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The Rho GTPases organize the actin cytoskeleton and are involved in cancer metastasis. Previously, we demonstrated that RhoC
GTPase was required for PC-3 prostate cancer cell invasion. Targeted down-regulation of RhoC led to sustained activation of
Rac1 GTPase and morphological, molecular and phenotypic changes reminiscent of epithelial to mesenchymal transition. We also
reported that Rac1 is required for PC-3 cell diapedesis across a bone marrow endothelial cell layer. In the current study, we queried
whether Rac3 and RhoG GTPases also have a role in prostate tumor cell diapedesis. Using specific siRNAs we demonstrate roles
for each protein in PC-3 and C4-2 cell adhesion and diapedesis. We have shown that the chemokine CCL2 induces tumor cell
diapedesis via Rac1 activation. Here we find that RhoG partially contributes to CCL2-induced tumor cell diapedesis. We also find
that Rac1 GTPase mediates tight binding of prostate cancer cells to bone marrow endothelial cells and promotes retraction of
endothelial cells required for tumor cell diapedesis. Finally, Rac1 leads to β1 integrin activation, suggesting a mechanism that Rac1
can mediate tight binding with endothelial cells. Together, our data suggest that Rac1 GTPase is key mediator of prostate cancer
cell-bone marrow endothelial cell interactions.

1. Introduction
Skeletal metastases represent a major clinical problem for
men suﬀering from prostate cancer (PCa). Nearly 80% of
men who die from this disease have significant spread of
the cancer to bone [1, 2]. Like all cancers, PCa cells must
successfully complete a series of ordered steps, known as
the metastatic cascade, to form a distant tumor [3, 4]. One
key step in the PCa metastatic cascade is the process of
extravasation from the circulation into the bone microenvironment [5, 6]. The process of PCa cell extravasation can
be subdivided into a number of substeps, which include
arrest, binding, adhesion, and spreading on bone marrow
endothelial cells, migration along the endothelial barrier,
tumor cell diapedesis, and invasion into the bone stromal
compartment [6–8]. Although many of these substeps have

been well studied for leukocyte extravasation, relatively little
is known about the process of PCa tumor cell extravasation
across a bone marrow endothelium (reviewed in [9]).
The Rho GTPases are a group of proteins that comprise
a subfamily of the Ras-superfamily of monomeric GTPbinding proteins that act as molecular switches regulating
the cytoskeleton promoting cell migration [10–14]. Furthermore, the Rho proteins are implicated in cancer progression
and metastasis (reviewed in [15]). Previously, we have
suggested potential roles for individual Rho GTPases in
PCa extravasation [16–18]. Specifically, we demonstrated
that RhoC GTPase is required for invasion in response to
insulin-like growth factor I and type I collagen [16, 18].
Upregulation of the integrin heterodimer α2β1 in LNCaP
cells selected for their ability to bind to type I collagen led
to increased RhoC activation and cellular invasion upon
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integrin ligation [19, 20]. Downregulation of RhoC in
PC-3 human PCa cells through introduction of either a
dominant negative (dn)RhoC or a RhoC-specific shRNA
led to a significant decrease in the cells ability to invade
either collagen or Matrigel-coated filters [16, 18]. However,
these cells underwent changes reminiscent of epithelial to
mesenchymal transition (EMT). Concordant with EMT,
the cells displayed increased random linear motility, which
was due to increased and sustained levels of Rac1 GTPase
expression and activation. Further, we demonstrated that
active Rac1 GTPase is required for PC-3 cell diapedesis across
a BMEC layer [18].
The Rac GTPase branch of the Rho subfamily is comprised of four members, Rac1, Rac2, Rac3, and RhoG. Rac1
and RhoG are ubiquitously expressed, while Rac2 is primarily expressed in hematopoietic cells, and Rac3 is expressed
mainly in nervous tissue but can be found expressed at
lower levels in most other tissues (reviewed in [21]). Seminal
experiments demonstrated a role for Rac1 in the formation
of lamellipodia [11, 13, 14, 22, 23]. Recent evidence suggests
a role for Rac3 GTPase in cellular adhesion and neurite
outgrowth [24–26]. RhoG GTPase has been shown to signal
in a parallel pathway to Rac1, being regulated by some of
the same upstream regulatory proteins such as Vav2 and
activating some of the same downstream eﬀectors as Rac1
[27]. RhoG has also been shown to act as a hierarchical
GTPase; activation of RhoG can lead to the activation of Rac1
through direct interaction with the Dock180-ELMO [28].
Therefore, Rac1-mediated cell migration can be regulated
through direct activation of RacGEFs or via RhoG GTPase
[29].
Rac1 GTPase plays an intimate role in monocyte and
macrophage diapedesis [30]. Monocytes are recruited to the
sites of inflammation via stimulation by the chemokine
CCL2 (a.k.a. MCP-1) [31]. Binding of CCL2 to its putative receptor CCR2 leads to clustering of the novel actin
regulatory protein PCNT1 to the cells leading edge and
regulation of migration through activation of Rac1 [30].
Activation of Rac1 is required to form lamellipodia, which
in turn is required for monocytes to sense junctions between
endothelial cells [30]. BMECs from PCa patients secrete high
levels of CCL2 [32]. Stimulation of PC-3 cells with CCL2
results in activation of Rac1 GTPase and EMT consistent
with what is observed when RhoC activity is downregulated
through introduction of a dnRhoC or shRNA to RhoC [16–
18]. Furthermore, CCL2 stimulation drives PC-3 tumor cell
diapedesis across a BMEC layer via PCNT1 [17].
Levels of Rac1 and Rac3, but not Rac2, are shown to
be increased in prostate cancer patient samples compared to
normal prostate [33]. However, the role that these GTPases
play in PCa tumor cell metastasis has not been thoroughly
studied. Similarly, there is no information on the contribution of RhoG to PCa progression. In the current study we
investigate the roles of Rac1, Rac3, and RhoG GTPases in
the process of prostate tumor cell diapedesis across a bone
marrow endothelial cell layer. All three Rac proteins have an
influence on tumor cell diapedesis across a bone marrow
endothelial cell monolayer. Further, we demonstrate that
Rac1 GTPase has a significant eﬀect on PCa cell diapedesis,
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while Rac3 has a negative eﬀect on tumor cell diapedesis.
In addition, RhoG has a partial eﬀect on CCL2-stimulated
diapedesis. Finally, Rac1 regulates binding of prostate cancer
cells to the bone marrow endothelial cells. Our data suggest
that Rac1 is required for the activation of β1 integrins leading
to binding of the prostate cancer cell to the BMEC. This is the
first study to demonstrate roles for diﬀerent isoforms of Rac
GTPase in the PCa metastatic phenotype.

