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ABSTRACT

Castration resistant-prostate cancer is largely impervious to feather hormonal 

therapy and hence the outlook for patients is grim. Here we use an approach to attach 

the recently discovered Achilles heel.  The experimental treatment established in this 

study is based on the recent discovery that it is the FABP5-PPARγ-VEGF signalling 
axis, rather than the androgen receptor pathway, played a dominant role in promoting 

the malignant progression of castration resistant prostate cancer cells. Treatments 

have been established in mice by suppressing the biological activity of FABP5 using 

a chemical inhibitor SBFI26. The inhibitor significantly suppressed the proliferation, 
migration, invasiveness and colony formation of PC3-M cells in vitro. It also produced 

a highly significant suppression of both the metastases and the primary tumours 
developed from cancer cells implanted orthotopically into the prostate glands of the 

mice. The inhibitor SBFI26 interferes with the FABP5-PPARγ- signalling pathway at 
the initial stage of the signal transduction by binding competitively to FABP5 to inhibit 

cellular fatty acid uptake. This avoids the fatty-acid stimulation of PPARγ and prevents 
it activating the down-stream regulated cancer-promoting genes. This entirely novel 

experimental approach to treating castration- resistant prostate cancer is completely 

different from current treatments that are based on androgen-blockade therapy. 

INTRODUCTION

Prostate cancer is an important cause of mortality in 

men, mainly in countries where a high dietary ratio of fatty 

acids is consumed [1]. Androgen deprivation therapy (ADT) 

is the first line treatment for advanced prostate cancer and it 
is initially effective.  However, in nearly all cases the disease 

eventually relapses within 2–3 years, with a lethal castration-

resistant prostate cancer (CRPC); this cannot be effectively 

treated with ADT anymore [2]. Thus, identification of new 
targets for novel effective therapeutic approaches is urgently 

needed for the effective treatment of CRPC patients. The 

CRPC cells overexpress fatty acid synthase (FASN) and 

acetyl-CoA carboxylase (ACC) which are key enzymes 

involved in synthesis of fatty acids [3–5]. Fatty acids are not 

only active components of many biological processes, but 

also are essential signal molecules in pathways involved in 

prostate cancer progression, and hence can increase the risk 

of advanced prostate cancer [6, 7] and play an important role 

in carcinogenesis and metastasis of cancer cells [8].

Fatty acid-binding protein 5, or FABP5, is a 15kDa 

cytosolic protein binding with a high affinity to medium 
and long chain fatty acids [9]. After its crucial activity 

in promoting malignant progression in cancer cells was 

initially demonstrated [10, 11], increased FABP5 expression 

in archival prostate cancer tissues is found to be significantly 
associated with a reduced patient survival time. Thus it is a 

valuable prognostic factor [12]. Moreover, investigations in 
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the past few years established that there is a novel fatty acid-

initiated signalling pathway leading to malignant progression 

of prostatic cancer cells. Thus when FABP5 expression is 

increased, excessive amounts of fatty acids are transported 

into the nucleus, where they act as signalling molecules 

to stimulate their nuclear receptor PPARγ. The activated 
PPARγ then modulates expression of its down-stream 
regulatory genes which finally lead to enhanced tumour 
expansion and aggressiveness caused by an overgrowth of 

cells with increased angiogenesis and reduced apoptosis 

[13]. Recently, it was suggested that the FABP5-PPARγ-
VEGF signalling transduction axis, rather than androgen 

receptor (AR)-modulated signal transduction pathway, that 

is the dominant signalling route in promoting malignant 

progression of CRPC cells [7]. Although the molecular 

mechanism involved in cancer-promoting activity of FABP5 

has been extensively studied, it was not clear whether the 

CRPC can be treated by suppressing the biological activity 

of the oncogenic FABP5. The availability of a highly 

effective inhibitor is an important first step. Inhibition of 
FABP5 activity was shown to be effective for treatment 

of inflammatory and metabolic diseases by chemically 
synthesized inhibitors, e.g. BMS309403 [14–17]. Recently 

developed FABP5 inhibitors, approximately 50% inhibitory 

effect of BMS309403, were originally used effectively as 

analgesic and anti-inflammatory agents in mice [18–20].  
These included SBFI26 (α-truxillic acid 1-naphthyl mono-
ester). SBFI26 was, in fact, the active component of a 
Chinese herbal medicine (Incarvillea sinensis) which was 
used to treat pain and rheumatism in humans in Chinese 

traditional medicine since hundreds of years ago [21, 22]. 

In a strategy to develop anti-inflammatory and 
anti-nociceptive reagents by targeting fatty acid protein 

anandamide transporters, SBFI26 was used to increase 
the brain anandamide levels and thus to produce analgesia 

effect [18, 19]. Although SBFI26 has been used as an 
inhibitor of FABP5 in anandamide transportation in brain, 

its possible effect on cancerous diseases was not known. 

In this study, we targeted the FABP5-related signalling 
pathway to treat CRPC in mice by using the SBFI26 to 
suppress the biological activity of FABP5 and to cut off 

the FABP5-related signalling transduction chain in CRPC 

cells. This is an entirely novel experimental approach 

to treat CRPC and is completely different from current 

treatments that are based on androgen-blockade therapy.

RESULTS

Identification of lead inhibitor of FABP5 from a 
group of chemical compounds

The inhibition constants (K
i
) of 3 natural fatty acids 

(linoleic, oleic, palmitic acid) and 4 chemical compounds 

(SBFI26, SBFI19, SBFT27, SBFI31) which inhibited 
50% of the binding of fluorescent substrate DAUDA to 
wtrFABP5 were measured to identify the most potent 

inhibitor (Figure 1A).   The K
d
 of DAUDA- wtrFABP5 

was 1.86 ± 0.16 µM (Figure 1A/a). The calculated K
i
 

(µM) values (Table B) of linoleic, oleic and palmitic acid 

were 1.58 ± 0.14, 1.89 ± 0.18 and 4.30 ± 0.4, respectively 

(Figure 1A/b, c, d). Thus linoleic acid had the strongest 

binding affinity for wtrFABP5. The most potent compound 
to bind wtrFABP5 was SBFI26 (K

i
 = 1.69 ± 0.15 µM), 

whose affinity was about 7.4- times higher than those of 
SBFI19 and SBFI27 (K

i
 = 12.54 ± 2.25 and 12.50 ± 2.07 

µM, respectively). The K
i
 of SBFI31 did not converge 

(Figure 1A/e, f, g, h). The binding affinity (Ki) of the lead 

compound (SBFI26) for wtrFABP5 was similar to that of 
the best- binding fatty acid (linoleic acid). DAUDA assay 
was performed to ascertain the degree of displacement 

of DAUDA from wtrFABP5 by the chemical inhibitors 
and the results are shown in Figure 1C. The relative level 

of fluorescence intensity of wtrFABP5 with DAUDA 
was 2.65 ± 0.14. This was reduced to 1.37 ± 0.07, 1.68 

± 0.09 and 1.80 ± 0.08 after adding linoleic, oleic and 

palmitic acids, respectively, to the complex. After SBFI26, 
SBFI19, SBFT27, and SBFI31 were added to the complex, 
the intensity was reduced to 1.48 ± 0.06, 2.33 ± 0.08, 

1.95 ± 0.17 and 2.58 ± 0.79, respectively. Linoleic acid 

and SBFI26 produced highly significant reductions in 
fluorescence intensities (Student’s t test, P < 0.0001). 

