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Role and expression of FRS2 and FRS3 in prostate
cancer
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Abstract

Background: FGF receptor substrates (FRS2 and FRS3) are key adaptor proteins that mediate FGF-FGFR signalling
in benign as well as malignant tissue. Here we investigated FRS2 and FRS3 as a means of disrupting global FGF
signalling in prostate cancer.

Methods: FRS2 and FRS3 manipulation was investigated in vitro using over-expression, knockdown and functional
assays. FRS2 and FRS3 expression was profiled in cell lines and clinical tumors of different grades.

Results: In a panel of cell lines we observed ubiquitous FRS2 and FRS3 transcript and protein expression in both
benign and malignant cells. We next tested functional redundancy of FRS2 and FRS3 in prostate cancer cells. In
DU145 cells, specific FRS2 suppression inhibited FGF induced signalling. This effect was not apparent in cells stably
over-expressing FRS3. Indeed FRS3 over-expression resulted in enhanced proliferation (p = 0.005) compared to
control cells. Given this functional redundancy, we tested the therapeutic principle of dual targeting of FRS2 and
FRS3 in prostate cancer. Co-suppression of FRS2 and FRS3 significantly inhibited ERK activation with a concomitant
reduction in cell proliferation (p < 0.05), migration and invasion (p < 0.05). Synchronous knockdown of FRS2 and
FRS3 with exposure to cytotoxic irradiation resulted in a significant reduction in prostate cancer cell survival
compared to irradiation alone (p < 0.05). Importantly, this synergistic effect was not observed in benign cells.
Finally, we investigated expression of FRS2 and FRS3 transcript in a cohort of micro-dissected tumors of different
grades as well as by immunohistochemistry in clinical biopsies. Here, we did not observe any difference in
expression between benign and malignant biopsies.

Conclusions: These results suggest functional overlap of FRS2 and FRS3 in mediating mitogenic FGF signalling in
the prostate. FRS2 and FRS3 are not over-expressed in tumours but targeted dual inhibition may selectively
adversely affect malignant but not benign prostate cells.
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Background
The Fibroblast Growth Factor (FGF) pathway is an
important stimulus to cancer development and progres-
sion in many epithelial tumours [1-3]. In prostate cancer
many FGF ligands and FGF receptors (FGFR) have been
shown to be significantly over-expressed [4-8]. Targeted
inhibition of FGF signalling has shown promise in in
vitro studies but has so far not translated into clinically
useful therapies. A key problem is the inherent func-
tional redundancy in a system that has 23 known

ligands and 4 receptors [1,2]. All FGFs however require
the FGF receptor substrate (FRS) 2 and 3 adaptor pro-
teins to initiate down-stream signalling [9]. These pro-
teins act as coning centres and are crucial for
recruitment and activation of the MAPK and other sig-
nalling cascades following phosphorylation of FGFRs.
FRS2 and FRS3 share 49% sequence identity and contain

a N-terminal myristylation domain important for mem-
brane anchoring, a phospho-tyrosine binding (PTB)
domain through which they interact with FGFRs and a C-
terminal domain with tyrosine phosphorylation sites for
Grb2 and phosphatase Shp2 [9]. The FRS2-Grb2-Sos and
FRS2-Grb2-Gab1 complexes activate the RAS/MAPK
pathway and the PI3 kinase pathway, respectively [10].
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FRS2 not only binds to FGFRs, but also to the TrkA,
VEGF and RET receptors suggesting a broad role in signal
transduction [11,12]. FRS2 plays an important role in cell
differentiation, proliferation, migration and cycle arrest
[13-16]. FRS2 null mouse die at E7.0-E7.5 due to impair-
ment in development [17]. The function of FRS3 is less
well understood and FRS3 null mice have not been
reported. Ectopic expression of FRS3 in fibroblast derived
from FRS2 -/-mouse embryos however has been shown to
rescue FGF induced ERK activation suggesting functional
overlap in embryogenesis [18]. FRS3 has been proposed to
have an important role in negative regulation of EGF
receptor signalling [19,20] and recently has been reported
as a novel microtubule-associated protein [21].
FRS sits at the critical juncture between the FGFR and

downstream signal transduction. It is therefore a poten-
tially attractive target to disrupt the mitogenic and
tumourigenic effects of multiple FGFs. An important
first step however is to determine the relative expression
and function of FRS2 and FRS3 in a specific cancer.
There have been very few studies of FRS2 and FRS3 in
clinical cancers and no reports in prostate cancer. In
lung cancer, reduced FRS3 was associated with a poor
clinical prognosis [19]. Conversely, in thyroid cancers
FRS3 expression was unchanged but FRS2 expression
was increased [22] suggesting potential tissue specific
FRS2 and FRS3 changes in tumours. In this study we
investigated the relative expression and functional role
of FRS2 and FRS3 in prostate cancer.

Methods
Cell lines and stable construct
Malignant and benign prostate cell lines were cultured in
RPMI (Invitrogen) supplemented with 10% FBS. All cell
lines used (LNCaP/DU145/PC3/PNT1A/PNT2) were pur-
chased commercially (American Type Culture Collection
or Health Protection Agency Culture Collections). 2 μg of
myc-tag pCDNA3.1-FRS3 (received from Dr S Meakin) or
pcDNA3.1 empty was transfected using Lipofectamine
2000 (Invitrogen). Transfected cells were placed under
G418-sulphate selection for 14-20 days. Individual colo-
nies were removed by trypsinization and expanded, and
clones screened for FRS3 expression. For androgen induc-
tion experiments, LNCaP cells were initially grown for 24
hours in standard media and then maintained in charcoal
stripped serum supplemented media for 24 hours. Follow-
ing this, synthetic androgen (R1881) was added at a dose
of 10 nM. Cells were harvested at the indicated time
points and RNA extracted for real time PCR analysis of
FRS2 and FRS3 and PSA expression.