2. Materials and Methods
2.1. Cell Lines and Cell Culture. PC-3 PCa cell lines were
obtained from American Type Culture Collection (Manassas, Va) and maintained in Ham’s F-12 medium with
1.5 g/L sodium pyruvate, 2 mM L-glutamine, and 10%
FBS (Invitrogen/Gibco, Carlsbad, Calif). C4-2 cells were a
gift from Dr. Robert Sikes (University of Delaware) and
maintained in T-medium containing 10% FBS (Invitrogen/Gibco). Human bone marrow endothelial cells (BMECs)
were a gift from Dr. Graca Almeida-Porada (University of
Nevada School of Medicine, Reno, Nevada). Cultures were
maintained in Medium 199 with Earles’s salts, L-glutamine,
2,200 mg/L sodium bicarbonate, 25 mM HEPES (Invitrogen/Gibco) buﬀer, 10% FBS, 1% pen/strep, endothelial
cell growth supplement (BD Biosciences, Bedford, Mass),
and 7500 u/500 mL media of heparin (Sigma-Aldrich, St.
Louis, Mo). All cell lines were maintained at 37◦ C in
a 90% : 10% air : CO2 incubator. C3 exotransferase was
introduced into cells as previously described using a lipid
transfer-mediated method [34] and treated for 2 h before
analysis. Rac1 inhibitor NSC23766 (Calbiochem, San Diego,
Calif) treatment was performed by adding directly to tissue
culture medium to a final concentration of 100 μM 1 h
prior to analysis. Prostate cancer cells were stimulated with
100 ng/mL recombinant human (rh)CCL2 (MCP-1) in tissue
culture medium (Millipore-Chemicon Inc., Billeceria, Mass)
for 30 min during the Rac activation assays and kept in the
presence of the chemokines during the diapedesis assays.
2.2. siRNAs. Specific siRNAs for human Rac1 and Rac3
GTPases were a gift from Dr. Marc Symons and described
previously [26]. RhoG siRNA and scrambled control siRNAs
were synthesized by integrated DNA technologies. RhoG
siRNA target sequences were (1) 5 -TGCCCTGATGTGCCCATCCTGCTGGTGGG-3 and (2) 5 -ACGTGCCTGCTCATCTGCTACACAACTAA-3. The Rac1, Rac3, and
RhoG siRNA duplexes were formed by adding 30 μL of each
RNA oligo solution together with 15 μL of 5x annealing
buﬀer (100 mM NaCl and 50 mM Tris-HCl pH 7.5) to give
a final volume of 75 μL and a final concentration of 20 μM;
incubated for 2 min in water bath at 95◦ C; allowed to cool to
room temperature. Additional experiments were performed
using ON-TARGET plus SMARTpool siRNAs Rac1, Rac3,
and RhoG siRNAs that were obtained from Dharmacon
(Dharmacon/Thermo Scientific, Layfette, Colo). siRNAs
were transfected into prostate cancer cells using FuGene6
(Roche, Indianapolis, Ind) or GeneSilencer Reagent (Genlantis, San Diego, Calif) per the manufacturers instructions
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and cells used 72 h after transfection. For rescue experiments,
mutations were generated using the QuickChange II SiteDirected Mutagenesis kit (Stratagene) according to the
manufactures recommendations. To fully abolish the eﬀect
of siRNAs, two nucleotides in the siRNA-targeted area were
changed in both Rac3 and RhoG GTPases. To create a RhoG
fast cycling mutant, glutamine 63 was converted to lysine.
2.3. Reverse Transcriptase and Real-Time Quantitative PCR.
Total RNA was harvested from cells and converted to cDNA
as previously described [16]. PCR primers were designed
using the primer design feature on the Evocycler PCR
program (Evogen Ltd., UK). Primer design parameters were
set to optimally produce PCR products between 100 and
150 bp in size. Primer sequences are found in Supplemental
Table 1 (see Table 1 in Supplementary Material available
online at doi:10.1155/2011/541851). RT-PCR was performed
on an Evocycler EPx (Evogen Ltd.) using Fast SYBR Green
chemistry (Applied Biosystems Inc., Foster City, Calif) per
the manufacturers recommendations for 30 cycles (98◦ C
for 15 s, 67◦ C for 15 s, and 72◦ C for 30 s), and PCR
products visualized on a virtual gel and band intensities were
normalized to GAPDH using the Evocycler PCR program.
For quantitative (q)PCR, RNA was isolated from the
cell lines using TRIzol Reagent (Invitrogen, Carlsbad, Calif).
cDNA was synthesized from this RNA using the Promega
Reverse Transcription kit (Promega Corp., Madison, Wis).
Appropriate primers (Integrated DNA Technologies, Inc.,
Coralville, Iowa) were diluted to a final concentration of
10 μM. The cDNA synthesized from the isolated RNA was
diluted to a final concentration of 4 ng/μL. Reactions were
prepared as a bulk “master mix” using the ABI SYBR Green
PCR Master Mix (Applied Biosystems Inc., Foster City, Calif)
for each target gene/primer pair used. Three no-template
controls were included for each primer pair being used. A
5 μL aliquot of cDNA was pipetted into each well of the
ABI 96-well plate, and 20 μL of the reaction master mix was
added to it. Plates were covered with ABI adhesive cover,
centrifuged at 1000 rpm to mix the contents, and run on an
ABI 7000 real-time qPCR machine housed in the Center for
Translational Cancer Research (University of Delaware).
2.4. Tumor Cell Diapedesis Assays. Tumor cell diapedesis
assays were performed as previously described [18]. Briefly,
100,000 HBME cells were added to the top chamber of
either uncoated or Matrigel-coated Transwells 24 h prior
to the assay and allowed to form a confluent monolayer.
PC-3 and C4-2 cells were harvested, labeled with Calcein
AM (Invitrogen/Molecular Probes) per manufacturers recommendations, and resuspended in serum-free medium
containing 0.1% BSA at a concentration of 3.75 × 105
cells/mL, and 0.5 mL was added to the top chambers. The
chambers were incubated for 24 h at 37◦ C in a 10% CO2
incubator. Medium was aspirated from the top chamber,
and excess Matrigel and cells were removed from the
filter using a cotton swab. Filters were cut away from the
inserts, mounted on microscope slides, and visualized on a
fluorescent microscope and number of invaded cells counted.
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2.5. Rac GTPase Activation Assay. Activation of total Rac
GTPase proteins was performed using a GLISA pan-Rac
activation assay kit (Cytoskeleton Inc., Denver, Colo) as
previously described [18]. Briefly, prostate cancer cells were
grown to 75% confluence in a 100 mm dishes and serum
starved for 24 h. On the day of the assay, cells were harvested
using nonenzymatic cell dissociation buﬀer (Sigma-Aldrich),
washed twice with ice-cold PBS, and resuspended in 65 μL
GLISA lysis buﬀer. Protein lysates were transferred to icecold 1.5 mL centrifuge tubes and clarified by centrifugation
at 10,000 rpm for 2 min. Protein concentrations were determined using the supplied Precision Red advance protein
assay and 1.0 mg/mL protein used for the GTPase activation
assay per manufacturers recommendations. After antibody
and horseradish peroxidase detection reagent incubation,
signals were detected on a Benchmark Plus microplate spectrophotometer at 490 nm (Bio-Rad Laboratories, Hercules,
Calif).
2.6. Atomic Force Microscopy. All AFM experiments were
conducted with a Bioscope II (Vecco, Santa Barbara,
Calif) using silicon-nitride tips (Vecco; spring constant
0.06 N/m). Unbinding force measurements were conducted
with tips functionalized with collagen or fibronectin
(Becton-Dickinson, Franklin Lakes, NJ) at concentrations of
50 μg/mL and 15 μg/mL, respectively. Likewise, 35 mm tissue
culture dishes (Corning Inc., Corning, NY) were coated with
collagen or fibronectin and sterilized under ultraviolet light
overnight. PC-3 cells were transfected with siRNA specific
for Rac1, Rac3, or RhoG using FuGene6 (Roche) or GeneSilencer Reagent (Genlantis) and plated on the prepared dishes
8 h prior to experimentation. BMECs were cultured in RPMI
1640 media (Hyclone/Thermo Scientific) supplemented with
10% FBS. The functionalized AFM tip was dropped onto
a single live BMEC cell and after attachment was verified,
the loaded tip was gently lowered onto the center of a PC3 cell. The unbinding force interaction between the two
live cells was measured. The unbinding force is the force
required to separate two adhesion molecules and is measured
in picoNewtons (pN). The number of events for a particular
unbinding force is the number of molecules separated at each
force. Specifically, 250 unbinding events were captured per
cell site with 4 areas probed per cell, and 3 separate cells
were probed per treatment. Force curves were generated at
a frequency of 1 Hz in a relative trigger mode.
AFM stiﬀness measurements were based on recording
the elastic response of cells, BMECs and PC-3s using an
AFM tip. The AFM was operated in the force-volume mode
for recording a set of loading/unloading load displacement
curves at a frequency of 1.03 Hz and a forward/reverse
velocity of 4.11 μm/sec. The resultant measurement is the
dynamic elastic modulus (a.k.a. the Young’s modulus), which
measures the stiﬀness of the cell. The Young’s modulus is
the ratio of stress to strain and is thus represented by units
of pressure, Pascals (Pa). Cell stiﬀness changes are due to
morphologic changes resulting from alterations in cytoskeletal structure (reviewed in [35]). The elastic modulus was
measured with individual BMECs, individual PC-3 cells, and
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the duo: PC-3 cells attached to plated BMECs and BMECs
attached to plated PC-3 cells. The elastic modulus for the
BMEC/PC-3 combinations was generated for the plated cell,
and the attached cells separately. Each force-volume map
consists of 256 data points per sample site with 3 separate
sites measured per experimental condition, 3 separate times.
2.7. Transendothelial Electrical Resistance (TEER). Transendothelial electrical resistance (TEER) measurements were
done using Epithelial Voltohmmeter (EVOM; World Precision Instruments Inc., Sarasota, Fla) following manufacturers directions. Briefly, BMECs were plated at a concentration of 1.3 × 106 cells/mL on 12-well 0.4 μ polycarbonate
membrane inserts (CLS3401; Corning Transwell) and were
maintained until day 4 (we determined empirically that the
TEER for the BMEC monolayer was optimum on day 4 after
plating due to maturation of cell junctions). On day 4, tissue
culture medium was removed from the top chamber, an
equal concentration of PC-3 cells was added to the BMEC
monolayer and TEER measured at specified intervals.
2.8. Fluorescence-Activated Cell Sorting (FACS) Analysis.
Prostate cancer cells were cultured in T25 flasks (Corning
Inc., Edison, NJ), detached, washed, and resuspended in 5%
bovine serum albumin (BSA; Sigma-Aldrich) in phosphate
buﬀered saline (PBS; Sigma-Aldrich). All washes and resuspensions were also performed in 5% BSA containing PBS.
One set of control and siRac1-transfected prostate cancer
cells were each further treated with CCL2 (100 ng/mL)
for 30 min, washed, and resuspended. The several states
of β1 activation were queried with two conformationsensitive antibodies N29 (BD Biosciences, Franklin Lakes,
NJ) and HUTS-21 (BD Biosciences) in addition toa total
β1 conformation-insensitive antibody, MAR4 (Chemicon,
Billerica, Mass). All antibodies were used at a final concentration of 10 μg/mL, and all incubations were conducted in
the dark and at 37◦ C. Cells were analyzed using an FACS
Calibur cytometer (BD Biosciences), equipped with 488 nm
and 633 nm lasers. Analyses were performed on 10,000-gated
events, and the numeric data were processed with Cellquest
software (Becton Dickinson).
2.9. Statistical Analysis. All experiments were performed a
minimum of three separate times with individual transfections consisting of no less than three replicates per
experiment. Statistical analysis of the combine experiments
was performed using GraphPad Prism and by the University
of Delaware College of Agriculture and Natural Resources
Statistics Laboratory. A one-way ANOVA analysis was used
with Bonferroni’s post hoc analysis for comparison between
multiple groups. A Students t-test was used for comparison
between two groups. Significance was defined as a P value <
.001. Data is represented as mean ± standard deviation.

