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1. INTRODUCTION AND BACKGROUND 

 

 

 

I. INTRODUCTION TO OVARIAN CANCER 

 

Statistics.   

Epithelial ovarian carcinoma (EOC) is the leading cause of death from 

gynecologic malignancies. In 2011 there were an estimated 21,990 new cases 

of, and over 15,000 deaths from, epithelial ovarian carcinomas.  Less than 30% 

of patients survive 5 years after developing distant metastases, compared with a 

92% 5-year survival of patients with localized tumors [National Cancer Institute, 

2011].  Greater than 80% of ovarian cancer patients will present with 

metastasizing disease, highlighting the need for elucidation of the mechanisms 

that underlie the ovarian tumor cell metastatic process. 
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Etiology of Epithelial Ovarian Carcinoma.   

Although the vast majority of epithelial ovarian carcinomas present histologically 

as dedifferentiated epithelial-type cells and are though to arise from the normal 

ovarian surface epithelium (OSE), the etiology of EOC is poorly understood 

[DuBeau, 1999].  The normal ovarian epithelium is a single cell layer supported 

by a basement membrane comprised of dense collagenous connective tissue 

[Auersperg et al, 1994].  The OSE is derived from the mesoderm, and displays 

both epithelial and mesenchymal characteristics expressing both keratin and 

vimentin.  In tissue culture, OSE cells express epithelial markers including 

keratin, laminin, and type IV collagen, as well as mesenchymal markers such as 

vimentin and interstitial collagen types I and III [Czernobilsky et al, 1985]. The 

OSE undergoes reversible transition to a fibroblastic phenotype during post-

ovulatory repair of the epithelium [Auersperg et al, 1994]; this phenotypic 

plasticity suggests that OSE adapts to changes in the cellular microenvironment 

by transition between epithelial and mesenchymal phenotypes, a characteristic 

usually limited to immature, healing, or tumorigenic epithelia.  Studies of ovarian 

tumor initiation have given rise to two major theories of ovarian tumor etiology.  It 

is widely accepted that EOCs arise from either the single-cell layer of epithelium 

lining the ovary or from aberrations in structures within, such as clefts or inclusion 

cysts [Radisavljevic, 1977; Scully, 1995; Auersperg, 1998].  In this theory, 

abnormalities in post-ovulatory wound repair or remodeling secondary to 

pregnancy or aging may give rise to tumorigenic mutations.  Alternatively, a 

second theory suggests atypical modifications in the secondary mullerian 
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system, adjacent to the ovary, are the source from where EOC arises [DuBeau, 

1999].   

 

Ovarian Tumor Metastasis.   

Ovarian tumors are pathologically heterogeneous with distinct modes of 

pathogenesis characterized by specific genetic alterations and unique molecular 

signatures [Sheddan et al, 2005; Shih and Kurman, 2004; Schwartz et al, 2002].  

These signatures allow classification of EOCs, loosely, into four histotypes: 

serous, endometrioid, mucinous, and clear cell.  Clinically, tumors often involve 

the ovary and omentum, with multiple intraperitoneal metastases and 

accumulation of malignant ascites [Scully, 1998].  The metastatic cascade is 

initiated by exfoliation of single tumor cells and clusters of cells known as 

multicellular aggregates (MCAs) from the ovary surface [Burleson et al, 2004; 

Burleson et al, 2006].  This mesenchymal-to-epithelial (MET)-like transition is 

hallmarked by a gain of epithelial(E)- cadherin, compared with mesodermally-

derived, neural(N)-cadherin expressing ovarian surface epithelium [Hudson et al, 

2008; Wong et al, 1999; Sunfeldt et al, 1997; Patel, 2003].  Interestingly, this 

MET is transient, and further progression towards developing stable metastases 

appears to be dependent on a subsequent epithelial-to-mesenchymal transition 

(EMT) [Hudson et al., 2008].  

 

Although the mechanisms are unclear, exfoliated tumor cells float and survive in 
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accumulating ascites in the peritoneal cavity, circumventing anoikis-related 

apoptosis signals [Naora and Montell, 2005].  These shed cells bind mesothelium 

throughout the peritoneal cavity, preferentially to peritoneal lymphatic beds in the 

greater omentum (known as milky spots) [Mutsaers et al, 2007; Sorenson et al, 

2009; DiPaolo et al, 2005] thereby blocking reabsorption of inflammation-induced 

exudate, dysregulation of serum-ascites albumin gradient [Mactier et al, 1987], 

and accumulation of large volumes (500 ml up to 2 L) of ascites fluid [Rudlowski 

et al, 2006; Shen-Gunther and Mannel, 2002].  Distribution of exfoliated tumor 

cells is facilitated by peritoneal fluid, and formation of malignant ascites may 

further foster metastatic implantation.  Ascites, a plasma exudate, is comprised of 

cellular components (ovarian cancer cells, lymphocytes), and acellular 

components including a variety of signaling factors including, but not limited to, 

lysophosphatidic acid (LPA), vascular endothelial growth factor (VEGF), 

epidermal growth factor (EGF), and inflammatory cells and signaling molecules 

[Puiffe et al., 2007; Cowden Dahl et al., 2007; Freedman et al, 2004; Lo et al, 

2011].  The biologic components of the ascites are increasingly being shown to 

have major implications in the progression of ovarian cancer via diverse 

biochemical signaling pathways [Cowden Dahl et al., 2008; Said et al., 2007].  As 

ascites develops and stretches the peritoneum, vessel walls of the 

microvasculature are stretched, and prolonged stretching of the vessels are 

hypothesized to increase vessel size, resulting in hyperpermeation [Adair et al., 

1990], further potentiating fluid accrual in the peritoneal cavity.  Prolonged 

stretching of the peritoneum subsequently exposes the vessels to mechanical 
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modulation, facilitating extravasation of fibrinogen, which forms a thin stromal 

lining covering the peritoneal mesothelium [Nagy et al., 1995].  This finding is 

particularly significant because fibrinogen has been found to be upregulated in 

the peritoneum and stroma of patients with epithelial ovarian carcinoma, and is 

suggested to facilitate EOC metastasis [Wang et al., 2005; Olt et al., 1992; Ma et 

al., 2007].   

 

Unlike most highly metastatic tumors, the majority of women with advanced 

intraperitoneal disease do not have metastases arising from vascular 

dissemination, suggesting a novel mechanism for metastasis is paramount in 

ovarian cancer progression [6, 168].  As the dissemination of ovarian cancer is 

largely contained within the peritoneal cavity, processes such as cell adhesion, 

migration and mesothelial/submesothelial invasion play a predominant role in 

ovarian cancer pathobiology. 
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II. LYSOPHOSPHATIDIC ACID 

 

Lysophosphatidic Acid And Its Receptors.   

Lysophosphatidic acid, LPA, is an intermediate in fatty acid metabolism and a 

phospholipid signaling molecule [Nagle et al, 2009].  It consists of a glycerol 

backbone and a hydroxyl group at the sn-1 (Fig. 1.1B) or sn-2 (Fig. 1.1A) 

position, a phosphate at sn-3 position and a fatty acid chain at the sn-2 (or sn-1) 

position.  Most physiologically relevant LPA fatty acids are long chain and either 

saturated (C18:0, C16:0) or unsaturated (C18:1, C20:4) and are linked to the 

backbone by acyl- or alkyl-group [Pagès et al, 2001].   

 

Ascites had been long shown to promote ovarian tumor growth.  Ovarian cancer 

activating factor, OCAF, was identified as the primary functional component of 

ascites and is mostly composed of unsaturated fatty acids (multiple species of 

LPAs) [Xu et al, 1995a].  OCAF-derived LPAs are composed of a mixture of sn-1 

and sn-2 LPAs; palmitoyl (16:0) LPA and oleoyl (18:1) are the most highly 

expressed LPA species in malignant ascites.  Functional activity of OCAF is 

partially decreased by either phospholipase A1 (PLA1) or PLA2 and completely 
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abrogated by PLA1/2, demonstrating that ascites contains a mixed composition of 

LPAs with acyl-linked fatty acids [Xu et al, 1995b]. 

 

There are five proposed mechanisms by which LPA is produced, from 

intracellular and extracellular sources.  LPA may be generated from: 1) glucose 

fatty acids or from 2) acyl dihydroxy acetone phosphate (acyl DHAP) by glycerol 

3-phosphate (G3P).  LPA can also be generated by 3) monoacylglycerol kinase 

(MAG-kinase) action on monoacylglycerol (MAG), as a precursor of 

phosphatidylinositol synthesis [Pagès et al, 2001].  4) Phospholipase D (PLD) or 

5) lysophospholipase D (lysoPLD) can generate acyl LPAs from phosphatidic 

acid (PA) or lysophosphatidylcholine (lysoPC), respectively [Pagès et al, 2001], 

and are the proposed mechanisms by which ovarian tumor cells produce LPA 

[Aoki, 2004]. 

 

The PLD biosynthetic process begins with PLD cleavage of phospholipids to form 

PA.  sn-1 PA is then further processed by PLA1, while sn-2 PA in processed by 

PLA2.  The lysoPLD pathway begins with processing of sn-1 phospholipids by 

PLA1 and sn-2 phospholipids by PLA2 to generate 1-acyl-2-lysoPLs and 2-acyl-2-

lysoPLs, respectively.  LysoPLD further processes these intermediates to form 1-

acyl-2-lysoPAs (sn-1 LPAs) and 2-acyl-1-lysoPAs (sn-2 LPAs) [Aoki, 2004; 

Tokumura, 2002]. 
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Ascites had been long shown to promote ovarian tumor growth [Mills et al, 1988; 

Mills et al, 1990].  Ovarian cancer activating factor, OCAF, was identified as the 

primary functional component of ascites and is mostly composed of unsaturated 

fatty acids (multiple species of LPAs).  OCAF-derived LPAs are composed of a 

mixture of sn-1 and sn-2 LPAs; palmitoyl (16:0) LPA and oleoyl (18:1) are the 

most highly expressed LPA species in malignant ascites.  Functional activity of 

OCAF is partially decreased by either PLA1 or PLA2 and completely abrogated by 

PLA1/2, demonstrating that ascites contains a mixed composition of LPAs with 

acyl-linked fatty acids [Xu et al, 1995; Xiao et al, 2001]. 

 

LPA exacts its proliferative, migratory and invasive effects via signaling by 

activating its subfamily of G-protein coupled receptors, the LPA receptors.  There 

are five known members of the receptor family, LPA1 – LPA5, which are encoded 

by distinct genes, LPAR1-LPAR5 [Choi et al, 2010; Fukushima et al, 2001]. 

These ligand-receptor interactions modulate various signaling pathway proteins 

including Rho/ROCK (Rho-associated kinase), IP3/Ca2+, PKC (protein kinase C), 

PI3K, Ras/MAPK (mitogen activated protein kinase) and cAMP [Choi et al, 2010; 

Fukushima et al, 2001]. Of these receptors, LPA1 (Gα12/13), LPA3 (Gαq/11) and 

LPA4 (Gα12/13) receptor subtypes are expressed in the ovary, with LPA4 being 

the most abundant. Receptor subtypes LPA2 and LPA3 are aberrantly 

overexpressed in several ovarian carcinoma cell lines [Choi et al, 2010; 

Fukushima et al, 2001; Fang et al, 2002]; this observation has been confirmed in 

vivo by detection of overexpressed LPA2 and LPA3 mRNA in human ovarian 
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tumor tissues, compared with normal and benign tissues [Fang et al, 2000; Fang 

et al, 2002]. LPA1, a suggested pro-apoptotic and anti-proliferative LPA receptor 

is expressed in very low levels in many ovarian cancer cell lines; loss of LPA1 

expression has been suggested as a potential mediator of chemotherapeutic 

resistance in ovarian carcinomas [Furui et al, 1999].  It is interesting to note the 

existence of differential KD values for LPA binding to each of its receptors.  

Binding affinity of LPA for LPA2, LPA3 and LPA4 have been specifically measured 

(73.6 nM, 206 nM and 44.8 nM, respectively); however, binding affinity for LPA-

LPA1 has only been estimated (27 nM ± 3 nM) [Bandoh et al, 1999; Wang et al, 

2001; Noguchi et al, 2003].  These data, taken together with evidence for the 

changes in receptor isoform expression discussed above, suggest that 

differential responses of EOC cells to LPA stimulation may be related to G 

protein subtype-dependent signaling but are independent of receptor 

responsiveness or sensitivity to LPA.  To date, parameters of the ligand-receptor 

interaction between LPA and LPA5 remain uncharacterized. 

 

In addition to the five known LPA receptors, it has been recently proposed that 

LPA may interact with three orphan GPCRs (GPR87, P2Y5, and P2Y10) that are 

part of the P2Y superfamily [Murakami et al, 2008; Pasterneck et al, 2008; 

Shimomura et al, 2008; Tabata et al, 2007].  Of these three, P2Y5 is proposed as 

the next member of the LPA receptor family, putatively LPA6, supported by 

evidence of low-affinity interactions with LPA in biochemical studies [Yanagida et 

al, 2009].  Interestingly, GPR87 and P2Y10 have both been reported to increase 
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intracellular Ca2+ mobilization [Murakami et al, 2008; Tabata et al, 2007].  LPA 

has also been shown to transactivate the growth factor receptors, epidermal 

growth factor receptor, EGFR [Symowicz et al, 2007; Zhao et al, 2006; Shah et 

al, 2005; Mori et al, 2006; Xu et al, 2007; Daaka, 2002], nerve growth factor 

receptor, NGFR [Moughal et al, 2006], and platelet-derived growth factor 

receptor, PDGFRβ [Wang et al, 2003], in a number of physiologic and pathologic 

conditions.  Interestingly, LPA has also been shown to agonize a transcription 

factor that generally regulates genes related to energy metabolism, peroxisome 

proliferator-activated receptor γ (PPARγ).  This binding affinity suggests PPARγ 

as the first identified intracellular receptor for LPA [McIntyre et al, 2003]. 

Signaling events downstream of LPA-induced transactivation of growth factors 

requires complex considerations of the role(s) of LPA in tumor progression. 

 

LPA In The Ovarian Tumor Microenviornment.   

LPA is highly expressed (up to 80 µM) in the ascites fluid and serum of patients 

with ovarian cancer, independent of disease staging [Westermann et al, 1998; Xu 

et al, 1995a, Xu et al, 1998; Xiao et al, 2001; Shen et al, 1998].  This 

overexpression is in stark contrast with other diseases such as hepatic disease, 

which is also marked by ascites accumulation and no significant increase in 

ascitic LPA expression [Mills et al, 1988].  Samples taken from women with 

ovarian cancer preoperatively and postoperatively demonstrate a significant 

decrease of plasma LPA expression in postoperative samples [Xu et al, 1998; 
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Sutphen et al, 2004].  Further, malignant effusions of women with ovarian cancer 

exhibit 5 times greater LPA species expression when compared with normal 

controls [Baker et al, 2002].  In addition to LPA produced by ovarian cancer cells 

[Shen et al, 1998; Eder et al, 2000], mesothelial cells, fibroblasts [Fukami et al, 

1992; Moolenaar, 1994], adipocytes [Valet et al, 1998], inflammatory cells 

[Fourcade et al, 1995; Goetzl and An, 1998] and serum [Gerrard and Robinson, 

1989; Eichholtz et al, 1993; Fourcade et al, 1995; Tokumura et al, 2002] can 

serve as sources of various species of LPA (stearoyl, arachadonoyl, and 

docosahexaenoyl) and contribute to LPA accumulation within the ascites 

microenvironment [Yu et al, 2008; Pagès et al 2001].   

