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Abstract

Taxane based chemotherapy is the standard of care treatment in castration resistant prostate cancer (CRPC). There
is convincing evidence that taxane therapy affects androgen receptor (AR) but the exact mechanisms have to be
further elucidated. Our studies identified c-jun as a crucial key player which interacts with AR and thus determines
the outcome of the taxane therapy given. Docetaxel (Doc) and paclitaxel (Pac) agents showed different effects on
LNCaP and LNb4 evidenced by alteration in the protein and mRNA levels of c-jun, AR and PSA. Docetaxel-induced
phophorylation of c-jun occurred before JNK phosphorylation which suggests that c-jun phosphorylation is
independent of JNK pathways in prostate cancer cells. A xenograft study showed that mice treated with Pac and
bicalutamide showed worse outcome supporting our hypothesis that upregulation of c-jun might act as a potent
antiapoptotic factor. We observed in our in vitro studies an inverse regulation of PSA- and AR-mRNA levels in Doc
treated LNb4 cells. This was also seen for kallikrein 2 (KLK 2) which followed the same pattern. Given the fact that
response to taxane therapy is measured by PSA decrease we have to consider that this might not reflect the true
activity of AR in CRPC patients.
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Introduction

The treatment options for patients with castration resistant
prostate cancer (CRPC) are still limited. Although new
promising drugs like CYP17A1 inhibitor arbiraterone and
MDV3100 have entered the market, taxane based
chemotherapy is still considered worldwide the most important
cornerstone of treatment when androgen deprivation therapy
(ADT) has failed [1-4]. Besides the classic taxanes, Docetaxel
and Paclitaxel, Cabazitaxel is used as chemotherapeutic agent
in the treatment of CRPC patients, the latter mostly to treat
patients with Doc resistant disease [5].

Taxanes arrest cells in the G2-M phase by hyperstabilization
of the microtubules prompting the cells to cell death [6].
Besides this well described effect in tumor cells there is
convincing evidence that taxane therapy also interferes with
androgen receptor (AR) in prostate cancer cells [7-11]. Our
group has identified c-jun as an important key player in this
interaction between AR and taxanes which affects the outcome

of treatment in the castration resistant status of prostate cancer
cells.

Transcription factor c-jun is a proto-oncogene and belongs to
the AP-1 family which consists of the jun, fos and ATF-2
subfamilies [12,13]. AP-1 proteins homo- or heterodimerize
before binding to their DNA target site. The AP-1 proteins are
multifunctional and involved in regulating stress response
signals, cell growth and apoptosis [12]. Nevertheless, there are
data which strongly suggest that c-jun is a growth promoter and
proto-oncogene [14,15]. Shemshedini and coworkers showed
that, similar to what observed with other AR coactivators, c-jun
can mediate AR N-to-C interaction to enhance DNA binding
[16,17]. Furthermore, phosphorylated c-jun is frequently
overexpressed in human cancers [18,19] and has been linked
to invasive properties of prostate and breast cancer [18,20,21].
However, the role of c-jun activation and possible interaction
with AR in the cell fate after exposure to Doc is part of a
complex network and remains to be elucidated. This study was
carried out to investigate the consequence of interaction of c-
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jun and AR in taxane treatment of castration resistant prostate
cancer cells. To optimize the efficacy of chemotherapy with
taxanes we need to identify a specific molecule or pathway
which may confer response or resistance. In the present study
we sought to examine the effect of taxanes as single agent or
in combination with bicalutamide on AR and its cofactor c-jun in
vitro and in vivo.

Materials and Methods  

Cell lines and Reagents
The human prostate cancer cell lines LNCaP and PC-3 were

obtained  from the American Type Culture Collection (ATCC,
Manassass, VA). LNb4 cells were generated in our laboratory
from LNCaP cells exposed to bicalutamide (5 µM in serum
reduced to 5%). Cells were cultured in RPMI (LNCaP) and
Hams-F12 (PC-3) supplemented with 10% fetal bovine serum
(FBS) and 1% penicillin-streptomycin (Life Technologies,
Paisley, UK). Cells were treated with Docetaxel (Taxotere®,
Sanofi Aventis) and Paclitaxel (Paclitaxel®, Actavis,
Hafnarfjordeur, Iceland) in the concentration stated in each
figure. Dihydrotestosterone (DHT) was purchased from
Steraloids Inc. (Newport, RI) and bicalutamide from
AstraZeneca (London, UK). All Western blot reagents were
purchased from Invitrogen (Carlsbad, CA, USA) except JNK
inhibitor XIV SR 3306 (Calbiochem, Darmstadt, Germany).

Transfection and small interfering RNA (siRNA)
Transient transfections with c-jun, c-jun mutant (c-jun

Ala63/73) and AR plasmids (all kindly provided by Shao-Yong
Chen, Harvard Medical School) in PC-3 prostate cancer cells
were performed using FuGENE 6 (Roche Diagnostics,
Mannheim, Germany) as recommended by the manufacturer.
The c-jun mutant (c-jun Ala63/73), herein referred as junA,
used in experiments carries a mutation at the serine site 63/73
(Ala63/73) which is the major target of phophorylation by stress
stimuli. For siRNA experiments, PC-3 and LNCaP cells were
transfected for 48 hours with 100 nM siRNA c-jun or non-
targeting siRNA (Cell Signaling Technology, Danvers, MA,
USA). Transfection was performed using X-tremeGENE siRNA
transfection reagent (Roche Diagnostics) according to
manufacturers instruction.

Proliferation
Cell viability was defined by trypan blue exclusion (Sigma-

Aldrich, St Louis, MO, USA). PC-3, LNCaP and LNb4 cells
were seeded in 24-well plates at a density of 25,000 cells per
well. After 24 and 48 hours treatment with Doc or DMSO
(Sigma-Aldrich) at the concentrations indicated floating and
attached cells were collected by trypsinization. Equal portions
of cell suspensions and 0.4% trypan blue were mixed, and the
number of viable, trypan blue-excluding cells were counted by
using a hemacytometer. The percentage of viable cells was
expressed per 100 of the total cells (mean ± SD). transfected
PC-3 cells were further evaluated by MTS assay. After 48
hours of transfection cells were exposed to Doc or remained
untreated for further 48 hours. After incubation at 37 °C in 5%

CO2 for 4 hours, the number of living cells was measured using
an 3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-
(4-sulfophenyl)-2H-tetrazolium (MTS) assay (Celltiter 96
Aqueous One-solution Cell Proliferation assay, Promega,
Madison, WI, USA) according to the manufacturers
instructions. Absorbance was measured at 490 nm using a
multiwell plate reader (Model 680, Bio-Rad, Richmond, CA,
USA), with wells containing only medium serving as blank
controls.