3. Results
3.1. Active Rac GTPases Aﬀect Prostate Cancer Cell Transendothelial Migration. Previously, we demonstrated that Rac1
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GTPase was required for tumor cell transendothelial cell
migration. However, we did not thoroughly explore if other
Rac family members contributed to diapedesis [16–18]. The
expression of Rac1 and Rac3 GTPases is increased in PCa
patient tumors; however, it is unknown if RhoG is expressed
[33]. Using quantitative (q)PCR, we demonstrate detectable
message for Rac1, Rac3 and RhoG in the PC-3 cells. As
shown in Figure 1(a), normalized Rac1 mRNA expression
levels were on average 8-fold higher than both Rac3, and
RhoG, suggesting that Rac1 is the predominant Rac GTPase
expressed in the PC-3 cells. Expression levels were confirmed
when the products of a semiquantitative PCR were visualized
by virtual gel (Supplemental Figure 1). Band intensity for
each product on the virtual gel is automatically normalized
to the corresponding GAPDH. Similar expression levels were
observed for C4-2 prostate cancer cells (Supplemental Figure
2(a)). Due to the lack of specific antibodies, particularly for
Rac3, protein expression levels were not assessed by Western
blot analysis.
To elucidate the role of each Rac protein in transendothelial cell migration, we selectively downregulated the expression of Rac GTPase isoforms using siRNA. Figure 1(a)
is the results of isoform-specific Rac message depletion
using siRNA duplexes. Expression of each Rac mRNA was
significantly reduced by a minimum of 80% compared to
PC-3 cells treated with an appropriate scrambled control.
Each siRNA specifically reduced its target without aﬀecting
other Rac GTPases or aﬀecting cell growth (growth data
not shown). Similar results were seen when alternate siRNAs
were used for each Rac isoform.
PC-3 cells were treated with the pharmacologic RacGEF
inhibitor NSC23766 (iRac) or Rac-specific siRNA and the
eﬀect on total Rac activity determined (Figure 1(b)). As
expected, both the NSC23766 inhibitor and Rac1-specific
siRNA reduced total active Rac levels by ∼60% compared to
untransfected control. Interestingly, knockdown of RhoG led
to a significant 45% reduction in total Rac activity suggesting
that RhoG may activate Rac1 during physiologic process such
as diapedesis. In contrast to Rac1 and RhoG, knockdown
of Rac3 resulted in a significant 52% increase in total Rac
activity compared to control.
Since Rac GTPases are required for transendothelial cell
migration across a BMEC layer [18], we next tested the
individual role of Rac1, Rac3, and RhoG in PCa diapedesis
across a BMEC layer. As expected, downregulation of Rac1
led to a significant decrease in diapedesis (Figure 1(c)).
However, inhibition of RhoG and Rac3 had no eﬀect
on inhibiting tumor cell diapedesis. In contrast to Rac1,
depletion of Rac3 led to a 70% increase in transendothelial migration, suggesting that Rac3 limits PCa diapedesis
similar to what has been shown for RhoA in PCa invasion
[18]. The increase in diapedesis observed when RhoG was
depleted approached but did not achieve significance compared to untransfected or scrambled controls. Figure 1(d)
demonstrates that expression of a siRNA-resistant Rac3 in
Rac3-downregulated cells results in a significant decrease
in diapedesis. Similarly, re-expression of RhoG led to a
significant decrease in diapedesis compared to cells depleted
of RhoG. This suggests a negative eﬀect of Rac3 and possibly
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Figure 1: Eﬀect of Rac depletion on total Rac activation and tumor cell diapedesis across a bone marrow endothelial cell monolayer.
(a) Rac isoform expression and isoform-specific depletion in PC-3 cells. Individual siRNAs (1) and (2), specific for Rac1, Rac3, or RhoG,
were compared. Messenger RNA was harvested and SYBR green-based qPCR performed using primers specified in Supplemental Table 1.
Relative expression levels were normalized to GAPDH expression from the corresponding sample and expressed as arbitrary units (a.u.).
(b) is the eﬀect of the RacGEF inhibitor NSC23766 (iRac), siRNA specific for Rac1, Rac3, and RhoG, or scrambled control (siScr) on
total Rac activation. Cells were treated with 100 μM NSC23766 for 1 h or 20 μM siRac1, siRac3, or siRhoG. Activation of total Rac was
performed using GLISA. Cells treated with iRac or transfected with siRNA to Rac isoforms were compared with untransfected (UT) and
representative siRNA-scrambled control (siScr). Each analysis was performed in triplicate with individual transfections. (c) BMECs were
layered onto a Matrigel-coated filter and allowed to form a monolayer; 0.5 mL of a suspension of 3.75 × 105 PC-3 cells/mL were added to the
BMECs and allowed to undergo diapedesis for 24 h. Treated and transfected cells were compared with untransfected or scrambled controls.
(d) Introduction of an RNAi-insensitive Rac3 into siRac3-treated PC-3 cell. Shown in all four panels is the mean ± S.D. of at least triplicate
analysis with significance being ∗ P < .001. Noncapped lines above the bars represent that the siRNA group is significantly diﬀerent from
controls.

