
 

 

Introduction 
 
Recent statistics reveal that prostate cancer 
(PCa) continues to remain the most commonly 
diagnosed lethal malignancy in men in the 
United States with 1 out of 6 men developing 
PCa and 1 out of 35 dying from it [1]. This di-
verse and heterogeneous tumor has a natural 
history which varies from indolent to highly ag-
gressive tumor behavior. Despite similar his-
tologic presentation at diagnosis, it is difficult to 
predict the clinical behaviors, including time to 
disease progression and metastasis [2,3]. Risk 
stratification of disease poses a significant chal-
lenge to the treating physician. 
 
Several risk predictors are currently under in-
vestigation in PCa including markers of Epithe-

lial-to-Mesenchymal Ttransition (EMT). This tran-
sient but biologically significant phenomenon 
occurs during cancer progression and increases 
the innate invasive and metastatic capabilities 
of cancer cells [4,5]. EMT is associated with 
histologic, molecular and transcriptional 
changes [6]. An interplay of several extracellular 
signals, growth factors, their effectors and tran-
scription factors induce EMT and have the pro-
pensity to serve as EMT markers [7] consistent 
with tumor aggressiveness. 
 
Recently EMT has been mechanistically linked 
with stem cell signatures in PCa cells [8]. Acqui-
sition of properties of stem cells can lead to 
increased resistance to apoptosis, diminished 
senescence and escape from immune surveil-
lance. Eventually these would lead to resistance 
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to therapy [9]. Since EMT could be a reversible 
phenomenon, this makes it clinically relevant in 
preventing metastasis and cancer progression 
by novel approaches that could cause reversal 
of EMT to Mesenchymal-to-Epithelial Transition 
(MET). Additionally with the report of drugs like 
sialomycin targeting cancer stem cells [10], it is 
important to investigate EMT markers as possi-
ble therapeutic targets. 
 
EMT is regarded as an important step in cancer 
metastasis [11]. Bone metastases occur in 
more than 90% of patients with advanced PCa 
and a high burden of metastatic disease is as-
sociated with poor survival [12]. The primary 
PCa tumor epithelial cells undergo EMT with 
activation of the embryonic programs of epithe-
lial plasticity and switch from a sessile, epithe-
lial phenotype to a motile, mesenchymal pheno-
type [9]. Growth factors and molecular altera-
tions that play a prominent role in EMT induc-
tion in the primary tumor have been identified 
as important stimulators of skeletal metastasis 
formation [13].  The PCa metastatic tumor cells 
interact with the bone microenvironment which 
plays a pivotal role in metastasis. Novel agents 
targeting these EMT molecules can be designed 
to efficiently disrupt these interactions among 
cancer cells and bone microenvironment [9]. In 
this study, we interrogated the most significant 
EMT factors and signaling pathways that are 
emerging to be associated with PCa bone me-
tastasis. This study represent a proof-of-concept 
study in a limited number of samples, and as 
such suggest that Notch-1 expression could 
become the signature for the acquisition of EMT 
in PCa and its bone metastasis, which requires 
further in-depth investigation. 

Materials and methods  
 
Case selection  
 
We obtained archived, formalin fixed, paraffin-
embedded tissue from surgically resected PCa 
specimens (primary and bone metastasis) con-
taining tumor and adjacent normal tissues as 
part of a collaborative effort with the University 
of Michigan Prostate SPORE program (P50 
CA69568). Institutional review board approval 
and a waiver of consent for a retrospective re-
view of archived material were obtained. The 
tissue specimens were histologically examined. 
We selected 20 PCa tissue samples (10 primary 
and 10 PCa bone metastasis). Four microns 
tissue sections were cut from the representative 
tumor blocks and placed on positively charged 
slides for immunohistochemical expression of 
EMT markers in PCa progression. 
 