Flow cytometry for cell cycle and apoptosis analyses
Cell cycle distribution was analyzed by flow cytometry.

Briefly, transfected cells were treated with Doc for 48 hours and
were fixed and stained with propidium iodide for 40 min. The
viable cells were gated, and DNA content of at least 10 000
labeled cells was quantified with a fluorescence-activated cell
sorter. Apoptosis was determined by Annexin V conjugated
with fluorescein isothiocyanate (FITC) and 7-AAD staining (BD
Pharmingen of BD Bioscience, San Jose, CA, USA). Cells
were treated with Doc for 48 and 72 hours and stained cells
were subjected to flow cytometric analysis on a FACSCalibur 
(BD Bioscience, San Jose, CA, USA) instrument. Data
presented are obtained from two independent experiments in
duplicates and were analyzed using FCS Express software
(DeNovo Software, Los Angeles, CA, USA).

Western Blot analysis and Immunoprecipitation
For Western blot analysis total protein was extracted using

radioimmunoprecipitation assay (RIPA) buffer (50 mmol/L Tris-
HCl, 150 mM NaCl, 20 mM EDTA, 1% NP40, 0.1%  SDS, 1
mM Na3VO4, 1 mM NaF and 1 mM
phenylmethylsulfonylfluoride ) supplemented with the protease
inhibitor cocktail Complete Mini ( Roche, Mannheim, Germany).
Total protein concentration was measured using BCA protein
assay (Pierce, Rockford, IL). Protein samples (20-30 µg) were
loaded on 4-12 % SDS-PAGE and transferred to a
nitrocellulose membrane Bio-Rad assay (Bio-Rad, Hercules,
CA, USA) and subjected to electrophoretic analysis and
blotting. Membranes were probed overnight at 4 °C with the
following primary antibodies: anti-AR (441 and N-20), anti-c-
jun, anti-p-cjun (ser 63/73), and  anti-β-actin, all purchased
from Santa Cruz ( Santa Cruz Biotechnology,CA), anti-PSA
(Dako, Glostrup, Denmark ), p-JNK from Cell Signaling
Technology (Beverly, MA). Secondary antibodies (IRDye 680,
IRdye 800) were obtained from Li-Cor Biotechnology
(Nebraska, USA ) and proteins detected by Odyssey® Infrared
Imaging System.

For immunoprecipitation cells were treated as indicated and
harvested in lysis buffer. Cell lysates were homogenized,
protein content measured and 500 μg of precleared protein
was incubated with anti-AR antibody at 4°C overnight with
continuous agitation. Equal amounts of mouse IgG was used
as negative control. Protein G beads (Pierce, Rockford, IL,
USA) were then added to each sample and incubated at 4 °C
for 2 hours. Samples were then centrifuged at 2000 x g 2 min
and Laemmli sample buffer (30 μl) without β-
mercaptoethanol added and the mixture incubated at 65°C for
15 minutes to elute bound proteins. Eluate fractions were
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centrifuged at 2000 x g, 1μl of β-mercaptoethanol was added
and samples subjected to Western blotting as described above.
Protein expression was evaluated relative to β-actin expression
by Densitometric analysis.

Real-time Quantitative PCR Analysis  
Total RNA was isolated from the LNCaP and LNb4 cells

using RNeasy Mini Kit (Qiagen, West Sussex, UK) following
the manufacturers protocol and treated with RNase-free DNase
(DNase I; Amersham Pharmacia Biotech, Sollentuna, Sweden)
to remove potential genomic DNA contaminants. Each cDNA
was synthesized by reverse transcription from 1 μg of total
RNA using the StrataScript First-Strand Synthesis System and
random hexamer primers (Stratagene; AH diagnostics,
Stockholm, Sweden). Real-time PCR was performed with
SYBR Green QPCR master mix ( iScript from BioRad)  in a MX
3000P detection system (Stratagene) with an initiation step at
95°C for 10 minutes followed by 40 cycles at 95°C for 30
seconds, 56°C for 1 minute and 72°C for 1 minute.

The following primers for each gene were used: PSA (F5'-
AGGCCTTCCCTGTACACCAA-3' and R5'-
GTCTTGGCCTGGTCATTTCC-3'), AR (F 5'-
GTACCTGTCAGCCCCTGAAC-3' and R5' GGAGAGCTGCT
TTCG- CTTAG-3'), GAPDH (5' -CGA CCA CTT TGT CAA GCT
CA-3' and 5'-AGG GGT CTA CAT GGCAACTG-3'), c-jun (F 5´-
GCATGAGGAACCGCA- TCGCTGCCTCCAAGT-3 and R5
´GCGACCAAGTCCTTCCCACTCGTGCA- CACT-3'), NKX3.1
(F 5´- GTACCTGTCGGCCCCTGAACG-3´ and R5´-GCT-
GTTA TACACGGAGACCAGG-3´), c-Myc (F 5´-
GGCGGGCACTTTGCACTGGA-3´and R5´-
TCGCGGGAGGCTGCTGGTTT-3´), KLK2 ( F 5´-
AGATGAAGACTCC-AGCCAT-3´ and R 5´-
GATACCTTGAAGCACACCA -3´), β-actin (F 5´-CGTGG-
GGCGCCCCAG -3´ and R 5´-
TTGGCCTTGGGGTTCAGGGGG -3´).

The mRNA amount was determined by using the
comparative CT method. Samples were analyzed in triplicates
and the data compared with the expression of mRNA in non-
treated control which was set as a reference value.

Animals and tumor inoculation
Four to six weeks old NMRI male Nude mice from Taconic

Europe (Lille Skensved, Denmark) were used in the
experiment. The xenograft model was carried out according to
the protocol specifically approved by the Ethics committee of
Lund university (approval number M 239-10). Mice were kept
according to the guidelines given by the Malmö-Lund Ethical
Committee. LNCaP cells (2x106 cells) were injected
subcutaneously into both flanks resulting in two tumors per
mouse. After tumors have developed surgical castration was
performed. The animals were assigned into 6 groups: mice
were treated with vehicle, Doc, Pac or bicalutamide as a single
agent and Doc or Pac combined with bicalutamide. Drugs were
administered intraperitoneally (i.p.) (à 20 mg/kg) in 100 µl
volume once a week for 5 weeks except for bicalutamide which
was administered twice a week. At the time point designated
week 0, treatment was initiated and mice were sacrificed one
week after the last treatment. Tumors were harvested, fixed in

formalin and paraffin embedded for immunohistochemical
analysis.