RhoG on tumor cell diapedesis. Supplemental Figure 2(b)
demonstrates a similar trend for the C4-2 prostate cancer
cells. Depletion of Rac1 led to a significant decrease in
transendothelial cell migration. However, depletion of Rac3
or RhoG increased tumor cell diapedesis. Rescue experiments reversed the trends of the siRNAs in the C4-2
cells.

3.2. The Chemokine CCL2 Stimulates Diapedesis via RhoG
GTPase. The chemokine CCL2 is produced by BMECs and
stimulates Rac1-mediated tumor cell diapedesis [17, 32].
Since RhoG appears to have an eﬀect on Rac activation, we next set out to determine if CCL2-stimulated diapedesis could be aﬀected by depletion of RhoG. As shown in
Figure 2(a), CCL2 treatment increased diapedesis 3-fold

6

Journal of Signal Transduction
100 ng/mL CCL2

100 ng/mL CCL2

3.5
∧

3
2.5

∗

2
1.5
∗

1

∗
∗

0.5
0

∗
∗

2

1

(a)

siRhoG(1) + rescue

siRhoG(2)

siRhoG(1)

siScr

UN/UT

iRac

siRac1(1) + RhoGQ63L

siRhoG(1) + rescue

siRhoG(2)

siRhoG(1)

siRac1(2)

siRac1(1)

siScr

UT

UN/UT

0
UT

Fold diapedesis

Total Rac activation (fold UN/UT)

3

(b)

mRNA expression (a.u.)

1
0.8
0.6
0.4
0.2

siRhoG(1) + rescue

siRhoG(1)

siScr

0

(c)

Figure 2: Eﬀect of Rac depletion on tumor cell diapedesis across a BMEC monolayer. (a) PC-3 cells were treated with 100 ng/mL CCL2
in a diapedesis assay. Control untransfected (UT) and siRNA control (siScr) cells demonstrated increased diapedesis compared with
untreated/untransfected (UN/UT) PC-3 cells. The ability of cells to undergo CCL2-stimulated diapedesis after depletion of Rac1, RhoG,
or treatment with iRac was compared to UT and siScr. Rescue experiments of RhoG-depleted cells were performed by the introduction
of a siRNA-insensitive RhoG. Rac1-depleted cells were rescued with the introduction of fast cycling RhoG (RhoGQ63L). (b) Depletion
of RhoG led to a decrease of total Rac activation in PC-3 cells treated with 100 ng/mL CCL2. Rescue experiments were performed by
introducing a siRNA-insensitive RhoG GTPase. Shown are means ± S.D. of at least triplicate analysis representing individual transfections,
with significance being P < .001; (∗ ) signifies a significant diﬀerence between siRNA-transfected cells and stimulated controls, while (∧ )
signifies a significant diﬀerence between siRNA-transfected and -rescued cells.

across a BMEC layer in untransfected (UT) and siScr control
cells compared to untreated/untransfected cells (UN/UT).
Contrary to what we observed for unstimulated diapedesis in
Figure 1(c), there was an approximate 45% decrease in PC-3

diapedesis across the endothelial cell layer when RhoG was
depleted using siRNAs (P < .001). Similarly, direct depletion
of Rac1 or treatment with the inhibitor NSC23766 led to
a significant decrease in transendothelial cell migration.
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Figure 3: Interaction of prostate cancer cells with bone marrow endothelial cells BMECs was attached to the AFM tip and the unbinding
forces of PCa cells measured. PC-3 cells were transfected with siRNAs specific for individual Rac isoforms. Shown are the results from one
set of siRNAs. (a) Eﬀect on the frequency of unbinding events and forces (pN) occurring between BMECs and PC-3 cells after depletion of
each Rac isoform. (b) Average unbinding force occurring between BMECs and PC-3 cells. The average unbinding force is the physical force
required to pull two adhered cells apart. Data are compiled from 3000 data points and are the mean ± S.D. with significance being ∗ P < .001.

Introduction of a siRNA-resistant RhoG fully rescued CCL2induced diapedesis in RhoG-depleted cells. However, introduction of a RhoGQ63L fast cycling mutant did not rescue
the cells ability to cross an endothelial cell layer when Rac1
was depleted. Finally, Supplemental Figure 2(c) demonstrates that CCL-2-induced diapedesis is inhibited in C4-2
cells when RhoG is depleted. Again, introduction of a siRNAresistant RhoG fully restores the cells ability to cross the
BMEC layer.
Figure 2(b) demonstrates that CCL2-induced total Rac
activation is decreased by ∼40% when RhoG is depleted
from the PC-3 cells, suggesting that CCL2 may activate
Rac1 directly and also indirectly through RhoG GTPase.
Concordant to what is observed in the diapedesis assay,
introduction of a siRNA-resistant RhoG restores actives
levels of total Rac similar to controls. Restoration of Rac
activity and PCa diapedesis in the rescue experiments were
not due to overexpression of nonphysiologic levels of ectopic
RhoG. As shown in Figure 2(c), during rescue, mRNA levels
of RhoG were increased 4-fold over the RhoG-depleted
cells. These expression levels were still well under what is
observed for the siScr control cells. Similar results were
observed for the C4-2 cells and in the RNAi-insensitive Rac1
rescued cells. On average, an ∼70% transfection eﬃciency
was observed for each construct in both the PC-3 and C4-2
cells.
3.3. Rac1 GTPase Mediates the Interaction between PC-3 Cells
and BMECs. We previously demonstrated that downregulation of Rac1 does not significantly aﬀect PC-3 cell binding
to BMECs [18]. However, anecdotal evidence suggested that
Rac1 depletion leads to decreased binding strength of the PC3 cells to BMECs. To quantitate binding strength, we used