Immunohistochemical analysis and evaluation 
 
Tissue sections were stained by immunohisto-
chemistry (IHC) using specific antibodies for E-
cadherin, Vimentin, NF-B, Notch-1, ZEB1 and 
PDGF-D. These markers were chosen based on 
existing evidence from our laboratory document-
ing the role of these markers in the acquisition 
of EMT in prostate cancer cells [14,15,16, 
8,17,18,19,7,20,21]. Standard staining proto-
cols according to the laboratory manual were 
established using the avidin-biotin complex 
(ABC) staining procedure. Initial trials used the 
manufacturer’s suggested specimen prepara-
tion and staining conditions. Each protocol was 
then optimized for antigen retrieval, antibody 
dilution, and incubation conditions as outlined 

 

Table 1. Immunohistochemistry Methods       

Antibody Company Catalog # Dilution Duration 

(minutes) 

Antigen retrieval 
method 

Staining pattern 

E-CADHERIN Zymed  18-0223 1:50 16  CC1-M  Membranous  

VIMENTIN Ventana 760-2512 prefilled 32  CC1-S Cytoplasmic 

ZEB1 Santa Cruz sc-25388 1:100 60 EDTA Nuclear  

NOTCH-1 Abcam ab8925 1:100 120 Citrate Nuclear 

PDGF-D Zymed 40-2100 1:200 60 EDTA Cytoplasmic 

NF-κB Cell Signaling 3037 1:10 60 EDTA Nuclear 
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in Table 1. A known positive tissue for the anti-
gen of interest was used to titer the antibody 
and subsequently was stained with each investi-
gative case for the current study. Immunohisto-
chemical staining was performed as follows: 
tissue sections were deparaffinized, hydrated to 
phosphate-buffered saline (PBS) buffer (pH 7.4) 
and pretreated with hydrogen peroxide (3%) for 
10 minutes to remove endogenous peroxidase. 
This was followed by antigen retrieval in a 
steamer for 20 minutes with EDTA. The slides 
were then incubated with the primary antibody 
at ambient temperature and washed with PBS 
followed by incubation with biotin-labeled sec-
ondary antibody for 30 minutes at room tem-
perature. Finally slides developed with 0.05% 
3’,3-diaminobenzidine (DAB) tetrahydrochloride, 
which has been freshly prepared in 0.05mol/L 
Tris buffer at pH 7.6 containing 0.024% H2O2 

and then counterstained with Mayer hematoxy-
lin, dehydrated and mounted.  
 
 Slide evaluation 
 
Immunostained slides were blindly evaluated 
under a transmission light microscope. Areas of 
highest staining density were identified for 
evaluating the expression in tumors.  
 
Microscopic scoring of expression  
 
Expression was scored for each antibody sepa-
rately and semiquantitatively by assessing the 
stain localization, intensity and the percentage 
of stained cells in the tumors. Stain localization 
was classified as nuclear, cytoplasmic and 
membranous. Staining intensity was scored as 
0 (negative), 1 + (weak), 2 + (medium) or 3 + 

Table 2. Marker expression as intensity and percent of positive cells 

 

Marker levels Intensity % of positive cells 
Prostate Cancer 

P value‡ 

Prostate Cancer 

P value‡ Primary 
Bone Metasta-

sis Primary 
Bone Metas-

tasis 
E-CADHERIN 0 1 3 0.433 0 3 0.112 

  1 0 1   1 0   

  2 8 6   4 1   
  3 1 0   5 6   

VIMENTIN 0 6 6 1 6 6 1 
  1 2 1   3 3   
  2 2 3   0 1   
  3 0 0   1 0   

NF-B 0 2 4 0.659 2 4 0.386 
  1 2 3   4 5   

  2 5 2   4 1   
  3 1 1   0 0   

PDGF-D 0 2 4 0.7 2 4 0.864 

  1 2 1   2 1   

  2 6 5   4 3   
  3 0 0   2 2   

NOTCH-1 0 1 1 0.721 1 1 0.033 

  1 1 0   0 0   
  2 8 7   5 0   
  3 0 2   4 9   

ZEB1 0 2 4 0.314 2 4 0.536 
  1 5 6   3 4   

  2 3 0   5 2   
  3 0 0   0 0   

‡  Fisher’s Exact test 
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(strong). The percentage of stained cells was 
categorized into: 1=0-10% stained cells; 2=11-
50% stained cells; 3=>50% stained cells. Final 
score was obtained by multiplying the 2 scores. 
Cases with a score of 0-4 were classified as low 
expressers and those with a final score of 5-9 
were classified as high expressers. 
 