Inhibitory effect of SBFI26 on malignant 
characteristics of PC3-M cells

Results of the inhibitory effect of SBFI26 on 
malignant characteristics of the PC3-M prostate cancer 

cells are shown in Figure 2.  Cytotoxicity tests showed 

that treatment with SBFI26 significantly suppressed 
viability of PC3-M cells in a concentration- dependent 

pattern. Maximum suppression was produced at 100 µM 

for SBFI26; further increase in doses did not produce any 
further significant suppression. When treated with this 
optimal dose, cell numbers were significantly reduced 
by 26% (Student’s t test, P < 0.001) (Figure 2A). When 
tested using a MTT assay, 100 µM SBFI26 significantly 
reduced the proliferation rate of PC3-M cells by 17-times 

(Student’s t test, P < 0.0001) (Figure 2B). When tested 
in a cell migration assay (Figure 2C), treatments with 

100 µM SBFI26 produced only 19% reduction in wound 
size in 24h. This treatment significantly suppressed 
the migration rates of PC3-M cells (Student’s t test, 

p < 0.0001), leading only to small changes in wound gaps 

for the treated group compared to an almost complete gap 

closure (94%) for the control (Figure 2D). When tested 
in an invasion assay, the mean numbers of invaded cells 

from the control and the PC3-M cells treated with SBFI26 
were 22 ± 3 and 1 ± 1, respectively, representing a highly 

significant suppression of invasion by 95.5% (Student’s 
t test, P < 0.0001) (Figure 2E). Further tests in soft agar 

showed that the number of colonies formed after 2 weeks 

by control PC3-M cells and PC3-M cells treated with 
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Figure 1: Detection of binding affinities of 4 candidate compounds to wtrFABP5 with DAUDA displacement assay to 
identify the lead chemical inhibitor of FABP5. (A) Chart records of binding affinity analysis of 3 different fatty acids and 4 different 
candidate chemical inhibitors of FABP5. a) Titration curve of DAUDA binding to wtrFABP5. Fixed amounts (3 µM) of wtrFABP5 were 
incubated with increasing concentrations of DAUDA (0.4–3 µM). For calculation of the dissociation constant K

d
 values, the excitation 

and emission used was 345 and 530 nm, respectively and the fluorescence data was normalized to the peak fluorescent intensity for each 
experiment and data of samples without protein was subtracted. The data was fitted by nonlinear regression techniques using GraphPad 
Prism software to a saturation binding curve model to estimate the apparent dissociation constant (K

d
) and maximal fluorescence intensity 
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SBFI26 were 124 ± 18 and 0, respectively, representing 
a highly significant inhibition by 100% (Student’s t test, 

p < 0.0001) (Figure 2F). 

Effect of SBFI26 on tumourigenicity and 
metastatic ability of PC3-M cells in mouse 
prostate gland 

PC3-M cells were stably transfected with the luciferase 

vector and the 2 transfectant colonies that generated high 

bioluminescence signals were picked and named PC3-M-

Luc8 and 21, respectively (Figure 3A). Further measurement 

with the IVIS image system showed that PC3-M-Luc8 
produced the highest level of bioluminescence signal (Figure 

3B) and there was a correlation between total flux and the 
number of labelled cells (R2 = 0.98) (Figure 3C).  Luciferase-

labelled PC3-M-Luc8 were implanted orthotopically into the 

dorsolateral side of the prostate of each of 2 groups of nude 

mice that were then intraperitoneally injected daily with PBS 

and SBFI26, respectively, for 25 days. At day 25, there was 
a massive decrease in bioluminescence signal (p/sec/cm2) 

in SBFI26 (6.66 × 108) treated group in comparison with 

the control (31.5 × 108). On the basis of bioluminescence, 

our results showed about 4.9-fold suppression in tumour 

masses by SBFI26 over those of control group (Student’s 
t test, P < 0.0001) (Figure 3D). In the control group, 7/7 
(100%) mice produced metastases. In the group treated with 
SBFI26, 4/8 (50%) of mice produced visceral metastasis. A 
suppression of 50% in metastasis incidence was seen when 

compared to the control group (Figure 3E). Histological 

staining showed that all mice developed metastases in the 

control group, mainly in the liver and lung.  In the SBFI26 
treated group, half of the mice developed liver metastases 

with no metastasis in the lung. One representative stained 

slide from each group/organ is shown in Figure 3F.    

SBFI26 inhibited tumourigenicity of PC3-M cells 
in nude mice in a similar way to PPARγ antagonist 

PC3-M cells were inoculated into the right flank of 
nude mice and the FABP5 inhibitor SBFI26 was injected 
subcutaneously into the flank of the mice to compare its 

anticancer effect with that of PPARγ antagonist (Figure 4). 
Although remarkable suppression of tumour growth was 

found in mice treated with the inhibitor (Figure 4B), 

no significant difference in treatment effect was found 
when inhibitor was applied from day 1 or from day 7 

after the inoculation.  On termination, average volumes 

of tumours in the group treated with SBFI26 was 302 
± 86 mm3, compared to 627 ± 120 mm3 in the control 

group; significant suppressions of 52% (Student’s t test, 

p < 0.001) (Figure 4A and B). When tumours were 
weighed on termination, the difference between control 

and treated group was similar to that measured by tumour 

volume (Figure 4C). To study possible suppression by 

PPARγ antagonist GW9662, mice were injected with 
PBS and with GW9662, respectively, from day 7 after 
inoculations (Figure 4E). Compared to the average size 

of tumours (774 ± 202 mm3) in control group, the average 

size of tumours in the group treated with GW9662 was 
reduced to only 252 ± 84 mm3, a highly significant 
suppression by 67% (Student’s t test, p < 0.0001) 

(Figure 4D). When tumour weight was measured at 
autopsy, the difference between control and the treated 

group was similar to that measured by tumour volume 

(Figure 4F).

SBFI26 inhibited fatty acid uptake of FABP5 in 
PC3-M cells 

To investigate possible effect of FABP5 inhibitors 

on fatty acid uptake of PC3-M cells, a fatty acid uptake 

assay was performed using red fluorescence-labelled 
fatty acid BODIPY (Figure 5). Unstained cells (without 
BODIPY) were present in M1 zone (Figure 5A) and 
BODIPY stained cells were present in M2 zone after 
30min incubation (Figure 5B). In contrast to benign 
PNT2, significantly more than 20% and 25% of cells 
took up fatty acid in moderately malignant 22RV1 and 

highly malignant PC3-M (Student’s t test p < 0.01 and p 

< 0.001) cells, respectively. Levels of fatty acid uptake 

between benign PNT2 and weakly malignant LNCaP 

cells were similar (Figure 5C). The effect of increasing 

concentration of SBFI26 on fatty acid uptake in PC3-M 

(B
max

). The apparent dissociation constant (K
d
) for DAUDA to wtrFABP5 was calculated to be 1.86 ± 0.16 µM. (b, c, d) Inhibition constant 

K
i
 (binding affinity) of Linoleic, Oleic and Palmitic acids binding to wtrFABP5. The K

i
 was measured to determine the potency of binding 

of these fatty acids with wtrFABP5 by evaluating their ability to displace DAUDA. The data were collected by displacement of 2 µM 
DAUDA from 3 µM wtrFABP5 in the presence of different concentrations of each fatty acid (0.5–20 µM). All data were fitted to a one site 
binding affinity model by non-linear regression techniques using GraphPad Prism software to estimate the binding affinity. The K

i
 of each 

ligand was determined using the equation Ki = IC
50

/1+ (DAUDA concentration /K
d
). The binding affinity of Linoleic acid (K

i 
= 1.57 µM) 

was higher than that of Oleic and Palmitic acids (K
i 
= 1.88 and 4.30 µM, respectively). (e, f, g) Inhibition constant K

i 
of SBFI26, SBFI19, 

SBFI27, and SBFI31 to wtrFABP5. The data were collected by displacement of 2 µM DAUDA from 3µM wtrFABP5 in the presence of 
different concentrations (0.5–20 µM) of each chemical compound. All data were fitted to a one site binding affinity model by non-linear 
regression techniques using GraphPad Prism software to estimate the binding affinity. The binding affinity of SBFI26 (K

i
 =1.68 µM) was 

the highest amongst the 4 compounds. (B) K
i 
values of 3 different fatty acids and 4 different candidate chemical inhibitors. (C) Fluorescence 

intensity of displacement of 2 µM DAUDA binding from 3µM wtrFABP5 in the presence of 10 µM of 3 different fatty acids and 4 different 
candidate chemical inhibitors. The value of fluorescence intensity produced by the buffer and DAUDA plus wtrFABP5 was set as control. 