atomic force microscopy (AFM) to measure the unbinding
force of PC-3 cells bound to BMECs after Rac1, Rac3, or
RhoG depletion. For the siScr control, siRac3- and siRhoGtreated PC-3 cells, a number of individual unbinding events
occurred over time (Figure 3(a)) suggesting tight binding of
multiple adhesion molecules is involved in cell-cell contact.
In contrast, down-regulation of Rac1 led to a significant
decrease in the number and frequency of unbinding events
that occurred, suggesting fewer and weaker cell-cell contacts.
Figure 3(b) shows that depletion of Rac1 led to a significant
average 85% decrease in the unbinding force of the PCa
cells to the bone marrow endothelial cells. Interestingly,
downregulation of RhoG did not aﬀect the ability of the PC-3
cells to bind to the BMECs, suggesting that RhoG activation
of Rac1 is not involved in cell-cell binding.
In a system resembling initial contact during diapedesis,
PC-3 cells were allowed to bind to a BMEC monolayer, and
the dynamic elastic modulus (a.k.a. Young’s modulus) was
measured using AFM. Because of the pronounced eﬀect of
Rac1 depletion on PCa cell adhesion to BMECs seen in
Figure 3, we compared siScr control and siRac1-transfected
PC-3 cells. Figure 4(a) shows that the elasticity was essentially unchanged for the siRNA-scrambled control and siRac1
PC-3 cells alone. Compared to the unbound cells, the siRNA
control PC-3 cells became more elastic (a decrease in the
Young’s modulus) when bound to BMECs suggesting that
they begin to spread onto the endothelial cell monolayer. In
contrast, the PC-3 cells transfected with siRNA to Rac1 were
significantly less elastic (increase in the Young’s modulus)
than the unbound PC-3 cells when bound to BMECs
suggesting that they remain in a rounded configuration
as we previously reported [16]. Figure 4(b) compares the
elasticity of the cells in the BMEC monolayer when engaged
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Figure 4: Bone marrow endothelial cells react to PCa cell binding. (a, b) are measurements of the dynamic elastic modulus or elasticity
of PC-3 and BMECs in contact with one another. Elasticity is given as the Young’s modulus and is a ratio of cell stress and strain and is
measured in Pascals. BMECs were grown as a monolayer and control (siScr) or siRac1 expressing PC-3 cells were allowed to bind to the
BMEC monolayer, and the elasticity of the PC-3 cells (a) and the BMECs (b) was measured by AFM. Data are the result of over 10,000
data points and represented as mean ± S.D. with significance being ∗ P < .001. (c) are measurements of transendothelial electrical resistance
(TEER). BMECs were grown on a monolayer, PC-3 cells were added to the monolayer, and the electrical resistance was measured every
10 min up to 1 h (i) and the final measurement at 24 h (ii).

by the PC-3 cells. BMECs had a significant 30% increase in
elasticity when in contact with control PC-3 cells suggesting
reorganization of the actin cytoskeleton. In contrast, the
BMECs had no change in theirdynamic elastic modulus
when bound to Rac1-depleted PC-3 cells.

In a variation of this experiment, we allowed individual
BMECs to come into contact with a PC-3 cell monolayer
(Supplemental Figure 3). Again, the elasticity of the PC-3
cells was essentially unchanged due to downregulation of
Rac1. There was a significant and consistent 30% increase in
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Figure 5: Eﬀect of Rac1 GTPase on β1 integrin activation. (a) Comparison of total, partially and fully activated β1 integrinsin control and
Rac1 depleted PC-3 cells as assessed by FACS analysis. Cells were transfected with either siRNA-scrambled control or Rac1 siRNA(2) and left
unstimulated or treated with 100 ng/mL CCL2. FACS analysis was performed after incubating fixed cells with the antibodies MAR4 (for total
β1 integrin), N29 (for partially active β1 integrin), and HUTS21 (for fully active β1 integrin). (b) is a rescue experiment demonstrating that
introduction of either an RNAi-insensitive Rac1 or RhoG GTPase leads to restoration of active β1 integrin levels in CCL2-treated PC-3 cells.
Shown are the results of triplicate experiments showing the percentages of 10,000 gated events with significance being ∗ P < .001. Capped
lines signify a comparison and significance between siRNA-depleted cells and cells rescued with siRNA-insensitive constructs.

elasticity of the BMECs when they came in contact with the
control PC-3 cells. However, there was no change in elasticity
of the BMECs when they came into contact with PC-3 cells
that had depleted Rac1.
Figure 4(c)(i) demonstrates a marked change in transendothelial electrical resistance (TEER) across the BMEC layer.
TEER is a measure of the integrity of tight junctions between
cells. Decreased TEER is indicative of cellular retraction.
Addition of PC-3 cells to a confluent BMEC layer led to a
significant, time-dependent decrease in TEER. TEER levels
were fully restored, in a time-dependent manner by 24 h
(Figure 4(c)(ii)). Taken together these data suggest that the
BMECs undergo cytoskeletal changes that influence their
elasticity when they interact with PC-3 cells.
3.4. Active Rac1 GTPase Leads to Stimulation of β1 Integrins.
Active Rho GTPases are known to lead to expression and
activation of integrins [36]. Two integrin heterodimers
are associated with binding to VCAM-1 and ICAM-1 on
endothelial cells, α4β1 and αLβ2, respectively. With this in
mind, we set out to determine if Rac1 GTPase influenced
the activation state of integrins leading to BMEC binding.
Since β2 integrins are not associated with prostate cancer
and the role of the β1 integrins is established in PCa/BMEC
interactions [6, 8, 9], we focused on the expression and
activation of the β1 subunits. To determine this fluorescenceactivated cell sorting (FACS), analysis was performed using
a set of antibodies that recognize total and active levels of
the β1 subunit. The MAR4 antibody recognizes total β1
integrin subunit regardless of activation state. The α4β1

heterodimer can exist in 3 conformations, closed headpiece/bent (inactive), closed headpiece/extended (partially
activated, recognized by the N29 antibody), and open
headpiece/extended (fully active, recognized by the HUTS21
antibody). Figure 5(a) demonstrates that unstimulated PC3 cells have similar levels of total and partially activated β1
integrin as compared to Rac1-depleted PC-3 cells. When
the cells were treated with CCL2, thus leading to increased
Rac1 activation, there was no change in total and partially
activated levels of β1 integrin. However, significantly more
fully activated β1 integrin was detected in the control but not
Rac1-depleted PC-3 cells. For simplicity, the results shown
are from one siRNA; however, near identical results were
obtained with alternate siRNAs.
Figure 5(b) demonstrates that the decrease in CCL2stimulated β1 integrin activity due to Rac1 depletion can be
rescued by expression of an RNAi-insensitive Rac1 GTPase.
Similarly, depletion of RhoG GTPase led to a significant
decrease in CCL2-induced active β1 integrin expression as
compared to scrambled control. Expression of a siRNAresistant RhoG led to a significant increase in β1 integrin
activation. In both cases, the RNAi-insensitive GTPases
restored CCL2 activation of β1 integrin to levels comparable
to the control cells.