siRNA and Real time polymerase chain reaction
Cells were grown for 24 hours prior to transfection. 33
nM of siRNA oligonucleotides: Silencer(R) Select Pre-

designed siRNA FRS2, s21262 (Applied Biosystems) and
ON-TARGETplus FRS3, L-019038-00-0020 (Dharma-
con) was used to transfect cells. Silencer(R) Select Nega-
tive Control #1 siRNA, 4390844 (Applied Biosystems)
was used in parallel as the scramble control. The results
presented are the mean value of six separate set of
experiments. Total RNA was extracted using RNeasy
Mini Kit (Qiagen) and reverse transcribed using Tran-
scriptor cDNA Synthesis Kit (Roche Diagnostics)
according to the manufacturer’s instructions. Real time
sequence specific Taqman PCR primers for human
FRS2 (Hs00183614_m1), FRS3 (Hs00183610_m1) and
GAPDH (Hs02786624_g1) were purchased from Applied
Biosystems. qPCR was preformed with Light Cycler 480
(Roche Diagnostics) and Taqman Universal PCR Master
Mix (Applied Biosystems) and corrected for GAPDH
expression. PCR was repeated in triplicate and per-
formed three times with results expressed as the mean
and standard deviations.

Cell proliferation assays
Cells were seeded at a density of 3000 (DU145, DUEV,
DUFRS3) and 5000 (PC3, PNT2) cells in 96-well plates
and allowed to grow for 36 h. Medium lacking serum
was termed ‘basal medium’ (BM), while medium con-
taining 10% FBS was termed as “full medium” (FM).
Cells were then starved in BM for 16 h before stimula-
tion with FM. Cell proliferation was assessed with WST-
1 reagent (Roche Diagnostics). Experiments were
repeated in triplicate and done three times.

Western blotting
Cells were lysed in Laemmli buffer and denatured. Sam-
ples were then separated using 10% Bis-Tris pre-cast
gels (Invitrogen), followed by transfer to a PDVF mem-
brane (GE Healthcare). Primary antibodies: FRS2-A5
(sc-17841), pERK-E4 (sc-7383), ERK-6G11 (sc-81458), c-
Myc-9E10 (sc-40) were purchased from Santa Cruz Bio-
technologies, Abcam (a-tubulin, ab4074-100) and BD
Biosciences (PARP, 65196E). FRS3 antibody was
received from Dr S Meakin and has been previously
described [22]. Primary antibody complexes were
detected using HRP-conjugated secondary antibodies
(Dako). Protein bands were visualised using ECL (GE
Healthcare).

Migration and invasion assays
Transfected cells were re-plated out into BD migration
or invasion chambers (Scientific Laboratory Supplies) in
basal medium (BM) at a concentration of 80, 000 cells
per insert. FM or FGF1 (10 ng ml-1), FGF2 (10 ng ml-1)
and FGF8 (10 ng ml-1) prepared in basal media were
used in the lower chamber as chemoattractant. Cells
were allowed to migrate or invade for 24 hours and
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fixed in methanol for 20 minutes at -20°C, stained with
haematoxylin, washed with dH2O and allowed to dry
before mounting them in a microscopic slide with DPX
(Sigma Aldrich). Cells were counted using a bright field
microscope at 20× magnification. Five different fields of
view were used to obtain an average count per section.
Results shown are the mean of three experiments and
expressed as a fold increase over un-induced scramble
controls (migration) or as invasion index (compared to
and corrected for control inserts). Statistical analysis was
performed using two-tailed Student’s T-test. p < 0.05
being significant.

Radiation survival assays
Cells were down-regulated for FRS2 and FRS3 expres-
sion by siRNA as described and re-plated at 1000 cells
per well in 6-well plates and left to grow for 24 h. Cells
were then subjected to different doses of radiation (1 Gy
and 3 Gy) in situ and left for 10 days. At the end of this
period dead cells were washed off and residual colonies
were Giemmsa stained and counted. Counts were taken
in four separate areas and averaged for each plate.
Experiments were repeated in triplicate and done three
times. Results are expressed as a percentage compared
to non-irradiated cells.

Clinical biopsy laser micro-dissection and sample
preparation
Diagnostic prostate biopsies from men with histological
proven prostate cancer were identified from a pathology
resource and used in accordance with ethical approval
gained from Cambridgeshire local ethics committee in
2009 (Ref: 09/H0308/42). All samples were anonymised
at source. As all samples were archival, collected surplus
to diagnostic need and anonymous at the point of col-
lection no specific patient consent was deemed neces-
sary by the ethics board for use of these samples.
Formalin fixed paraffin embedded tissue (FFPE) excess
to diagnostic need were sectioned at 10 μm thickness
onto Polyethylene napthalate (PEN) membrane slides
(Leica TM). Slides were deparaffinised twice with xylene,
rehydrated using graduated ethanol/DEPC water then
H&E stained. Slides were pre-marked for benign or
malignant areas and by Gleason grade (Grades 3/4/5)
using the diagnostic matching slide as a guide. Pre-
marked slides were then micro-dissected using a Leica
TM LMD6000 system. Micro-dissected tissue was then
subjected to RNA extraction using the High Pure RNA
Paraffin Kit (Roche Diagnostics). cDNA was synthesised
from the isolated RNA using the Transcriptor High
Fidelity cDNA synthesis kit (Roche Diagnostics). Pre-
amplification was carried out using manufacturer’s
recommendation (Applied Biosystems) with Taqman
PreAmp master mix. PCR was carried out using primers

as described below. All samples were first quality
checked by expression profiling of at least three house-
keeping genes (RPL13, GAPDH, b actin) before being
used for expression analysis of FRS2 and FRS3 in this
study. Statistical comparison was made using the Krus-
kal Wallis test. p < 0.05 was taken as being significant.