 

LPA In Physiology And Pathophysiology.   

Owing in part to its diverse receptor subfamily, LPA mediates a vast number of 

cellular processes.  LPA is known to potentiate cell proliferation, anti-apoptotic 

processes, cell differentiation, chemotaxis, migration and invasion [Moolenaar, 

1999; Tokumura, 2002].  These responses to LPA are shown to have important 

implications in some physiologic and pathophysiologic processes. LPA stimulates 

platelet aggregation in response to stimuli including cellular damage, which, in 

addition to being part of the normal inflammatory response [Schumacher et al, 

1979; Gerrard et al, 1979], has been implicated in the pathogenesis of 

athersclerosis [Rizza et al, 1999; Siess et al, 1999; Hayashi et al, 2001].  

Lysophospholipase D (lysoPLD), which processes lysophosphatidylcholine 
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(lysoPC) into LPA, activity in humans is increased during pregnancy, and returns 

to normal levels within days following parturition [Tokumura et al, 2000].  While 

there is currently no data to suggest LPA plays a role in tumorigenesis, LPA 

signaling has been established as a potent mediator of pro-malignant behavior 

including colony scattering of epithelial cells and gain of mesenchymal phenotype 

[Shin et al, 2009; Jourquin et al, 2006]. 

 

In ovarian carcinoma, LPA mediates progression down the metastatic cascade in 

several ways.  Previous work has shown that LPA is a potent mediator of both 

vascular endothelial growth factor receptor (VEGFR) [So et al, 2005; Hu et al, 

2001] and epidermal growth factor receptor (EGFR) [Hudson et al, 2008; Hudson 

et al, 2009; Moss et al, 2009] signaling in ovarian cancer cells, which in turn 

positively regulate protease activity and Cox2 expression, respectively.  LPA has 

also been shown to disrupt E-cadherin-based cell-cell adhesions and to facilitate 

invasion of ovarian carcinoma cells [Jourquin et al, 2006; Smicun et al, 2007; 

Symowicz et al, 2005; Fishman et al, 1997; Liu et al, in press].  Recent studies 

have shown that a panel of 39 LPA-induced genes presents a transcriptional 

profile, which correlates with decreased disease survival and decreased 

progression-free survival in ovarian cancer patients [Murph et al, 2009]. 

 

Gain of invasive phenotype is a hallmark of cancer, and mediated in large part by 

the activity of proteases [Hanahan and Weinberg, 2011].  LPA signaling leads to 

invasive behavior in ovarian carcinoma cells by increasing activity at the 
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(urokinase plasminogen activator) uPA promoter, mRNA expression levels, 

protein expression levels, secretion and enzymatic activity of uPA [Pustilnik et al, 

1999; Estrella et al, 2007].  Additionally, LPA has been shown to regulate the 

activation of several matrix metalloproteinases (MMPs), namely membrane-type 

(MT)-MMP1, MMP-9, and MMP-2 [Fishman et al, 2001; Do et al, 2007; 

Symowicz et al, 2005]. Activation of proteases in ovarian carcinoma has been 

shown to promote E-cadherin ectodomain shedding, leading to disintegration of 

E-cadherin-based adherens junctions and promoting invasiveness [Gil et al, 

2008; Liu et al, in press]. 
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III. CELL ADHESION:  INTEGRINS AND CADHERINS 

 

The Integrin Family Of Receptors.   

The integrins are a large family of transmembrane, adhesion molecules that 

couple the cellular cytoskeleton to extracellular matrix and facilitate cellular 

interaction with the microenvironment through “outside-in” and “inside-out” 

signaling mechanisms [Hynes, 2002].  Functionally, integrins are expressed as 

heterogenous dimers composed of one alpha and one beta subunit.  Both the α 

and β subunits have large extracellular domains, and a short cytoplasmic domain 

(with the exception of the β4 subunit).  The N-terminal region of the extracellular 

domain is composed is seven β-propeller domain repeats that fold into a seven-

blade propeller domain; some with an inserted (I) domain between repeats 2 and 

3 [Springer, 1997; Humphries, 2000]. The C-terminal region is comprised of a 

large stalk region containing 3 β-sandwich domains referred to as Thigh, Calf-1 

and Calf-2 [Lu et al, 1998; Xiong et al, 2001].  The C-terminal extracellular region 

of the β subunit also exhibits a stalk region with four integrin-EGF (I-EGF) 

domains [Takagi et al, 2001; Xiong et al, 2001; Beglova et al, 2002].  The N-

terminus begins with a plexins, semaphorins, and integrins (PSI) domain, named 

for its sequence homology to membrane proteins such as plexins, semaphorins 
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and the c-Met receptor [Bork et al, 1999].  This fifty amino acid domain is 

followed by hybrid domain, flanking a 240 residue I-like domain [Lee et al, 1995].  

The tertiary structure of the I domain (α subunit) and the I-like domain (β subunit) 

are similar, and in quaternary structure the two share a large interface [Xiong et 

al, 2001].  Binding of ligand is dependent on the metal ion-dependent adhesion 

site (MIDAS), which contains a DXSXS binding motif and is found in both the I 

domain and the I-like domain [Lee et al, 1995; Xiong et al, 1999; Lu et al, 2001].  

In the absence of the I domain in a heterodimer, I-like domain interacts directly 

with ligand; when I domain is present, I-like domain indirectly regulates ligand 

binding [Xiong et al, 2001].  Eighteen α and 8 β subunits comprise 24 distinct 

integrin heterodimers, which each have a specific, non-redundant function as 

receptors for diverse extracellular matrix ligands [Hynes, 1996; Plow, 2000; van 

der Flier, 2001]. Specificity is not only conferred through subunit expression, but 

also by receptor occupancy and receptor aggregation.  Ligand-independent 

aggregation initiates clustering of integrin receptors and activation of downstream 

signaling through mechanisms such as tyrosine phosphorylation.  Binding by 

monovalent ligand facilitates receptor redistribution to focal adhesion sites, while 

receptor occupancy by multivalent ligands synergistically couples ligand-

independent and ligand-dependant signaling events [Miyamoto et al, 1995b; 

Connors et al, 2007]. 

 

The ‘switchblade’ model defines three major conformational states of the integrin 

heterodimer, which dictate activation status of the molecule: the inactive, low 
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affinity state, the active, high affinity state and the ligand-bound conformation 

[Beglova et al, 2002; Takagi et al, 2002; Xiong et al, 2002; Nishida et al, 2006; 

Askari et al, 2009].  In the low affinity or “bent” state, the cytoplasmic domain of 

the α subunit inhibits interaction between the β subunit and the cytoskeleton 

[Vinogradova et al, 2000].  Ligation of extracellular matrix (outside-in) or agonist-

induced signaling (inside-out) initiates a conformational change to the high 

affinity or “extended” state, disrupting the inhibition of β subunit by α subunit 

[Hughes et al, 1996; Vinogradova et al, 2000].  Further, divalent cations such as 

Mn2+ may activate integrins by stabilizing or inducing the activated conformation 

[Diamond et al, 1994].  Differential signaling is activated based on matrix 

structure. Ligation of monovalent ligands mediate receptor re-localization to focal 

contacts, but little tyrosine phosphorylation-regulated signaling. Monovalent 

ligand-induced re-localization, integrin engagement of multivalent ligands, or 

interaction with a non-ligand aggregator leads to focal adhesion kinase (FAK)-

dependent and cytoskeletal rearrangement (Fig. 1.2) [Miyamoto et al, 1995].   

 

As cell-matrix adhesion molecules, integrins form complex focal adhesions at the 

cell-extracellular matrix interface that integrate the cytoskeleton and signaling 

during adhesion, migration, invasion, and response to extracellular forces 

[Miyamoto et al, 1995a; Jockush et al, 1995].  The hallmark characteristic of 

direct integrin signaling following adhesion is enhanced tyrosine phosphorylation 

[Kornberg et al, 1991].  Phosphorylation is mediated by the non-receptor tyrosine 

kinase, focal tyrosine kinase (FAK) [Schaller et al, 1992; Hanks et al, 1992]. FAK 
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auto-phosphorylation and recruitment of SH2-containing proteins (such as Src or 

Fyn) mediate phosphorylation of FAK at other sites [Cobb et al, 1994; Schaller et 

al 1994; Calalb et al, 1995], and allows for additional protein binding and 

activation of diverse pathways including Ras/ERK and PI3K/Akt [Vuori et al, 

1996; Dolfi et al, 1998].  A major functional consequence of the recruitment of 

proteins to the integrin is cytoskeletal rearrangement in response to external 

stimuli.  Activated FAK can recruit cytoskeletal proteins (like paxillin and talin, 

which in turn bind actin) and Rho GTPases to focal adhesions [Kiyokawa et al, 

1998]. These events facilitate the induction of lamellipodia, filopodia and are 

necessary for integrin-mediated adhesion, spreading and migration [Schwartz 

and Shattil, 2000].  Integrins may also direct cell signaling through crosstalk with 

other pathways via five major mechanisms: 1) receptor transactivation, 2) 

receptor pathway modulation, 3) receptor coordination, 4) receptor 

compartmentalization, or 5) modulation of receptor expression [Miranti and 

Brugge, 2002].   

 

β1 Integrin in Ovarian Carcinoma.   

Disseminating ovarian tumor cells complete the metastatic cascade through 

successful adherence to and invasion through the mesothelial lining, and 

proliferation at the site of cell seeding [Wang et al, 2005].  As the mesothelial 

lining is inherently non-adhesive, several mechanisms of increased adhesivity 

have been proposed.  The LP9 mesothelial cell line produces fibronectin, laminin, 
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and collagens type I, III and IV that lines the apical surface [Lessan et al, 1999; 

Lessan and Skubitz, 1998].  Mesothelial cells may also undergo tumor-induced 

retraction [Jayne et al, 1999; Hashimoto et al, 2003], shrinkage, or apoptosis 

[Heath et al, 2004] presenting the submesothelial matrix as an adhesive surface.  

Interestingly, it has also been proposed that tumor cell projections may physically 

‘push’ mesothelial cells [Akedo et al 1986; Iwanicki et al, 2011], clearing a path 

for adhesion and invasion. 

 

Normal ovary surface epithelial cells express α2, α3, α6, β1, and β4 integrin 

subunits; however, α6 and β4 subunits are downregulated in ovarian cancer cells 

[Skubitz 2002].  The α2β1 and α3β1 integrin heterodimers are ligands for 

collagen, suggesting they may play a role in tumor cell interaction with the 

collagen I/III-rich matrix that underlies the mesothelium [Moser et al, 1996; 

Mutsaers et al, 2007]. β1 integrin is expressed in ovarian carcinoma cell lines 

[Cannistra et al, 1995; Lessan et al, 1999], and mediates the adhesion of 

disseminating ovarian tumor cells both to the peritoneal mesothelium [Strobel et 

al, 1999] and submesothelial matrix [Cannistra et al, 1995; Lessan et al, 1999].   

 

E-Cadherin Receptor.   

Epithelial (E)-cadherin is a member of the superfamily of homotypic, calcium-

dependent, cell-cell adhesion/recognition molecules known as the cadherins 

[Nollet et al, 2000].  The functional E-cadherin complex consists of β-catenin, α-
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catenin and p120-catenin and couples cell-cell adhesion to the actin cytoskeleton 

[Aberle et al, 1994].  β-catenin binds the distal end of the cytoplasmic tail of E-

cadherin and also binds α-catenin.  In addition to binding β-catenin, α-catenin 

also binds actin directly. Finally, p120-catenin binds the membrane-proximal 

cytoplasmic tail of E-cadherin, completing the cadherin-catenin complex [Aberle 

et al, 1994; Daniel et al, 1995; Rimm et al, 1995; Kobielak et al, 2004; Drees et 

al, 2005]. There are three major types of cell-cell adhesions: tight junctions (TJs), 

adherens junctions (AJs) and desmosomes; functionally, E-cadherin is directly 

involved in formation of AJs and TJs [Gumbiner et al, 1988]. Additionally, data 

suggests indirect roles of E-cadherin in mediating assembly and/or disassembly 

of TJs and desmosomes [van Hengel et al, 1997; Lewis et al, 1997; Tunggal et 

al, 2005]. 

 

E-Cadherin In Epithelial Ovarian Carcinoma.   

Downregulation of the cadherin-catenin complex by disruption of junctional 

integrity or decreased expression plays an important role in typical carcinomas. 

Disruption of cell-cell contacts, a hallmark of cancer progression, enhances 

tumor cell proliferation, migration, invasion, and gain of mesenchymal phenotype 

(via epithelial-to-mesenchymal transition), all of which potentiate tumor 

metastasis [Hanahan and Weinberg, 2000].  Most carcinomas exhibit a loss of 

epithelial markers like E-cadherin during early progression and undergo 

epithelial-to-mesenchymal transition (EMT).  Conversely, normal ovary surface 
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epithelial cell-cell integrity is maintained by Neural (N)-cadherin and epithelial 

ovarian carcinomas (EOCs) exhibit an early gain of E-cadherin expression and 

undergo reverse EMT, or mesenchymal-to-epithelial transition (MET) [Maines-

Bandiera et al, 1997; Wong et al, 1999, Wong et al, 2002; Imai et al, 2004; 

Hudson et al, 2008].  Interestingly, this gain-E-cadherin expression/MET is 

transient, and further progression towards developing stable metastases appears 

to be dependent on reversal EMT events at the metastatic site, allowing for 

peritoneal mesothelium adhesion, migration and invasion [Hudson et al, 2008].  

Loss of E-cadherin may be achieved through downregulation of gene expression, 

protein trafficking dysregulation or enzyme-mediated cleavage.  A soluble, 80 

kDa E-cadherin ectodomain (sE-cad) is found in ascites fluid of patients [Darai et 

al 1998, Sundfeldt et al, 2001], and remains in contact with the primary lesion 

and the disseminates, potentially playing a role in gain of the mesenchymal 

phenotype by disrupting EOC cell aggregates [Symowicz et al., 2007].  E-

cadherin has a complex mechanism of trafficking, and can be regulated by 

exocytosis (transport from the Golgi apparatus to the cell membrane), 

endocytosis (removal from the cell surface either to be recycled or degraded), 

stabilization at the membrane and proteolytic cleavage at the membrane; these 

mechanisms are regulated by at least 24 molecules [Bryant et al., 2004].  The 

potential non-junctional mechanisms by which E-cadherin enhances metastasis 

are unknown, and more studies are needed to identify a possible role in signaling 

and the regulation of E-cadherin trafficking after cleavage. 
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IV. THE MECHANOBIOLOGY OF THE OVARIAN TUMOR 

MICROENVIRONMENT 

 

Development and Composition of Ascites Fluid.   