4. Discussion
The Rho GTPases comprise a subfamily of the Ras superfamily of monomeric GTP-binding proteins [21]. Like Ras,
the Rho proteins transiently move from an inactive to active
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to an inactive state via the GTPase cycle. This cycle is
controlled by a number of regulatory proteins, which in turn
regulate Rho signal transduction via eﬀector proteins [37–
41]. This coordinate regulation of the Rho proteins allows
for cytoskeletal reorganization leading to changes in cell
shape and motility [12, 42]. Overexpression and/or aberrant
activation of individual Rho GTPases has been shown in
a number of cancers and is thought to drive metastatic
progression [15]. Although one Rho protein may be the
predominant GTPase in a cancer, other GTPases must also
become active to reorganize the actin cytoskeleton and drive
migration.
RhoC GTPase is expressed in several cancers and promotes metastasis [43–52]. Previously, we demonstrated that
RhoC GTPase expression and activation is required for PCa
invasion [16, 18–20]. When RhoC expression or activation is
downregulated, the PCa cells undergo Rac GTPase-mediated
EMT [16, 18]. Decreased Rho expression or activity leads
to increased expression and sustained activity of Rac1.
Furthermore, Rac expression and activation was found to
be required for tumor cell diapedesis across a human BMEC
layer. We believe that together RhoC and Rac are needed to
drive PCa extravasation from the vasculature into the bone
marrow environment.
There are four members of the Rac branch of the Rho
subfamily: Rac1, Rac2, Rac3, and RhoG. Rac1 and Rac3, but
not Rac2, are shown to have increased expression in PCa,
while expression of RhoG has not been examined [33]. In the
current study, we set out to determine the individual roles of
Rac1, Rac3, and RhoG in tumor cell diapedesis. Rac1 levels
are significantly higher than either Rac3 or RhoG suggesting
that it is the predominant Rac GTPase in these cells. The
relative levels of Rac1 and Rac3 in PCa are similar to what
has been shown in glioblastoma cells [26].
Rac3 GTPase has clearly been shown to be involved in
adhesion of tumor and normal cells of neural origin [24,
26]. Normal and malignant prostate has a neuroendocrine
component; therefore, the question arises if Rac3 expression
plays a role in neuroendocrine diﬀerentiation of PCa [53–
55]. We have clear AFM data that implicates Rac3 in binding
of PCa cells to fibronectin and to a lesser extent, collagen
I (unpublished data). Binding to laminin would be the
next logical choice to examine. This aspect may also begin
to explain the apposing eﬀect that Rac3 has on Rac1 and
transendothelial cell migration. We found that downregulation of Rac3 led to an increase in total Rac activity,
independent of an increase in total Rac protein levels. A
similar observation was made previously; downregulation of
RhoC increased Rac1 activity [16, 18]. However, this was
accompanied by an increase in total Rac1 protein.
Expression of RhoG is found ubiquitously throughout
the body, but its expression in PCa has not been studied.
We found that RhoG, although expressed in low levels, has
an eﬀect on total Rac activation. Inhibition of RhoG led
to a significant decrease in Rac activation, but diapedesis
was slightly increased. In contrast, CCL2-stimulation of
PCa cells transfected with siRNA specific for RhoG significantly decreased diapedesis. Coexpression of a siRNAresistant RhoG led to restoration of the cells ability to
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cross the endothelial cell layer. Furthermore, depletion of
RhoG led to a significant decrease in CCL2-stimulated Rac
activation, suggesting that CCL2 activates Rac1. Expression
of a fast cycling RhoG in Rac1-depleted cells did not rescue
the cells ability to undergo diapedesis. This also suggests
that Rac1-mediated diapedesis may be regulated through
direct activation of Rac1 or indirectly via RhoG GTPase
and the diﬀerent eﬀects that RhoG has on PCa diapedesisis
intriguing. Without CCL2 stimulation, RhoG appears to act
like Rac3 and limit diapedesis, even after decreasing total
Rac activation. Upon CCL2 stimulation, RhoG appears to
play a role in activating Rac1 thereby decreasing diapedesis.
This may suggest a specific RhoG GEF(s) that are activated
by CCL2. Also of interest is the fact that ectopic expression
of an RNAi-insensitive RhoG led to a significant decrease
in unstimulated diapedesis suggesting a balance of RhoG
expression required for migration.
Our results measuring BMEC stiﬀness using AFM showed
specific diﬀerences that were consistent over a large array
of experimental attempts suggesting a specific biological
interaction. The PC-3/BMEC interaction is of particular
interest; PC-3 cells, whether adhered to substrate or attached
to a BMEC, maintain a constant measured elastic modulus.
The BMECs, however, when in contact with a PCa cell
consistently, undergo a 30% decrease in stiﬀness. This
apparent conferred decrease in stiﬀness points to a change in
the internal cytoskeletal architecture of the BMEC. Depletion
of Rac1 in the PC-3 cells led to a significant decrease in
the strength of binding to the BMECs. The elasticity of
the BMEC cell was not decreased when bound to a Rac1depleted PC-3 cell indicating a Rac1-mediated interaction
between the two cells. This interaction may be due, at
least in part, to binding mediated by β1 integrins. We
demonstrate that unstimulated PC-3 cells have partially
activated β1 integrins that become fully activated upon CCL2
stimulation and activation of Rac1. Clearly, β1 integrins are
required for binding of PCa cells to extracellular matrix
[7, 19, 20, 56, 57]. Studies in the literature suggest a role
for β1 integrins in binding PCa to BMECs [6, 7, 58, 59].
One report suggests that the use of a β1 integrin-blocking
antibody did not aﬀect PC-3 cell binding to the human bone
marrow endothelial cell line HBME-1 but was responsible for
mediating PCa interactions with fibronectin [7]. However,
other studies show a role for β1 integrins in binding to
other bone marrow endothelial cells [58, 59]. Rho GTPases
such as Rac1 are implicated in bidirectional signaling with
integrins activating Rho proteins and the active Rho proteins
promoting integrin dimer activation increasing binding
strength [36, 60, 61].
These mechanisms are similar to leukocyte diapedesis,
where, after initial binding, the interaction between the
leukocyte and endothelial cell increases leading to dynamic
cytoskeletal changes and endothelial cell retraction [62, 63].
Although this has been suggested for PCa diapedesis, this is
the first time this has been shown experimentally. A complete
understanding of how these diﬀerent Rac proteins are
activated and how they contribute to tumor cell diapedesis
may have profound implications for any strategies targeting
the extravasation process.
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pp. 409–416, 1994.
[2] C. Abate-Shen and M. M. Shen, “Molecular genetics of
prostate cancer,” Genes and Development, vol. 14, no. 19, pp.
2410–2434, 2000.
[3] S. L. Aukerman, J. E. Price, and I. J. Fidler, “Diﬀerent deficiencies in the prevention of tumorigenic-low-metastatic murine
K-1735b melanoma cells from producing metastases,” Journal
of the National Cancer Institute, vol. 77, no. 4, pp. 915–924,
1986.
[4] I. J. Fidler, “Critical factors in the biology of human cancer
metastasis: twenty-eighth G.H.A. clowes memorial award
lecture,” Cancer Research, vol. 50, no. 19, pp. 6130–6138, 1990.
[5] C. R. Cooper and K. J. Pienta, “Cell adhesion and chemotaxis
in prostate cancer metastasis to bone: a minireview,” Prostate
Cancer and Prostatic Diseases, vol. 3, no. 1, pp. 6–12, 2000.
[6] J. E. Lehr and K. J. Pienta, “Preferential adhesion of prostate
cancer cells to a human bone marrow endothelial cell line,”
Journal of the National Cancer Institute, vol. 90, no. 2, pp. 118–
123, 1998.
[7] C. R. Cooper, L. McLean, N. R. Mucci, P. Poncza, and K. J.
Pienta, “Prostate cancer cell adhesion to quiescent endothelial
cells is not mediated by beta-1 integrin subunit,” Anticancer
Research, vol. 20, no. 6 B, pp. 4159–4162, 2000.
[8] C. R. Cooper, L. McLean, M. Walsh et al., “Preferential adhesion of prostate cancer cells to bone is mediated by binding
to bone marrow endothelial cells as compared to extracellular

[19]

[20]

[21]

[22]

[23]
[24]

[25]