Statistical analysis 
 
The differences in the expression levels of the 
EMT markers among the PCa primary and bone 
metastasis cases were statistically analyzed 
using the Fischer’s Exact Test. 
 
Results and discussion 
 
Microscopic evaluation of the immunohisto-

chemically stained slides from primary PCa and 
PCa bone metastasis revealed membranous 
expression of E-cadherin; cytoplasmic expres-
sion of Vimentin and PDGF-D, and nuclear of NF
-B, Notch-1 and ZEB1 (Figure 1 and 2). The 
expression pattern of the markers varied ac-
cording to the location within the tumor with 
high expression of the EMT phenotype at the 
invasive tumor front (ITF) compared to the cen-
ter of the tumor cell clusters. The difference in 
the expression levels of EMT markers between 
PCa and PCa bone metastasis are detailed in 
Table 2 and 3. Upon statistical analysis of the 
EMT markers’ expression levels among the PCa 
and bone metastasis, using the Fisher’s Exact 
test, if the intensity and % of positive cells were 
considered separately, only the % of positive 
Notch-1 cells were statistically significantly 

Figure 1. Photomicrophotographs of EMT markers: (A) E-cadherin in PCa showing membranous expression in the 
center of the tumor cell clusters (circle), and loss of expression at the invasive tumor front (arrow) x 400. (B) E-
cadherin in bone metastatic PCa (bone is shown by the black arrow) showing reduced E-cadherin expression in invad-
ing tumor cells (red arrow) with reappearance of E-cadherin expression in the metastasized tumor cell clusters (circle) 
by a reversal of the EMT to MET phenomenon x 400. (C) Vimentin expression seen at the invasive tumor front of the 
primary Pca (arrow) with minimal expression in the tumor cell clusters (circle) x 400 (D). In bone metastatic PCa (bone 
is shown by the black arrow), the invasive tumor fronts (red arrows) show Vimentin expression with none in the tumor 
cell clusters (circle) once they have reached their destination x 200; (E) NF-B expression at the invasive tumor front 
of the primary Pca (arrow); however at the center of the tumor cell cluster (circle) there is no NF-B expression x 200. 
(F) Higher magnification of PCa showing absence of NF-B expression at the center of the tumor cell cluster (circle) 
and NF-B expressing invasive tumor cells at the ITF x 400. (G) Another case of PCa showing NF-B expression at the 
invasive tumor front (arrow) with absence of NF-B expression at the center of the tumor cell cluster (circle) x 200. 
(H) In bone metastatic PCa (bone is shown by the black arrow) there is variable NF-B expression at the center of the 
tumor cell cluster (circle) compared to the invasive tumor front (red arrows); x 200.  

Table 3. EMT Marker expression levels in PCa & bone metastasis  

 

  
EMT Marker 

  
Expression 

Primary bone metastasis p value* 
E-CADHERIN LOW 5 4 1 

  HIGH 5 6   

VIMENTIN LOW 9 10 1 

  HIGH 1 0   

NF-B LOW 9 9 1 

  HIGH 1 1   

PDGF-D LOW 9 8 1 

  HIGH 1 2   

NOTCH-1 LOW 6 1 0.057 

  HIGH 4 9   

ZEB1 LOW 10 10 NA 

  HIGH 0 0   

  PCa 
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higher in the PCa bone metastasis (p=0.033). 
However when both intensity and % of positive 
cells were analyzed together to give a final 

score of high vs. low expression, then Notch-1 
expression was found to be approaching statisti-
cal significance in bone metastatic PCa com-