Immunohistochemistry
The tissue microarray (TMA) used in this study has
been described [5]. The study cohort included 129 can-
cers and 36 benign biopsies. All material was used in
accordance with approval granted by the local hospital
ethical committee. Mouse monoclonal FRS2, (Santa
Cruz) and rabbit polyclonal FRS3 antibody (received
from Dr S Meakin) used in this study, have been pre-
viously validated for use in immunohistochemistry
[18,22]. Scoring was done by two independent observers
blinded to the clinical detail and the scores collated and
analysed by a third investigator (VJG). The score was
carried out by assessing the intensity of stain for each
core, where immunoreactivity signals was assessed as
being absent or weak (0/+) and moderate or strong (+
+/+++). Data were analysed using the Kruskal-Wallis
test. p < 0.05 was taken as being statistically significant.

Results
Functional redundancy of FRS2 and FRS3 in prostate
cancer cells
A panel of cell lines was first analysed by real time PCR
to define expression levels in prostate cells. FRS2 and
FRS3 mRNA were ubiquitously expressed in normal
epithelial prostate cell lines (PNT1A/PNT2) and pros-
tate cancer cell lines (LNCaP, DU145 and PC3) (Figure
1A). FRS2 levels were generally higher in all cell lines
compared to FRS3 regardless of androgen receptor
expression status. A similar pattern of expression in
these cell lines was seen in western analysis of FRS2 and
FRS3 protein (Figure 1A). We also tested if FRS expres-
sion was inducible by androgens. In LNCaP cells neither
FRS2 nor FRS3 mRNA expression levels were increased
by the addition of androgens suggesting that they are
not androgen regulated (Figure 1B). In contrast, simulta-
neous analysis of PSA expression as a control was signif-
icantly increased in LNCaP cells treated with androgens.
The function of FRS2 has been well explored in the lit-
erature but less is known about FRS3. Given evidence of
expression overlap in our cell lines, we tested functional
overlap between FRS2 and FRS3 in prostate cancer. A
stable myc-tag FRS3 over-expressing clone in DU145
prostate cancer cell lines was first generated (DUFRS3)
(Figure 2A). DU145 were selected as an androgen inde-
pendent cell line with relatively low FRS3 expression
compared to FRS2 (Figure 1A). In proliferation assays
FRS3 over-expression significantly enhanced cell
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proliferation in response to stimulation by FGF1 (p <
0.005), FGF2 (p < 0.001) and FGF8 (p < 0.001) com-
pared to empty vector control (Figure 2B). FRS3 has
previously been implicated as an inhibitor of EGF sig-
nalling [19,20]. In these experiments however increasing
FRS3 did not appear to alter (increase or inhibit) the
magnitude of EGF stimulated proliferation (Figure 2B).
We next asked if FRS3 over-expression could compen-
sate for FRS2 down-regulation as has been previously
described in embryogenesis [18]. In serum-starved
DUEV cells, the addition of FGFs resulted in enhanced
proliferation (p < 0.005) (Figure 2C) concomitant with
rapid phosphorylation of ERK (Figure 2D, upper panels).
Targeted FRS2 knock down reduced this induction
regardless of the FGF ligand used (Figure 2C, D upper
panels). The effect of silencing FRS2 in the DUFRS3
clone was next tested. Here, over-expression of FRS3
was able to compensate for the effect of targeted knock
down of FRS2 when stimulated with different FGFs (Fig-
ure 2C). In parallel studies, FRS2 knock down in FRS3
over-expression clones had no discernable effect on ERK
phosphorylation (Figure 2D, lower panels). These studies

suggest functional redundancy between FRS2 and FRS3
in prostate cancer cells.

Effect of dual silencing of FRS2 and FRS3
Our results suggest that both FRS2 and FRS3 are impor-
tant in FGF mediated signalling in prostate cancer. We
therefore investigated the effect of dual targeting of
FRS2 and FRS3. The efficiency of dual silencing was
confirmed at the protein level. Full media stimulation of
scramble transfected DU145 and PC3 cells resulted in a
significant increase in proliferation compared to un-sti-
mulated cells. Dual silencing of FRS2 and FRS3 in PC3
and DU145 however reduced this induction in compari-
son to these scramble controls (p < 0.005) (Figure 3A
and 3B). We did observe that the dual knock down
effect was more noticeable in PC3 cells compared to
DU145 particularly in the earlier phases of proliferation.
This effect could be due to differences in transfection
efficiency between the cell lines and/or inherent variabil-
ity between the cell types in response to FGF stimula-
tion and FRS utilisation. Immunoblot analysis did
demonstrate comparable down-regulation of FRS2 and
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Figure 1 FRS2 and FRS3 mRNA expression in prostate cell lines. A: FRS2 and FRS3 mRNA expression in benign and malignant cell lines as
well as protein expression by western blot using FRS2 and FRS3 specific antibodies. B: FRS2 and FRS3 and PSA (positive control) expression in
LNCaP cells treated with androgens and assayed at different time points.
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Figure 2 Mitogenic effect of FRS3 over-expression and functional redundancy. A: Immunoblot analysis showing FRS3-Myc protein over-
expression in DU145 cell line compared to empty vector control cell line following stable transfection with FRS3. B: FRS3 over-expression
enhances cell proliferation in DU145 in response to full media and different FGFs. C: FRS2 knock down is compensated for by FRS3 over-
expression in proliferation assay in response to different FGF stimulation. Inset image shows immunoblot representative of FRS2 down-regulation
following siRNA transfection in DU145 cells. D: FRS3 over-expression reverses the inhibitory effect of FRS2 suppression by siRNA on pERK
activation. *p < 0.005.
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Figure 3 Effect of dual targeting of FRS2 and FRS3 in cancer and benign cells. A: Immunoblot analysis showing representative dual down-
regulation of FRS2 and FRS3 protein in PC3 cell line and corresponding proliferation assay stimulated with full media. B: Down-regulation of
FRS2 and FRS3 in DU145 cell line and corresponding proliferation assay stimulated with full media. C: Down-regulation of FRS2 and FRS3 in
benign PNT2 cell line and corresponding proliferation assay stimulated with full media. *p < 0.005. siFRS2/3- siRNA against FRS2 and FRS3
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FRS3 protein in both cell lines following transfection.
We next repeated the experiments in PNT2 benign
prostate cells known to respond to FGF stimulation. In
these cells we surprisingly observed that FRS2 and FRS3
suppression did not alter cell proliferation (Figure 3C).
We next tested the effect of dual FRS2 and FRS3 silen-
cing in the context of different FGF stimulation in
migration and invasion experiments. Treatment of PC3
scramble control cells with FGF1, FGF2 and FGF8
resulted in a significant increase in migration compared
to un-stimulated controls. FRS2 and FRS3 dual knock
down in these cells however significantly reduced migra-
tion regardless of the ligand used in comparison to
scramble transfected controls (Figure 4A). Similar
results were seen in experiments with DU145 cells (Fig-
ure 4B). Invasion assays were next carried out in PC3
cells using FGFs as well as EGF as a chemo-attractant.
Dual silencing of FRS2 and FRS3 in PC3 cells reduced
the ability of cells to induce invasion upon FGF stimula-
tion (p < 0.005) (Figure 4C). No significant change in
the invasion index was noted when siRNA FRS2 and
FRS3 PC3 cells were stimulated with EGF compared to
EGF-stimulated scramble control cells. A similar finding
was observed for siRNA FRS2 and FRS3 transfected
DU145 cells in invasion studies (Figure 4D) (p < 0.05).
The effect of dual knock down of FRS2 and FRS3 on
FGF induced MAPK activation was next tested. In this
experiment, the intensity and duration of ERK phos-
phorylation following PC3 cell stimulation with either
FGF1 or FGF2 in siRNA treated FRS2 and FRS3 cells
was dramatically reduced compared to scramble con-
trols in keeping with the functional data observed above
(Figure 4E).