[26]

matrix components in vitro,” Clinical Cancer Research, vol. 6,
no. 12, pp. 4839–4847, 2000.
F. L. Miles, F. L. Pruitt, K. L. van Golen, and C. R. Cooper,
“Stepping out of the flow: capillary extravasation in cancer
metastasis,” Clinical and Experimental Metastasis, vol. 25, no.
4, pp. 305–324, 2008.
A. L. Bishop and A. Hall, “Rho GTPases and their eﬀector
proteins,” Biochemical Journal, vol. 348, no. 2, pp. 241–255,
2000.
A. Hall, “Rho GTpases and the actin cytoskeleton,” Science,
vol. 279, no. 5350, pp. 509–514, 1998.
A. J. Ridley, “Rho GTPases and cell migration,” Journal of Cell
Science, vol. 114, no. 15, pp. 2713–2722, 2001.
C. D. Nobes and A. Hall, “Rho, Rac, and Cdc42 GTPases
regulate the assembly of multimolecular focal complexes
associated with actin stress fibers, lamellipodia, and filopodia,”
Cell, vol. 81, no. 1, pp. 53–62, 1995.
A. J. Ridley and A. Hall, “Distinct patterns of actin organization regulated by the small GTP- binding proteins Rac and
Rho,” Cold Spring Harbor Symposia on Quantitative Biology,
vol. 57, pp. 661–672, 1992.
E. Sahai and C. J. Marshall, “RHO-GTPases and cancer,”
Nature Reviews Cancer, vol. 2, no. 2, pp. 133–142, 2002.
H. Yao, E. J. Dashner, C. M. van Golen, and K. L. van
Golen, “RhoC GTPase is required for PC-3 prostate cancer cell
invasion but not motility,” Oncogene, vol. 25, no. 16, pp. 2285–
2296, 2006.
K. L. van Golen, C. Ying, L. Sequeira et al., “CCL2 induces
prostate cancer transendothelial cell migration via activation
of the small GTPase rac,” Journal of Cellular Biochemistry, vol.
104, no. 5, pp. 1587–1597, 2008.
L. Sequeira, C. W. Dubyk, T. A. Riesenberger, C. R. Cooper,
and K. L. van Golen, “Rho GTPases in PC-3 prostate cancer
cell morphology, invasion and tumor cell diapedesis,” Clinical
and Experimental Metastasis, vol. 25, no. 5, pp. 569–579, 2008.
C. L. Hall, J. L. Dai, K. L. van Golen, E. T. Keller, and M.
W. Long, “Type I colagen receptor (alpha2 beta1) signaling
promotes the growth of human prostate cancer cells within
the bone,” Cancer Research, vol. 66, pp. 8648–8654, 2006.
C. L. Hall, C. W. Dubyk, T. A. Riesenberger et al., “Type
I collagen receptor (αβ) signaling promotes prostate cancer
invasion through RhoC GTPase,” Neoplasia, vol. 10, no. 8, pp.
797–803, 2008.
K. Wennerberg and C. J. Der, “Rho-family GTPases: it’s not
only Rac and Rho (and i like it),” Journal of Cell Science, vol.
117, no. 8, pp. 1301–1312, 2004.
A. J. Ridley, H. F. Paterson, C. L. Johnston, D. Diekmann, and
A. Hall, “The small GTP-binding protein rac regulates growth
factor-induced membrane ruﬄing,” Cell, vol. 70, no. 3, pp.
401–410, 1992.
A. Hall, “The cellular functions of small GTP-binding proteins,” Science, vol. 249, no. 4969, pp. 635–640, 1990.
A. Hajdo-Milasinovic, S. I. J. Ellenbroek, S. van Es, B. van
der Vaart, and J. G. Collard, “Rac1 and rac3 have opposing
functions in cell adhesion and diﬀerentiation of neuronal
cells,” Journal of Cell Science, vol. 120, no. 4, pp. 555–566, 2007.
S. Gualdoni, C. Albertinazzi, S. Corbetta, F. Valtorta, and I. de
Curtis, “Normal levels of Rac1 are important for dendritic but
not axonal development in hippocampal neurons,” Biology of
the Cell, vol. 99, no. 8, pp. 455–464, 2007.
A.-Y. Chan, S. J. Coniglio et al., “Roles of the Rac1 and Rac3
GTPases in human tumor cell invasion,” Oncogene, vol. 24, no.
53, pp. 7821–7829, 2005.

12
[27] K. Wennerberg, S. M. Ellerbroek et al., “RhoG signals in
parallel with Rac1 and Cdc42,” The Journal of Biological
Chemistry, vol. 277, no. 49, pp. 47810–47817, 2002.
[28] H. Katoh and M. Negishi, “RhoG activates Rac1 by direct
interaction with the Dock180-binding protein Elmo,” Nature,
vol. 424, no. 6947, pp. 461–464, 2003.
[29] H. Katoh, K. Hiramoto, and M. Negishi, “Activation of Rac1
by RhoG regulates cell migration,” Journal of Cell Science, vol.
119, no. 1, pp. 56–65, 2006.
[30] Y. Terashima, N. Onai, M. Murai et al., “Pivotal function for
cytoplasmic protein FROUNT in CCR2-mediated monocyte
chemotaxis,” Nature Immunology, vol. 6, no. 8, pp. 827–835,
2005.
[31] M. Ohta, Y. Kitadai, S. Tanaka et al., “Monocyte chemoattractant protein-1 expression correlates with macrophage infiltration and tumor vascularity in human esophageal squamous
cell carcinomas,” International Journal of Cancer, vol. 102, no.
3, pp. 220–224, 2002.
[32] R. D. Loberg, C. Ying, M. Craig, L. I. Yan, L. A. Snyder, and
K. J. Pienta, “CCL2 as an important mediator of prostate
cancer growth in vivo through the regulation of macrophage
infiltration,” Neoplasia, vol. 9, no. 7, pp. 556–562, 2007.
[33] R. Engers, S. Ziegler, M. Mueller, A. Walter, R. Willers, and
H. E. Gabbert, “Prognostic relevance of increased Rac GTPase
expression in prostate carcinomas,” Endocrine-Related Cancer,
vol. 14, no. 2, pp. 245–256, 2007.
[34] K. L. van Golen, Z. F. Wu, X. T. Qiao, L. W. Bao, and S. D.
Merajver, “RhoC GTPase overexpression modulates induction
of angiogenic factors in breast cells,” Neoplasia, vol. 2, no. 5,
pp. 418–425, 2000.
[35] S. Suresh, J. Spatz, J. P. Mills et al., “Connections between
single-cell biomechanics and human disease states: gastrointestinal cancer and malaria,” Acta Biomaterialia, vol. 1, no. 1,
pp. 15–30, 2005.
[36] P. Keely, L. Parise, and R. Juliano, “Integrins and GTPases
in tumour cell growth, motility and invasion,” Trends in Cell
Biology, vol. 8, no. 3, pp. 101–106, 1998.
[37] M. Geyer and A. Wittinghofer, “GEFs, GAPs, GDIs and
eﬀectors: taking a closer (3D) look at the regulation of Rasrelated GTP-binding proteins,” Current Opinion in Structural
Biology, vol. 7, no. 6, pp. 786–792, 1997.
[38] K. L. Rossman, C. J. Der, and J. Sondek, “GEF means go:
turning on Rho GTPases with guanine nucleotide-exchange
factors,” Nature Reviews Molecular Cell Biology, vol. 6, no. 2,
pp. 167–180, 2005.
[39] S. J. Gamblin and S. J. Smerdon, “GTPase-activating proteins
and their complexes,” Current Opinion in Structural Biology,
vol. 8, no. 2, pp. 195–201, 1998.
[40] Y. Miura, A. Kikuchi, T. Musha et al., “Regulation of morphology by rho p21 and its inhibitory GDP/GTP exchange
protein (rho GDI) in Swiss 3T3 cells,” The Journal of Biological
Chemistry, vol. 268, no. 1, pp. 510–515, 1993.
[41] S. Narumiya, “The small GTPase Rho: cellular functions and
signal transduction,” Journal of Biochemistry, vol. 120, no. 2,
pp. 215–228, 1996.
[42] A. J. Ridley, “Rho family proteins: coordinating cell responses,”
Trends in Cell Biology, vol. 11, no. 12, pp. 471–477, 2001.
[43] K. L. van Golen, S. Davies, Z. F. Wu et al., “A novel putative
low-aﬃnity insulin-like growth factor-binding protein, LIBC
(lost in inflammatory breast cancer), and RhoC GTPase
correlate with the inflammatory breast cancer phenotype,”
Clinical Cancer Research, vol. 5, no. 9, pp. 2511–2519, 1999.