Figure 2. Photomicrographs of EMT markers: (A) PCa showing PDGF-D over-expression at the center of the tumor cell 
clusters (circle) and low expression at the invasive tumor front (arrows) x 400. (B) Bone metastatic PCa (arrow) show-
ing variable PDGF-D expression at the center of the metastatic tumor clusters (circle) and in the invading cells (red 
arrow) x 200; (C) Notch-1 in PCa showing differential expression at the ITF (black arrow & circle) compared to the 
center of the tumor cell clusters (blue circle) x 400 ; (D) In bone metastatic PCa (bone is showing by the black arrow), 
there is Notch-1 over-expression in the metastatic tumor cells (green arrow) x 200. (E) PCa shown ZEB1 nuclear ex-
pression in invading tumor cells (arrow) while there is no expression in the center of the tumor cell clusters (circle) x 
400. (F) Bone metastatic PCa (bone is shown by the black arrow) showing ZEB1 nuclear expression in the invading 
tumor cells (green arrow) as compared to the center of the tumor cell clusters (circle) x 200. 
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pared to primary PCa, suggesting its role in PCa 
bone metastasis (p=0.057) (Figure 3). For the 
remaining markers there was no significant dif-
ference in the expression, intensity, % of posi-
tive cells and scores in PCa vs. PCa bone metas-
tasis. 
 
Cancer is the cause of death in up to 25% of the 
population in the United States, and the vast 
majority of these are of epithelial cell origin [1]. 
During carcinogenesis, the immotile, polarized 
epithelial cells acquire highly migratory, apolar 
fibroblast-like features through a transient phe-
nomenon referred to as Epithelial-to-
Mesenchymal Transition (EMT). This indispensa-
ble process empowers the epithelial cancer 
cells with invasive and metastatic capabilities 
through acquisition of molecular alterations 
characteristic of mesenchymal phenotypes. It is 
known that EMT is associated with altered ex-
pression of growth and transcription factors and 
modified expression of cytoskeletal and adhe-
sion molecules[22]. These can serve as poten-
tial targets for EMT for both cancer prevention 
and/or treatment. Inhibition of EMT, targeted 

killing of EMT phenotypic cells or the reversal of 
EMT phenotype, which will sensitize the cancer 
cells to conventional therapeutics are becoming 
a great promise for the treatment management 
of cancer patients.  
 
Although EMT has been described in normal 
tissue development during organogenesis, dur-
ing tissue remodeling and in wound healing, it is 
inappropriately reactivated during the develop-
ment and progression of cancer [21]. There is 
an association between EMT and stem cell 
transformation in cancers which has been impli-
cated in development of resistance to chemo-
therapeutic agents [23]. Two thirds of the can-
cer-related deaths in the US involve bone me-
tastasis [24,25]. Bone is a favored site of PCa 
metastasis. The epithelial PCa cells undergo 
EMT changes which confer invasive potential 
and lead to metastasis. When metastatic PCa 
cells reach within the bone milieu, they trigger a 
cascade of molecular events that produce oste-
olytic and/or osteoblastic phenomena; and 
thus, obliteration of EMT alterations at the mo-
lecular level has the potential to prevent PCa 

Figure 3. Dot-plot graph showing Notch-1 expression in the primary and bone metastatic PCa. 
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metastasis. 
 
In the present study we found transformation of 
the cuboidal epithelial morphology of the PCa 
cells into the elongated mesenchymal type upon 
microscopic examination of the tissue sections. 
Our findings are consistent with previous stud-
ies [5,4] emphasizing the loss of ‘top-
bottom’ (apical-basal) polarity that normally lim-
its the movement of epithelial cells. Due to this 
morphological change, the cancer cells loose 
their ability to adhere to the adjacent cells, 
eventually resulting in cells that are much more 
motile [26]. The morphological changes of EMT 
are accompanied by alterations in the signaling 
pathways manifested by changes in protein ex-
pression. The altered expression levels were 
prominent at the invasive tumor front (ITF) than 
at the center of the cancer cell clusters. Our 
findings are consistent with previous studies 
[27,28]. The localization of EMT at the ITF is 
important as most aggressive cells and many 
crucial molecular interactions that enhance or 
inhibit tumor progression, occur at the tumor-
host interface [29]. Due to EMT molecular al-
terations, the PCa cancer cells become discohe-
sive at the ITF, migrate out of the tumor cell 
clusters, travel through lymphovascular system 
to metastasize to bone [30]. Once the metas-
tatic PCa cells reach the bone, the EMT adhe-
sion molecules re-express by a counter phe-
nomenon referred to as Mesenchymal-to-
Epithelial Transition (MET) wherein there is a 
reversal of the epigenetic mechanism of gene 
silencing promoting an epithelial phenotype 
[30].  
 