Immunohistochemistry
Dissected xenograft tumors were fixed in 4%

paraformaldehyde and thereafter embedded in paraffin.
Four µm thick sections were deparaffinized, rehydrated and
microwave treated for 10 min in high pH target retrieval solution
(Dako, Glostrup, Denmark) before being processed in
automatic Techmate 500 immunohistochemistry staining
machine (Dako) using antibodies against AR, c-jun, p-cjun, and
Ki-67 (Dako). DAB (3,3'-diaminobenzidine) was used as a
chromogenic substrate and slides were counterstained with
hematoxylin. The specimens were viewed with an Olympus AX
70 microscope at a magnification of x 10. An arbitrary
semiquantitative scoring was applied to evaluate the staining
signals and scored in three categories; negative staining (0),
weak but detectable staining of some or all cells (1), moderate
staining (2) or strong staining (3). At least two sections per
tumor were determined and the scores were representative for
at least 70% of the area of tissue analyzed.  

Sub-cellular fractionation
Cellular fractionation was performed according to the

protocol supplied with the NE-PER nuclear and cytoplasmic
extraction reagents (Pierce, Rockford, IL). LNCaP cells were
exposed to Doc or Pac for 6, 24 and 48 hours or remained
untreated. Fractions were boiled with SDS sample buffer,
subjected to SDS-PAGE, and transferred to a nitrocellulose
membrane and probed as indicated with primary antibodies to
AR, β-actin or lamin A, all from Santa Cruz, followed by
secondary antibodies (IRDye 680,  IRdye 800) which were
obtained from Li-Cor Biotechnology (Nebraska, USA). Proteins
were detected by Odyssey® Infrared Imaging System.

Statistical Analysis
Results were obtained from at least three experiments

performed and are expressed as the mean ± SD. Statistical
significance was determined with unpaired Student's t-test.
Values of p < 0.05 were considered significant.

Results

c-jun overexpression induced resistance to Doc
treatment

The function of c-jun as a transcription factor related to
proliferation has been reported in prostate cancer before [22].
To investigate the impact of c-jun on Doc treated prostate
cancer cells, experiments were carried out in LNCaP, LNb4
and PC-3 cells. We observed that LNCaP cells treated with
Doc were more resistant to the treatment at indicated time
points compared to PC-3 cells (30 % vs 9%, p=0.003) (Figure
1A). Although we did not detect a statistically significant
difference between LNCaP and LNb4 we could see a tendency
that long term treatment with bicalutamide increases resistance
(Figure 1A). Furthermore apoptosis analysis was performed by
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using Annexin V/7AAD confirming less apoptosis in LNb4 cells
exposed to Doc compared to parental LNCaP cells

(Figure 1B). To examine whether c-jun is involved in the
response to Doc therapy, PC-3 cells were transfected with c-
jun, c-jun mutant (junA) and co-transfected with AR (AR/cjun,
AR/junA, respectively) plasmids and MTS assay carried out.
PC-3 cells transfected with junA showed a statistically
significant increase (p=0.01, junA vs control) in cell proliferation
(Figure 1C) whereas transfection with AR decreased cell
viability comparable to Doc treated control cells. Although there
was no statistically significant difference between Doc treated
control cells and c-jun transfected PC-3 cells there was a clear
tendency to increased viability in the latter. Interestingly, co-
tranfection of AR in PC-3 cells overexpressing of c-jun or junA
did not abrogate this effect on proliferation (Figure 1C)
suggesting a role of c-jun as a potent antiapoptotic factor. Cell
cycle analysis was then carried out and displayed cell arrest in
G2-M phase in Doc treated PC-3 cells (Figure 1D). We
observed that PC-3 cells transfected with AR or junA showed a
similar trend with a marked decrease of percentage of cells in
G2-M phase (18,6% and 19,9%, respectively), while S phase
was increased (43,4% and 43,5%, respectively), suggesting
that the phosphorylation of c-jun plays a crucial role in cell
response to Doc (Figure 1D).

We next examined the protein expression in the transfected
PC-3 cells. Western blotting analysis showed a marked
increase in AR protein in cells co-transfected with AR/cjun
compared to cells transfected with AR alone or AR/junA (Figure
1E). These results suggest that the interaction between AR and
c-jun is dependent on the available phophorylation site 63/73.
To further evaluate the effect of taxane agents on endogenous
c-jun and AR immunoprecipitation was performed in LNCaP
and LNb4. We found an interaction between AR and c-jun in
both cell types, which was enhanced by Doc and Pac treatment
(Figure 1F). These findings confirm that there is a physical
interaction between c-jun and AR which regulates the effect of
taxane therapy in PC cells.

Effects of c-jun siRNA on Doc response
To investigate whether c-jun downregulation can alter PC

cell response to Doc we transfected PC-3 and LNCaP cells
with siRNA or nontargeted siRNA, which served as a control
(Figure 2A). Cells were exposed to Doc for 24 or 48 hours and
subjected to MTS assay. c-jun was significantly downregulated
although not completely diminished in both cell lines (Figure
2A). LNCaP cells silenced with siRNA showed a clear
decrease in viability after 24 hours to Doc exposure compared
to parental LNCaP cells (p=0.002). In PC-3 cells we did not
observe a significant change in cell viability at the same time
point. After 48 hours the effect of c-jun silencing decreased and
cells recovered as shown in Figure 2B.