The results (mean ± SE) were obtained from 3 separate experiments (2-tailed unpaired Student’s t test, ***P < 0.0001). 
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Figure 2: Inhibitory effect of SBFI26 on proliferation, migration, invasion and anchorage-independent growth of 
the androgen-independent PC3-M prostate cancer cells. (A) Determination of the optimal inhibitory concentration of SBFI26 
at which the maximum suppression of cell growth is achieved. MTT assay was performed to measure the viable PC3-M cell numbers of 

the control (untreated) and those treated with different concentrations of SBFI26 for 24 h. (B) Inhibitory effect of 100 µM SBFI26 on 
proliferation of PC3-M cells over the 7day experimental period. (C) Representative photos of the wound healing assay. PC3-M cells were 

grown in 6-well plates to form a monolayer. Scratches were made using 1 mL sterile pipette tip. Cell migration capacity was measured by 

the reduction in wound size in control (1) and in cultures treated with 100 µM SBFI26 (2) observed at 0, 12 and 24 hours after treatment. 
The scale bar is 250 µm. (D) Average wound sizes (µm) of the control PC3-M and cultures treated with 100 µM SBFI26 observed at 0, 
12 and 24 hours after treatment. Data was collected by measuring image of the wound space and analyzed by ImageJ software (National 
Institutes of Health). (E) Number of invading cells from the control PC3-M cells (1) and cultures treated with 100 µM SBFI26 (2) for 24 h 
after different treatments. Results (mean ± SE) are obtained from three separate measurements. Scale bar is 250 µm. (F) Colonies produced 

by the control PC3-M cells (1) and cultures treated with 100 µM SBFI26 (2) in soft agar 2 weeks after the different treatments. Results 
(mean ± SE) are obtained from three separate plates in each treatment. The inserted picture was a representative plate from each of the 3 

treatments. All in vitro results were subjected to 2-tailed unpaired Student’s t test and *P < 0.05; **P < 0.001; ***P < 0.0001.
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Figure 3: Inhibitory effect of SBFI26 on tumorigenicity and metastatic ability of PC3-M cells implanted orthotopically 
into the prostate gland of the nude mouse. (A) Establishment of stable PC3-M colonies expressing strong bioluminescence signals 

by pGL4.50 [luc2/CMV/Hygro] vector transfection.  Relative light units (mean ± SE) of the PC3-M parental cells and 33 colonies derived 

from PC3-M cells were obtained from 3 separate measurements. Individual colonies were isolated by ring cloning and 3 colonies that 
stably-expressed the highest bioluminescence signals were identified using D-luciferin (Promega) with a Varioskan Flash Reader (Thermo 
Scientific). (B) Detailed observation of the intensities of the bioluminescence images of the serially-diluted (20-100000) parental PC3-M 

cells and 3 representative PC3M-Luc transfectants. Association of the luminescence intensity with the number of cells was assessed by an 
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cells was determined using a fixed concentration of 
BODIPY (Figure 5D). When inoculated with SBFI26, 
cellular fatty acid uptake into PC3-M cells was reduced 

from 92.9% in the control in a dose-dependent manner, 

the maximum reduction with 100 µM was 67.7% 

(Figure 5E). 

SBFI26 inhibited PPARγ activation 

The effect of FABP5 inhibitor SBFI26 on levels 
of biologically active PPARγ or phosphorylated PPARγ 
(p-PPARγ1 and

 
p-PPARγ2) in benign and malignant 

prostate epithelial cells is shown in Figure 6.  Western 
blot detected a PPARγ band at 55kDa in most of the cell 
lines used (Figure 6A). When the level of PPARγ in PNT2 
was set at 1.0, relative levels of PPARγ in LNCaP, 22RV1, 
DU145, PC3 and PC3-M were 0.70 ± 0.03, 0.02 ± 0.01, 
0.22 ± 0.001, 0.4 ± 0.0 and 0.64 ± 0.04, respectively 

(Figure 6B). When Western blot was used to detect 
p-PPARγ, 2 bands representing isoforms of p-PPARγ1 
and p-PPARγ2 were found at 54 and 57kDa, respectively 
(Figure 6C). If levels of p-PPARγ1 and p-PPARγ2 in 
PNT2 were set at 1 and 1, relative levels in LNCaP, 

22RV1, DU145, PC3 and PC3-M were 9.54 ± 1.81 and 9.5 
± 0.5; 25.4 ± 1.8 and 47.0 ± 1.7; 26.99 ± 1.72 and 85.5 ± 

14.5; 12.08 ± 1.8 and 30 ± 5; and 21.99 ± 2.63 and 80 ± 5, 

respectively (Figure 6D).  Levels of p-PPARγ, particularly 
p-PPARγ2, were significantly increased in all malignant 
cell lines (Student’s t test, p < 0.001). To investigate the 

effect of FABP5 inhibitor SBFI26 on p-PPARγ, PC3-M 
cells were treated with SBFI26, GW9662 and PPARγ 
agonist Rosiglitazone for 24 hours (Figure 6E). If levels 
of p-PPARγ1 and p-PPARγ2 in untreated cells were 
set at 1 and 1, the levels after treatment with SBFI26 
and GW9662 were reduced significantly by 44% and 
46%; 52% and 51%; respectively (Student’s t test, p < 

0.001). However, in those cells treated with rosiglitazone, 

significantly increased levels of both p-PPARγ isoforms 
were observed (Student’s t test, p < 0.01) (Figure 6F). 

When treatments with wtrFABP5, SBFI26 were tested in 
androgen-sensitive 22RV1 cells (Figure 6G), wtrFABP5 

significantly increased levels of both p-PPARγ1 and 2 
(Student’s t test, P < 0.01) (Figure 6H). But treatment 

with the inhibitor SBFI26 suppressed the levels of both 
p-PPARγ isoforms.

DISCUSSION

Since it was discovered that prostate cancer cell 

growth is dependent on the promoting effect of male 

hormone supplied through peripheral blood circulation  

[23], ADT targeting AR and circulating androgen has 

been the main therapeutic method to treat prostate cancer 

patients during the past 4 decades. However, the disease 

relapses within a period of time with a more aggressive 

form, called androgen-independent prostate cancer 

or castration resistant prostate cancer which does not 

respond to ADT effectively anymore. The conversion of 

androgen-dependent cancer cells to androgen independent 

CRPC cells is a fundamental change and the molecular 

mechanisms involved in this change is not fully known. 

Currently, there are a number of different hypotheses on 

how the androgen-dependent cells were transformed to 

androgen-independent cells. The main theory is that the 

biological sensitivity of AR is amplified after the first 
round of ADT to such an extent that even micro-quantities 
of remaining hormone in peripheral blood can still promote 

the malignant progression of CRPC cells [24]. Thus further 

ADT on CRPC was a general clinical practice.  However, 

some opposite opinions to this practice were proposed 

recently [25]. Our previous work suggested that AR 

may not be relevant to malignant progression of CRPC 

and that targeting FABP5- PPARγ-VEGF axis, rather 
than the AR-mediated signalling pathway, which was 

gradually replaced by the FABP5-related pathway as the 

reduced androgen-dependency, could be a more effective 

way for CRPC treatment [7]. Here for the first time, we 
targeted the oncogenic FABP5 and its related signal 

transduction pathway and successfully used a chemically-

synthesized FABP5 inhibitor to treat CRPC in nude mice 

by suppressing the biological activity of FABP5.