Dual silencing of FRS2 and FRS3 reduces cell recovery
after exposure to radiation
We have observed that combined silencing of FRS2 and
FRS3 resulted in a significant inhibition in FGF induced
ERK activation in prostate cancer cell lines. MAPK sig-
nalling has been shown to play a major role in the can-
cer cell response and recovery to radiation therapy
[23,24]. We therefore tested if targeting FRS2 and FRS3
was a potential therapeutic target in combination with
radiation. In these studies silencing FRS2 and FRS3 in
PC3 cells significantly inhibited colony formation follow-
ing irradiation compared to scramble transfected con-
trols (p < 0.05) (Figure 5A). A similar finding was
observed in siRNA FRS2 and FRS3 transfected DU145
cells (p < 0.002) (Figure 5B). These experiments were
next repeated with benign PNT2 cells. In contrast to
cancer cells, the clonogenic survival after radiation
between scramble and siRNA FRS2 and FRS3 cells was
not significantly different in these benign epithelial cell
lines (Figure 5C). We next tested whether manipulation

of FRS2 and FRS3 might have had a direct effect on
inducing cell apoptosis. siRNA FRS2 and FRS3 or
scramble transfected PC3 cells were assayed by immu-
noblotting for the extent of PARP cleavage following
irradiation (Figure 5D). In this experiment we did not
observe any difference in the levels of PARP cleavage in
either scramble or siRNA FRS2 and FRS3 transfected
samples. These results suggest that FRS2 and FRS3 sup-
pression is not likely to have a direct effect in enhancing
apoptosis. Rather, it is more likely that FRS2 and FRS3
suppression may function to inhibit pro-survival signal-
ling which can enhance cell recovery and proliferation
in the immediate period after a cytotoxic insult.

Expression analysis of FRS2 and FRS3 in prostate cancer
An important therapeutic question is if either FRS2 or
FRS3 are over-expressed in cancer. We therefore tested
expression of FRS2 and FRS3 transcript by quantitative
real time PCR in a panel of archival clinical prostate
cancers using methods previously developed in our
group [25]. Benign (n = 5), Grade 3 (n = 4), Grade 4 (n
= 6) and Grade 5 (n = 9) tumors each derived from
separate individual patients were micro-dissected and
RNA extracted and profiled for FRS2 and 3 mRNA
expression. In this analysis we found that overall FRS2
transcript levels were higher in benign and malignant
biopsies compared to FRS3 consistent with our findings
in cell lines (Figure 6A). There was however no differ-
ence in expression of FRS2 or FRS3 comparing benign
or malignant samples (p = 0.8 for both comparisons).
We also tested if with increasing cancer grades there
was any evidence of a progressive increase or decrease
in expression and found no significant alterations (p =
0.23 for FRS2 and p = 0.87 for FRS3). To further inves-
tigate expression in clinical tissue, we interrogated a
publicly available dataset. The MSKCC Prostate Onco-
genome Project was interrogated for FRS2 and FRS3
transcript expression (n = 131 primary tumours with
mRNA data available) using the cBio Cancer Genomics
Portal [26]. In this resource (using a Z threshold value
of 2.0) there was minimal alteration in FRS2 or FRS3
expression. Only 6% and 8% of tumours had any
changes in FRS2 and FRS3 expression compared to nor-
mal controls respectively (Figure 6B). These findings
corroborate our own data from clinical samples and
show that both FRS2 and FRS3 mRNA are expressed in
clinical samples suggesting expression redundancy. FRS2
appears to be the predominantly expressed transcript in
prostate tissue but neither is significantly over-expressed
or down-regulated in the transition to a malignant phe-
notype. Finally, we next asked if these observations were
also true in terms of protein expression. Using a clinical
prostate tissue microarray we tested for expression of
FRS3 and FRS3 in cohorts of defined cohorts of benign
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(n = 34) and malignant (n = 129) prostate samples (Fig-
ure 7). Comparison of overall expression in these two
groups demonstrated no overall significant difference
between the groups at the protein level for either FRS2
or FRS3.