Taxane-induced p-cjun expression is independent on
JNK pathway in PC cells

It has been reported that Doc chemotherapy induces its
effect through selectively activating JNK in cancer cells [23].
Once activated, JNK phosphorylates and activates a number of
transcription factors such as c-jun. To address this question we

analyzed whether JNK signaling pathway has a role in Doc-
induced prostate cancer cell death. PC-3 and LNCaP cells
were treated with 500 nM of JNK inhibitor for 2 or 8 hours,
whereas Doc and Pac treated cells performed in time points 2,
4, 8 and 24 hours. As shown in Figure 3A c-jun
phosphorylation was induced 2 hours after exposure to Doc in
PC-3 cells, while JNK phosphorylation appeared 24 hours after
exposure in PC-3 cells only (Figure 3A). In LNCaP cells
exposed to Doc no marked changes in JNK phophorylation
was observed at any time point of drug treatment (Figure 3B).
This suggests that the JNK activation may be a secondary
effect of Doc treatment and c-jun phosphorylation is a primary
target of Doc. Especially in AR expressing LNCaP cells, a
direct interaction with AR that cause rapid induction of c-jun
phosphorylation cannot be excluded. Furthermore, similar
results were obtained in the aforementioned cells exposed to
Pac (figure not shown). It is worth mentioning that a basal level
of p-cjun in non-treated cells was expressed in both cell lines.

Taxane agents alter protein levels of AR and PSA
Further experiments were exclusively carried out in LNCaP

and LNb4 cells only. Based on our above result we further
examined how taxane therapy affects the expression of AR
regulated genes such as PSA on protein level. We observed a
concomitant increase of AR and PSA protein levels in Doc
treated LNCaP cells (p=0.01, Doc 24 vs control) (Figure 4A).
However, in Pac treated LNCaP cells a gradual decrease of AR
protein was seen concomitantly with PSA level after 48 hours
(Figure 4A). Interestingly, the increase of AR protein level in
LNb4 cells was more pronounced by Doc treatment, whereas
PSA protein level was clearly decreased after 48 hours
(p=0.02, Doc 24 vs Doc 48). Exposure of LNb4 cells to Pac led
to a markedly decrease in AR and PSA protein expression
(Figure 4B). Expression of p-cjun differed in LNCaP and LNb4
(Figure 4C,D). In LNCaP cells Doc treatment increased p-cjun
expression gradually (p=0.04, Doc 6 vs Doc 48), whereas in
Pac treated cells an increase at 24 hours was seen, which was
followed by a marked decrease at 48 hours (Figure 4C).
However, in LNb4 cells Pac treatment resulted in a time-
dependent induction of p-cjun, whereas Doc treatment failed to
do so (Figure 4D). No marked changes in c-jun levels were
observed in both cell lines and under all conditions examined.

Effect of taxane treatment on c-jun and AR mRNA
expression

To investigate the RNA changes due to taxane treatment,
QRT-PCR was carried out in LNCaP and LNb4 cells. Cells
were treated as indicated in Figure 5. Although we observed an
initial induction of AR- and PSA mRNA in Doc treated LNCaP
cells, this did not occur in Pac treatment. Interestingly, LNb4
cells showed a continuous increase of AR mRNA expression in
a time dependent manner when treated with Doc, whereas
PSA mRNA was negatively correlated to AR mRNA expression
(Figure 5A). There was a statistically significant difference in
the AR and PSA mRNA level at 24 and 48 hours of exposure to
Doc (p=0.05 and p=0.003, respectively). However, in Pac
treated LNb4 cells we observed an initial induction of AR and
PSA mRNA which decreased to a significant level after 48
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Figure 1.  Cell proliferation, apoptosis, cell cycle analysis and protein analysis.  (A) Cell viability examined by trypan blue
exclusion in LNCaP (LN), LNb4 and PC-3 cells. (B) Determination of apoptosis by flow cytometry. After treatment of cells with Doc,
the extent of apoptosis was assessed by annexin V/7AAD assay. (C) MTS assay in PC-3 cells transfected as indicated in figure and
treated 48 hours with 5 nM Doc. (D) Graphs from flow cytometry in cells mentioned in (C) demonstrating cycling cell population
stained with propidium iodide. Cells were treated with Doc for 48 h or remained untreated and sorted into different stages of mitosis
by flow cytometry. (E) Western blotting analysis to show protein expression in transfected cells mentioned in (C). (F) Analysis of
protein-protein interaction determined by immunoprecipitation in the presence or absence of Doc or Pac in LN and LNb4 cells. Cells
were immunoprecipitated with anti-AR (441) antibody and membranes were probed with anti-c-jun antibody. For control, 20 µg of
the cell lysate was used as input and equal loading was confimed with AR antibody.
doi: 10.1371/journal.pone.0079573.g001
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hours. In contrast, c-jun mRNA expression increased
significantly in Pac treated LNb4 cells (p=0.03), which could not
be shown in Doc treated cells (Figure 5B). As expected KLK2
mRNA expression showed a similar pattern like PSA mRNA in
all cells treated. Further analyzes on c-myc and NKX3.1 was
performed as shown in Figure 5B. The results show no
significant trend in c-Myc mRNA expression regardless of
taxane used and time of treatment. Nevertheless we observed
an increased expression of NKX3.1 mRNA in all Doc treated
cells, while this was less pronounced in Pac treated cells
(Figure 5B).

To summarize our results show a clear correlation between
AR, c-jun and PSA in taxane treated cells. The outcome of the

Figure 2.  Determination of c-jun siRNA.  (A) Western
blotting analysis showing transfection efficiency of siRNA c-jun
in both PC-3 and LNCaP cells. (B) Cell proliferation in LNCaP
(upper panel) and PC-3 (lower panel) cells transfected with c-
jun siRNA or nontargeted (control) vector. Cells were treated
with Doc for 24 and 48 hours. LNCaP cells harbor c-jun siRNA
showed a significant decrease in proliferation (p=0.002) while
PC-3 cells were not affected.
doi: 10.1371/journal.pone.0079573.g002

treatment is dependent on the status of AR receptor and c-jun
mRNA expression and the taxane used.

Animal model
To assess the therapeutic response of the prostate cancer

cell line LNCaP in vivo we established an animal model as
indicated in Figure 5. Mice were treated with Doc or Pac as
single agent or in combination with bicalutamide. A statisitically
significant reduction in tumor size of mice treated with Doc
alone was shown (p=0.04, Doc vs ctr) (Figure 6A). In mice
treated with Pac a stabilization but no decrease in tumor
volume was observed (Figure 6A). There was no significant
difference observed between Doc treated mice and mice
receiving combined treatment with bicalutamide (Figure 6C).
Interestingly, tumors in mice treated with Pac and bicalutamide
tumors started to regrow after an initial stabilization (Figure
6C). There was a statistically significant tumor size reduction in
Doc/bic compared to Pac/bic treated mice (p=0.003).