A group of 4 chemical compounds capable 

of suppressing the transportation of anandamide by 

FABP5, was originally used as anti-nociceptive and anti-

inflammatory agents. They worked by increasing levels 
of brain anandamide transported by FABP5 and produced 

analgesia [18, 19]. The DAUDA displacement assay 
showed that 3 of these 4 compounds had the ability to 

bind to wtrFABP5, just as well as the 3 fatty acids tested 

(Figure 1). The dissociation constant (K
d
) for titration 

of DAUDA with wtrFABP5 was within the range of 
the other FABPs [26]. Although Linoleic acid had the 

IVIS imaging system (Perkin Elmer). The color bar on the right indicates the signal intensity range (photons/second/cm2). (C) Correlation 

between the bioluminescence flux intensity (photons/second) and the number of cells derived from 3 different PC3-M-Luc colonies. 
(D) Whole body tumor bioluminescence flux produced by each group of nude mice after orthotopic implantation of luciferase-labelled 
PC3-M cells and treated with PBS (control), SBFI26 (1 mg/kg) for 25 days. Values were plotted as mean ± SE (error bars) (n = 8); the 

difference between the control and each of the testing groups was assessed by two-tailed unpaired Student’s t test ***P < 0.0001. (E)

Ventral bioluminescence images of primary tumors and metastases in all groups of experimental mice 25 days after treatment. The color 

bar on the right indicates the signal intensity range (photons/second/cm2). (F) Representative photomicrographs of detection of liver and 

lung metastases (arrows) from mice which received injection of PBS (1) and SBFI26 (2). Sections of tissues were stained with H&E. 
Magnification, ×10 and scale bar is 100 µm. All animal work was performed in accordance with UKCCCR guidelines under Home Office 
License PPL40/2963.
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Figure 4: Effect of SBFI26 or GW9662 on tumorigenicity in prostate cancer xenograft mice. (A) Average volume of tumors 

produced by each group of male nude mice after subcutaneous inoculation of PC3-M cells (2 × 106) and treated with PBS (control) or SBFI26 
(1 mg/kg) for 31 days; started on day 1 and day 7 after inoculation. Values are plotted as mean ± SE (error bars) (n = 8); difference between 

the control group and the experimental groups were assessed by 2-tailed unpaired Student’s t test, **P < 0.001. (B) Representative mouse 

and its corresponding tumors from control (1) and SBFI26 treated (2) groups. (C) Average weight (mg) of tumours from control and SBFI26 
treated groups of mice. Values were plotted as mean ± SE (error bars). The differences between the control and the experimental groups were 

assessed by 2-tailed unpaired Student’s t test **P < 0.001. (D)  Average volume of tumors produced by each group of male nude mice after 

subcutaneous inoculation with PC3-M cancer cells and treated with PBS (control) and PPARγ antagonist (GW9662;1 mg/kg) for 31 days. 
Values were plotted as mean ± SE (error bars) (n = 5); differences between the control and the experimental groups were assessed by 2-tailed 

unpaired Student’s t test ***P < 0.0001. (E) Representative mouse and its corresponding tumor from each of the control (1) and GW9662 (2) 
groups. (F) Average weight (mg) of tumours in the control and experimental groups of mice. Values were plotted as mean ± SE (error bars). 

Differences between the control and the experimental groups were assessed by 2-tailed unpaired Student’s t test ***P < 0.0001.
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highest binding ability amongst the 3 fatty acids, SBFI26 
inhibited the highest FABP5 binding ability amongst the 

4 compounds, and thus was identified as the lead inhibitor 
of FABP5 for suppressing its fatty acid-binding ability.  

Androgen-independent prostate cancer cell line PC3-M, 

expressing high levels of FABP5 and PPARγ [7, 27] was 
an extremely malignant and metastatic cell line.  When 
the biological function of FABP5 was inhibited using 

SBFI26, significant anti-proliferation, anti-invasive, anti-
migration and anti-anchorage-independent growth in vitro 

using PC3-M cell line was observed (Figure 2). SBFI26 
as a lead inhibitor of FABP5 showed efficient anti-tumour 
roles in the mouse model for primary tumours implanted 

in the prostate gland (by 4.9- fold) and inoculated in the 

flank (by 52%). Compared to the control group, in which 
all mice (100%) developed metastases, SBFI26 treatment 
suppressed metastases in half of the mice of the treated 

group (50%). These results suggest that SBFI26 can be 
used as an anti-tumour agent to treat CRPC.

Increased levels of FABP5 play a crucial role 
in promoting malignant progression in CRPC cells by 

binding and transporting increased amounts of fatty 

acids to stimulate PPARγ [7, 13, 28, 29]. It is known that 
increases in uptake of fatty acids will contribute to the 

switch in energy production from aerobic to anaerobic 

sources as well as the downstream effect of increased 

production of VEGF to stimulate angiogenesis. These 

changes are induced by increased levels of FABP5 and 

may contribute to the amelioration of the effects of 

chronic hypoxia which is known to occur as prostate 

cancer develops [30, 31]. In this work we showed that 
the treatment of PC3-M cells with the PPARγ antagonist, 
GW9662, produced a better suppression of tumour 
growth to that obtained by SBFI26 (Figure 4).  This result 
suggests that the suppressive mechanisms of the inhibitor 

may be related to the FABP5- PPARγ- signal transduction 
pathway [7]. In confirmation, we showed not only the fatty 
acid uptake was increased with increasing malignancy of 

prostate cancer cells, but also that SBFI26 produced a 
remarkable reduction in fatty acid uptake into PC3-M cells 

(Figure 5). These results suggest that SBFI26 may be a 
competitive inhibitor for FABP5 and hence prevent intra- 

and extra-cellular fatty acids from being transported into 

the cytoplasm. The reduced fatty acid uptake produced by 

SBFI26 may result in a remarkable reduction or cessation 

of the stimulation of PPARγ by fatty acids. Thus PPARγ 
may no longer be able to upregulate the down-stream 

cancer-promoting genes, such as VEGF, and to suppress 

apoptosis [32, 33]. 

Our recent study showed that the FABP5-PPARγ-
VEGF signalling transduction axis, not the androgen 

receptor-initiated pathway, is a dominant route for 

transduction of malignant signals in CRPC cells [7]. In this 
axis, the role of PPARγ is essential. Thus, although the total 
PPARγ expressed in the malignant cell lines was not higher 
than that in the benign PNT2 cells (Figure 6A, 6B), both 

biologically-activated PPARγ isoforms (or phosphorylated 
PPARγ) p-PPARγ1 and p-PPARγ2 [34, 35] increased 
with increasing cellular malignancy (Figure 6C, 6D). The 

p-PPARγ isoforms in PC3-M cells, which were expressed 
in high levels and were further increased by rosiglitazone 

(PPARγ agonist), their levels had greatly reduced by 
treatments with SBFI26 and GW9662 (Figure 6E, 6F). 
These results suggest that SBFI26 may act as an inhibitor 
to block the stimulation of fatty acids transported by wild 

type FABP5 and hence prevent activation of PPARγ. PPARγ 
is a fatty acid receptor localised in the nuclear membrane 

[36–38]. Thus the inhibition of phosphorylation by SBFI26 
is likely to cause inhibition of fatty acid uptake. It has been 
suggested that SBFI26 is a weak agonist of PPARγ [18]. 
Since SBFI26 suppressed fatty acid uptake by replacing fatty 
acids which bind to FABP5, it is possible that some SBFI26 
may be delivered to activate PPARγ in a much weaker 
way than with the fatty acids. This may be the reason why 

SBFI26 produced a slightly lower degree of suppression in 
tumourigenicity and metastasis than GW9662. Although 
SBFI26 did not produce a complete inhibition of CRPC, its 
therapeutic effect was highly significant.