Discussion
Dysregulation of FGF signalling is a common event in
many types of cancers. In prostate cancer, FGFR1 and
FGFR4 as well as the ligands FGF-1, FGF-2, FGF-6,
FGF-8, FGF-9, and FGF-17 are all known to be over-
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Figure 5 Dual targeting of FRS2/FRS3 as an adjunct to radiotherapy. A and B: Percentage change in the number of colony forming units
in PC3 and DU145 prostate cancer cell lines. C: Percentage change in the number of colony forming units in PNT2 prostate cell lines. (* <0.005;
**p <0.05). D: Effect of altering FRS2 and FRS3 levels on PARP cleavage in PC3 cells. siFRS2/3- siRNA against FRS2 and FRS3
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expressed [4,27-31]. The targeting of a common focal
point of FGF signalling such as FRS2 and FRS3 to dis-
rupt these diverse components is therefore highly
desirable. FRS2 is known to be involved in the activa-
tion of MAPK and PI3K signalling, cell proliferation,
migration and survival [9,17]. Much less is known
about FRS3 and in particular, its function in cancer
cells. In prostate cancer cells we observed that FRS3
over-expression was able to induce an enhanced mito-
genic phenotype in the presence of FGF stimulation.
More importantly, increased FRS3 was able to abrogate
the inhibitory effect of forced down-regulation of
FRS2. This implies FRS functional redundancy in

prostate cancer cells and a potentially important role
for FRS3 in maintaining aberrant FGF signalling. Such
functional redundancy has not previously been
reported in human tumours but is consistent with the
findings of Gotoh et al whereby weak activation of
MAPK by FGF stimulation in FRS2-/- mouse embryo-
nic fibroblast was reversed following ectopic over-
expression of FRS3 [18]. FRS2 and FRS3 are attractive
targets for manipulation because of their key central
role in FGF signalling. An important aim of this study
was to test the principle of manipulating FRS. Our
results had shown functional redundancy between
FRS2 and FRS3 hence siRNA against both FRS were
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Figure 6 Expression of FRS2 and FRS3 mRNA in clinical prostate cancer. A: Relative FRS2 and FRS3 mRNA expression in micro-dissected
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FRS2 and FRS3 expression between benign and malignant prostate samples profiled in the MSKCC Prostate Oncogenome dataset (n = 131
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used. Silencing FRS2 and FRS3 had a profound effect
on FGF induced proliferation, migration and invasion
regardless of the FGF ligand used and in two different
cancer cell lines. We did observe some differences in
the response of PC3 and DU145 cells to FRS2 and
FRS3 suppression. PC3 cells in particular responded
better to FGF stimulation and were also more affected
by induced FRS down-regulation compared to DU145
cells. Given apparently similar knock-down efficiency
from immunoblot assays, it is likely that this difference
is due to variability between the cell types in response
to FGF stimulation and pathway manipulation. FRS2
and FRS3 suppression in contrast, did not have any
appreciable effect on EGF stimulation in either of our
prostate cancer cell models. In contrast to this, FRS3
has been reported to inhibit EGF induced-transforma-
tion in Saos-2 cells and proliferation in NIH3T3 cells.
Suppression has been further reported to enhance the

effects of EGF signalling [19,20]. This discrepancy is
most likely due to differences in the cell and tumour
type studied.
In prostate cancer cell lines and a small cohort of

microdissected clinical tumours we failed to find any
association between altered FRS2 and FRS3 and the
transition to a malignant phenotype. In a larger protein
tissue microarray we also did not find any significant
association between overall expression and a benign and
malignant phenotype. FRS2 and FRS3 therefore do not
appear to be altered in prostate cancer. Work in other
tumour models have conversely shown differences in
FRS2 and FRS3 between benign and cancers with speci-
fic down-regulation of FRS3 or FR2 over-expression
[19,20,22]. The reason for differences in this pattern is
not clear but may represent cell and tumour specific dif-
ferential utilisation of the FRS proteins. Despite the lack
of over-expression we did observe that FRS2 and FRS3
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Figure 7 FRS2 and FRS3 protein expression in clinical prostate tissue. A and B: FRS2 and 3 expression respectively in benign prostate
glands C and D: FRS2 expression in malignant prostate biopsies. E and F: FRS3 expression in malignant prostate biopsies. G: Data table on FRS2
protein expression in human prostate tissue stratified by benign or cancer biopsies. H: Data table on FRS3 protein expression in human prostate
tissue stratified by benign or cancer biopsies.
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suppression had a significant and specific inhibitory
effect in cancer cell lines whereas it had no discernible
effect on PNT2 benign prostate cells which are known
to express FGF receptors and respond to FGF stimula-
tion [32,33]. Wang et al have previously shown that the
quantity and quality of FRS2 phosphorylation is depen-
dent on the cellular context and type of activating FGFR
[34]. Previous work from our group and that of others
have further shown that prostate cancer cells have pre-
ferential over-expression of FGFR1 and 4 while FGFR2
and 3 are unaltered or down-regulated [5,27,32,35]. We
therefore hypothesise that the observed differential
effects from knocking down FRS2 and FRS3 in malig-
nant and benign prostate cells could be due to differ-
ences in relative FGFR expression and binding to FRS2
and FRS3 and in turn, corresponding differences in the
levels of FRS2 and FRS3 phosphorylation. We acknowl-
edge that PNT2 cells are transformed using a T antigen
and may not be a perfect model to test effects in benign
cells. Further validation of these observations therefore
is needed in non transformed cells such as primary
prostate epithelial cells or cells immortalised using a dif-
ferent system (e.g. hTERT) and will be done in our
planned future work.
This differential result of FRS manipulation in benign