We next examined the expression of c-jun, p-cjun, AR and
Ki67 proteins in the tumor tissues harvested to assess the
effect of drug treatment. There was a significant change in
nuclear AR levels in animals treated with Doc alone or Doc/bic
(Figure 6B and 6D, respectively). In both treatment groups
approximately 60% of the cell population displayed a

Figure 3.  Taxane-induced p-cjun expression is
independent on JNK.  Western blotting analysis of (A) PC-3
and (B) LNCaP cells exposed to Doc (5 nM) for up to 24 hours
or remained untreated (0). PC-3 and LNCap cells were seeded
in 24-well plates at a density of 50,000 cells per well and
treated with Doc and Pac or in combination with 500 nM of JNK
inhibitor (SB) as indicated.
doi: 10.1371/journal.pone.0079573.g003
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cytoplasmic translocation of AR, compared to mice in control
group (Figure 6B). In contrast, mice treated with Pac or
combination therapy the cytoplasmic translocation of AR was
less pronounced. However, the expression of p-cjun in tissues
from control animals displayed an intense staining, whereas we
observed that nuclear p-cjun was more distinct in Pac treated
mice compared to Doc treated animals where also a
cytoplasmic expression was found (Figure 6B). No significant
change in the pattern of c-jun expression was seen in control
and treated animals. Ki67 expression was more pronounced in
Pac treated mice which reflects the poor response of tumors to
this taxane in vivo.

To confirm the cytoplasmic translocation of AR by taxane
therapy in vitro, Western blotting experiments were performed
in LNCaP cells (Figure S1). In agreement with the in vivo data
we demonstrated that independent on the taxane used AR was
translocated to the cytoplasm. The translocation was more
pronounced in Doc treated cells (upper panel) compared to

Pac treated cells (lower panel), especially after 48 hours of
treatment.

Discussion

In this study, we elucidated the role of AR and its coactivator
c-jun in the PC cell response to taxane therapy. We have
shown that c-jun overexpression in PC-3 cells confers a
statistically significant higher resistance to Doc treatment
compared to cells co-transfected with AR/c-jun or AR alone.
LNCaP cells were more resistant to Doc in the presence or
absence of bicalutamide compared to PC-3 cells. Transfection
with mutant junA increased viability, suggesting that c-jun and
the phophorylation site 63/73 is a key regulator of cell response
to taxanes in PC. We have shown for the first time that Doc
and Pac treatment differently affects protein and mRNA levels
of AR and PSA in parental LNCaP and LNb4 cells. These
differences were reflected in tumor growth in the mouse model.
Results presented here provide evidence that the effect of

Figure 4.  Taxane altered AR, PSA and p-cjun protein level.  Western blotting analysis of the expression of AR and PSA in (A)
LNCaP and (B) LNb4 cells. Cells exposed to 5 nM of Doc, 5 nM of Pac or 10 nM of DHT for up to 48 hours or remained untreated.
The same lysates were used to analyse the expression of p-cjun and c-jun in (C) LNCaP and (D) LNb4 cells. Protein expression
levels were evaluated by densitometric analysis (lower panels).
doi: 10.1371/journal.pone.0079573.g004
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taxane treatment is strongly dependent on the c-jun and AR
status of the cell line used and on the drug used for treatment.

It is known that AP-1 transcription factor is multifunctional
and sometimes controversially discussed in literature [24]. c-jun
has been demonstrated to transduce a mitogenic response and
to promote cell growth as a single gene or in cooperation with
an activated ras gene [25,26]. Accordingly, we have found that
c-jun overexpression (mutant junA) confers resistance to PC-3

cells to Doc therapy. Interestingly, junA was found to be more
potent in preventing cell death compared with AR suggesting
that the phophorylation site 63/73 is crucial for the interaction
and stabilization of AR and c-jun complexes. This finding is in
line with previously reported studies indicating that c-jun may
act as an antiapoptotic factor rather than proapoptotic in
context with exposure to chemotherapeutic agents [14,27]. This
was also confirmed in our study by silencing of c-jun in LNCaP

Figure 5.  Quantitative real-time RT-PCR.  Expression of (A) AR and PSA and (B) c-jun, KLK2, NKX3.1 and c-Myc mRNA levels in
response to Doc or Pac was evaluated by quantitative real time PCR (qPCR). The relative mean mRNA expression level of AR
regulated genes was measured by quantitative real-time RT-PCR in triplicates.
doi: 10.1371/journal.pone.0079573.g005

Taxane Therapy in Prostate Cancer

PLOS ONE | www.plosone.org 8 November 2013 | Volume 8 | Issue 11 | e79573



cells which resulted in a better cell response to Doc exposure
after 24 hour reflected by a decrease in cell viability. However,
silencing in PC-3 cells did not significantly inhibit cell growth
upon Doc therapy in this study which was also observed by
other groups. Choong et al. showed in their study a
downregulation on protein level for c-jun in PC-3 cells which did
not result in cell growth inhibition [28]. However, they could
show that the oligonucleotide Dz13, a DNA enzyme cleaving c-
jun mRNA, could effectively downregulate the target gene
resulting in a significant growth inhibiton. Interaction of AR and
c-jun has been shown by us and others [22,29], and this may
provide basis for the reduced sensitivity to Doc treatment
exhibited in LNCaP but also in LNb4 cells. Although other
authors have reported that the phosphorylation of c-jun by
taxane therapy in other cancer cells was induced by JNK
pathway, we could not observe this in this study. We found c-
jun phosphorylation to be an early event before JNK pathway is
activated and we have to speculate that c-jun activation occurs
through a yet undefined pathway independent on JNK or is
autophosphorylated.