In this study we observed altered expression of 
EMT markers E-cadherin, Vimentin, PDGF-D, NF-
B, Notch-1 and ZEB1 in PCa and bone metas-
tasis tissues. The over-expression of Notch-1 
was statistically significant in bone metastasis 
as compared to primary PCa (p=0.057). The 
expression levels, intensity and % of positive 
cells of the remaining markers were not statisti-
cally significant in PCa vs. PCa bone metastasis 
perhaps due to limited number of cases, sug-
gesting that this proof-of-concept study warrants 
further in-depth investigation.  Notch is a type 1 
transmembrane protein which plays a key role 
in many fundamental cellular processes such as 
proliferation, stem cell maintenance and differ-
entiation during embryonic and adult develop-
ment [31]. Our findings are consistent with pre-
vious studies demonstrating Notch-1 over-
expression contributing to PCa invasion [32], 

metastases [18] and osteoblastic bone metas-
tases and osteoblastogenesis of human mesen-
chymal stem cells [33]. In the bone microenvi-
ronment, PCa metastatic cells acquire os-
teoblastic properties through independent acti-
vation of Notch signaling [34]. Notch-1 and its 
related genes can serve as novel targets for PCa 
therapy. 
 
In summary, EMT is a crucial step in the pro-
gression and metastasis of PCa. The aberrant 
expression and localization of E-Cadherin, 
Vimetin, PDGF-D, NF-B, Notch-1 and ZEB1, 
appears to be is important in PCa invasion and 
bone metastasis. These have the potential to 
serve as molecular markers of signaling path-
ways involved in EMT. Most EMT changes were 
seen at the invasive tumor front indicating the 
localization of this transient process at the TIF. 
Notch-1 up-regulation appears to play a signifi-
cant role in PCa bone metastasis. These prelimi-
nary results offer great promise in the clinical 
arena. However, further validation in a larger 
cohort of PCa patients are needed to define the 
cross-talk between EMT signaling pathways in 
PCa and bone metastasis before these potential 
molecular markers of EMT can have clinical and 
translational relevance in the era of personal-
ized medicine.  
 
Please address correspondence to: Fazlul H. Sarkar, 
PhD, Department of Pathology, Barbara Ann Kar-
manos Cancer Institute, Wayne State, University 
School of Medicine, 740 Hudson Webber Cancer 
Research Center, 4100 John R Street, Detroit, MI 
48201, USA. Tel: 313-576-8327; Fax: 313-576-
8389, E-mail: fsarkar@med.wayne.edu 
 
References 
 
[1] Jemal A, Siegel R, Ward E, Hao Y, Xu J, and 

Thun MJ. Cancer statistics, 2009. CA Cancer J 
Clin 2009; 59(4): 225-249. 

[2] Demarzo AM, Nelson WG, Isaacs WB, and Ep-
stein JI. Pathological and molecular aspects of 
prostate cancer. Lancet 2003; 361(9361): 955
-964. 

[3] De S, Chen J, Narizhneva NV, Heston W, 
Brainard J, Sage EH, and Byzova TV. Molecular 
pathway for cancer metastasis to bone. J Biol 
Chem 2003; 278(40): 39044-39050. 

[4] Christiansen JJ and Rajasekaran AK. Reassess-
ing epithelial to mesenchymal transition as a 
prerequisite for carcinoma invasion and metas-
tasis. Cancer Res 2006; 66(17): 8319-8326. 

[5] Klymkowsky MW and Savagner P. Epithelial-
mesenchymal transition: a cancer researcher's 
conceptual friend and foe. Am J Pathol 2009; 
174(5): 1588-1593. 