and malignant cells was investigated further as a thera-
peutic concept in radiation assays. Growth factor
induced MAPK activation following radiation exposure
is known to have a protective effect from cell death and
enhance cell recovery [23,24,36,37]. We tested the prin-
ciple of manipulating FRS2 and FRS3 as a mechanism of
inhibiting MAPK signalling concurrent with radiation
therapy. In these experiments we confirmed a synergistic
benefit of FRS2 and FRS3 inhibition and radiation ther-
apy. These findings are in agreement with previous stu-
dies showing that receptor tyrosine kinase inhibition
increases the sensitivity of breast cancer and glioblas-
toma cells to radiation [38-40]. Crucially, this synergistic
effect was only observed in prostate cancer cells and not
in benign cells. These results require further validation
in planned future work and with stably suppressed FRS2
and FRS3 cells and with different measurements of cell
death to test apoptosis. Nevertheless, they do suggest
the potential for using FRS2 and FRS3 as a target to
achieve selective enhancing of radio-toxicity in tumours
with relative sparing of benign tissue. Thus while FRS2
and FRS3 may not be over-expressed in cancer, they
may still conceivably be a viable target if their inhibition
is selectively effective in cancer but not benign cells.

Conclusion
In conclusion this is the first study to investigate FRS2
and FRS3 in prostate cancer. FRS2 and FRS3 exhibit
functional redundancy in prostate cancer cells and dual

inhibition effectively blocks intracellular signalling and
the mitogenic effects of multiple FGFs. We also show
that neither FRS2 nor FRS3 are apparently over-
expressed in cancer and acknowledge that this does
limit their attractiveness as a therapeutic target. Preli-
minary results of down-regulation in combination with
a cytotoxic therapy however do suggest that targeting
FRS2 and FRS3 may be specifically effective in cancer
cells. Taken together we believe that these results justify
further studies to investigate FRS2 and FRS3 in FGFR
binding and signalling in the prostate and define
mechanisms by which FRS2 and FRS3 targeting appears
to be more detrimental to cancer cells. These experi-
ments may yet show that they are valid targets to dis-
rupt global FGF signalling most likely as an adjunct to
standard cytotoxic therapies.

Acknowledgements
We are grateful to Satoshi Hori and James Sewell for help in double scoring
the TMA. We are grateful to Professor Craig Robson for the prostate tissue
microarray. This project was funded by Cancer Research UK, the Ralph
Shackman Trust and the Evelyn Trust, Cambridge.

Author details
1Translational Prostate Cancer Group, Department of Oncology, Hutchison/
MRC research centre, University of Cambridge, Cambridge, UK. 2Northern
Institute for Cancer Research, University of Newcastle, Newcastle upon Tyne
NE2 4HH, UK. 3Laboratory of Neural Signalling, Robarts Research Institute,
London, Ontario, Canada.

Authors’ contributions
VJG conceived, designed and supervised the study and interpreted the data.
TV and SD carried out cell based expression studies, experiments and assays,
AJ and NK carried out the clinical tumour micro-dissection and expression
profiles. SM provided the FRS construct and FRS antibody. VJG and TV
drafted the manuscript. All authors have read and approved the manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 26 July 2011 Accepted: 11 November 2011
Published: 11 November 2011

References
1. Turner N, Grose R: Fibroblast Growth Factors. From development to

cancer. Nat Rev Cancer 2010, 10:116-129.
2. Knights V, Cook SJ: De-regulated FGF receptors as therapeutic targets in

cancer. Pharmacol Ther 2010, 125:105-117.
3. Murphy T, Hori S, Sewell J, Gnanapragasam VJ: Expression and functional

role of negative signalling regulators in tumour development and
progression. Int J Cancer 2010, 127:2491-2499.

4. Gnanapragasam VJ, Robinson MC, Marsh C, Robson CN, Hamdy FC,
Leung HY: FGF8 isoform b expression in human prostate cancer. Br J
Cancer 2003, 88:1432-1438.

5. Sahadevan K, Darby S, Leung HY, Mathers ME, Robson CN,
Gnanapragasam VJ: Selective over-expression of fibroblast growth factor
receptors 1 and 4 in clinical prostate cancer. J Pathol 2007, 213:82-90.

6. Murphy T, Darby S, Mathers ME, Gnanapragasam VJ: Evidence for distinct
alterations in the FGF axis in prostate cancer progression to an
aggressive clinical phenotype. J Pathol 2010, 220:452-460.

7. Feng S, Wang F, Matsubara A, Kan M, McKeehan WL: Fibroblast growth
factor receptor 2 limits and receptor 1 accelerates tumorigenicity of
prostate epithelial cells. Cancer Research 1997, 57:5369-5378.

8. Freeman KW, Gangula RD, Welm BE, Ozen M, Foster BA, Rosen JM,
Ittmann M, Greenberg NM, Spencer DM: Conditional activation of

Valencia et al. BMC Cancer 2011, 11:484
http://www.biomedcentral.com/1471-2407/11/484

Page 12 of 13

http://www.ncbi.nlm.nih.gov/pubmed/20094046?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20094046?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19874848?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19874848?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20607827?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20607827?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20607827?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12778074?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17607666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17607666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19960500?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19960500?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19960500?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9393762?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9393762?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9393762?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14559809?dopt=Abstract


fibroblast growth factor receptor (FGFR) 1, but not FGFR2, in prostate
cancer cells leads to increased osteopontin induction, extracellular
signal regulated kinase activation, and in vivo proliferation. Cancer Res
2003, 63:6237-6243.

9. Xu H, Lee KW, Goldfarb M: Novel recognition motif on fibroblast growth
factor receptor mediates direct association and activation of SNT
adapter proteins. J Biol Chem 1998, 273:17987-17990.