The effects of taxane therapy on AR obtained in this study
was to some extent in line with previous reports [6,9,11,30],
however, their studies differ in terms of concentrations of
taxanes or in cell lines used for in vitro and in vivo experiments.
We have used PTEN negative LNCaP and LNb4 cells to
investigate the impact of Doc and Pac in a head to head study
in vitro and in vivo. The inverse correlation of AR and PSA
observed in Doc treated LNb4 cells was an important finding in
this study as response to chemotherapy in patients treated by
Doc therapy still relies on PSA measurements. This study
confirms also the results published by Kuroda et al., where
PSA as a suitable surrogate marker for response to Doc
treatment was critically discussed [31]. An explanation for this
finding might be that AR and c-jun protein interact and can
repress the androgenic induction of PSA gene as reported by
Sato and coworkers in parental LNCaP cells. They suggested
that this repression is regulated by the ratio of AR and c-jun
[32]. The fact that we could observe a clear difference between
Pac and Doc treated LNb4 cells underlines our hypothesis that

Figure 6.  Tumor growth graphs and immunohistochemical analysis of dissected tumors from NMRI-nude mice bearing
implanted LNCaP cells.  (A) Growth curve of mice treated with Doc or Pac alone, Doc vs ctr (p=0.04). (B) Corresponding
immunohistochemical staining of tumor tissue. (C) Growth curve of mice with combined treatment, Doc/bicalutamide (Bic) vs
Pac/Bic (p=0.003). (D) Corresponding immunohistochemical staining of tumor tissue. Note that p-cjun was differentially expressed in
mice treated with Doc and Pac. Ki67 expression was higher in Pac compared to Doc treated mice.
doi: 10.1371/journal.pone.0079573.g006
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the ratio of c-jun and AR is affected differently by this agents
and so is also the phosphorylation status of c-jun.

Nevertheless the immunohistochemistry of tumors harvested
failed to show a major phosphorylation of c-jun which we
observed in our in vitro studies, although p-cjun expression
pattern differed in Pac treated tumors in being more distinct
localized to the nucleus. The same was also true for the AR
pattern as seen in Figure 6. However, the growth curves in
Pac/bic and Doc/bic treated mice differed markedly which
supports our hypothesis that c-jun acts as a potent
antiapoptotic factor even in our in vivo model. The xenograft
model shows also clearly that the combined treatment of
taxane and bicalutamide does not improve the outcome of
therapy rendering the proposed model of AR entrapment by
taxane therapy incomplete [6].

Further work is warranted to investigate all phophorylation
sites of c-jun and their interaction with AR to further elucidate
taxane specific effects observed in this study as suggested by
Weiss et al who has shown that c-jun is under control of
repressors which are released upon phosphorylation [15].

Taken together c-jun and AR interaction is enhanced by
taxane therapy. Androgen receptor was translocated by both
taxanes to the cytoplasm (se Figure 6D). The phophorylation of
c-jun is not only linked to JNK pathway and occurs in the early
phase of taxane treatment by yet undefined mechanism. In
castration resistant prostate cancer cells Doc therapy
upregulates AR whereas Pac decreases AR. However, PSA
expression was decreased in both taxanes, indicating that c-jun
was able to repress PSA promoter independent on the taxane
used in hormone refractory prostate cancer cells. Given the

fact that taxane responders in clinical practice are yet defined
by PSA decrease (<50%) one should consider that this might
not reflect the true AR receptor activation in the patient.

Supporting Information

Figure S1.  Western blotting analysis showing AR
translocation to cytoplasm in LNCaP cells treated with Doc
(upper panel) and Pac (lower panel).
(TIF)

Acknowledgements

We acknowledge Dr. Hannah Nenonen, Dr. Regina Miftakhova
and Pradeep Kumar Kopparapu regarding the performance of
qPCR and Flow cytometry. We also thank Knut and Alice
Wallenberg Foundation for providing Clinical Research Center
with Western blotting detection device Odyssey.
Disclaimer: We declare that some of the data was previously
published by Chen et al.[33], but that the original article was
retracted. The published article was unrelated to the reliability
of the data presented in this paper.

Author Contributions

Conceived and designed the experiments: ND MT. Performed
the experiments: ND MT BC JS. Analyzed the data: ND SYC
MT. Contributed reagents/materials/analysis tools: ND MT
PAA. Wrote the manuscript: ND MT SYC.

References

1. De Dosso S, Berthold DR (2008) Docetaxel in the management of
prostate cancer: current standard of care and future directions. Expert
Opin Pharmacother 9: 1969-1979. doi:10.1517/14656566.9.11.1969.
PubMed: 18627334.

2. Montero A, Fossella F, Hortobagyi G, Valero V (2005) Docetaxel for
treatment of solid tumours: a systematic review of clinical data. Lancet
Oncol 6: 229-239. doi:10.1016/S1470-2045(05)70094-2. PubMed:
15811618.

3. Petrylak DP, Tangen CM, Hussain MH, Lara PN Jr, Jones JA et al.
(2004) Docetaxel and estramustine compared with mitoxantrone and
prednisone for advanced refractory prostate cancer. N Engl J Med 351:
1513-1520. doi:10.1056/NEJMoa041318. PubMed: 15470214.

4. Tannock IF, de Wit R, Berry WR, Horti J, Pluzanska A et al. (2004)
Docetaxel plus prednisone or mitoxantrone plus prednisone for
advanced prostate cancer. N Engl J Med 351: 1502-1512. doi:10.1056/
NEJMoa040720. PubMed: 15470213.

5. de Bono JS, Oudard S, Ozguroglu M, Hansen S, Machiels JP et al.
(2010) Prednisone plus cabazitaxel or mitoxantrone for metastatic
castration-resistant prostate cancer progressing after Docetaxel
treatment: a randomised open-label trial. Lancet 376: 1147-1154. doi:
10.1016/S0140-6736(10)61389-X. PubMed: 20888992.

6. Thadani-Mulero M, Nanus DM, Giannakakou P (2012) Androgen
receptor on the move: boarding the microtubule expressway to the
nucleus. Cancer Res 72: 4611-4615. doi:
10.1158/0008-5472.CAN-12-0783. PubMed: 22987486.

7. Balk SP, Knudsen KE (2008) AR, the cell cycle, and prostate cancer.
Nucl Recept Signal 6: e001. PubMed: 18301781.

8. Comstock CE, Knudsen KE (2007) The complex role of AR signaling
after cytotoxic insult: implications for cell-cycle-based
chemotherapeutics. Cell Cycle 6: 1307-1313. doi:10.4161/cc.
6.11.4353. PubMed: 17568191.

9. Darshan MS, Loftus MS, Thadani-Mulero M, Levy BP, Escuin D et al.
(2011) Taxane-induced blockade to nuclear accumulation of the
androgen receptor predicts clinical responses in metastatic prostate

cancer. Cancer Res 71: 6019-6029. doi:
10.1158/0008-5472.CAN-11-1417. PubMed: 21799031.

10. Gan L, Chen S, Wang Y, Watahiki A, Bohrer L et al. (2009) Inhibition of
the androgen receptor as a novel mechanism of taxol chemotherapy in
prostate cancer. Cancer Res 69: 8386-8394. doi:
10.1158/0008-5472.CAN-09-1504. PubMed: 19826044.