Molecular signature of EMT in prostate cancer  

 
 
98                                                                                                                     Am J Transl Res 2011;3(1):90-99 

[6] Thompson EW, Newgreen DF, and Tarin D. Car-
cinoma invasion and metastasis: a role for 
epithelial-mesenchymal transition? Cancer Res 
2005; 65(14): 5991-5995. 

[7] Wang Z, Li Y, Kong D, Banerjee S, Ahmad A, 
Azmi AS, Ali S, Abbruzzese JL, Gallick GE, and 
Sarkar FH. Acquisition of epithelial-
mesenchymal transition phenotype of gemcit-
abine-resistant pancreatic cancer cells is linked 
with activation of the notch signaling pathway. 
Cancer Res 2009; 69(6): 2400-2407. 

[8] Kong D, Banerjee S, Ahmad A, Li Y, Wang Z, 
Sethi S, and Sarkar FH. Epithelial to mesenchy-
mal transition is mechanistically linked with 
stem cell signatures in prostate cancer cells. 
PLoS One 2010; 5(8): e12445 

[9] van der PG. Epithelial plasticity, cancer stem 
cells and bone metastasis formation. Bone 
2010; Epub ahead of print. 

[10] Gupta PB, Onder TT, Jiang G, Tao K, 
Kuperwasser C, Weinberg RA, and Lander ES. 
Identification of selective inhibitors of cancer 
stem cells by high-throughput screening. Cell 
2009; 138(4): 645-659. 

[11] Emadi Baygi M, Soheili ZS, Schmitz I, Sameie S, 
and Schulz WA. Snail regulates cell survival and 
inhibits cellular senescence in human 
metastatic prostate cancer cell lines. Cell Biol 
Toxicol 2010; 26(6): 553-567. 

[12] Carlin BI and Andriole GL. The natural history, 
skeletal complications, and management of 
bone metastases in patients with prostate car-
cinoma. Cancer 2000; 88(12 Suppl): 2989-
2994. 

[13] Papachristou DJ, Basdra EK, and Papavassiliou 
AG. Bone metastases: Molecular mechanisms 
and novel therapeutic interventions. Med Res 
Rev 2010; Epub ahead of print. 

[14] Kong D, Banerjee S, Huang W, Li Y, Wang Z, 
Kim HR, and Sarkar FH. Mammalian target of 
rapamycin repression by 3,3'-diindolylmethane 
inhibits invasion and angiogenesis in platelet-
derived growth factor-D-overexpressing PC3 
cells. Cancer Res 2008; 68(6): 1927-1934. 

[15] Kong D, Wang Z, Sarkar SH, Li Y, Banerjee S, 
Saliganan A, Kim HR, Cher ML, and Sarkar FH. 
Platelet-derived growth factor-D overexpression 
contributes to epithelial-mesenchymal transi-
tion of PC3 prostate cancer cells. Stem Cells 
2008; 26(6): 1425-1435. 

[16] Kong D, Li Y, Wang Z, Banerjee S, Ahmad A, 
Kim HR, and Sarkar FH. miR-200 regulates 
PDGF-D-mediated epithelial-mesenchymal tran-
sition, adhesion, and invasion of prostate can-
cer cells. Stem Cells 2009; 27(8): 1712-1721. 

[17] Wang Z, Ahmad A, Li Y, Kong D, Azmi AS, Baner-
jee S, and Sarkar FH. Emerging roles of PDGF-D 
signaling pathway in tumor development and 
progression. Biochim Biophys Acta 2010; 1806
(1): 122-130. 

[18] Wang Z, Li Y, Banerjee S, Kong D, Ahmad A, 
Nogueira V, Hay N, and Sarkar FH. Down-

regulation of Notch-1 and Jagged-1 inhibits 
prostate cancer cell growth, migration and inva-
sion, and induces apoptosis via inactivation of 
Akt, mTOR, and NF-kappaB signaling pathways. 
J Cell Biochem 109(4): 726-736. 

[19] Wang Z, Kong D, Banerjee S, Li Y, Adsay NV, 
Abbruzzese J, and Sarkar FH. Down-regulation 
of platelet-derived growth factor-D inhibits cell 
growth and angiogenesis through inactivation 
of Notch-1 and nuclear factor-kappaB signaling. 
Cancer Res 2007; 67(23): 11377-11385. 