10. Zhou W, Feng X, Wu Y, Benge J, Zhang Z, Chen Z: FGF-receptor substrate
2 functions as a molecular sensor integrating external regulatory signals
into the FGF pathway. Cell Res 2009, 19:1165-11677.

11. Stoletov KV, Ratcliffe KE, Terman BI: Fibroblast growth factor receptor
substrate 2 participates in vascular endothelial growth factor-induced
signalling. Faseb J 2002, 16:1283-1285.

12. Melillo RM, Santoro M, Ong SH, Billaud M, Fusco A, Hadari YR,
Schlessinger J, Lax I: Docking protein FRS2 links the protein tyrosine
kinase RET and its oncogenic forms with the mitogen-activated protein
kinase signalling cascade. Mol Cell Biol 2001, 21:4177-4187.

13. Kouhara H, Hadari YR, Spivak-Kroizman T, Schilling J, Bar-Sagi D, Lax I,
Schlessinger J: A lipid-anchored Grb2-binding protein that links FGF-
receptor activation to the Ras/MAPK signalling pathway. Cell 1997,
89:693-702.

14. Meakin SO, MacDonald JI, Gryz EA, Kubu CJ, Verdi JM: The signalling
adapter FRS-2 competes with Shc for binding to the nerve growth
factor receptor TrkA. A model for discriminating proliferation and
differentiation. J Biol Chem 1999, 274:9861-9870.

15. Dixon SJ, MacDonald JI, Robinson KN, Kubu CJ, Meakin SO: Trk receptor
binding and neurotrophin/fibroblast growth factor (FGF)-dependent
activation of the FGF receptor substrate (FRS)-3. Biochim Biophys Acta
2006, 1763:366-380.

16. Gotoh N, Manova K, Tanaka S, Murohashi M, Hadari Y, Lee A, Hamada Y,
Hiroe T, Ito M, Kurihara T, Nakazato H, Shibuya M, Lax I, Lacy E,
Schlessinger J: The docking protein FRS2alpha is an essential component
of multiple fibroblast growth factor responses during early mouse
development. Mol Cel Biol 2005, 25:4105-4116.

17. Hadari YR, Gotoh N, Kouhara H, Lax I, Schlessinger J: Critical role for the
docking-protein FRS2 alpha in FGF receptor-mediated signal
transduction pathways. Proc Natl Acad Sci USA 2001, 98:8578-8583.

18. Gotoh N, Laks S, Nakashima M, Lax I, Schlessinger J: FRS2 family docking
proteins with overlapping roles in activation of MAP kinase have distinct
spatial-temporal patterns of expression of their transcripts. FEBS Lett
2004, 564:14-18.

19. Iejima D, Minegishi Y, Takenaka K, Siswanto A, Watanabe M, Huang L,
Watanabe T, Tanaka F, Kuroda M, Gotoh N: FRS2β, a potential prognostic
gene for non-small cell lung cancer, encodes a feedback inhibitor of
EGF receptor family members by ERK binding. Oncogene 2010,
29:3087-3099.

20. Huang L, Watanabe M, Chikamori M, Kido Y, Yamamoto T, Shibuya M,
Gotoh N, Tsuchida N: Unique role of SNT-2/FRS2beta/FRS3 docking/
adaptor protein for negative regulation in EGF receptor tyrosine kinase
signalling pathways. Oncogene 2006, 25:6457-6466.

21. Hryciw T, MacDonald JI, Phillips R, Seah C, Pasternak S, Meakin SO: The
fibroblast growth factor receptor substrate 3 adapter is a
developmentally regulated microtubule-associated protein expressed in
migrating and differentiated neurons. J Neurochem 2010, 112:924-939.

22. Ranzi V, Meakin SO, Miranda C, Mondellini P, Pierotti MA, Greco A: The
signaling adapters fibroblast growth factor receptor substrate 2 and 3
are activated by the thyroid TRK oncoproteins. Endocrinology 2003,
144:922-928.

23. Carter S, Auer KL, Reardon DB, Birrer M, Fisher PB, Valerie K, Scmidtt-
Ullrich R, Mikkelsen R, Dent P: Inhibition of the mitogen activated protein
(MAP) kinase cascade potentiates cell killing by low dose ionizing
radiation in A431 human squamous carcinoma cells. Oncogene 1998,
16:2787-2796.

24. Dent P, Reardon DB, Park JS, Bowers G, Logsdon C, Valerie K, Schmidt-
Ullrich R: Radiation-induced release of transforming growth factor alpha
activates the epidermal growth factor receptor and mitogen-activated
protein kinase pathway in carcinoma cells, leading to increased
proliferation and protection from radiation-induced cell death. Mol Biol
Cell 1999, 10:2493-2506.

25. Joseph A, Gnanapragasam VJ: Laser Capture microdissection and
transcriptional profiling in archival FFPE tissue in prostate cancer. Meth
Mol Biol 2011, 755:291-300.

26. Taylor BS, Schultz N, Hieronymus H, Gopalan A, Xiao Y, Carver BS, Arora VK,
Kaushik P, Cerami E, Reva B, Antipin Y, Mitsiades N, Landers T, Dolgalev I,
Major JE, Wilson M, Socci ND, Lash AE, Heguy A, Eastham JA, Scher HI,
Reuter VE, Scardino PT, Sander C, Sawyers CL, Gerald WL: Integrative
genomic profiling of human prostate cancer. Cancer Cell 2010, 18:11-22.

27. Kwabi-Addo B, Ozen M, Ittmann M: The role of fibroblast growth factors
and their receptors in prostate cancer. Endocr Relat Cancer 2004,
11:709-724.

28. Valve EM, Nevalainen MT, Nurmi MJ, Laato MK, Martikainen PM,
Härkönen PL: Increased expression of FGF-8 isoforms and FGF receptors
in human pre malignant prostatic intraepithelial neoplasia lesions and
prostate cancer. Lab Invest 2001, 81:815-826.