PPARγ  is highly expressed in adipose tissue and 
plays an important role to regulate adiposity and insulin 

sensitivity [39]. Two biologically active isoforms of 

PPARγ, PPARγ1 and PPARγ2, are expressed in human 
tissues [34, 35]. The potential of using PPARγ as a direct 
target for cancer treatment has been widely investigated 

during the past decade but still remains debatable.  Both 

PPARγ agonist and antagonist have shown some anticancer 
effect through PPARγ-dependent and -independent 
pathway [40, 41]. However, there are safety concerns: 

side effects, including dose limited side effects linked 

to PPARγ drug treatments, increased the risk of cardiac 

Figure 5: Fatty acid uptake of different prostate epithelial cell lines and inhibitory effect of SBFI26 in PC3-M cells.  
(A) Representative histograms for unstained PNT2, LNCaP, 22RVI and PC3-M cells without adding BODIPY-labelled fatty acid. The marker 
M1 highlights negative peaks of the subclass control. (B) Representative histograms for fluorescence of stained PNT2, LNCaP, 22RVI and 
PC3-M cells 30min after adding BODIPY-labelled fatty acid and the marker M2 is placed to the right of M1 to highlight positive events 
(total percentage of cells with BODIPY-labeled fatty acid). (C) Percentages of cells taking up BODIPY-labelled fatty acid from different 
prostate epithelial cell lines. (D) Representative histograms for fatty acid uptake of PC3-M cells at a fixed concentration of BODIPY-
labelled fatty acid with different concentrations of SBFI26. M1, unstained cells; M2, stained cells. (E) Percentages of cells with fatty acid 

uptake from PC3-M control (untreated) and those treated with different concentrations of SBFI26 for 30min with a fixed concentration of 
BODIPY-labelled fatty acid. Fluorescence intensity of each cell line was measured with an EPICS XL Cytometer (Beckman) at 570 nm 
and data analysis was performed with SYSTEM II™ Software. Values were plotted as mean ± SE (error bars). The differences between the 
control and the experimental groups were assessed by 2-tailed unpaired Student’s t test.  *P < 0.01; **P < 0.001.
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failure and potential carcinogenicity in rodents [42]. In 
addition, PPARγ agonist inhibitors have been shown to 
suppress cell growth and induce apoptosis of prostate 

cancer cells by both PPARγ-dependent (genomic) and - 
independent (non-genomic) signalling pathways. Thus 

it remains unclear whether the non-genomic effects are 

essentially on PPARγ pathways [43]. GW9662 is a potent, 
irreversible and selective PPARγ antagonist, and it has 
been reported to inhibit growth of human breast cell line 

in a PPARγ- independent manner [44]. However, the 
results from another study indicated that GW9662 has 
a protective role in cancer by blocking cannabinoids-

induced apoptosis in xenograft-induced tumours in mice 

[45]. It was found that GW9662 has a significant effect 
on adipose tissue weight and glucose metabolism in 

vivo. If GW9662 is administrated continuously for a long 
time, it can reduce weight and suppress any increase in 

the amount of visceral adipose tissue [46]. In addition, 
GW9662 upregulates the expression of several genes 
associated with the transcription, processing, splicing and 

translation of RNA [47]. Although our results in this study 

showed that GW9662 produced significant reduction in the 
sizes of tumours developed from cancer cells inoculated 

subcutaneously in flanks of the mice, using GW9662 as a 
therapeutic reagent is hardly possible because of its none-

specificity. In fact, due to the versatile nature of PPARγ in 
its biological function, targeting PPARγ directly for cancer 
treatment is also difficult to achieve. 

Previous work suggested that the dependency of 

the prostate cancer cells on the FABP5-related pathway 

was gradually increased with a correspondingly reduced 

dependency on the AR-initiated pathway until the 

former became completely dominant [7]. In this study, in 
androgen-responsive, moderately-malignant 22RV1 cells, 

SBFI26 produced a reduction in both PPARγ activated 
isoforms by an average of 33.5% (Figure 6G, 6H). This 

level of reduction was much lower than that caused by 

SBFI26 in the androgen-independent, highly malignant 
PC3-M cells (average reduction was about 50%). These 

results suggest that the proportion of activated PPARγ 
regulated by the FABP5-related pathway was much higher 

in PC3-M cells than that in 22RV1 cells, a result which 

suggests that treatment by suppression of the FABP5-

pathway is more effective in CRPC cells. This supports the 

previous finding that ADT would lose its effect gradually 
as the cancer cell become more independent of androgen 

for growth and is consistent with the eventual loss of AR 

receptor in most advanced cancers [7, 25].  

In summary, we have targeted the FABP5-PPARγ 
signalling pathway by suppressing the biological activity 

of oncogenic FABP5 so that the signalling molecules fatty 

acids cannot be passed to PPARγ.  Thus this signalling 
axis is ceased to functioning due to the lack of fatty acids 

stimulation. Therefore, the FABP5 inhibitor SBFI26 
supressed the malignant progression of CRPC by cutting 

off the FABP5-related signalling transduction chain at the 

initial stage and it may be a candidate reagent for a CRPC 

treatment.

MATERIALS AND METHODS

Cell lines and chemical inhibitors

The benign cell line PNT2 [48], highly malignant, 

androgen-independent cell lines DU145 [49], PC3 [50] and 
PC3-M [51], the moderately malignant, androgen-responsive 

cell line 22RV1 [52], and the weakly malignant cell line 

LNCaP [53] were cultured and maintained in 1640 medium 

(Invitrogen) supplemented with 10% FCS (Biosera), 100 U/
mL penicillin and 100 μg/mL streptomycin (Invitrogen). 
For LNCaP cells, 100 μg/mL sodium pyruvate (Sigma) was 
added to the culture medium. Chemically synthesized FABP5 

inhibitors used in this study, including SBFI26 (cat# 8009-
2334), SBFI19 (cat# 5511-0235), SBFI27 (cat# 8009-7646) 
and SBFI31 (cat# C075-0064) were purchased from ChemDiv, 
dissolved in DMSO, and stored at –20˚C. The working 
concentration of DMSO for all in vitro assays was 0.1% (v/v).  

Ligand binding assay

The fatty acid-binding ability of wtrFABP5 was 

examined by using the DAUDA displacement assay 
which used fatty acids and different chemical compounds 

to replace the fluorescently labelled fatty acid analogue 
DAUDA (Cayman). The dissociation constant (K

d
) 

of wtrFABP5 was measured by titrating different 

concentrations of DAUDA (0.4–3 µM) to a solution of 
3 µM wtrFABP5 in PBS. For calculation of K

d
 values, 

the excitation and emission wavelengths used were 

345 and 530 nm, respectively. For each experiment, the 

fluorescence data were normalized to the peak fluorescent 
intensity [54], and then subtracted from the data of 

samples without protein. The data were fitted by nonlinear 
regression using GraphPad Prism software to a saturation 

binding curve model to estimate the apparent dissociation 

constant (K
d
) and maximal fluorescence intensity (B

max
).  