A large component of the epithelial ovarian carcinoma microenvironment is the 

peritoneal membrane, a serous lining of the abdominal wall.  The membranous 

structure supports the abdominal organs, and serves as a conduit for the 

lymphatic vessels and vasculature and the nerves that supply these organs 

[Tortora et al., 1984].  The anatomy of the peritoneum from the intravascular 

space outward includes a capillary endothelium, basement membrane, interstitial 

space, mesothelial basement membrane and the mesothelial lining of the 

peritoneal space [Tamsma et al., 2001].  The peritoneum is lined by slow 

growing, mesoderm-derived epithelial cells that secrete surfactant, proteoglycans 

and glycosaminoglycans to provide a slippery, non-adhesive surface [Mutsaers 

et al, 2007]. Disease-free peritoneum is believed to be the primary source of 

malignant ascites in in vivo studies of intraperitoneal-injected ovarian carcinoma 

and mammary adenocarcinoma metastases [Hirabayashi et al., 1970]. 

 

More than two thirds of all cases of EOC simultaneously present with ascites 

[Gotlieb et al., 1998], and ascites development in progressive (ascites may begin 
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to develop as early as Stage I of EOC) [Stanojevic et al., 2004; Dembo et al., 

1990]) or recurrent (treated or untreated) disease is a poor prognostic sign and is 

correlated with lack of response to treatment [Gotlieb et al., 1998].  Ascites 

volume averages 4.9 liters in EOC patients, and ranges from 0.8-15 liters [Holm 

et al, 1989; Yazdi et al, 1996; McNamara et al, 2000].  This plasma exudate is 

comprised of cellular components (ovarian cancer cells, lymphocytes), and 

acellular components including a variety of signaling factors including, but not 

limited to, lysophosphatidic acid (LPA), vascular endothelial growth factor 

(VEGF) and epidermal growth factor (EGF) [Puiffe et al., 2007; Cowden Dahl et 

al., 2007].  Although the biologic components of the ascites are increasingly 

being shown to have major implications in the progression of ovarian cancer via 

many biochemical signaling pathways [Cowden Dahl et al., 2008; Said et al., 

2007], the consequences of activating biomechanical signals have not been 

investigated in depth.  Notably, presence of non-malignant ascites (absence of 

free-floating tumor cells) is correlated with poor prognosis [Dembo et al, 1990; 

Chung and Kozuch, 2008], suggesting biomechanical influence of accumulating 

ascites on ovarian carcinoma cells.  

 

Ascites and Force Development.  

Increasing intraperitoneal pressure (correlated with increase in ascites volume) 

leads to compressive force being exerted on disseminating tumor cells 

[Henrickson et al, 1980; Gotlieb et al, 1998].   Intraperitoneal fluid pressure of 
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22.1 mmHg in human patients with tense ascites has been measured [Gotlieb et 

al, 1998], compared with subatmospheric intraperitoneal fluid pressure in healthy 

mammals [Henrickson et al, 1980].  In addition to the compressive forces exerted 

on disseminating ovarian tumor cells as ascites accumulates, these free-floating 

cells are also subjected to non-laminar shear stress.  Physiologically, epithelial 

cell exposure to shear stress is rare.  Only select cell types encounter shear 

stress-induced forces (e. g. blood and immune cells, vascular and colon 

endothelium).  The mechanical forces generated by shear stress are sensed by 

integrins and potentiate cell signaling that can modulate genes expression 

[Alenghat and Ingber, 2002].  In colon carcinoma cells, shear-induced 

mechanical forces potentiates leukocyte-like cell-rolling and adhesion behavior 

[Byers et al, 1995; Tozeren et al, 1994] and also mediates cell cycle progression 

via activation of β-catenin-mediated gene transcription [Avvisato et al, 2007]. 

 

Development of ascites also leads to massive abdominal distension, and 

stretching of the peritoneum [Gotlieb et al., 1998].  This stretching can be 

described as an applied force (strain) exerted on the peritoneal layers (including 

the mesothelium), and can be recapitulated in biological studies.  Study of the 

mesothelium (layer of peritoneum proximal to disseminating tumor cells in 

ascites) under mechanical strain may reveal novel mechanism(s) of tumor cell 

metastasis.  As ascites develops and stretches the peritoneum, vessel walls of 

the microvasculature are stretched, and prolonged stretching of the vessels are 

hypothesized to increased vessel size, hyperpermeation [Adair et al., 1990] and 



	  

	   24	  

extravasation of fibrinogen which forms a thin stromal lining covering the 

peritoneal mesothelium [Nagy et al., 1995].  This finding is particularly significant 

because fibrinogen has been found to be upregulated in the peritoneum and 

stroma of patients with epithelial ovarian carcinoma, and is suggested to facilitate 

EOC metastasis [Wang et al., 2005; Olt et al., 1992; Ma et al., 2007].  As ovarian 

carcinoma progresses, and ascites develops, increasing abdominal pressure 

leads to abdominal wall (mesothelium) distension.  This mechanical stretching 

may lead to pro-metastatic alterations of the mesothelium, including production of 

stroma that is conducive to ovarian carcinoma cell adhesion, migration and 

invasion. 

 

The Biomechanical Force Sensors.   

Mechanical sensing has long been studied in cardiac and vascular disease; 

however, the ability of all cell types to sense and generate mechanical forces is 

fundamental for cells to respond to their microenvironment [Burridge et al, 1988; 

Galbraith and Sheetz, 1997].  A delicate balance maintains tensional 

homeostasis, wherein the extracellular matrix exerts force on cells that respond 

by reciprocal generation of tensional force [Ingber, 2003a; Ingber, 2003b].  

Investigation of mechanobiology in the last twenty years has revealed coupling 

and crosstalk between cell mechanosensing and biochemical signaling pathways 

[Wang and Thampatty, 2006].  Disruption of tensional homeostasis by increasing 

environmental force, or propensity of reciprocal cellular forces may lead to 
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dysregulation of mechanosensitive biochemical signaling [Makale, 2007].  

Epithelial cells sense mechanical stimuli from the extracellular matrix (ECM) and 

laterally from neighboring cells through integrin-based focal adhesions and 

cadherin-based adherens junctions, respectively [Bissell and Nelson, 1999; 

Gumbiner, 1996].  The primary signaling mechanisms of mechanotransduction in 

epithelial cells are activation of mechanosensitive channels (MSCs) and force-

induced integrin signaling [French, 1992; Baumgarten, 2000].  Some MSCs may 

be permeable to monovalent (sodium, potassium) and/or divalent ions (calcium), 

and may initiate mechano-regulated cellular responses, such as cytoskeletal 

rearrangements that potentiate cell migration and invasion [Yang and Sachs, 

1990; Baumgarten, 2000].  Integrins mediate bi-directional mechanical signaling 

across cell membranes.  As “outside-in” sensors, ECM-induced integrin leads to 

FAK-mediated signaling and downstream modifications of cell-matrix and cell-cell 

adhesion, gene expression, and metabolism [Ingber, 1991].  Interestingly, 

mechanical stress is in turn induce required for maturation of focal adhesions, 

composed of clustered integrins and accumulating scaffolding and cytoskeletal 

proteins [Balaban et al, 2001; Ridley and Hall, 1992]. 

 

Recently, studies have demonstrated the propensity for tumor cells to sense and 

respond to mechanical stimuli, although the responses themselves have not 

been fully elucidated [Ingber, 2005; Ingber, 2008; Paszek et al., 2006].  Tumor 

cells are believed to sense mechanical forces (i.e. compression, tensional and 

shear forces) through the plethora of surface-expressed molecules that regulate 
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cell-matrix and cell-cell interactions [Bershadsky et al, 2003; Chen et al, 2004].  

Endothelial cells can sense fluid shear through a complex that includes vascular 

endothelial (VE)-cadherin and platelet/endothelial cell-adhesion molecule 1 

(PECAM1) [Tzima et al, 2005]. Integrin activation and subsequent “inside-out” 

biochemical signal modulated-cytoskeletal modifications [Ingber, 2008; Paszek et 

al., 2006].  Physical coupling of integrins and cadherins to the nucleus via 

cytoskeleton may provide a mechanism through which changes in the 

mechanical environment can mediate cell behavior through modifications of gene 

expression [Wang et al, 2009].  In fact, direct mechanical stimulation of integrins 

activates protein-translation-complex formation [Chicurel et al, 1998], G-protein 

signaling [Meyer et al, 2000], and protein kinase activity [Chien et al, 2007; 

Giannone et al, 2006]. 
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V. WNT SIGNALING ITS POTENTIAL ROLES IN OVARIAN CANCER 

 

The Wnt Signaling Pathway.   

The Wnt signaling pathway regulates a diversity of processes fundamental to 

embryogenesis including proliferation, differentiation, polarity, adhesion and 

motility [Wend et al, 2010; van Amerongen et al, 2009; Barker et al, 2000]. The 

highly conserved and complex Wnt pathway transduces signals from the 

extracellular environment through transmembrane receptors and co-receptors to 

impact cytoskeletal rearrangements and gene expression changes and thereby 

modulate cell behavior. In the adult organism, aberrant activation of these same 

biological processes can induce neoplasia and promote tumor progression 

[Hanahan and Weinberg, 2000; Hanahan and Weinberg, 2010].  There are two 

distinct pathways for transduction of Wnt signals:  the canonical Wnt/β-catenin 

pathway and the non-canonical β-catenin independent pathway.  The latter can 

be further subdivided into Wnt/planar cell polarity (PCP) and Wnt/Ca2+ signaling 

pathways.   

 

Canonical Wnt signaling is commonly activated by secreted proteins in the Wnt 

family, currently consisting of 19 members [Wend et al, 2010; vanAmerongen et 
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al, 2009; Barker et al, 2000; Wu et al, 2007].  Wnts bind to transmembrane G-

protein coupled Frizzled (Fzd) receptors.  Interaction of ligated Fzd with co-

receptors designated LRP-5 or LRP-6, members of the low-density lipoprotein 

receptor-related protein (LRP) family, initiates Wnt signaling.  In the absence of 

Wnt signaling, β-catenin functions as a structural component of E-cadherin 

junctions and is complexed with the cytoplasmic tail of E-cadherin.  In normal 

epithelial cells, the majority of β-catenin is associated with E-cadherin at cell-cell 

junctions, and the levels are maintained at low concentrations in the cytoplasm 

by phosphorylation-dependent degradation of β-catenin.  Cytoplasmic β-catenin 

is targeted to a complex comprised of axin, adenomatous polyposis coli (APC) 

and glycogen synthase kinase 3-beta (GSK3-β), resulting in phosphorylation of 

β-catenin that targets it for degradation through the ubiquitin/proteasome 

pathway.  Activation of Wnt signaling leads to phosphorylation of LRP-5/6, 

resulting in recruitment of Axin and Dishevelled (Dvl) to the plasma membrane, 

thereby functionally disrupting the β-catenin degradation complex.   This in turn 

enables accumulation of cytoplasmic β-catenin which can then translocate to the 

nucleus, bind proteins in the T-cell factor (Tcf)/lymphoid enhancer factor (Lef) 

family, and activate transcription of Wnt target genes. Wnt signaling can be 

inhibited by sequestration of Wnt ligands via interaction with secreted Frizzled-

related protein (SFRP) or Wnt-inhibitory factor (WIF-1) as well as by blocking co-

receptor binding between Kremen and LRP-5/6 via Dickkopf (Dkk). 
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Accumulation of non-junctional β-catenin, and in particular nuclear translocation, 

is used as a surrogate marker for activation of the Wnt/β-catenin pathway.  This 

is seen in a number of human cancers, as summarized below, and often results 

from mutations in Wnt pathway components.   With the exception of the 

endometrioid histotype, Wnt pathway mutations are rare in ovarian cancer [Wu et 

al, 2007; Zhai et al, 2002].  However, accumulating evidence suggests a role for 

Wnt signaling in ovarian tumorigenesis in the absence of genetic mutations, 

suggesting alternative mechanisms for Wnt pathway activation in EOC [Gatcliffe 

et al, 2008; Rask et al, 2003; Lee et al, 2003].   

 

Wnt Signaling In Ovarian Cancer.   

Progression of most cancers has been associated with activation of Wnt 

signaling acquired through two major routes: mutations in key components of the 

pathway, or through mutation-independent aberrant gene expression. 

Interestingly, many cancers including breast, prostate, lung, thyroid, and 

pancreas [Howe et al, 2004; Ishigaki et al, 2002; Mazieres et al, 2005; Miyake et 

al, 2001; Verras et al, 2006; Zeng et al, 2006] do not depend on mutations in 

APC, Axin, or β-catenin for activation of Wnt signaling. In contrast, the majority of 

colon, uterine, and bladder tumors are strongly associated with APC, Axin, or β-

catenin mutations [Bienz et al, 2005; Kastritis et al, 2009; Oving et al, 2002; 

Schlosshauer et al, 2000; Shinohara et al, 2001].  
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Wnt Signaling Activation Independent of Mutations.   

The presence of nuclear or cytoplasmic β-catenin in human breast cancer 

specimens is considered to be a strong indicator of activated Wnt signaling in this 

malignancy [Gatcliffe et al, 2008]. Multiple pathways, such as phosphorylation of 

β-catenin by epidermal growth factor receptor (EGFR)/HER2 [Kanai et al, 1995], 

regulation of GSK3β activity by insulin, insulin-like growth factor-1 (IGF-1) 

[Playford et al, 2000], integrin-linked kinase (ILK) [Novak et al, 1998], or 

phosphatidylinositol 3-kinase (PI3K)/AKT [Sharma et al, 2002], and loss of 

phosphatase and tensin homolog (PTEN) [Persad et al, 2001] or p53 [Liu et al, 

2001; Matsuzawa et al, 2001] have been associated with Wnt activation in breast 

cancers. Interestingly, activation of Wnt signaling in prostate cancer also 

depends on PTEN, PI3K/AKT [Sharma et al, 2002], and IGF1 [Verras et al, 

2005], and can additionally be regulated by the androgen receptor [Truica et al, 

2000].  In lung carcinoma, activation of Wnt signaling likely occurs through routes 

involving overexpression of Dvl [Uematsu et al, 2003] and repression of Wnt 

antagonists, such as Wnt inhibitory factor-1 (WIF-1) and Dkk [Mazieres et al, 

2004]. Activation of Wnt signaling in pancreatic adenocarcinoma has been 

related to overexpression of Wnt-1 and frizzled-2, which promotes stabilization of 

β-catenin [Zeng et al, 2006].  
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Histotype-Dependent Wnt Signaling Activation in Ovarian Carcinoma.  