11. Hess-Wilson JK, Daly HK, Zagorski WA, Montville CP, Knudsen KE
(2006) Mitogenic action of the androgen receptor sensitizes prostate
cancer cells to taxane-based cytotoxic insult. Cancer Res 66:
11998-12008. doi:10.1158/0008-5472.CAN-06-2249. PubMed:
17178899.

12. Angel P, Karin M (1991) The role of Jun, Fos and the AP-1 complex in
cell-proliferation and transformation. Biochim Biophys Acta 1072:
129-157. PubMed: 1751545.

13. Thorne JL, Campbell MJ, Turner BM (2009) Transcription factors,
chromatin and cancer. Int J Biochem Cell Biol 41: 164-175. doi:
10.1016/j.biocel.2008.08.029. PubMed: 18804550.

14. Leppä S, Bohmann D (1999) Diverse functions of JNK signaling and c-
jun in stress response and apoptosis. Oncogene 18: 6158-6162. doi:
10.1038/sj.onc.1203173. PubMed: 10557107.

15. Weiss C, Schneider S, Wagner EF, Zhang X, Seto E et al. (2003) JNK
phosphorylation relieves HDAC3-dependent suppression of the
transcriptional activity of c-jun. EMBO J 22: 3686-3695. doi:10.1093/
emboj/cdg364. PubMed: 12853483.

16. Bubulya A, Chen SY, Fisher CJ, Zheng Z, Shen XQ et al. (2001) c-jun
potentiates the functional interaction between the amino and carboxyl
termini of the androgen receptor. J Biol Chem 276: 44704-44711. doi:
10.1074/jbc.M107346200. PubMed: 11577103.

17. Bubulya A, Zhou XF, Shen XQ, Fisher CJ, Shemshedini L (2000) c-jun
targets amino terminus of androgen receptor in regulating androgen-
responsive transcription. Endocrine 13: 55-62. doi:10.1385/ENDO:
13:1:55. PubMed: 11051047.

18. Vleugel MM, Greijer AE, Bos R, van der Wall E, van Diest PJ (2006) c-
jun activation is associated with proliferation and angiogenesis in

Taxane Therapy in Prostate Cancer

PLOS ONE | www.plosone.org 10 November 2013 | Volume 8 | Issue 11 | e79573

http://dx.doi.org/10.1517/14656566.9.11.1969
http://www.ncbi.nlm.nih.gov/pubmed/18627334
http://dx.doi.org/10.1016/S1470-2045(05)70094-2
http://www.ncbi.nlm.nih.gov/pubmed/15811618
http://dx.doi.org/10.1056/NEJMoa041318
http://www.ncbi.nlm.nih.gov/pubmed/15470214
http://dx.doi.org/10.1056/NEJMoa040720
http://dx.doi.org/10.1056/NEJMoa040720
http://www.ncbi.nlm.nih.gov/pubmed/15470213
http://dx.doi.org/10.1016/S0140-6736(10)61389-X
http://www.ncbi.nlm.nih.gov/pubmed/20888992
http://dx.doi.org/10.1158/0008-5472.CAN-12-0783
http://www.ncbi.nlm.nih.gov/pubmed/22987486
http://www.ncbi.nlm.nih.gov/pubmed/18301781
http://dx.doi.org/10.4161/cc.6.11.4353
http://dx.doi.org/10.4161/cc.6.11.4353
http://www.ncbi.nlm.nih.gov/pubmed/17568191
http://dx.doi.org/10.1158/0008-5472.CAN-11-1417
http://www.ncbi.nlm.nih.gov/pubmed/21799031
http://dx.doi.org/10.1158/0008-5472.CAN-09-1504
http://www.ncbi.nlm.nih.gov/pubmed/19826044
http://dx.doi.org/10.1158/0008-5472.CAN-06-2249
http://www.ncbi.nlm.nih.gov/pubmed/17178899
http://www.ncbi.nlm.nih.gov/pubmed/1751545
http://dx.doi.org/10.1016/j.biocel.2008.08.029
http://www.ncbi.nlm.nih.gov/pubmed/18804550
http://dx.doi.org/10.1038/sj.onc.1203173
http://www.ncbi.nlm.nih.gov/pubmed/10557107
http://dx.doi.org/10.1093/emboj/cdg364
http://dx.doi.org/10.1093/emboj/cdg364
http://www.ncbi.nlm.nih.gov/pubmed/12853483
http://dx.doi.org/10.1074/jbc.M107346200
http://www.ncbi.nlm.nih.gov/pubmed/11577103
http://dx.doi.org/10.1385/ENDO:13:1:55
http://dx.doi.org/10.1385/ENDO:13:1:55
http://www.ncbi.nlm.nih.gov/pubmed/11051047


invasive breast cancer. Hum Pathol 37: 668-674. doi:10.1016/
j.humpath.2006.01.022. PubMed: 16733206.

19. Xu YM, Zhu F, Cho YY, Carper A, Peng C et al. (2010) Extracellular
signal-regulated kinase 8-mediated c-jun phosphorylation increases
tumorigenesis of human colon cancer. Cancer Res 70: 3218-3227. doi:
10.1158/0008-5472.CAN-09-4306. PubMed: 20395206.

20. Edwards J, Krishna NS, Mukherjee R, Bartlett JM (2004) The role of c-
jun and c-Fos expression in androgen-independent prostate cancer. J
Pathol 204: 153-158. doi:10.1002/path.1605. PubMed: 15378488.

21. Ouyang X, Jessen WJ, Al-Ahmadie H, Serio AM, Lin Y et al. (2008)
Activator protein-1 transcription factors are associated with progression
and recurrence of prostate cancer. Cancer Res 68: 2132-2144. doi:
10.1158/0008-5472.CAN-07-6055. PubMed: 18381418.

22. Chen SY, Cai C, Fisher CJ, Zheng Z, Omwancha J et al. (2006) c-jun
enhancement of androgen receptor transactivation is associated with
prostate cancer cell proliferation. Oncogene 25: 7212-7223. doi:
10.1038/sj.onc.1209705. PubMed: 16732317.

23. Mhaidat NM, Thorne RF, Zhang XD, Hersey P (2007) Regulation of
Docetaxel-induced apoptosis of human melanoma cells by different
isoforms of protein kinase C. Mol Cancer Res 5: 1073-1081. doi:
10.1158/1541-7786.MCR-07-0059. PubMed: 17951407.