The inhibition constant (K
i
) was measured to determine the 

potency of different fatty acids (Linoleic, Oleic, Palmitic 

acid) (Sigma) and different inhibitors (SBFI26, SBFI19, 
SBFI27, and SBFI31 to wtrFABP5 by their ability to 
displace DAUDA. Three µM wtrFABP5 was incubated 
with 2 µM DAUDA in PBS in the presence or absence 
of each fatty acid or each chemical inhibitor in different 

concentrations (0.5–20 µM). Loss of fluorescence intensity 
was measured with Varioskan Flash and the data were fitted 
by nonlinear regression using GraphPad Prism software to 

a one site binding affinity model to estimate the binding 
affinity. The K

i 
of each ligand was determined using the 

equation K
i 
= IC

50
/1+ (DAUDA concentration /K

d
). The 

lead compound and the best fatty acid that produced the 

highest binding affinity were then added to the assay at 
10 µM, and tested in triplicate to confirm their activity. 
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Figure 6: Effects of SBFI26 on levels of biologically active PPARγ or phosphorylated PPARγ (p-PPARγ1 and p-PPARγ2) 
in prostate cancer cells. (A) Western blot of PPARγ expression in benign and malignant prostate epithelial cells. (B) Quantitative 

assessment of levels of PPARγ in benign and malignant prostate epithelial cells. The level of PPARγ in the benign prostate PNT2 cells was 
set at 1; levels in the other prostate cell lines were obtained by comparison with that in PNT2. (C) Western blot analysis of p-PPARγ1 and

 

p-PPARγ2 in benign and malignant prostate epithelial cells. (D) Quantitative assessment of the levels of p-PPARγ1 and
 
p-PPARγ2 in prostate 

cells. Levels of p-PPARγ1 and 2 in benign PNT2 cells were set at 1; levels in the other prostate cells were obtained by comparison with those 
in PNT2. (E) Effect of 24 h treatments with SBFI26, PPARγ antagonist (GW9662) and PPARγ agonist (Rosiglitazone on levels of p-PPARγ1 
and 2 in PC3-M cells. (F) Quantitative assessment of p-PPARγ1 and

 
2 levels in PC3-M cells after treatments with SBFI26, GW9662 and 

Rosiglitazone. Levels of both p-PPARγ1 and 2 in untreated PC3-M cells were set at 1; levels in the other treated cells were obtained by 
comparison with those in untreated PC3-M. (G) Effect of 24 h treatments with wtrFABP5 and SBFI26 on levels of p-PPARγ1 and 2 in 22RV1 
cells. (H) Quantitative assessment of levels of p-PPARγ1 and

 
2 in 22RV1 cells. Levels of both p-PPARγ1 and 2 in the control were set at 1; 

levels in the other treated cells were obtained by comparison with those in controls. For each Western blot, anti-β-actin was incubated with 
the same blot to normalize for possible loading errors. Results (mean ± SE) were obtained from 3 separate experiments and the differences 

between the control and the treatments in each experiment were assessed by 2-tailed unpaired Student’s t test. *P < 0.05; **P < 0.001. 
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Cell viability and proliferation assay

PC3-M cells (5 × 104) were plated in triplicate in 96 well 

plates and incubated overnight. Cells were treated with different 

concentrations of SBFI26 (25–125 µM) for 24 h. Cell viability 
was assessed using MTT assay, as described previously [12]. 

The anti-proliferative effect of the best concentration for 

SBFI26 was determined after 6 days of treatment. 

Migration assay

Wound healing migration assay was carried out 
to evaluate the effect of SBFI26 on the migratory rate 
of PC3-M cells. Wounds were generated by scratching 
the monolayer cells with a blue pipette tip. The floating 
cells were removed by washing with PBS and inhibitors 

were added to the culture medium. The wound was 

photographed under the microscope at 0, 12 and 24 h 

after treatment and the wound widths were assessed by 

quantitative analysis using ImageJ software.

Invasion assay

PC3-M cells in serum-free medium were seeded 

in the upper Boyden chamber (BD Biosciences) in 

triplicate at a density of 2.5 × 104 cells per well in serum-

free medium. Complete medium was added to the lower 

chambers. After 3 hours of incubation, 100 µM SBFI26 
was added to the upper chambers. After 24 h of incubation, 

cells that invaded the lower chambers were stained with 

crystal violet and counted with a cell counter.

Soft-agar assay

Low melting agarose was seeded in 6-well plates 

and 5 × 104 cells/well layered on agar, followed by 200 µl 

of medium alone or medium with FABP5 inhibitor SBFI26. 
Colonies larger than 300 µm in each well were counted 2 

weeks later in a similar way to that described previously [12].

Nude mouse assay to test tumorigenicity and 
metastasis

PC3-M cells were transfected with the pGL4.50 

[luc2/CMV/Hygro] vector (Promega) using FuGene 

HD transfection reagent (Promega) following the 

manufacturer’s instructions. Individual colonies were 
isolated by ring cloning and 3 colonies that stably-

expressed the highest bioluminescence signals were 

identified using D-luciferin (Promega) with a Varioskan 
Flash Reader (Thermo Scientific). Association of the 
luminescence intensity with the number of cells was 

assessed by an IVIS imaging system (Perkin Elmer). Cells 
(5 × 105) from PC3-M- luc2 colony were suspended in 

30 µL PBS and orthotopically implanted into the dorsal 

prostate of 33 male Balb/c nude mice (Charles River, UK) 
(8–10 weeks old), as described previously [55]. One week 

later, tumour-bearing mice were divided into 2 groups 

(8 each) and subjected to the following intraperitoneally 

injections: 1) control with PBS; 2) SBFI26, 1mg/kg. 
Injections were repeated every two days for 25 days and 
the metastatic loci were monitored weekly using the IVIS 
after mice were subcutaneously injected with D-luciferin 

(150 mg/kg). Bioluminescence images was analysed 

using the Living Imagine software (Xenogen) and the 
measurement recorded was based on total photons/second 

(p/s) within each defined region of interest. 

Nude mouse tumorigenecity assay

PC3-M cells (2 × 106) in 200 µL PBS were 

subcutaneously injected into the right flank region of the 
mouse (6–8 week old) to test the suppressive effect of the 

inhibitors on tumorigenicity. In the first round, 3 groups 
of mice (8 each) were used: 1) control with PBS; 2) 1mg/

kg SBFI26, injected from the 1st day after cell inoculation; 

3) 1mg/kg SBFI26, injected from the 7th day after cell 

inoculation. In the second round, 2 groups of mice (5 each) 
were used and at 7 days after the cell inoculation, each 

group was subjected to different intra-tumoural injections: 

1) control with PBS; 2) PPARγ antagonist (GW9662, 1mg/
kg) (Sigma). The injections were repeated every 2 days for 

30 days, tumour size was measured every 3–4 days and 

the volume calculated by the formula of L× W×H×0.5236 
[56]. Work was performed in accordance with UKCCCR 
guidelines under Home Office License PPL40/2963.

Fatty acid uptake assay

Assay for fatty acid uptake was performed using red 

fluorescence-labelled BODIPY [57].  The fluorescence 
intensity from cells before and 30 minutes after adding 

BODIPY was measured to determine fatty acid uptake. 
In inhibition and competition experiments, different 
concentrations of unlabelled lead compound SBFI26 (50–
200 µM) with the same concentration of labelled BODIPY 
were added directly to the highly malignant PC3-M cells.

Statistical analysis

Student’s t-test was carried out using GraphPad Prism 

software to compare the differences of the means between 

control and experimental groups. All in vitro experiments 

were conducted in triplicate and repeated at least three 

times. The difference is regarded as significant when 
p < 0.05; in the results, p value is represented by asterisks 

as follows:  *P < 0.05; **P < 0.001; ***P < 0.0001.

ACKNOWLEDGMENTS AND FUNDING

We would like to thank the colleagues in BSU and 
the Centre for Preclinical Imaging of Liverpool University 
for the technical assistance on animal work and on IVIS. 
Waseem Al-Jameel is supported by a scholarship from the 



Oncotarget31054www.impactjournals.com/oncotarget

Higher Committee for Educational Development in Iraq 
(HCED). Some costs were met by a joint (XG and YK) 
International Cooperation grant from the Science and 
Technology Department, Sichuan Province, China (Grant 

Number: 2016HH0012). 

CONFLICTS OF INTEREST

The authors declare no potential conflicts of interest.