Mechanisms for activation of Wnt signaling in ovarian carcinoma exhibit histotype 

dependence. Thus, only endometrioid EOC is strongly associated with activating 

mutations in β-catenin leading to constitutively active Wnt signaling. The majority 

of low-grade endometrioid ovarian carcinomas often display nuclear 

immunoreactivity for β-catenin (70% of cases), and these cases often harbor 

mutations in the β-catenin gene at codons that encode for residues 

phosphorylated by GSK3β (54 % of cases) [Gamallo et al, 1999]. Several studies 

confirmed the predominance of nuclear β-catenin and frequent β-catenin gene 

mutations in endometrioid EOC as well as in cell lines derived from this histotype 

[Saegusa et al, 2001; Schlosshauer et al, 2002; Wu et al, 2001]. Nuclear β-

catenin in low-grade endometrioid EOC also associates with squamous 

differentiation and correlates with good prognosis and lack of relapse [Gamallo et 

al, 1999; Hendrix et al, 2006; Schwartz et al, 2003; Zhai et al, 2002]. Moreover, 

expression of Wnt target genes including FGF9 has been described, suggesting 

that this pathway is active in endometrioid carcinomas [Hendrix et al, 2006; 

Schwartz et al, 2003; Zhai et al, 2002]. Mutations in AXIN in cell lines of 

endometrioid EOC have also been reported [44], however a distinct study found 

no mutations in either APC or AXIN in human endometrioid EOC [Sarrio et al, 

2006]. Further, high-grade endometrioid ovarian carcinomas do not display 

nuclear β-catenin immunoreactivity and progression is not associated with β-

catenin mutations [Gamallo et al, 1999]. This evidence supports the existence of 
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two distinct subtypes of endometrioid EOC that may originate from different 

sources, [Bell et al, 2005] based on differences in molecular pathobiology.  

 

In contrast to endometrioid EOC, ovarian carcinomas of serous, clear cell, and 

mucinous histotypes have only rarely been associated with activating mutations 

in the key proteins of the Wnt signaling pathway. One report indentified cases of 

clear cell EOC positive for nuclear β-catenin [Wang et al, 2006]. Another study 

identified mucinous EOC positive for mutations in the β-catenin gene in the 

GSK3β binding region [Sagae et al, 1999].  Nevertheless, several lines of 

evidence implicate activation of Wnt/β-catenin signaling in serous EOC in the 

absence of activating mutations in either APC, AXIN, or β-catenin. The strongest 

evidence is the presence of nuclear β-catenin. A broad range of (3-59%) of 

serous EOCs have been reported to contain nuclear and cytoplasmic β-catenin 

[Wang et al, 2006; Karbova et al, 2002; Lee et al, 2003]. It is noteworthy that a 

significantly higher percentage of high-grade (23%) serous EOC correlated with 

the presence of nuclear β-catenin compared to low grade (2.1%) [Lee et al, 

2003], opposite from trends observed for endometrioid EOC [Gamallo et al, 

1999]. Together these observations suggest that factors other than mutations 

initiate Wnt signaling activation in serous EOC progression. 

 

Microenvironmental Activation of the Wnt Pathway.   
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Intraperitoneal dissemination provides a unique microenvironment for ovarian 

carcinoma metastases.  Progression of EOC is hallmarked by shedding of single 

and multi-cellular aggregates (MCAs) of malignant epithelial cells from the 

primary tumor [Hudson et al, 2008; Barbolina et al, 2009].  Accumulation of 

malignant ascites in the peritoneal cavity is common, particularly in women with 

late stage EOC.  Thus, metastasizing EOC cells exist in a milieu rich in 

inflammatory cells [Freedman et al, 2004] and growth/signaling factors, including 

vascular endothelial growth factor (VEGF) [Zebrowski et al, 2999; Kraft et al, 

1999; Santin et al, 1999], epidermal growth factor (EGF) [Miyamoto et al, 2004], 

transforming growth factor (TGF) [Saltzman et al, 1999; Abendstein et al, 2000] 

family members and lysophosphatidic acid (LPA) [Puiffe et al, 2007], providing 

ample opportunity for cross-talk between signaling networks. Ascites 

accumulation also modifies peritoneal mechanobiology, altering the force 

environment of both metastatic tumor cells and peritoneal mesothelium [Esquis 

et al, 2006; Henriksen et al, 1980].  Formation of secondary tumors at peritoneal 

organs (colon, omentum, uterus, liver) is achieved by β1-integrin-mediated 

anchoring to the mesothelium and submesothelial matrix [Ellerbroek et al, 1999; 

Ellerbroek et al, 2001; Barbolina et al, 2007; Lessan et al, 1999], representing a 

significant transition from a free-floating cell or aggregate to a three-dimensional 

matrix-anchored structure.  Within this unique metastatic niche, current evidence 

suggests multiple opportunities for regulation of Wnt signaling via molecular, 

mechanical, and adhesion-dependent microenvironmental cues. 
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VI.  PROJECT RATIONALE AND CENTRAL HYPOTHESIS 

 

Rationale. 

Ovarian carcinoma is the number one cause of death by gynecologic cancers in 

the United States.  With a 5-year survival of less than 30% in women diagnosed 

with metastatic disease, the need for elucidation of the mechanism of metastasis 

and development of drugs to prevent metastatic disease is clear.  Ovarian 

carcinoma arises from the epithelial layer of the ovary, dedifferentiating as the 

carcinoma progresses and metastasizes by shedding from the ovary into the 

peritoneal cavity.  Within this cavity, epithelial ovarian carcinoma (EOC) cells 

exist as single cells and in small clusters known as multicellular aggregates 

(MCAs) and experience shear, strain (stretch) and compressive forces exerted 

upon them by ascites, a malignant fluid that develops as the cancer progresses.  

In a novel pattern of transition, epithelial ovarian carcinoma cells undergo an 

early transition to an epithelial phenotype characterized by gain expression of E-

cadherin, the primary component of adherens junctions (AJs).  Late in the 

metastatic process EOC cells experience a reverse transition (losing E-cadherin 

expression) and regain the mesenchymal phenotype, which facilitates their 

anchoring to and invasion through the peritoneal mesothelium and 
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submesothelial matrix. As adherens junctions are dissolved and E-cadherin 

surface expression is lost, β-catenin is freed from the cell surface.  In addition to 

stabilizing AJs, β-catenin also modulates gene expression and is tightly regulated 

by a GSK3-β/Axin/APC degradation complex.  The fate of freed β-catenin 

following AJ dissolution in ovarian carcinoma is unknown.  The experiments in 

this project are designed to investigate the central hypothesis (Fig. 1.3) that 

microenvironmental factors (integrin engagement, lysophosphatidic acid (LPA), 

and mechanical force) lead to aberrant, mutation-independent activation of Wnt 

signaling and pro-metastatic modifications of ovarian carcinoma cells, which 

potentiate metastatic success.   

 

Models. 

Four ovarian carcinoma cell lines are used in these studies: OVCA429, 

OVCA433, DOV13, and SKOV3ip (Fig. 1.4, Experimental Methods).  OVCA429 

and OVCA433 were chosen for their high expression of E-cadherin, which 

correlates to the gain of E-cadherin expression during early tumor progression.  

Due to the novelty of these mechanical force studies, this work attempts to 

evaluate a broad range of cellular responses, including changes in protein 

activity and expression, cell proliferation and gene expression. As disseminating 

ovarian tumors are heterogenous in nature, the experiments in this chapter utilize 

both E-cadherin-expressing cell lines (OVCA429 and OVCA433) and N-cadherin 

expressing cell lines (DOV13 and SKOV3ip).   
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Specific Aims. 

Specific Aim 1 (Chapter 2) investigates the role(s) of ascites-induced increased 

intraperitoneal forces on disseminating ovarian tumor cells.  Specific Aim 2 

(Chapter 3) seeks to elucidate the fate of accumulating cytoplasmic β-catenin 

following lysophosphatidic acid (LPA) treatment, and whether nuclear 

accumulation of β-catenin leads to gain of mesothelial phenotype and/or 

adhesive and invasive potential.  Specific Aim 3 (Chapter 4) investigates β1 

integrin engagement-induced accumulation of free cytoplasmic β-catenin after 

disruption of adherens junctions.  Specific Aim 4 (Chapter 5) investigates the 

potential for pathway crosstalk between LPA – LPA receptor signaling and 

integrin clustering and activation. 
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1.1 STRUCTURE OF LPA 
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1.2 INTEGRIN SIGNALING 
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1.3 CENTRAL HYPOTHESIS 
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1.4 CELL LINE MODELS 
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2. INTRAPERITONEAL PRESSURE MODULATES TUMOR CELL 

BEHAVIOR 

 

I. RATIONALE 

 

More than two-thirds of all cases of EOC simultaneously present with malignant 

ascites.  Ascites development in progressive or recurrent disease is a poor 

prognostic indicator and is correlated with lack of response to treatment [Gotlieb 

et al, 2002; Dembo et al, 1990; Stanojevic et al, 2004].  In comparison to the 

peritoneal cavity of disease-free women that contains between 5 and 20 ml of 

peritoneal fluid [Shen-Gunther and Mannel, 2002], ascitic volumes average 4.9 

liters in EOC patients, with a range of 0.8-15 liters [Holm et al, 1989; Yazdi et al, 

1996; McNamara et al, 2000].  Although biologic components of ascites are 

increasingly shown to influence progression of ovarian cancer via diverse 

signaling pathways [Cowden Dahl et al, 2008; Said et al, 2007], potential 

biomechanical signals activated by increasing intraperitoneal fluid pressure have 

not been investigated.   
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Ovarian cancer patients often present with distension of the abdominal cavity, 

necessary to accommodate ascites fluid [Dembo et al, 1990; Ayantunde and 

Parsons, 2007].  Functionally, distension is achieved through physical stretching 

of the compliant peritoneum [Breton et al, 2008]. However, as the peritoneum 

reaches its elastic threshold, fluid pressure within the cavity increases from 

subatmospheric to levels as high as 22.1 mmHg [Henrickson et al, 1980; Gotlieb 

et al, 1998].  Disseminating EOC cells are subsequently subjected to this 

increase in fluid pressure, in addition to non-laminar shear stress exerted on the 

free-floating cells. 

  

Tumor cells sense alterations in the force environment via mechanosensing cell 

surface-expressed proteins, including integrins, and subsequent “inside-out” 

integrin signaling induces cytoskeletal modifications the effect cell behavior 

[Ingber et al, 2008; Paszek et al, 2005; Thamilselvan et al, 2004; Ingber et al, 

2005].  Force modulation in the context of three-dimensional matrix rigidity is 

under investigation in several other tumor types [Gotlieb et al, 2005; Paszek et al, 

2005; Butcher et al, 2009; Condeelis et al, 2003; Wyckoff et al, 2006], however 

the potential effects of the complex mix of strain, compression and shear forces 

conferred by ascites fluid are unknown.   

 

In this chapter, the peritoneal cavity is modeled as a simple fluid-filled sac 

exposed to increased fluid pressure. Based on the premise that increasing 
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abdominal pressure leads to compression of ovarian tumor cells, the following 

experiments test the hypothesis that increased fluid pressure leads to pro-

metastatic genotypic and phenotypic alterations. Namely, mechano-induced 

modifications in cell-cell and cell-matrix adhesion molecule expression, pro-

metastatic gene expression, and altered protease expression and activity are 

investigated. 
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II. RESULTS 

 

 

Modeling the Peritoneal Cavity. 

Previous models of peritoneal dissemination have used extracellular matrix 

components and mesothelial cells cultured in tissue culture dishes, often adding 

tumor cells as single cells and multicellular aggregates formed by hanging drop 

method [Kelm et al, 2002], and measuring downstream events.  Very little is 

known, however, about the cellular dynamics of free-floating cells.  In these 

studies the peritoneal cavity is modeled in its simplest form, as a fluid-filled sac 

(Fig. 2.1A-D).  Culture of ovarian tumor cell lines in sterile low-density virgin 

polyethylene bags facilitates formation of multicellular aggregates, MCAs, (Fig. 

2.2), which are morphologically similar to aggregates formed by the previously 

utilized hanging drop method (Fig. 2.3).   

 

Characterization of High Fluid Pressure-Induced Cellular Modifications. 

Cells were harvested from two-dimensional (2D) culture by trypsinization, and 

seeded at high density in sterile bags (2 x 106 cells/ml; 12 mls suspension per 
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bag) using a heated bag sealer (Fig. 2.1A,B,C).  Cells were allowed to form 

multicellular aggregates overnight by incubation at 37°C in 5% CO2 (Fig. 2.1D), 

prior to adding sealed bags to two pre-heated (37°C) cylindrical pressure vessels 

filled with water (Fig. 2.4A).  One sealed vessel served as a control, while the 

second vessel was pressurized by connection to the Instron 8215, a 

servohydraulic testing system (Fig. 2.4B), using a hydraulic pump, and pressure 

was loaded via displacement of: 1) any residual air in the pump or pressure 

vessel and 2) water within the pump itself.  Pressure containment was achieved 

by closing two valves, one allowing connection to the Instron and a second valve 

necessary for evacuating any air prior to pressure load.  Both the control and 

pressurized pressure vessels were incubated in a 37°C water bath during the 8 

hour experiment.  Following the 8-hour incubation, cells were harvested from the 

bags and trypsinized for 10 minutes in order to disaggregate cells for counting.  

Since the same number of cells were seeded in each bag, counted cells from 

control and test populations were compared directly.  Differences in population 

following pressurization are attributed to changes in the rate of proliferation.  High 

intraperitoneal pressure led to increased proliferation in OVCA433 cells, and no 

change in OVCA429 cell populations (Fig. 2.5A).  A trend towards an increase in 

proliferation in SKOV3ip cells was observed; however, in DOV13 cell populations 

proliferation was hindered by increased fluid pressure (Fig. 2.5B). 

 

Regulation of Proteinase Activity by Compressive Force. 
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A large volume of literature supports protease-dependent tumor metastasis of 

numerous tumors, including ovarian cancer [reviewed in Koblinski et al, 2000].  

Previous studies have demonstrated increased urokinase-type plasminogen 

activator (uPA) activity in ovarian carcinoma in response to microenvironmental 

changes [Gil et al, 2008].  uPA activity was measured by colorimetric 

plasminogen activation assay (as described in Experimental Methods) following 

high fluid pressure culture, and was unchanged in all four cell lines (Fig. 2.6).   

 

Compressive Force Regulates Cadherin Dynamics. 

A hallmark characteristic of disseminating epithelial ovarian carcinoma (EOC) is 

an early gain of E-cadherin followed by a subsequent loss of E-cadherin 

expression.  Interestingly, there are also sub-populations exhibiting heterogenous 

cadherin expression (N- and E-cadherin expression) [Hudson et al, 2008]. 

Further, cells at metastatic sites have been shown to expression N-cadherin, E-

cadherin, and in some cases both [Hudson et al, 2008; Sarrio et al, 2006; 

Marques et al, 2004].  Utilizing cell lines expressing N-cadherin (DOV13, 

SKOV3ip) or E-cadherin (OVCA429, OVCA433), compressive force was applied 

by increasing fluid pressure, as described previously and in Experimental 

Methods.  E-cadherin expression is increased following pressurized-culture in 

OVCA429 and OVCA433 (Fig. 2.7A).  N-cadherin expression is nearly doubled 

in both DOV13 and SKOV3ip cells cultured under increased fluid pressure (Fig. 

2.7B).   
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Mechanical Deformation Regulates Gene Expression in Ovarian Carcinoma. 