29. Heer R, Douglas D, Mathers ME, Robson CN, Leung HY: Fibroblast growth
factor 17 is over-expressed in human prostate cancer. J Pathol 2004,
204:578-586.

30. Li ZG, Mathew P, Yang J, Michael W, Starbuck MW, Zurita AJ, Liu J, Sikes C,
Multani AS, Efstathiou E, Lopez A, Wang J, Fanning TV, Prieto VG, Kundra V,
Vazquez ES, Troncoso P, Raymond AK, Logothetis CJ, Lin S-H, Maity S,
Navone NM: Androgen receptor-negative human prostate cancer cells
induce osteogenesis in mice through FGF9-mediated mechanisms. J Clin
Invest 2008, 118:2697-2710.

31. Dorkin TJ, Robinson MC, Marsh C, Bjartell A, Neal DE, Leung HY: FGF8 over-
expression in prostate cancer is associated with decreased patient
survival and persists in androgen independent disease. Oncogene 1999,
18:2755-2761.

32. Naimi B, Latil A, Fournier G, Mangin P, Cussenot O, Berthon P: Down-
regulation of (IIIb) and (IIIc) isoforms of fibroblast growth factor receptor
2 (FGFR2) is associated with malignant progression in human prostate.
Prostate 2002, 52:245-252.

33. Ropiquet F, Huguenin S, Villette JM, Ronflé V, Le Brun G, Maitland NJ,
Cussenot O, Fiet J, Berthon P: FGF7/KGF triggers cell transformation and
invasion on immortalised human prostatic epithelial PNT1A cells. Int J
Cancer 1999, 82:237-243.

34. Wang F: Cell- and receptor isotype-specific phosphorylation of SNT1 by
fibroblast growth factor receptor tyrosine kinases. In Vitro Cell Dev Biol
Anim 2002, 38:178-183.

35. Ozen M, Giri D, Ropiquet F, Mansukhani A, Ittmann M: Role of fibroblast
growth factor receptor signalling in prostate cancer cell survival. J Natl
Cancer Inst 2001, 93:1783-1790.

36. Yacoub A, Park JS, Qiao L, Dent P, Hagan MP: MAPK dependence of DNA
damage repair: ionizing radiation and the induction of expression of the
DNA repair genes XRCC1 and ERCC1 in DU145 human prostate
carcinoma cells in a MEK1/2 dependent fashion. Int J Radiat Biol 2001,
77:1067-1078.

37. Yacoub A, McKinstry R, Hinman D, Chung T, Dent P, Hagan MP: Epidermal
growth factor and ionizing radiation up-regulate the DNA repair genes
XRCC1 and ERCC1 in DU145 and LNCaP prostate carcinoma through
MAPK signalling. Radiat Res 2003, 159:439-452.

38. Reardon DB, Contessa JN, Mikkelsen RB, Valerie K, Amir C, Dent P, Schmidt-
Ullrich RK: Dominant negative EGFR-CD533 and inhibition of MAPK
activity modify JNK1 activation and enhance radiation toxicity of human
mammary carcinoma cells. Oncogene 1999, 18:4756-4766.

39. Liang K, Lu Y, Jin W, Ang KK, Milas L, Fan Z: Sensitization of breast cancer
cells to radiation by trastuzumab. Mol Cancer Ther 2003, 2:1113-1120.

40. Quick QA, Gewirtz DA: Enhancement of radiation sensitivity, delay of
proliferative recovery after radiation and abrogation of MAPK (p44/42)
signalling by imatinib in glioblastoma cells. Int J Oncol 2006, 29:407-412.

Pre-publication history
The pre-publication history for this paper can be accessed here:
http://www.biomedcentral.com/1471-2407/11/484/prepub

doi:10.1186/1471-2407-11-484
Cite this article as: Valencia et al.: Role and expression of FRS2 and FRS3
in prostate cancer. BMC Cancer 2011 11:484.

Valencia et al. BMC Cancer 2011, 11:484
http://www.biomedcentral.com/1471-2407/11/484

Page 13 of 13

http://www.ncbi.nlm.nih.gov/pubmed/14559809?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14559809?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14559809?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9660748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9660748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9660748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19652666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19652666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19652666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12154000?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12154000?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12154000?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11390647?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11390647?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11390647?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9182757?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9182757?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10092678?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10092678?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10092678?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10092678?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16697063?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16697063?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16697063?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11447289?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11447289?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11447289?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15094036?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15094036?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15094036?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20228838?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20228838?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20228838?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16702953?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16702953?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16702953?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19943849?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19943849?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19943849?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19943849?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12586769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12586769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12586769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9652746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9652746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9652746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10436007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10436007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10436007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10436007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20579941?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20579941?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15613447?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15613447?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11406643?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11406643?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11406643?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15538740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15538740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18618013?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18618013?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10348350?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10348350?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10348350?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12111699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12111699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12111699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10389758?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10389758?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12026167?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12026167?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11734594?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11734594?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11682011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11682011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11682011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11682011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12643788?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12643788?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12643788?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12643788?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10467423?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10467423?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10467423?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14617784?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14617784?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16820883?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16820883?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16820883?dopt=Abstract
http://www.biomedcentral.com/1471-2407/11/484/prepub

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Cell lines and stable construct
	siRNA and Real time polymerase chain reaction
	Cell proliferation assays
	Western blotting
	Migration and invasion assays
	Radiation survival assays
	Clinical biopsy laser micro-dissection and sample preparation
	Immunohistochemistry

	Results
	Functional redundancy of FRS2 and FRS3 in prostate cancer cells
	Effect of dual silencing of FRS2 and FRS3
	Dual silencing of FRS2 and FRS3 reduces cell recovery after exposure to radiation
	Expression analysis of FRS2 and FRS3 in prostate cancer

	Discussion
	Conclusion
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References
	Pre-publication history

