
43). 14-3-3� can cooperate with ErbB2 to induce epithelial-mes-
enchymal transition and promote breast cancer progression (44).
High expression of 14-3-3� is also found in many breast cancer
patients and is associated with shorter overall survival (45). On the
other hand, expression of 14-3-3� is downregulated in breast can-
cer due to promoter hypermethylation (46, 47). Thus, different

TABLE 1 Metastasis events in each study according to 14-3-3�
expression levels

Study (reference) and
expression level (no. of
patients)

No. of events by yr after diagnosis

1 3 5

van de Vijver et al. (38)
Low (74) 2 8 15
Int 1 (74) 2 11 17
Int 2 (74) 1 12 19
High (73) 4 21 27

Minn et al. (35)
Low (23) 0 2 4
Int (23) 1 4 8
High (22) 2 6 10

Desmedt et al. (33)
Low (50) 1 5 5
Int 1 (50) 1 2 6
Int 2 (50) 1 6 8
High (48) 2 10 16

van’t Veer et al. (37)
Low (33) 0 8 12
Int (32) 1 8 16
High (32) 2 15 18

Schmidt et al. (36)
Low (50) 0 2 7
Int 1 (50) 1 4 4
Int 2 (50) 1 4 6
High (48) 4 9 11

Loi et al. (34)
Low (28) 0 1 1
Int (27) 0 3 5
High (27) 1 4 8

FIG 11 Model depicting how 14-3-3� regulates Rho GTPases. In response to growth factor stimuli such as EGF, RhoGDI� is phosphorylated at Ser174 by kinases
such as PAK1. Phosphorylation of Ser174 induces 14-3-3� binding and leads to the release of RhoA, Rac1, and Cdc42. After dissociating from inhibitory
RhoGDI�, RhoA, Rac1, and Cdc42 can then be activated by RhoGEF.
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isoforms of 14-3-3 appear to play sometimes similar, but some-
times opposite, roles in cancer cells. Interestingly, 14-3-3� over-
expression alone was able to promote cell motility in MCF7 cells,
as shown in our study, whereas overexpression of 14-3-3� had no
effect on cell motility (44), suggesting different roles for these two
14-3-3 isoforms in breast cancer progression.

MCF7 cells are known to have low metastatic potential in xe-
nograft models. The data that overexpression of 14-3-3� alone
greatly promotes its metastatic rate in xenografts underscores the
important role for 14-3-3� in metastasis. While we identify a
mechanism for 14-3-3�-mediated Rho GTPase activation via
RhoGDI� binding, we cannot rule out the possibility of additional
mechanisms for the metastasis-promoting activity of 14-3-3�.
However, given the established role for Rho GTPase signaling in
cancer progression and metastasis (14), this mechanism is ex-
pected to contribute significantly to the metastasis promoted by
14-3-3�. Moreover, the significant correlation between 14-3-3�
and ROCK activity in primary human breast samples strongly
supports that 14-3-3� is a key regulator of Rho activity in breast
cancer. Analyses from multiple cohorts also show positive corre-
lation between 14-3-3� and breast cancer metastasis. Overexpres-
sion of 14-3-3� also promoted the growth of MCF7 xenografts.
With the pivotal role of 14-3-3 in many intracellular signaling
pathways, the detailed mechanisms for the in vivo growth-pro-
moting activity likely are multifactorial and deserve further inves-
tigation. Long-term activation of Rho GTPases, especially Rac,
can promote breast cancer cell growth through the Rac/Pak/cell
cycle regulator pathway (12). 14-3-3� also regulates p21Waf1/Cip1

to promote cell growth (3). Overexpression of 14-3-3� could reg-
ulate breast tumor growth via additional yet-to-be-defined mech-
anisms. In conclusion, our data suggest that 14-3-3� serves as a
therapeutic target to prevent breast cancer metastasis. Even before
14-3-3�-specific inhibitors are developed, with several ROCK in-
hibitors currently available, it will be valuable to test these inhib-
itors in patients with 14-3-3�-overexpressing breast cancers for
prevention of future metastasis.
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