It has been postulated that one consequence of altering environmental 

mechanics, and thus cellular cytoskeletal structure, is deformation of the nucleus 

that may modulate gene expression [Huang and Ingber, 1999].  Interestingly, 

mechanical compression of colon tissue leads to nuclear translocation of 

transcriptionally-active β-catenin [Whitehead et al, 2008].  Here, three β-catenin 

target genes (MMP9, SNAI1, WNT5A) have been chosen based on literature 

suggesting their role(s) in ovarian carcinoma progression.  MMP-9 protein 

expression is high expression in all four ovarian carcinoma histotypes [Symowicz 

et al, 2007] and is increased 2-fold in malignant ascites [Jacobs and Menon, 

2004].  Further, the pro-metastatic roles MMP-9 in extracellular matrix 

remodeling have been intensely studied in ovarian cancer [Ellerbroek et al, 1999; 

Davidson et al, 1999; Huang et al, 2002].  Previous data have also suggested a 

role for proteases in down-regulation of surface-expressed E-cadherin 

[Symowicz et al, 2007; Liu et al, in press].   

 

In order to evaluate potential mechanical regulation of MMP9 gene expression, 

RNA isolation was performed in control and test samples and evaluated by RT-

PCR as described in Experimental Methods.  Interestingly, MMP9 mRNA was 

increased in DOV13 (p-value= 0.0292) and trended toward increase in OVCA429 

(p-value= 0.0949) and OVCA433 (p-value= 0.0528) (Fig. 2.8).  Increased fluid 
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pressure did not affect MMP9 expression in SKOV3ip (Fig. 2.8).  Phenotypic 

plasticity, as characterized by gain and/or loss of E-cadherin, is a fundamental 

attribute of ovarian carcinomas [Hudson et al, 2008]; therefore, understanding 

the mechanisms that regulate plasticity may in turn elucidate mechanisms of 

metastatic success.  As a regulator of E-cadherin gene expression, SNAI1 

mRNA levels were evaluated in the E-cadherin-expressing cell lines, OVCA429 

and OVCA433.  It both cell lines SNAI1 mRNA expression was induced over 30-

fold (Fig. 2.9, OVCA429 – p-value=0.0462; OVCA433 – p-value=0.0166).  The 

Wnt signaling ligand Wnt5a is expressed in the normal human ovary epithelium 

[Bitler et al, 2011], and its dysregulation has been suggested to correlate with 

poor overall prognosis [Peng et al, 2011].  Evaluation of WNT5A mRNA 

expression following increased fluid pressure revealed increased mRNA levels in 

OVCA433 (p-value= 0.0477) and a trend towards upregulation in SKOV3ip, 

DOV13 (p-value= 0.1835), and OVCA429 (p-value= 0.1618) (Fig. 2.10). 

 

Wnt5a is Expressed in Ovarian Carcinoma and Mediates Cell Behavior. 

Increased WNT5A mRNA in response to increased fluid pressure (Fig. 2.10) 

supports others’ findings that Wnt5a, a secreted signaling protein, plays a role in 

ovarian tumor progression [Peng et al, 2011].  In order to identify expression of 

Wnt5a protein in ascites fluid, human ascites samples from 1 normal, 6 benign, 

and 33 EOC (two Stage I, 21 Stage III, and ten Stage IV) patients were evaluated 

for protein expression.  Ascites samples were run on 9% SDS-PAGE gels, 
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transferred to PVDF membranes and immunoblotted with an anti-Wnt5a antibody 

(R&D Systems; 1:1000).  As predicted, Wnt5a expression tended to be higher in 

tumor ascites samples compared with benign and normal with band intensity 

greater in Stage III and Stage IV samples compared with Stage I (Fig. 2.11, 49 

kDa, black dashed arrow).  Interestingly, there is strong anti-Wnt5a 

immunoreactivity in the normal sample (red arrow).  One explanation for this 

result may be cycling Wnt5a levels in pre-menopausal menstruating women.  A 

benign sample from a patient with ovarian hyperstimulation syndrome (OHSS) 

also exhibits high Wnt5a expression (black solid arrow), which is a typical 

observation in OHSS [Jansen et al, 2004].   

 

The Western blot Wnt5a protein expression data was also validated by a more 

sensitive Wnt5a ELISA experiment (Fig. 2.12), and the quantitative expression 

values correlated directly with immunoblot band intensity (range: 13-3622 ng/ml).  

Stage IV ascites samples had an average Wnt5a expression of 516.8 ng/ml, 

higher than those of Stage III (402.7 ng/ml), Stage I (263.5 ng/ml), benign (11.6 

ng/ml, value from OHSS patient was omitted from the calculation), and normal 

(317 ng/ml) (Table 2.1).  In addition to evaluating ascites samples, whole cell 

lysates from four ovarian carcinoma cell lines (OVCA429, OVCA433, DOV13, 

SKOV3ip) were evaluated for Wnt5a expression.  The highest Wnt5a expression 

was observed in OVCA433 (627 ng/ml) followed by DOV13 (428 ng/ml), 

SKOV3ip (199 ng/ml) and OVCA429 (164 ng/ml) in descending order (Table 

2.2).   
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In order to evaluate the functional consequence(s) of high Wnt5a expression on 

EOC cell metastasis, adhesion of OVCA429, OVCA433, DOV13 and SKOV3ip to 

Collagen type I (10 µg/ml) was analyzed following 24-hour Wnt5a treatment.  

Cells were treated with PBS or 400 ng/ml Wnt5a (correlates to median and mean 

of Wnt5a expression in ascites), and allowed to adhere to Collagen type I matrix 

for 30 minutes (OVCA429, OVCA433) or 90 minutes (DOV13, SKOV3ip).  

Wnt5a-treated SKOV3ip cells respond robustly, with 60% greater cells adhering 

to Collagen type I (p-value=0.0036).  OVCA429 (p-value= 0.0695) and OVCA433 

(p-value= 0.2307) trend towards increased adhesion following Wnt5a treatment.  

Adhesion of DOV13 cells was unchanged, p-value= 0.5866 (Fig. 2.13). 
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2.1 MODELING THE PERITONEAL CAVITY AS A FLUID-FILLED 

SAC 
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2.2 MULTICELLULAR AGGREGATE FORMATION IN FLUID-

FILLED SACS 
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2.3 COMPARISON OF FLUID-FILLED SAC MODEL TO HANGING 

DROP METHOD 
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2.4 MODELING INTRAPERITONEAL FLUID PRESSURE 
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2.5 HIGH FLUID PRESSURE MODULATES CELL PROLIFERATION 
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2.6 INCREASED FLUID PRESSURE DOES NOT AFFECT UPA 

ACTIVITY 
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2.7 CADHERIN EXPRESSION IS UPREGULATED FOLLOWING 

EXPOSURE TO INCREASED FLUID PRESSURE 
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2.8 INCREASED FLUID PRESSURE-CULTURED CELLS EXHIBIT 

INCREASED MMP9 MRNA EXPRESSION 
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2.9 INCREASED FLUID PRESSURE-CULTURED CELLS EXHIBIT 

INCREASED SNAI1 MRNA EXPRESSION 
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2.10 INCREASED FLUID PRESSURE-CULTURED CELLS 

EXPRESS WNT5A MRNA 
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2.11 WNT5A IS EXPRESSED IN ASCITES FLUID OF OVARIAN 

CANCER PATIENTS 
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2.12 WNT5A IS EXPRESSED IN ASCITES FLUID OF OVARIAN 

CANCER PATIENTS 
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2.1 WNT5A EXPRESSION IN ASCITES FLUID OF OVARIAN 

CANCER PATIENTS 

 

 Normal Benign Stage I Stage III Stage IV 

Wnt5a Conc. 

(ng/ml) 
317 11.6* 263.5 402.7 516.8 
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2.2 WNT5A EXPRESSION IN OVARIAN CARCINOMA CELL LINES 

 

 OVCA429 OVCA433 DOV13 SKOV3ip AVERAGE 

Wnt5a Conc. 

(ng/ml) 
164 627 428 199 354.5 
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2.13 WNT5A EXPRESSION MODULATES ADHESION IN OVARIAN 

CARCINOMA CELLS 
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III. DISCUSSION 

 

 

The influence of peritoneal mechanobiology distinguishes epithelial ovarian 

carcinoma (EOC) dissemination from other solid tumor metastatic cascades.  

EOC cells are shed from the surface of the ovary and float in accumulating 

ascites fluid, presenting unusual microenvironmental pressure dynamics.  

Although cellular modifications resulting from an altered mechano-environment 

are not well understood, this work provides a foundation for elucidating the 

functional consequences of biophysical modulation in ovarian cancer:  increased 

intraperitoneal force modulates cell proliferation, cadherin dynamics, and Wnt/β-

catenin gene expression in ovarian carcinoma.  Further, the fluid pressure-

upregulated Wnt signaling ligand Wnt5a is highly expressed in malignant ascites 

and may potentiate metastatic success via increased cell-matrix adhesion (Fig. 

2.14). 

 

EOC cell lines demonstrate altered proliferation patterns following culture under 

increased fluid pressure; OVCA429, OVCA433, and SKOV3ip cell proliferation is 

increased, whereas DOV13 cell proliferation is decreased following culture at 22 
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mmHg compared with atmospheric pressure-cultured controls.  The data 

demonstrating increased proliferation in OVCA429, OVCA433, and SKOV3ip are 

consistent with several studies demonstrating increased proliferation in a human 

osteosarcoma cell line and a human chondrosarcoma cell line [Haskin et al, 

1993; Takahashi et al, 1998].  Further, previous work investigating elevated 

tumor pressure in osteosarcoma, breast carcinoma and non-small cell lung tumor 

cell lines also found altered proliferation in cells cultured at 20 mmHg or 100 

mmHg.  Interestingly, the breast carcinoma cell line MCF7 exhibited higher 

proliferation following 72-hour culture at 20 mmHg, and lower proliferation at 100 

mmHg [DiResta et al, 2005].   

 

Protease activity is required for metastatic success in ovarian cancer.  The matrix 

metalloproteases (MMPs) MMP-2, MMP-9, and MT1-MMP (MMP-14) are highly 

expressed by ovarian tumor cells, and found in ascites and peritoneal tissues.  

These proteases have also been shown to facilitate tumor metastasis via 

cleavage of cell-cell adhesion complexes (such as E-cadherin-based adherens 

junctions) and through extracellular matrix remodeling [di Nictolis et al, 1996; 

Ellerbroek et al, 1999; Stack et al, 1998].  uPA has also been shown to play an 

important role in ovarian tumor invasion, degrading extracellular matrix 

[Andreason et al, 2000] and uPA expression correlates inversely with poor 

prognosis [Schmafeldt et al, 1995; Kuhn et al, 1994].  Although uPA is 

unchanged following culture under increased fluid pressure, a number of genetic, 

epigenetic and microenvironmental factors may cumulatively contribute to 
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increased proteolytic activity in ovarian cancer.  Future studies may also evaluate 

expression and proteolytic activity of the MMPs implicated in ovarian carcinoma. 

 

A hallmark of tumor progression is loss of cell-cell adhesions, particularly E-

cadherin homodimers [Liotta and Stetler Stevenson, 1991; Liotta 1992; Takeichi 

et al, 1991].  In ovarian cancer, there is an early gain of E-cadherin expression, 

as ovarian epithelium expresses N-cadherin, and a late loss of E-cadherin.  

Western blot evaluation of cell lines expressing either E-cadherin (OVCA429, 

OVCA433) or N-cadherin (DOV13, SKOV3ip) following increased fluid pressure 

reveals increased expression of endogenously expressed cadherins in all four 

cell lines.  This observation is in contrast to expected results, but correlates with 

previous Stack laboratory observations that increased compressive force for 1 

hour or 18 hours leads to increased E-cadherin expression.  Interestingly, long-

term (38 hours) compressive force leads to downregulation of E-cadherin 

[Symowicz and Stack, unpublished observations]. It is interesting to speculate 

that an early gain in E-cadherin expression reflects a compensatory mechanism 

by which cells seek to avoid apoptosis.  In fact, E-cadherin-expressing cells have 

been shown to resist disaggregation during exposure to shear stress, compared 

with E-cadherin-negative cells [Byers et al, 1995].  This resistance to 

disaggregation, while inhibiting metastasis in other carcinoma tumor types, may 

protect disseminating ovarian multicellular aggregates in a novel fluid 

microenvironment.  Although technical issues in the fluid-filled sac/pressurized 

pressure vessel currently prevent study of long-term pressure, it would be 
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interesting to evaluate cadherin dynamics over extended time periods.  One 

method of circumventing the technical issues may be to confirm the short-term 

data using a Flexcell© and BioPress© culture plates.  Unfortunately, this 

mechanism may complicate analysis of three-dimensional (3D) multicellular 

aggregates, which are a more pathophysiologically-relevant model than two-

dimensional (2D) cell culture. 

 

Emerging models and data have established the tenet that virtually all cells are 

capable of sensing change in the mechano-environment and initiating 

appropriate responses to maintain tensional homeostasis by converting 

biomechanical force into biochemical signals [Ingber, 1997; Ingber, 2003c; 

Ingber, 2008; Butcher et al, 2009].  Loss of tensional homeostasis can lead to not 

only phenotypic but also genotypic modifications that may potentiate tumor 

progression.  Indeed, increased fluid pressure induced expression of WNT5A 

mRNA in OVCA429, OVCA433, DOV13 and SKOV3ip.  MMP9 and SNAI1 

(Snail1) mRNA expression are also modulated by culture under high fluid 

pressure.  The mechanism(s) of this gene expression modulation is unclear; 

however, data support compression-induced β-catenin transcriptional activity in 

colon carcinoma [Whitehead et al, 2008].  Future studies will investigate the 

subcellular localization and transcriptional activity of β-catenin following culture 

under increased fluid pressure.  It has been proposed that one mechanism for 

mechanically induced genetic alterations is coupling of extracellular matrix to the 

nucleus by cytoskeletal proteins, causing structural rearrangement of the 
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nucleus.  In fact, a conserved complex known as the linker of nucleoskeleton and 

cytoskeleton (LINC), which physically couples nuclear matrix structure to the 

cytoskeletal network, has been identified [Crisp et al, 2006; Haque et al, 2006].  

Although the exact structure of the nuclear matrix is unknown, it contains 

filament-like lamins, which play a central role in organizing transcriptional 

machinery and orienting chromosomes [Dechat et al, 2008; Lee et al, 2001; 

Worman et al, 1988].  Based on data confirming similar, although not identical, 

integrin clustering and activation in cells attached to extracellular matrix and 

mechanically-stimulated cells [Ingber, 1991], it may be postulated that similar 

nucleoskeleton rearrangements can be potentiated by both intact matrix and 

fluid-induced mechanostimulation.  Taken together, these data implicate a role 

for mechanical regulation of nuclear structure and gene expression. 