Journal of Signal Transduction
[44] E. A. Clark, T. R. Golub, E. S. Lander, and R. O. Hynes,
“Genomic analysis of metastasis reveals an essential role for
RhoC,” Nature, vol. 406, no. 6795, pp. 532–535, 2000.
[45] A. Hakem, O. Sanchez-Sweatman, A. You-Ten et al., “RhoC
is dispensable for embryogenesis and tumor initiation but
essential for metastasis,” Genes and Development, vol. 19, no.
17, pp. 1974–1979, 2005.
[46] A. Horiuchi, T. Imai, C. Wang et al., “Up-regulation of small
GTPases, RhoA and RhoC, is associated with tumor progression in ovarian carcinoma,” Laboratory Investigation, vol. 83,
no. 6, pp. 861–870, 2003.
[47] T. Ikoma, T. Takahashi, S. Nagano et al., “A definitive role of
RhoC in metastasis of orthotopic lung cancer in mice,” Clinical
Cancer Research, vol. 10, no. 3, pp. 1192–1200, 2004.
[48] C. G. Kleer, K. A. Griﬃth, M. S. Sabel et al., “RhoC-GTPase is a
novel tissue biomarker associated with biologically aggressive
carcinomas of the breast,” Breast Cancer Research and Treatment, vol. 93, no. 2, pp. 101–110, 2005.
[49] T. Kondo, K. Sentani, N. Oue, K. Yoshida, H. Nakayama, and
W. Yasui, “Expression of RhoC is associated with metastasis
of gastric carcinomas,” Pathobiology, vol. 71, no. 1, pp. 19–25,
2004.
[50] Y. Shikada, I. Yoshino, T. Okamoto, S. Fukuyama, T. Kameyama, and Y. Maehara, “Higher expression of RhoC is related to
invasiveness in non-small cell lung carcinoma,” Clinical Cancer
Research, vol. 9, no. 14, pp. 5282–5286, 2003.
[51] H. Suwa, G. Ohshio, T. Imamura et al., “Overexpression of the
rhoC gene correlates with progression of ductal adenocarcinoma of the pancreas,” British Journal of Cancer, vol. 77, no. 1,
pp. 147–152, 1998.
[52] W. Wang, L. Y. Yang, Z. L. Yang, G. W. Huang, and W. Q. Lu,
“Expression and significance of RhoC gene in hepatocellular
carcinoma,” World Journal of Gastroenterology, vol. 9, no. 9,
pp. 1950–1953, 2003.
[53] M. A. Noordzij, G. J. van Steenbrugge, T. H. van der Kwast,
and F. H. Schroder, “Neuroendocrine cells in the normal,
hyperplastic and neoplastic prostate,” Urological Research, vol.
22, no. 6, pp. 333–341, 1995.
[54] P. A. Abrahamsson, “Neuroendocrine cells in tumour growth
of the prostate,” Endocrine-Related Cancer, vol. 6, no. 4, pp.
503–519, 1999.
[55] P. A. di Sant’Agnese and K. L. de Mesy Jensen, “Neuroendocrine diﬀerentiation in prostatic carcinoma,” Human Pathology, vol. 18, no. 8, pp. 849–856, 1987.
[56] C. M. Witkowski, I. Rabinovitz, R. B. Nagle, K. S. D. Aﬃnito,
and A. E. Cress, “Characterization of integrin subunits,
cellular adhesion and tumorgenicity of four human prostate
cell lines,” Journal of Cancer Research and Clinical Oncology,
vol. 119, no. 11, pp. 637–644, 1993.
[57] S. Dedhar, R. Saulnier, R. Nagle, and C. M. Overall, “Specific
alterations in the expression of alpha 3 beta 1 and alpha 6 beta
4 integrins in highly invasive and metastatic variants of human
prostate carcinoma cells selected by in vitro invasion through
reconstituted basement membrane,” Clinical and Experimental
Metastasis, vol. 11, pp. 391–400, 1993.
[58] S. H. Lang, N. W. Clarke, N. J. R. George, and N. G. Testa,
“Primary prostatic epithelial cell binding to human bone
marrow stroma and the role of α2β1 integrin,” Clinical and
Experimental Metastasis, vol. 15, no. 3, pp. 218–227, 1997.
[59] L. J. Scott, N. W. Clarke, N. J. R. George, J. H. Shanks, N.
G. Testa, and S. H. Lang, “Interactions of human prostatic
epithelial cells with bone marrow endothelium: binding and
invasion,” British Journal of Cancer, vol. 84, no. 10, pp. 1417–
1423, 2001.

Journal of Signal Transduction
[60] N. R. Filipenko, S. Attwell, C. Roskelley, and S. Dedhar,
“Integrin-linked kinase activity regulates Rac- and Cdc42mediated actin cytoskeleton reorganization via α-PIX,” Oncogene, vol. 24, no. 38, pp. 5837–5849, 2005.
[61] A. Grande-Garcia, A. Echarri, and M. A. Del Pozo, “Integrin
regulation of membrane domain traﬃcking and Rac targeting,” Biochemical Society Transactions, vol. 33, no. 4, pp. 609–
613, 2005.
[62] E. S. Wittchen, J. D. van Buul, K. Burridge, and R. A. Worthylake, “Trading spaces: Rap, Rac, and Rho as architects of
transendothelial migration,” Current Opinion in Hematology,
vol. 12, no. 1, pp. 14–21, 2005.
[63] E. S. Wittchen, R. A. Worthylake, P. Kelly, P. J. Casey, L. A.
Quilliam, and K. Burridge, “Rap1 GTPase inhibits leukocyte
transmigration by promoting endothelial barrier function,”
The Journal of Biological Chemistry, vol. 280, no. 12, pp.
11675–11682, 2005.

13

International Journal of

Peptides

BioMed
Research International
Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Advances in

Stem Cells
International
Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Virolog y
Hindawi Publishing Corporation
http://www.hindawi.com

International Journal of

Genomics

Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Journal of

Nucleic Acids

Zoology

International Journal of

Hindawi Publishing Corporation
http://www.hindawi.com

Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Volume 2014

Submit your manuscripts at
http://www.hindawi.com
The Scientific
World Journal

Journal of

Signal Transduction
Hindawi Publishing Corporation
http://www.hindawi.com

Genetics
Research International
Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Anatomy
Research International
Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Enzyme
Research

Archaea
Hindawi Publishing Corporation
http://www.hindawi.com

Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com

Biochemistry
Research International

International Journal of

Microbiology
Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

International Journal of

Evolutionary Biology
Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Molecular Biology
International
Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Advances in

Bioinformatics
Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

Journal of

Marine Biology
Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com

Volume 2014