[20] Wang Z, Ahmad A, Li Y, Kong D, Azmi AS, Baner-
jee S, and Sarkar FH. Emerging roles of PDGF-D 
signaling pathway in tumor development and 
progression. Biochim Biophys Acta 2010; 1806
(1): 122-130. 

[21] Wang Z, Li Y, Kong D, and Sarkar FH. The role 
of Notch signaling pathway in epithelial-
mesenchymal transition (EMT) during develop-
ment and tumor aggressiveness. Curr Drug 
Targets 2010; 11(6): 745-751. 

[22] Thiery JP. Epithelial-mesenchymal transitions in 
tumour progression. Nat Rev Cancer 2002; 2
(6): 442-454. 

[23] Wang Z, Li Y, Ahmad A, Azmi AS, Kong D, Baner-
jee S, and Sarkar FH. Targeting miRNAs in-
volved in cancer stem cell and EMT regulation: 
An emerging concept in overcoming drug resis-
tance. Drug Resist Updat 2010;13(4-5): 109-
118. 

[24] Robinson VL, Kauffman EC, Sokoloff MH, and 
Rinker-Schaeffer CW. The basic biology of me-
tastasis. Cancer Treat Res 2004; 118: 1-21. 

[25] Tu SM and Lin SH. Clinical aspects of bone 
metastases in prostate cancer. Cancer Treat 
Res 2004; 118: 23-46. 

[26] Gavert N and Ben-Ze'ev A. Epithelial-
mesenchymal transition and the invasive po-
tential of tumors. Trends Mol Med 2008; 14(5): 
199-209. 

[27] Saha B, Kaur P, Tsao-Wei D, Naritoku WY, 
Groshen S, Datar RH, Jones LW, and Imam SA. 
Unmethylated E-cadherin gene expression is 
significantly associated with metastatic human 
prostate cancer cells in bone. Prostate 2008; 
68(15): 1681-1688. 

[28] Saha B, Arase A, Imam SS, Tsao-Wei D, Nari-
toku WY, Groshen S, Jones LW, and Imam SA. 
Overexpression of E-cadherin and beta-catenin 
proteins in metastatic prostate cancer cells in 
bone. Prostate 2008; 68(1): 78-84. 

[29] Bryne M. Is the invasive front of an oral carci-
noma the most important area for prognostica-
tion? Oral Dis 1998; 4(2): 70-77. 

[30] Vleminckx K, Vakaet L, Jr., Mareel M, Fiers W, 
and Van Roy F. Genetic manipulation of E-
cadherin expression by epithelial tumor cells 
reveals an invasion suppressor role. Cell 1991; 
66(1): 107-119. 

[31] Borggrefe T and Oswald F. The Notch signaling 
pathway: transcriptional regulation at Notch 
target genes. Cell Mol Life Sci 2009; 66(10): 



Molecular signature of EMT in prostate cancer  

 
 
99                                                                                                                     Am J Transl Res 2011;3(1):90-99 

1631-1646. 
[32] Bin Hafeez B, Adhami VM, Asim M, Siddiqui IA, 

Bhat KM, Zhong W, Saleem M, Din M, Setaluri 
V, and Mukhtar H. Targeted knockdown of 
Notch1 inhibits invasion of human prostate 
cancer cells concomitant with inhibition of ma-
trix metalloproteinase-9 and urokinase plasmi-
nogen activator. Clin Cancer Res 2009; 15(2): 
452-459. 

[33] Mamaeva OA, Kim J, Feng G, and McDonald 
JM. Calcium/calmodulin-dependent kinase II 

regulates notch-1 signaling in prostate cancer 
cells. J Cell Biochem 2009; 106(1): 25-32. 

[34] Zayzafoon M, Abdulkadir SA, and McDonald JM. 
Notch signaling and ERK activation are impor-
tant for the osteomimetic properties of prostate 
cancer bone metastatic cell lines. J Biol Chem 
2004; 279(5): 3662-3670. 

 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