 

Expression of WNT5A mRNA in response to increased fluid pressure was 

unexpected, and the potential role for Wnt5a expression in ovarian carcinoma is 

unclear.  Western blot and ELISA data reveal high expression of Wnt5a in 

ovarian tumor ascites and in EOC cell lines.  However, Wnt5a expression was 

also strong in the peritoneal cavity in a normal patient and in a patient with 

ovarian hyperstimulation syndrome.  The finding of Wnt5a expression in a normal 

patient may be explained by cycling levels of Wnt5a expression during the 

menstrual cycle [Punyadeera et al, 2005; Matsuoka et al, 2010].  Further, Wnt5a 

overexpression has been reported in a number of syndromes of the ovary 

[Jansen et al, 2004].  Although the data does suggest EOC cells as a source of 
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Wnt5a production (average concentration of 354.5 ng/ml), the sources for 

ascites-expressed Wnt5a are not clear.  Wnt5a functions as a pro-inflammatory 

molecule in adipose tissue of obese human, and is highly expressed in these 

patients [Bilkovski et al, 2011; Schulte et al, 2012].  This is particularly interesting 

as obesity is negatively correlated with ovarian cancer prognosis [Olsen et al, 

2007; Pavelka et al, 2006; Farifield et al, 2002].  Ectopic Wnt5a enhanced 

ovarian cancer cell line adhesion to Collagen type I.  Physiologically, Wnt5a 

regulates convergent extension during embryogenesis, in part by mediating cell-

matrix adhesion and cell migration [Wallingford et al, 2002].  Given its role in 

embryogenic cell migration and invasion, potential Wnt5a regulation of peritoneal 

invasion by EOC cells requires investigation. 

 

Contradicting reports in the literature further complicate interpretation of the data.  

One report finds high expression of Wnt5a is a predictor of poor prognosis and a 

mediator of chemoresistance [Peng et al, 2011].  On the contrary, a second 

group finds high expression of Wnt5a suppresses EOC by promoting cellular 

senescence.  One explanation for this apparent discrepancy is receptor context.  

Current dogma supports the theory that differential Wnt signaling is activated 

based on ligand context, with Wnt5a defined as a non-canonical, β-catenin-

independent ligand [Hendrickx et al, 2008; Macdonald et al, 2007, Semenov et 

al, 2007].  Recent studies have challenged Wnt signaling dogma, suggesting that 

divergent Wnt pathway activation is Frizzled (Fzd) receptor and/or LRP co-

receptor context-specific [Mikels and Nusse, 2006; van Amerongen et al, 2008].    
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Adding to the complexity of Wnt signaling, two non-Fzd Wnt receptors have been 

identified: h-Ryk and Ror2, both receptor tyrosine kinases [Katso et al, 1999; 

Kroiher et al, 2001; Xu and Nusse, 1998; Forrester et al, 2002; Oishi et al, 2007].  

In fact, h-Ryk was originally isolated from the EOC cell line, SKOV3 [Wang et al, 

1996] and is overexpressed in EOC [Wang et al, 1996; Katso et al, 1999; Katso 

et al, 2000].  The receptor context of tumor cell models used in this study remain 

unknown; elucidation of receptor expression may clarify the mechanisms of EOC 

response to increased Wnt5a expression. 

 

Ascites-induced increases in intraperitoneal pressure have negative implications 

at the clinical and cellular levels.  Development of tense ascites, usually in stage 

III and stage IV EOC is associated with severe discomfort, poor prognosis, and 

fatality in patients [Rahaman and Cohen, 2002; Puls et al, 1996].  The presence 

of ascites is correlated with higher intraperitoneal tumor spread [Ayhan et al, 

2006].  Further, ovarian ascites-derived multicellular aggregates (MCAs) adhere 

to the extracellular matrix components fibronectin and Collagen type I [Burleson 

et al, 2004], which are both enriched in submesothelial matrix. Although the role 

of ascitic soluble factors, such as lysophosphatidic acid, in ovarian carcinoma 

have been studied in depth [Mills et al, 1988; Mills et al, 1990; Xu et al, 1995a; 

Xu et al, 1995b; Westermann et al, 1997; Xu et al, 1998; Furui et al, 1999; Fang 

et al, 2002; Yu et al, 2008], understanding the role(s) of mechanobiology requires 

more scrutiny. 
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The fluid-filled sac is a simple model of the peritoneal cavity, and does not 

represent the complex nature of the ovarian tumor microenvironment.  The 

mesothelium is a dynamic tissue, which may participate in paracrine signaling 

interactions with tumor cells [Sako et al, 2003; Wang et al, 2005].  Further, 

ascites accumulation is in part an inflammatory response; the roles of 

inflammatory cells and their signaling ligands are not addressed in this work 

[Smith and Jayson, 2003; Freedman et al, 2004].  It is likely that multiple factors 

act in concert to facilitate ovarian cancer dissemination, and further studies are 

necessary to evaluate these complex metastatic events. 
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2.14 CHAPTER 2 SUMMARY 
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3. LYSOPHOSPHATIDIC ACID INDUCES β-CATENIN-MEDIATED 

TRANSCRIPTION 

 

I. RATIONALE 

 

LPA, a bioactive lipid signaling molecule, plays a role in numerous cell processes 

including proliferation, migration, adhesion and cell survival [Moolenaar et al, 

1992; Fishman et al, 2001] by acting at a family of G protein-coupled receptors 

(GPCRs) known as LPARs [Choi et al, 2010; Fukushima and Chun, 2001].   LPA 

has wide ranging influence on cell physiology and pathophysiology including 

increases in cytokine and growth factor expression, alteration of surface protein 

trafficking and modulation of transcription [Fang et al, 2000; Fang et al, 2004]. 

LPA, which is produced by both normal and malignant cells, is present in high 

concentration (2-80 µM) in ascites and serum from 98% of ovarian cancer 

patients, including those with early stage disease [Xu et al, 1995; Westermann et 
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al, 1998; Fang et al, 2002; Xiao et al, 2001; Mills et al, 2001; Xu et al, 2009; Xu et 

al, 1998].  Further, increasing LPA expression is correlated with poor prognosis, 

suggesting its potential role as a therapeutic biomarker [Xu et al, 1998].  Data 

from our laboratory and others demonstrates LPA regulation of proteases (MT1-

MMP, MMP2, MMP9, uPA), inflammatory signaling molecules (Cox2, IL-8), and 

adhesion molecules including E-cadherin and β1 integrin [Do et al, 2007; Xu et 

al, 2009; Fishman et al, 2001; Gil et al, 2008; Symowicz et al, 2005].    

 

LPA induces diverse cellular functions by activating one of five known receptors 

LPA1-5, which modulate various signaling pathway proteins [Nelson et al, 2004; 

Yu et al, 2008; Meigs et al, 2001; Meigs et al, 2002; Yang et al, 2005; Fang et al, 

2002].  LPA1 (Gα12/13), LPA3 (Gαq/11) and LPA4 (Gα12/13) receptor subtypes 

are expressed in the ovary, with LPA4 being the most abundant [Choi et al, 2010; 

Fukushima et al, 2001]. LPA2 and LPA3 are aberrantly over-expressed in several 

ovarian carcinoma cell lines [Fang et al, 2000; Fang et al, 2004]. Overexpression 

of LPA2 and/or LPA3 potentiates a more proliferative and invasive phenotype in 

ovarian tumor cells by modulating IL-6, IL-8 and VEGF expression [Yu et al, 

2008]. Interestingly, heterotrimeric G proteins containing Gα12/13 interact with 

the cytoplasmic domain of E-cadherin, rescuing breast carcinoma cells from E-

cadherin-mediated migration suppression, preventing E-cadherin-based cell 

aggregation, and displacing β-catenin from the adherens junction complex [Meigs 

et al, 2001; Meigs et al, 2002].  In colon cancer cell lines, LPA treatment (1µM) 

leads to robust inactivation of GSK3β and nuclear localization of β-catenin [Yang 
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et al, 2005].  These data correlate with a previous study demonstrating that LPA 

treatment (0.1-20 µM) or LPA2/LPA3 expression induced a deactivating 

phosphorylation of GSK-3β in HEK293 cells [Fang et al, 2002b].  Recently, it has 

been shown that the Gβγ subunit of the G protein heterotrimer can also mediate 

Wnt signaling, inhibiting β-catenin degradation and allowing β-catenin-mediated 

transcriptional activity [Jernigan et al, 2010]. Here, novel role(s) of LPA as a 

mediator of ovarian carcinoma progression through modulation of β-catenin-

regulated gene expression are investigated. 



	  

	   79	  

II. RESULTS 

 

 

Lysophosphatidic Acid Dissociates Epithelial Ovarian Carcinoma 
Monolayers. 

Lysophosphatidic acid (LPA) is highly expressed in the ovarian tumor 

microenvironment (up to 80 µM [Westermann et al, 1998; Xu et al, 1995a, Xu et 

al, 1998; Xiao et al, 2001; Shen et al, 1998]), and previous work has shown LPA 

mediation of many cellular events in ovarian carcinomas [Erickson et al, 2001; 

Fang et al, 2002; Fishman et al, 2001; Liu et al, in press].  LPA concentration 

increases with tumor progression, peaking prior to and during establishment of 

metastases [Fang et al, 2000].  The transition from disseminating multicellular 

aggregates in ascites to cell adhesion and invasion at the metastatic site is 

facilitated by generating single cells via dissolution of E-cadherin-based cell-cell 

adhesions [Harisi et al, 2009].  To investigate the potential for LPA-mediated 

downregulation of junctional activity, two E-cadherin-expressing cell lines, 

OVCA429 and OVCA433, were cultured to 100% confluence with 40 µM LPA, 

1% BSA in PBS as a control, for 24 hours.  Intact monolayers were dissociated 

from the culture dish by dispase treatment, and monolayers were mechanically 

disrupted using a bench-top rotator for 50 rotations. Monolayer fragments, 



	  

	   80	  

regardless of size, were enumerated.  Control-treated OVCA429 and OVCA433 

cells maintained monolayer integrity, as shown in Fig. 3.1A,C and Fig. 3.1B,E, 

respectively.  Treatment with 40 µM LPA disrupted monolayer integrity 

(OVCA429, Fig. 3.1D; OVCA433, Fig. 3.1F), resulting in a larger number of 

cellular fragments compared with control (OVCA429, Fig 3.1A; OVCA433, Fig. 

3.1B). 

 

Loss of Surface-Expressed β-catenin Expression in Ovarian Carcinoma. 

Previous data has shown rapid dissolution of E-cadherin-based adherens 

junctions (AJs) in response to LPA.  The fate of the AJ-stabilizing, transcriptional 

regulator, β-catenin, following loss of AJs is unclear.  Evaluation of a human 

ovarian tumor tissue microarray containing 105 tumor tissue samples by 

immunohistochemistry demonstrates nuclear expression of β-catenin in each of 

the four EOC subtypes (Fig. 3.2A-D, Table 3.1).  All of the epithelial ovarian 

carcinoma (EOC) histotypes examined in this tumor microarray demonstrated 

strong expression of nuclear β-catenin.  Of 34 primary serous tumor samples, 

50.0% were positive for nuclear β-catenin. Endometriod tumor samples also 

express nuclear β-catenin (84.6%).  In mucinous and malignat mixed Müllerian 

tumor (MMMT) samples, 66.6% were nuclear β-catenin positive.  Interestingly, 

there was also strong nuclear β-catenin staining in borderline tumors as well, with 

78.9% exhibiting strong immunoreactivity. Of 8 primary clear cell EOC samples, 

62.5% stained positive for nuclear β-catenin. Eight (7 serous, 1 clear cell) 
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metastatic (mets) lesions were also analyzed for nuclear β-catenin with 5 of the 7 

serous exhibiting positive staining, in addition to positive immunoreactivity in the 

clear cell met (Table 3.1).  These data demonstrate nuclear localization of β-

catenin in EOC; however, the mechanism(s) of nuclear β-catenin accumulation 

are unclear. 

 

In order to determine if LPA-induced adherens junction disruption leads to freed 

cytoplasmic/nuclear β-catenin, OVCA433 cells were treated with 40 µM LPA for 

2, 4, or 6 hours and evaluated for β-catenin expression by immunofluorescent 

staining.  Surface-expressed β-catenin is significantly decreased following 2-hour 

LPA treatment compared with control, which corresponds to loss of surface-

expressed E-cadherin expression (Fig. 3.3A-D).  Further, β-catenin perinuclear 

accumulation can be observed following two hour LPA treatment (Fig. 3.1D, 

white arrows). β-catenin surface expression is partially recovered at the 4- and 6-

hour time points (Fig. 3.3F,H), whereas E-cadherin surface-expression continues 

to decrease (Fig. 3.3E,G). 

 

To determine whether LPA-mediated loss of β-catenin surface is a LPA receptor-

dependent event, OVCA433 cells were either treated with LPA (40 µM) alone, 

pre-treated with the pharmacologic LPA receptor inhibitor, Ki16425 (40 µM, 30 

minutes), or pre-treated and then treated with LPA.  LPA treatment led to loss of 

β-catenin surface expression, and perinuclear (white arrows) and nuclear 

accumulation (red arrows) of β-catenin (Fig. 3.4C) compared with untreated 
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control (Fig. 3.4A), vehicle control (Fig. 3.4B), and Ki16425 alone (Fig. 3.4D).  

This loss of surface expression was rescued by pre-treatment with Ki16425 prior 

to LPA treatment (Fig. 3.4E).  Similar to LPA-mediated loss of β-catenin surface 

expression, a GSK3-β (member of the β-catenin degradation complex) inhibitor 

also facilitates loss of surface-expressed β-catenin (positive control, Fig. 3.4F). 

 

Lysophosphatidic Acid Potentiates Nuclear Accumulation of β-catenin. 

Although the exact mechanism of β-catenin nuclear transport is unknown, 

cytoplasmic and perinuclear accumulation of β-catenin is coupled to increased 

nuclear expression.  In order to evaluate nuclear β-catenin accumulation, 

OVCA429 and OVCA433 cells were either treated with LPA, pre-treated 

Ki16425, or both pre-treated with Ki16425 followed by LPA treatment as 

described above for two hours. Nuclear proteins were isolated by subcellular 

fractionation as described in Experimental Methods and evaluated by Western 

blot. Indeed, LPA treatment potentiates a 50% increase in nuclear β-catenin 

localization in both OVCA429 (Fig. 3.5A) and OVCA433 (Fig. 3.5B).  Further, 

this nuclear accumulation following LPA treatment is abrogated by pre-treatment 

with the LPA receptor inhibitor, Ki16425, suggesting LPA receptor-dependent 

signaling is the mechanism regulating β-catenin relocalization (Fig 3.5A,B). 

 

LPA-Induced Nuclear β-catenin Activates Transcription. 
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The β-catenin protein sequence does not contain a nuclear localization signal 

domain, and the mechanism of nuclear transport is unclear [Suh and Gumbiner, 

2003; Krieghoff et al, 2006; Fagatto et al, 1998].  Therefore, it is important to 

validate transcriptional activity and gene expression regulation to demonstrate 

functional consequences of nuclear β-catenin.  β-catenin activates transcription 

by displacing the transcriptional repressor Groucho in Tcf/Lef binding site-

containing genes promoters (Fig. 3.6A), and subsequently binding its’ 

coactivators Tcf/Lef (and potentially other co-factors such as CBP) to initiate 

transcription (Fig. 3.6B).  To determine interaction of nuclear β-catenin following 

LPA treatment, nuclear proteins from OVCA433 were isolated using a chromatin-

based immunoprecipitation protocol as described in Experimental Methods.  