24. Karin M, Liu Zg, Zandi E (1997) AP-1 function and regulation. Curr
Opin Cell Biol 9: 240-246. doi:10.1016/S0955-0674(97)80068-3.
PubMed: 9069263.

25. Johnson R, Spiegelman B, Hanahan D, Wisdom R (1996) Cellular
transformation and malignancy induced by ras require c-jun. Mol Cell
Biol 16: 4504-4511. PubMed: 8754851.

26. Ozanne BW, McGarry L, Spence HJ, Johnston I, Winnie J et al. (2000)
Transcriptional regulation of cell invasion: AP-1 regulation of a
multigenic invasion programme. Eur J Cancer 36: 1640-1648. doi:
10.1016/S0959-8049(00)00175-1. PubMed: 10959050.

27. Xia Y, Yang W, Bu W, Ji H, Zhao X et al. (2013) Differential regulation
of c-jun protein plays an instrumental role in chemoresistance of cancer
cells. J Biol Chem 288: 19321-19329. doi:10.1074/jbc.M113.475442.
PubMed: 23678002.

28. Dass CR, Choong PF (2010) Sequence-related off-target effect of Dz13
against human tumor cells and safety in adult and fetal mice following
systemic administration. Oligonucleotides 20: 51-60. doi:10.1089/oli.
2009.0219. PubMed: 20148692.

29. Cai C, Hsieh CL, Shemshedini L (2007) c-jun has multiple enhancing
activities in the novel cross talk between the androgen receptor and Ets
variant gene 1 in prostate cancer. Mol Cancer Res 5: 725-735. doi:
10.1158/1541-7786.MCR-06-0430. PubMed: 17634427.

30. Zhu ML, Horbinski CM, Garzotto M, Qian DZ, Beer TM et al. (2010)
Tubulin-targeting chemotherapy impairs androgen receptor activity in
prostate cancer. Cancer Res 70: 7992-8002. doi:
10.1158/0008-5472.CAN-10-0585. PubMed: 20807808.

31. Kuroda K, Liu H, Kim S, Guo M, Navarro V et al. (2009) Docetaxel
down-regulates the expression of androgen receptor and prostate-
specific antigen but not prostate-specific membrane antigen in prostate
cancer cell lines: implications for PSA surrogacy. Prostate 69:
1579-1585. doi:10.1002/pros.21004. PubMed: 19575420.

32. Sato N, Sadar MD, Bruchovsky N, Saatcioglu F, Rennie PS et al.
(1997) Androgenic induction of prostate-specific antigen gene is
repressed by protein-protein interaction between the androgen receptor
and AP-1/c-jun in the human prostate cancer cell line LNCaP. J Biol
Chem 272: 17485-17494. doi:10.1074/jbc.272.28.17485. PubMed:
9211894.

33. Chen B, Xu Y, Xu A, Liu C, Zheng S et al. (2012) [Effect of Docetaxel
on C-jun and androgen receptor interaction in prostate cancer LNCaP
cells and its androgen-independence subtype LNCaP-bic cells]. NAN
Fang Yi Ke Xue Xue Bao 32: 1461-1464.

Taxane Therapy in Prostate Cancer

PLOS ONE | www.plosone.org 11 November 2013 | Volume 8 | Issue 11 | e79573

http://dx.doi.org/10.1016/j.humpath.2006.01.022
http://dx.doi.org/10.1016/j.humpath.2006.01.022
http://www.ncbi.nlm.nih.gov/pubmed/16733206
http://dx.doi.org/10.1158/0008-5472.CAN-09-4306
http://www.ncbi.nlm.nih.gov/pubmed/20395206
http://dx.doi.org/10.1002/path.1605
http://www.ncbi.nlm.nih.gov/pubmed/15378488
http://dx.doi.org/10.1158/0008-5472.CAN-07-6055
http://www.ncbi.nlm.nih.gov/pubmed/18381418
http://dx.doi.org/10.1038/sj.onc.1209705
http://www.ncbi.nlm.nih.gov/pubmed/16732317
http://dx.doi.org/10.1158/1541-7786.MCR-07-0059
http://www.ncbi.nlm.nih.gov/pubmed/17951407
http://dx.doi.org/10.1016/S0955-0674(97)80068-3
http://www.ncbi.nlm.nih.gov/pubmed/9069263
http://www.ncbi.nlm.nih.gov/pubmed/8754851
http://dx.doi.org/10.1016/S0959-8049(00)00175-1
http://www.ncbi.nlm.nih.gov/pubmed/10959050
http://dx.doi.org/10.1074/jbc.M113.475442
http://www.ncbi.nlm.nih.gov/pubmed/23678002
http://dx.doi.org/10.1089/oli.2009.0219
http://dx.doi.org/10.1089/oli.2009.0219
http://www.ncbi.nlm.nih.gov/pubmed/20148692
http://dx.doi.org/10.1158/1541-7786.MCR-06-0430
http://www.ncbi.nlm.nih.gov/pubmed/17634427
http://dx.doi.org/10.1158/0008-5472.CAN-10-0585
http://www.ncbi.nlm.nih.gov/pubmed/20807808
http://dx.doi.org/10.1002/pros.21004
http://www.ncbi.nlm.nih.gov/pubmed/19575420
http://dx.doi.org/10.1074/jbc.272.28.17485
http://www.ncbi.nlm.nih.gov/pubmed/9211894

	Interaction between c-jun and Androgen Receptor Determines the Outcome of Taxane Therapy in Castration Resistant Prostate Cancer
	Introduction
	Materials and Methods  
	Cell lines and Reagents
	Transfection and small interfering RNA (siRNA)
	Proliferation
	Flow cytometry for cell cycle and apoptosis analyses
	Western Blot analysis and Immunoprecipitation
	Real-time Quantitative PCR Analysis  
	Animals and tumor inoculation
	Immunohistochemistry
	Sub-cellular fractionation
	Statistical Analysis

	Results
	c-jun overexpression induced resistance to Doc treatment
	Effects of c-jun siRNA on Doc response
	Taxane-induced p-cjun expression is independent on JNK pathway in PC cells
	Taxane agents alter protein levels of AR and PSA
	Effect of taxane treatment on c-jun and AR mRNA expression
	Animal model

	Discussion
	Supporting Information
	Acknowledgements
	Author Contributions
	References