REFERENCES

1. Ritch CR, Wan RL, Stephens LB, Taxy JB, Huo D, 
Gong EM, Zagaja GP, Brendler CB. Dietary fatty acids 

correlate with prostate cancer biopsy grade and volume in 

Jamaican men. J Urology. 2007; 177:97–101.
2. Miyamoto H, Messing EM, Chang C. Androgen deprivation 

therapy for prostate cancer: Current status and future 

prospects. Prostate. 2004; 61:332–353.

3. Flavin R, Zadra G, Loda M. Metabolic alterations and 

targeted therapies in prostate cancer. J Pathol. 2011; 
223:283–294.

4. Shah S, Carriveau WJ, Li J, Campbell SL, Kopinski PK, 
Lim HW, Daurio N, Trefely S, Won KJ, Wallace DC, 
Koumenis C, Mancuso A, Wellen KE. Targeting ACLY 
sensitizes castration-resistant prostate cancer cells to 

AR antagonism by impinging on an ACLY-AMPK-AR 
feedback mechanism. Oncotarget. 2016; 7:43713–43730. 

doi: 10.18632/oncotarget.9666.

5. Wen S, Niu Y, Lee SO, Yeh S, Shang Z, Gao H, Li Y, 
Chou F, Chang C. Targeting fatty acid synthase with 

ASC-J9 suppresses proliferation and invasion of prostate 
cancer cells. Mol carcinogenesis. 2016.

6. Apte SA, Cavazos DA, Whelan KA, Degraffenried LA. A 
low dietary ratio of omega-6 to omega-3 Fatty acids may 

delay progression of prostate cancer. Nutr Cancer. 2013; 

65:556–562.

7. Forootan FS, Forootan SS, Gou X, Yang J, Liu B, Chen D, 
Al Fayi MS, Al-Jameel W, Rudland PS, Hussain SA, Ke Y. 
Fatty acid activated PPARgamma promotes tumorigenicity 

of prostate cancer cells by up regulating VEGF via PPAR 

responsive elements of the promoter. Oncotarget. 2016; 

7:9322–39. doi: 10.18632/oncotarget.6975.

8. Pascual G, Avgustinova A, Mejetta S, Martín M, 

Castellanos A, Attolini CS-O, Berenguer A, Prats N, Toll A, 

Hueto JA, Bescós C, Di Croce L, Benitah SA. Targeting 
metastasis-initiating cells through the fatty acid receptor 

CD36. Nature. 2016; advance online publication.

9. Madsen P, Rasmussen HH, Leffers H, Honore B, Celis JE. 
Molecular cloning and expression of a novel keratinocyte 

protein (psoriasis-associated fatty acid-binding protein [PA-

FABP]) that is highly up-regulated in psoriatic skin and 

that shares similarity to fatty acid-binding proteins. J Invest 
Dermatol. 1992; 99:299–305.

10. Jing C, Beesley C, Foster CS, Chen H, Rudland PS, 
West DC, Fujii H, Smith PH, Ke Y. Human cutaneous fatty 
acid-binding protein induces metastasis by up-regulating the 

expression of vascular endothelial growth factor gene in rat 

Rama 37 model cells. Cancer Res. 2001; 61:4357–4364.

11. Jing C, Beesley C, Foster CS, Rudland PS, Fujii H, Ono T, 
Chen H, Smith PH, Ke Y. Identification of the messenger 
RNA for human cutaneous fatty acid-binding protein as a 

metastasis inducer. Cancer Res. 2000; 60:2390–2398.

12. Morgan EA, Forootan SS, Adamson J, Foster CS, Fujii H, 
Igarashi M, Beesley C, Smith PH, Ke Y. Expression 
of cutaneous fatty acid-binding protein (C-FABP) in 

prostate cancer: potential prognostic marker and target for 

tumourigenicity-suppression. Int J Oncol. 2008; 32:767–775.
13. Bao Z, Malki MI, Forootan SS, Adamson J, Forootan FS, 

Chen D, Foster CS, Rudland PS, Ke Y. A novel cutaneous 
Fatty Acid-binding protein-related signaling pathway leading 

to malignant progression in prostate cancer cells. Genes 

Cancer. 2013; 4:297–314. doi: 10.1177/1947601913499155.

14. Furuhashi M, Hotamisligil GS. Fatty acid-binding proteins: 

role in metabolic diseases and potential as drug targets. 

Nature reviews Drug Discov. 2008; 7:489–503.

15. Furuhashi M,,  Tuncman G, Hotamisligil GS. Treatment of 

diabetes and atherosclerosis by inhibiting fatty-acid-binding 

protein aP2. Nature. 2007; 447:959–965.

16. Lehmann F, Haile S, Axen E, Medina C, Uppenberg J, 
Svensson S, Lundback T, Rondahl L, Barf T. Discovery of 

inhibitors of human adipocyte fatty acid-binding protein, 

a potential type 2 diabetes target. Bioorg Med Chem Lett. 

2004; 14:4445–4448.

17. Liu X, Huang X, Lin W, Wang D, Diao Y, Li H, Hui X, 
Wang Y, Xu A, Wu D, Ke D. New aromatic substituted 
pyrazoles as selective inhibitors of human adipocyte fatty acid-

binding protein. Bioorg Med Chem Lett. 2011; 21:2949–2952.

18. Berger WT, Ralph BP, Kaczocha M, Sun J, Balius TE, 
Rizzo RC, Haj-Dahmane S, Ojima I, Deutsch DG. Targeting 
fatty acid binding protein (FABP) anandamide transporters 

- a novel strategy for development of anti-inflammatory and 
anti-nociceptive drugs. Plos One. 2012; 7:e50968.

19. Kaczocha M, Rebecchi MJ, Ralph BP, Teng Y-HG, 
Berger WT, Galbavy W, Elmes MW, Glaser ST, Wang L, 
Rizzo RC, Deutsch DG, Ojima I. Inhibition of Fatty Acid 
Binding Proteins Elevates Brain Anandamide Levels and 

Produces Analgesia. Plos One. 2014; 9:e94200.

20. Thanos PK, Clavin BH, Hamilton J, O'Rourke JR, Maher T, 
Koumas C, Miao E, Lankop J, Elhage A, Haj-Dahmane S, 
Deutsch D, Kaczocha M. Examination of the Addictive 
and Behavioral Properties of Fatty Acid-Binding Protein 

Inhibitor SBFI26. Front Psychiatry. 2016; 7:54.
21. Nakamura M, Chi YM, Yan WM, Nakasugi Y, Yoshizawa T, 

Irino N, Hashimoto F, Kinjo J, Nohara T, Sakurada S. 
Strong antinociceptive effect of incarvillateine, a novel 

monoterpene alkaloid from Incarvillea sinensis. J Nat prod. 
1999; 62:1293–1294.



Oncotarget31055www.impactjournals.com/oncotarget

22. Wang ML, Yu G, Yi SP, Zhang FY, Wang ZT, Huang B, 
Su RB, Jia YX, Gong ZH. Antinociceptive effects of 
incarvillateine, a monoterpene alkaloid from Incarvillea 
sinensis, and possible involvement of the adenosine system. 

Sci Rep. 2015; 5:16107.

23. Huggins C, Stevens RE, Jr and Hodges CV. Studies on 
prostatic cancer: Ii. the effects of castration on advanced 
carcinoma of the prostate gland. Archives of Surgery. 1941; 

43:209–223.

24. Forootan SS HS, Aachi V, Foster CS, Ke Y. Molecular 
Mechanisms Involved in the Transition of Prostate Cancer 
Cells from Androgen Dependant to Castration Resistant 

State. J Androl Gynaecol. 2014; 2.
25. Katzenwadel A, Wolf P. Androgen deprivation of prostate 

cancer: Leading to a therapeutic dead end. Cancer Lett. 

2015; 367:12–17.

26. Zimmerman AW, van Moerkerk HT, Veerkamp JH. Ligand 
specificity and conformational stability of human fatty acid-
binding proteins. Int J Biochem Cell biol. 2001; 33:865–876.