Nuclear proteins were incubated with protein A/G beads and 5 µg of anti-β-

catenin antibody, and protein-protein binding of bead-captured β-catenin was 

evaluated by immunoblotting for Tcf.  Tcf/β-catenin interaction was greater in 

cells treated with LPA, compared with controls.  Pre-treatment with Ki16425 

inhibited this co-immunoprecipitation, suggesting that LPA-mediated increases in 

Tcf/β-catenin are LPA receptor-dependent (Fig. 3.7).  In order to measure 

activation of the β-catenin/Tcf/Lef transcriptional complex, OVCA429 and 

OVCA433 cells were transfected with a Renilla luciferase reporter construct and 

either a TOP (Tcf) reporter construct or a FOP (control) reporter construct then 

treated with LPA for 2, 8 or 24 hours.  β-catenin/Tcf/Lef transcriptional activity is 

increased after 2-hour LPA treatment, and sustained at 8 and 30 hours in both 

OVCA429 and OVCA433 (Fig. 3.8A,B).  Consequentially, LPA-mediated β-
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catenin/Tcf/Lef transcriptional activity increase leads to upregulation of 5 β-

catenin target genes: VIM (Vimentin), WNT5A, LRP6, PTGS2 (Cox-2) and SNAI1 

(Snail1), as shown in Fig. 3.9. 
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3.1 LYSOPHOSPHATIDIC ACID DISRUPTS EPITHELIAL 

COHESION 
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3.2 β-CATENIN IS EXPRESSED IN HUMAN OVARIAN 

CARCINOMA 
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3.1 β-CATENIN EXPRESSION IN HUMAN OVARIAN CARCINOMA 
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3.3 LPA MEDIATES LOSS OF E-CADHERIN AND β-CATENIN 

SURFACE EXPRESSION 
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3.4 LPA MEDIATES LOSS OF SURFACE-EXPRESSED β-CATENIN 

IN A LPA RECEPTOR-DEPENDENT MANNER 
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3.5 LPA INDUCES LPA RECEPTOR-DEPENDENT NUCLEAR 

TRANSLOCATION OF β-CATENIN 
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3.6 β-CATENIN AS A TRANSCRIPTION FACTOR 
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3.7 β-CATENIN COLOCALIZES WITH TCF FOLLOWING LPA 

TREATMENT 
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3.8 LPA-MEDIATED ACTIVATION OF THE TCF/LEF REPORTER IN 

OVARIAN CARCINOMA CELL LINES 
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3.9 LPA INDUCES TRANSCRIPTION OF β-CATENIN TARGET 

GENES 
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III. DISCUSSION 

 

 

Lysophosphatidic acid (LPA) is highly expressed in the ovarian cancer 

microenvironment, and regulates a multitude of ovarian tumor cell responses 

including proliferation, epithelial-to-mesenchymal transition, migration and 

invasion.  LPA is expressed as high as 80 µM in the ascites fluid and serum of 

patients with ovarian cancer [Westermann et al, 1998; Xu et al, 1995a, Xu et al, 

1998; Xiao et al, 2001; Shen et al, 1998], underlining the importance of 

understanding its pathophysiological role in ovarian cancer. Data in this chapter 

define a novel role for LPA, ligand-independent activation of β-catenin-regulated 

transcription in ovarian carcinoma. 

 

Treatment of intact OVCA429 and OVCA433 monolayers with LPA leads to 

fragmenting of the monolayer.  This data demonstrates LPA-modulated loss of 

epithelial cohesion, as a functional result of disrupting cell-cell junctions.  LPA is 

known to disperse EOC cell colonies [Jourquin et al, 2006], and to disrupt E-

cadherin-based adherens junctions through protease-dependent cleavage and 

altered cadherin trafficking in ovarian carcinoma [Liu et al, in press].    The fate of 

β-catenin in response to LPA-mediated AJ dissolution, however, had not been 
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previously studied.  Data presented here demonstrate that although loss of 

plasma membrane-localized E-cadherin is sustained, β-catenin loss from the cell 

surface appears to be a transient event, peaking after two hours.  It remains 

unclear whether recycled β-catenin is reassociated with cell-cell junctions after 4 

and 6 hours of LPA treatment, and if so what transmembrane protein forms these 

junctions.  Interestingly, freed β-catenin accumulation is observed just around the 

nucleus in a perinuclear space following LPA treatment in ovarian carcinoma 

cells.  This observation corresponds with data that first identified an intersection 

between adhesion-related and transcription-related cytoplasmic pools of β-

catenin [Kam and Quaranta, 2009].  The theory that cytoplasmic β-catenin pools 

intersect nuclear β-catenin pools is further supported by data demonstrating 

increased nuclear localization, Tcf/Lef reporter activity and β-catenin target gene 

transcription in response to LPA treatment.   

 

Current data identifies five pro-metastatic β-catenin target genes upregulated 

following LPA treatment: VIM (Vimentin), WNT5A, LRP6, PTGS2 (Cox-2), and 

SNAI1 (Snail1).  Cox-2 contributes to tumorigenesis by inhibiting apoptosis, 

increasing growth factor expression to promote angiogenesis, and by enhancing 

matrix metalloproteinase (MMP) expression to stimulate invasion [Dempke et al, 

2001].  Cox-2 protein is expressed in ovarian carcinoma, and functions as a 

downstream effector of LPA-mediated ovarian tumor cell migration and invasion.  

[Symowicz et al, 2005]. The proteinase MMP-9 is important for matrix invasion, is 

elevated in invasive ovarian cancer specimens as well as ovarian carcinomatous 
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ascites, and is correlated with lymph node metastasis [Young et al, 1996; Huang 

et al, 2000; Sakata et al, 2000].  In addition to enzymes and enzyme receptors 

expression of two genes commonly associated with EMT, vimentin and snail, 

was also induced by LPA treatment.  Ovarian cancers typically display both 

epithelial and mesenchymal characteristics and the mesenchymal marker 

vimentin is widely expressed in tumor specimens [Hudson et al, 2008].  Snail is a 

key inducer of EMT and functions as a negative regulator of E-cadherin 

transcription.  Several studies have demonstrated that nuclear localization of 

Snail correlates with tumor progression, with enhanced Snail immunoreactivity in 

metastatic lesions. [Tuhkanen et al, 2009; Jin et al, 2010]. Furthermore, patients 

with both primary and metastatic tumors positive for Snail expression showed a 

significant decrease in overall survival [Blechschmidt et al, 2008].  LRP6 

functions as a Wnt co-receptor that recruits Axin and Dishevelled to the plasma 

membrane, thereby disrupting the degradation of β-catenin and facilitating β-

catenin nuclear translocation.  LRP6 is expressed by ovarian carcinoma cell lines 

(current data and unpublished observations); however, expression in ovarian 

tumor tissues has not been evaluated.  It is important to note that while LPA-

induced loss of β-catenin (2 hour treatment) is recovered after 4 hours and 6 

hours, Tcf/Lef reporter activity remains increased for up to 30 hours.  This 

discrepancy may be secondary to the regulation of nuclear transport or the “half-

life” of β-catenin in the nucleus; however, speculation is difficult since the 

mechanism of β-catenin transport remains a topic of debate. 
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The exact mechanism by which LPA signaling is conferred in EOC is unclear.  It 

cannot be overlooked that chronic exposure of disseminating EOC cells to high 

(up to 80 µM) environmental LPA may lead to desensitization via downregulation 

of LPA receptor surface expression, a regulation phenomenon common to G-

protein-coupled receptors [Lefkowitz, 1993].  Under these conditions, LPA may 

confer observed changes in cell phenotype and/or genotype in a receptor-

independent manner.  Early evidence for receptor-independent LPA signaling 

includes observations that invertebrates produce and are responsive to LPA in 

the absence of conservation of LPA-encoding genes [Saba, 2004].  Further, 

inhibition of LPA receptors in platelets does not abrogate LPA-mediated 

mitogenesis and platelet aggregation, suggesting a low-affinity, receptor-

independent LPA signaling pathway in these cells [Hooks et al, 2001].  Direct 

membrane perturbation has been proposed as a potential receptor-independent 

mechanism of LPA due to its detergent-like structure [Fukushima et al, 2002].   

Neurobiology studies have shown that LPA is cleaved to PA by endophilin I, and 

that PA can mediate endocytosis at the neural synapse [Schmidt et al, 1999].  

Although evidence for LPA signaling independent of the LPA receptors exists, 

further studies are necessary to elucidate specific mechanisms of LPA signaling 

in ovarian carcinomas.   

 

Downstream of receptor-dependent and/or receptor-independent activation, the 

LPA-mediated mechanisms that regulate β-catenin localization and subsequent 

signaling are unknown.  It could be assumed that a rapid increase in cytoplasmic 
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pools of β-catenin saturates degradation complexes allowing for nuclear 

translocation, but this claim cannot currently be substantiated.   LPA 

transactivates a number of receptors, suggesting a mechanism for indirect 

regulation of β-catenin localization.  Data has shown an interaction between 

cadherin cytoplasmic tails and the heterotrimer G protein, Gα12 [Meigs et al, 

2001]. These data are of particular interest since the ovarian cancer-related LPA 

receptors (LPAR2 and LPAR3) are Gα12/13-type G-proteins. Activation of the G 

protein displaces β-catenin from the cadherin, potentially activating 

transcriptional pathways [Meigs et al, 2001].  Regardless of the mechanism, the 

aforementioned data demonstrates activation of Wnt/β-catenin transcription 

activity following LPA-mediated loss of adherens junctions, and adds to the body 

of literature supporting a nexus between the LPA and cadherin/catenin signaling 

cascades (Fig. 3.9). 
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3.9 CHAPTER 3 SUMMARY 
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4. INTEGRIN-MEDIATED MATRIX ENGAGEMENT ACTIVATES β-

CATENIN SIGNALING 

 

I. RATIONALE  

 

During the ovarian carcinoma metastatic cascade, disseminating cells anchor to 

the mesothelium and submesothelial matrix of peritoneal organs [Hudson et al, 

2008; Barbolina et al, 2009]. Although mechanisms regulating mesothelial 

receptivity have not been fully investigated, mechanical deformation of the 

mesothelium caused by accumulated ascites fluid may expose submesothelial 

matrix and/or modulate surface-expressed proteins on mesothelial cells 

themselves [Zareie et al, 2005].  It has also been shown that adhesion of 

epithelial ovarian carcinoma (EOC) cells to the mesothelial monolayer itself can 

induce mesothelial cell retraction [Niedbala et al, 1986].  Interestingly, recent 

data suggests that EOC cells generate integrin-dependent traction force to 

physically displace mesothelial cells, subsequently adhering to the 
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submesothelial matrix beneath [Iwanicki et al, 2011].  In addition to anchoring to 

the submesothelial matrix, a fibronectin-rich, adhesion-promoting stroma is 

deposited on the otherwise non-adhesive mesothelium that may facilitate EOC 

cell adhesion [Nagy et al, 1995; Kenny et al, 2009].   

 

Free-floating ovarian tumor cells adhere to the mesothelium and collagen-rich 

submesothelial matrix in order to form metastatic lesions, and this adhesion is in 

part mediated by β1 integrin [Cannistra et al, 1995; Strobel and Cannistra, 1999; 

Lessan et al, 1999].  Upon engagement with these intact matrices (multivalent 

ligand), integrin heterodimers aggregate (or cluster) and trigger downstream 

signaling events that differ from signaling events downstream of fragmented 

matrix (monovalent ligand).  Ligation of integrins by monovalent ligand mediates 

receptor re-localization to focal contacts, but little tyrosine phosphorylation-

regulated signaling.  Conversely, integrin engagement of multivalent ligands or 

interaction with a non-ligand aggregator leads to FAK phosphorylation and 

cytoskeletal rearrangement (Fig. 1.2, Fig. 4.1A) [Miyamoto et al, 1995].  

Previous work in our laboratory has modeled sub-mesothelial anchoring of 

metastasizing epithelial ovarian carcinoma cells microsphere-immobilized β1 

integrin antibodies to mimic matrix-induced integrin aggregation [Ghosh et al, 

2005; Symowicz et al, 2007].  Based on those findings, this work utilizes 

microsphere-immobilized anti-β1 integrin antibodies that recapitulate multivalent 

ligand-induced signaling to accurately mimic tumor cell adhesion to the 

mesothelium and/or submesothelial matrix (Fig 4.1B).    
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Epithelial (E)-cadherin is a single-span transmembrane glycoprotein that 

mediates calcium-dependent cell-cell adhesion via interaction with the 

extracellular domains of cadherins on the surface of neighboring cells (Gumbiner 

et al, 2000; Foty et al, 2005]. Although most normal epithelia express high levels 

of E-cadherin, it is absent in the mesenchymally-derived normal ovarian surface 

epithelium (OSE), which instead expresses neural (N)-cadherin [Hudson et al, 

2008].  In most carcinomas, E-cadherin expression is downregulated or lost, 

facilitating cellular dispersal, invasion and metastasis [Hanahan and Weinberg, 

2000]. However, a unique feature of EOC is a gain of E-cadherin expression in 

primary differentiated carcinomas, with all histotypes displaying strong 

immunoreactivity [Hudson et al, 2008]. There is less clarity regarding relative E-

cadherin levels during ovarian tumor progression and metastasis. While 

complete loss of E-cadherin is uncommon, reduced staining is often detected in 

late stage tumors and in ascites-derived tumor cells [Davies et al, 1998; Ho et al, 

2006], and negative E-cadherin is predictive of poor overall survival [Voutilainen 

et al, 2006; Darai et al, 1997].  

 

β-catenin is found predominantly in association with the E-cadherin cytoplasmic 

domain at cell-cell junctions [Daugherty et al, 2007; Liu et al, 2002].  In the 

absence of cell-cell contact and Wnt signaling, cytosolic β-catenin forms a 

complex with adenomatous polyposis coli (APC), axin/conductin, casein kinases 

(CK) 1α and 1ε, and glycogen synthase kinase-3β (GSK-3β).  CK1 and GSK-3β 
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phosphorylate β-catenin and target the protein for ubiquitination and proteasomal 

degradation [Liu et al, 2002].  When Wnt signaling is active, Dishevelled prevents 

complex formation and phosphorylation by GSK-3β, enabling β-catenin to 

translocate to the nucleus, bind Tcf/Lef-1 family transcription factors, and 

transcriptionally regulate Wnt/β-catenin target genes [Nelson and Nusse, 2004].  

The transcriptional regulatory activity of β-catenin is also controlled by factors 

other than Wnt signaling.  For example, ectopic E-cadherin expression can 

sequester β-catenin, thereby depleting the pool that binds Tcf [Gottardi et al, 

2001].  Phosphorylation of GSK-3β by protein kinases A, B, and C, Akt/PI3K, and 

MAPK, inhibits its ability to phosphorylate and target β-catenin for degradation 

[Fang et al, 2000; Fang et al, 2002; Zhou et al, 2004].   