27. Zeng XJ, Bi XC, Dai QS, Han ZD, Zhong WD. Effects of 
PPAR-gamma on the proliferation and glycolysis metabolism 

of prostate cancer cells. Natl J andrology. 2012; 18:692–696.
28. Ahmad I, Mui E, Galbraith L, Patel R, Tan EH, Salji M, 

Rust AG, Repiscak P, Hedley A, Markert E, Loveridge C, 

van der Weyden L, Edwards J, et al. Sleeping Beauty screen 
reveals Pparg activation in metastatic prostate cancer. Proc 

Natl Acad Sci U S A. 2016; 113:8290–8295.
29. Forootan FS, Forootan SS, Malki MI, Chen D, Li G, Lin K, 

Rudland PS, Foster CS, Ke Y. The expression of C-FABP, 
PPARgamma and their prognostic significance in prostate 
cancer. Int J Oncol. 2014; 44:265–275.

30. Ambrosio MR, Di Serio C, Danza G, Rocca BJ, Ginori A, 
Prudovsky I, Marchionni N, Del Vecchio MT, Tarantini F. 
Carbonic anhydrase IX is a marker of hypoxia and 
correlates with higher Gleason scores and ISUP grading in 
prostate cancer. Diagn Pathol. 2016; 11:45.

31. Danza G, Di Serio C, Ambrosio MR, Sturli N, Lonetto G, 

Rosati F, Rocca BJ, Ventimiglia G, del Vecchio MT, 
Prudovsky I, Marchionni N, Tarantini F. Notch3 is activated 
by chronic hypoxia and contributes to the progression of 

human prostate cancer. Int J Cancer. 2013; 133:2577–2586.
32. Apostoli AJ, Roche JM, Schneider MM, SenGupta SK, Di 

Lena MA, Rubino RE, Peterson NT, Nicol CJB. Opposing 
roles for mammary epithelial-specific PPARγ signaling and 
activation during breast tumour progression. Mol Cancer. 

2015; 14:85.

33. Nickkho-Amiry M, McVey R, Holland C. Peroxisome 

proliferator-activated receptors modulate proliferation and 

angiogenesis in human endometrial carcinoma. Mol Cancer 

Res. 2012; 10:441–453.

34. Butler R, Mitchell SH, Tindall DJ, Young CY. Nonapoptotic 
cell death associated with S-phase arrest of prostate cancer 

cells via the peroxisome proliferator-activated receptor 

gamma ligand, 15-deoxy-delta12,14-prostaglandin J2. Cell 
Growth Differ. 2000; 11:49–61.

35. Subbarayan V, Sabichi AL, Kim J, Llansa N, Logothetis CJ, 
Lippman SM, Menter DG. Differential peroxisome 

proliferator-activated receptor-gamma isoform expression 

and agonist effects in normal and malignant prostate cells. 

Cancer Epidemiol Biomarkers Prev. 2004; 13:1710–1716.

36. Itoh T, Fairall L, Amin K, Inaba Y, Szanto A, Balint BL, 
Nagy L, Yamamoto K, Schwabe JW. Structural basis for 
the activation of PPARgamma by oxidized fatty acids. Nat 

Struct Mol Biol. 2008; 15:924–931.

37. Wolfrum C, Borrmann CM, Borchers T, Spener F. Fatty 
acids and hypolipidemic drugs regulate peroxisome 

proliferator-activated receptors alpha - and gamma-

mediated gene expression via liver fatty acid binding 

protein: a signaling path to the nucleus. Proc Natl Acad Sci 

U S A. 2001; 98:2323–2328.
38. Kliewer SA, Umesono K, Noonan DJ, Heyman RA, 

Evans RM. Convergence of 9-cis retinoic acid and peroxisome 

proliferator signalling pathways through heterodimer 

formation of their receptors. Nature. 1992; 358:771–774.

39. Kahn BB, Flier JS. Obesity and insulin resistance. J Clin 
Invest. 2000; 106:473–481.

40. Seargent JM, Yates EA, Gill JH. GW9662, a potent 
antagonist of PPARγ, inhibits growth of breast tumour cells 
and promotes the anticancer effects of the PPARγ agonist 
rosiglitazone, independently of PPARγ activation. Br J 
Pharmacol. 2004; 143:933–937.

41. Weng JR, Chen CY, Pinzone JJ, Ringel MD, Chen CS. 
Beyond peroxisome proliferator-activated receptor gamma 

signaling: the multi-facets of the antitumor effect of 

thiazolidinediones. Endoc Relat Cancer. 2006; 13:401–413.

42. Mansure JJ, Nassim R, Kassouf W. Peroxisome proliferator-
activated receptor gamma in bladder cancer: a promising 

therapeutic target. Cancer Biol Ther. 2009; 8:6–15.

43. Papageorgiou E, Pitulis N, Msaouel P, Lembessis P, 

Koutsilieris M. The non-genomic crosstalk between PPAR-
gamma ligands and ERK1/2 in cancer cell lines. Expert 
Opin Ther Targets. 2007; 11:1071–1085.

44. Seargent JM, Yates EA, Gill JH. GW9662, a potent 
antagonist of PPARgamma, inhibits growth of breast tumour 

cells and promotes the anticancer effects of the PPARgamma 

agonist rosiglitazone, independently of PPARgamma 

activation. Br J Pharmacol. 2004; 143:933–937.
45. Vara D, Morell C, Rodriguez-Henche N, Diaz-Laviada I. 

Involvement of PPARgamma in the antitumoral action of 
cannabinoids on hepatocellular carcinoma. Cell Death Dis. 

2013; 4:e618.

46. Nakano R, Kurosaki E, Yoshida S, Yokono M, Shimaya A, 
Maruyama T, Shibasaki M. Antagonism of peroxisome 

proliferator-activated receptor gamma prevents high-fat diet-

induced obesity in vivo. Biochem Pharmacol. 2006; 72:42–52.

47. Yuan H, Kopelovich L, Yin Y, Lu J, Glazer RI. Drug-
targeted inhibition of peroxisome proliferator-activated 

receptor-gamma enhances the chemopreventive effect of 

anti-estrogen therapy. Oncotarget. 2012; 3:345–356. doi: 

10.18632/oncotarget.457.



Oncotarget31056www.impactjournals.com/oncotarget

48. Berthon P, Cussenot O, Hopwood L, Leduc A, Maitland N. 

Functional expression of sv40 in normal human prostatic 

epithelial and fibroblastic cells - differentiation pattern of 
nontumorigenic cell-lines. Int J Oncol. 1995; 6:333–343.

49. Stone KR, Mickey DD, Wunderli H, Mickey GH, 
Paulson DF. Isolation of a human prostate carcinoma cell 
line (DU 145). Int J Cancer. 1978; 21:274–281.

50. Kaighn ME, Lechner JF, Narayan KS, Jones LW. Prostate 
carcinoma: tissue culture cell lines. Natl Cancer Inst 
Monogr. 1978:17–21.

51. Kozlowski JM, Fidler IJ, Campbell D, Xu ZL, Kaighn ME, 
Hart IR. Metastatic behavior of human tumor cell lines grown 
in the nude mouse. Cancer Res. 1984; 44:3522–3529.

52. Sramkoski RM, Pretlow TG, 2nd, Giaconia JM, Pretlow TP, 
Schwartz S, Sy MS, Marengo SR, Rhim JS, Zhang D, 
Jacobberger JW. A new human prostate carcinoma cell line, 
22Rv1. In Vitro Cell Dev Biol Anim. 1999; 35:403–409.

53. Horoszewicz JS, Leong SS, Kawinski E, Karr JP, 
Rosenthal H, Chu TM, Mirand EA, Murphy GP. LNCaP 

model of human prostatic carcinoma. Cancer Res. 1983; 

43:1809–1818.