 

Many Wnt/β-catenin target genes regulate tumor progression [Nelson and Nusse, 

2004], however gene mutations in the Wnt signaling pathway are uncommon in 

ovarian cancer with the exception of some β-catenin mutations in endometrioid 

histotype EOC.  Nevertheless, emerging data implicate dysregulated Wnt 

signaling in EOC progression in the absence of activating mutations in either 

APC, AXIN or β-catenin [Gamallo et al, 1999; Wright et al, 1999; Wu et al, 2001; 

Gatcliffe et al, 2008].  Several studies have also demonstrated a link between 

integrin signaling and β-catenin-dependent Wnt pathway activation in physiologic 

and pathologic cell signaling processes [Crampton et al, 2009; Maher et al, 2009; 

Kim et al, 2009; Chandramouly et al, 2007; Koenig et al, 2006; Barbolina et al, 

2009].  Furthermore, both E-cadherin ectodomain shedding [Maretsky et al, 
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2005] and decreased net E-cadherin expression [Koenig et al, 2006] can 

promote β-catenin-mediated transcription, suggesting that β-catenin is released 

from E-cadherin following disruption of the junctional complex. These studies 

describe a novel mechanism by which cell-matrix engagement may regulate the 

functional integrity of cell-cell contacts, leading to increased β-catenin nuclear 

signaling and enhanced invasive activity.  
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II. RESULTS 

 

 

Integrin Aggregation Alters β-catenin Dynamics. 

β-catenin is commonly found in association with the E-cadherin cytoplasmic 

domain at cell-cell junctions [Gottardi and Gumbiner, 2004].  Previous data has 

shown intersection between junctional (E-cadherin-associated) and nuclear β-

catenin pools [Kam and Quaranta, 2009].  Cytosolic β-catenin can be targeted for 

degradation or translocated to the nucleus.  In the absence of Wnt signaling 

activation, GSK-3β phosphorylates  β-catenin when it is complexed with APC 

and Axin and targets it for ubiquitination and degradation,preventing translocation 

to the nucleus [Dihlmann and von Knebel Doeberitz, 2005].  Our laboratory has 

shown that while total GSK-3β expression levels were unaffected, GSK-3β 

inhibition (Ser9 phosphorylation) was enhanced following integrin clustering 

[Burkhalter et al, 2011].   

 

To examine whether integrin clustering may expand the pool of transcriptionally 

active β-catenin, nuclear extracts were isolated by differential centrifugation and 

analyzed for presence of β-catenin.  Results show that integrin clustering 
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enhances nuclear accumulation of β-catenin (Fig. 4.2A).  This was confirmed 

using cytospin/immunofluorescence analysis in which cell are lysed in detergent-

free hypotonic buffer, intact nuclei are collected and centrigfuged onto poly-L-

lysine-coated coverslips using a Cytopro cytocentrifuge. Nuclei were then stained 

β-catenin or active-β-catenin by immunofluorescence as described in 

Experimental Methods.  These data demonstrated an increase in nuclear β-

catenin fluorescence (Fig. 4.2B). 

 

Integrin Aggregation Activates Transcription of Wnt/β-catenin Target 
Genes.   

As the data above indicated that integrin clustering altered β-catenin dynamics, 

resulting in enhanced nuclear β-catenin levels, cells were evaluated for changes 

in β-catenin-regulated gene expression.  This was confirmed by qPCR profiling of 

Wnt pathway genes that are targets of β-catenin; Seventy-five genes encoding 

Wnt pathway members were upregulated in response to integrin clustering as 

shown as a scatter plot (Fig. 4.3A) and as a heat map where red indicates 

upregulation, black indicates no change and green indicates downregulation 

(Fig. 4.3B).  Each gene tested and its fold-change expression is listed in Table 

4.1.  Validation of select genes from the PCR profiling data demonstrates 

significantly enhanced expression of PTGS2 (Cox-2, p-value= 0.0108), PLAUR 

(uPAR, p-value= 0.0144), VIM (vimentin, p-value= 0.0097), LRP6 (p-value= 
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0.0017), WNT5A (p-value= 0.0001) and MMP9 (p-value= 0.0287) and increased 

expression of snail (p-value= 0.06) (Fig. 4B).  
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4.1 MODELING INTEGRIN CLUSTERING – MONOVALENT 

VERSUS MULTIVALENT MODELS 
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	   113	  

4.2 ENGAGEMENT OF β1 INTEGRINS INCREASES NUCLEAR β-

CATENIN 
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4.3 ENGAGEMENT OF β1 INTEGRINS ALTERS GENE 

EXPRESSION OF WNT PATHWAY MEMBERS 
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4.4 INTEGRIN CLUSTERING UPREGULATES TRANSCRIPTION 

OF β-CATENIN TARGET GENES 
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III. DISCUSSION 

 

 

Modulation of cell-cell and cell-matrix adhesion are key events in ovarian cancer 

metastasis, as intra-peritoneal adhesion of malignant cells and multi-cellular 

aggregates combined with localized integrin-mediated invasion of the collagen-

rich sub-mesothelial matrix are necessary to anchor secondary lesions [Hudson 

et al, 2008; Brabletz et al, 2005].  Intra-peritoneal ovarian cancer metastasis is 

mediated by adhesion via integrins α2β1 and α3β1 to peritoneal mesothelial cells 

displaying surface expression of collagen and the exposed interstitial (types I and 

III) collagen-rich submesothelial matrix and antibodies directed against these 

integrins block collagen binding [Gottardi et al, 2004; Srivastava and Pandey, 

1998; van Noort et al, 2002; Tago et al, 2000; Barbolina et al, 2009; Skubitz et al, 

2002; Casey and Skubitz, 2000].  Integrin engagement by a multivalent matrix 

ligand results in receptor aggregation, functionally coupling the extracellular 

environment to specific signal transduction pathways that modulate distinct 

cellular responses including gene transcription, cell migration, and survival 

[Lessan et al, 1999]. Integrins thereby signal cellular responses by regulating the 

formation of signal transduction complexes on a cytoskeletal framework and this 

integration of signaling and cytoskeletal events is dictated by the physical nature 

of the integrin-ligand interaction [Lessan et al, 1999].   



	  

	   120	  

 

Recent studies have shown that extracellular matrix (ECM) can modulate Wnt 

signaling. Specifically, the ECM component biglycan may form a heterotrimer 

with Wnt ligands and the co-receptor LRP6, activating β-catenin-dependent 

transcription [Berendsen et al, 2011]. The current results show that engagement 

of collagen-binding integrins enables β-catenin activation, nuclear translocation, 

and transcriptional regulation.  Increased β-catenin nuclear signaling enhances 

transcription of many genes that contribute to tumor progression [Dihlmann and 

von Knebel Doeberitz, 2005; Nelson and Nusse, 2004] including genes that 

modulate invasion and metastasis [Ellerbroek et al, 1999]. Detection of Wnt 

target gene expression provides additional evidence in support of Wnt pathway 

activation.  Enhanced expression of COX2, PLAUR (uPAR), VIM (vimentin), 

LRP6, WNT5A, MMP9 and SNAI1 (snail 1) was demonstrated in the current 

study. The membrane-anchored receptor uPAR binds urinary-type plasminogen 

activator (uPA) and participates in cell surface-associated plasminogen 

activation.  The uPA-uPAR-plasmin system has been linked to invasion and 

metastasis in multiple tumor types and elevated uPAR has been shown to 

contribute to proliferation, adhesion and invasion [Ahmed et al, 2005].  

Expression of uPAR is elevated in human ovarian tumors and correlates with 

tumor stage, grade and unfavorable prognosis with respect to disease 

progression free survival [Young et al, 1994].   As previously described (Chapter 

3), Wnt5a, Cox-2, MMP-9, LRP6 and Snail 1 also play important roles in ovarian 

cancer progression.   
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The current data describe a mechanism for integrin-dependent activation of 

Wnt/β-catenin signaling that may play a role in metastatic progression.  Integrin 

clustering alters β-catenin dynamics, inducing nuclear translocation of β-catenin 

and transcriptional activation of Wnt/β-catenin target genes.  While some of these 

genes may also be activated by other pathways, the current data support the 

hypothesis that matrix-induced integrin clustering may provide a novel 

mechanism for the dysregulation of Wnt signaling observed in ovarian tumors 

lacking mutations in the Wnt signaling pathway [Wu et al, 2001; Gamallo et al, 

1999; Wright et al, 1999; Gatcliffe et al, 2008]. 
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4.5 CHAPTER 4 SUMMARY 
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5. LYSOPHOSPHATIDIC ACID ACTIVATES β1 INTEGRIN IN 

OVARIAN CARCINOMA 

 

 

 

I. RATIONALE 

 

Many studies have suggested convergent signaling between growth factors and 

integrin-mediated adhesion processes [reviewed in Mitra et al, 2005, Alam et al, 

2007, Harburger and Calderwood, 2009].  Several G-protein coupled agonists, 

including lysophosphatidic acid (LPA), have been shown to phosphorylate the 

integrin effector p125FAK [Rozengurt, 1995].  Additionally, LPA-induced 

migration in fibroblasts is dependent on β1 integrin expression [Sakai et al, 

1999].  One study supports a theory of LPA-integrin crosstalk by demonstrating 

that LPA-LPAR2 interaction activates TGF-β signaling in an integrin-mediated 

manner  [Xu et al, 2009].   

 

In ovarian cancer, data has suggested crosstalk between the LPA and integrin 

signaling pathways in epithelial ovarian carcinoma (EOC).  EOC cells cultured on 
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laminin demonstrate increased LPA production; treatment with an inhibitory anti-

β1 integrin antibody abrogates LPA production and cell adhesion to laminin.  

Further, addition of exogenous LPA following anti β1 antibody pre-treatment 

restores EOC cell adhesion to laminin  [Sengupta et al, 2003]. Interestingly, LPA 

treatment also leads to increased adhesion to collagen I in ovarian cancer cell 

lines, as well as enhanced β1 integrin protein expression [Fishman et al, 2001].   

 

Ovarian tumor metastatic success is achieved in part due to the ability to survive 

anoikis:  programmed cell death due to lack of or inappropriate cell adhesion 

[Frankel et al, 2001].  Specificity for extracellular matrix component(s) is 

conferred to cells by integrin heterodimer expression, and cells adhered to 

inappropriate matrices are equally susceptible to anoikis as detached cells 

[Frisch and Ruoslahti, 1997].  β1 integrin has been shown to rescue cells from 

anoikis through tyrosine phosphorylation of Shc, and subsequent MAP kinase 

signaling in T lymphocyte and osteosarcoma cell lines [Wary et al, 1996].  It has 

also been suggested that LPA confers anoikis-resistance to metastasizing 

ovarian tumor cells through hyperphosphorylation of p125FAK [Erickson et al, 

2001], suggesting potential crosstalk between LPA and integrins.  These data 

taken together support the concept that both integrin signaling and LPA signaling 

promote cell survival in part through regulating programmed cell death.  Whether 

integrin and LPA signaling mechanisms are cooperative or involve crosstalk 

between the two pathways is unclear. 
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Results reported in Chapters 3 and 4 include integrin clustering- and LPA-

induced translocation of cytoplasmic β-catenin to the nucleus of ovarian 

carcinoma cells, and subsequent activation of beta-catenin-dependent gene 

transcription.  These similarities suggest a potential for cross or combinatory 

signaling between β1 integrin and LPA, and the subsequent experiments were 

designed to investigate potential for convergence of the integrin and LPA 

signaling pathways that potentiate ovarian tumor progression. 
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II. RESULTS 

 

 

Lysophosphatidic Acid Activates Clustering-Dependent β1 Integrin 
Signaling. 

Lysophosphatidic acid (LPA) – LPA receptor interaction has been previously 

shown to transactivate a number of surface-expressed signaling receptors such 

as EGFR and VEGF [Choi et al, 2010].  In order to assess the potential for cross-

talk between LPA signaling and integrin activation, OVCA433 cells were treated 

with either 30 µM or 70 µM LPA for 1 hour at 37°C, and then evaluated for β1 

integrin activation by flow cytometry analysis.  Adherent monolayer cells were 

treated with LPA, followed by immuno-labeling with an antibody that specifically 

recognizes the active conformation of β1 integrin (anti-β1 integrin, clone 

HUTS21, BD Transduction Laboratory).  Both 30 and 70 µM LPA treatments 

induced β1 integrin activation, and this activation was partially decreased by pre-

treatment with an LPA receptor inhibitor, Ki16425 (Fig. 5.1A, B).  Disseminating 

ovarian tumor cells are exposed to LPA in ascites as anchorage-independent 

multicellular aggregates (MCAs).  In order to evaluate β1 integrin clustering in 

anchorage-independent cells in response to LPA, OVCA433 cell suspensions 

were treated with 20 µM or 40 µM LPA for 1 hour at room temperature.  Surface-
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expressed β1 integrin was crosslinked using a non-activating anti-β1 integrin 

(clone MAB1959) antibody (Millipore) at 4°C, followed by incubation with anti-IgG 

(Sigma-Aldrich) at 37°C.  The cell suspension was diluted 1:10 in serum-free 

medium, and then cyto-centrifuged onto 22 mm2 glass coverslips, and 

immunostained for β1 integrin (anti-β1 integrin, clone MAB2250; secondary 

antibody: Alexa fluor 488-conjugated mouse-anti IgG) as illustrated in Fig. 5.2. 

Data was quantitatively evaluated by counting the number cells exhibiting 

punctate green spots [Gilcrease et al, 2004] compared with the total number of 

cells in the field of view (40X magnification).  β1 integrin clustering was 

potentiated by LPA treatment in a dose-dependent manner, with a 1.5-fold 

increase of the number of β1 integrin clusters (green) following 20 µM treatment 

(Fig. 5.3B,D) and a 2-fold increase of clusters following 40 µM treatment (Fig 

5.3C,D) compared with control (Fig. 5.3A). 

 

Clustering-dependent integrin signaling activates differential signaling compared 

with substrate-ligation of individual integrin dimers, including FAK and Src 

phosphorylation [Miyamoto et al, 1995], as illustrated in Fig 1.2.  Clustering-

induced signaling activation is initiated by autophosphorylation of FAK at tyrosine 

397, which is a binding site for the Src family of kinases.  Further, 

phosphorylation of FAKTyr397 and recruitment of Src kinases leads to 

phosphorylation of tyrosine 576, which lies in the FAK activating domain.   

[Schaller et al, 1994; Cobb et al, 1994; Chen et al, 1996; Zhang et al, 1999].  Src 

catalytic activity is regulated by tyrosine phosphorylation at two different sites 
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with contrasting consequences; activation requires autophosphorylation at 

tyrosine 418, whereas phosphorylation of tyrosine 527 decreases enzyme activity 

[Hunter et al, 1987].  Phosphorylation status of FAK and Src were evaluated 

following LPA treatment, to determine whether LPA-induced clustering also 

activates integrin signaling.  LPA treatment led to phosphorylation of FAK at 

tyrosine residues 576 and 397 in a LPA receptor dependent manner, suggesting 

LPA activates FAK downstream of β1 integrin clustering (Fig. 5.4A,B).  

Corresponding to LPA-induced FAK activation, Src is phosphorylated at tyrosine 

418 but not at tyrosine 527, indicating an increase of Src kinase activity (Fig. 

5.5A,B). 

 

Lysophosphatidic Acid Protects Disseminating Ovarian Tumor Cells From 
Anchorage-Dependent Apoptosis (Anoikis). 

The studies above support the hypothesis that LPA regulation of β1 integrin may 

play a role in protect floating multicellular aggregates (MCAs) from anoikic cell 

death via modulation of integrin clustering and activation.  The anoikis signaling 

pathway culminates with the activation of the caspase cascade [Valentijn et al, 

2004].Anoikis can be initiated by either intrinsic (outer mitochondrial membrane 

permeabilization) or extrinsic (death signal, e.g. Fas, TNF-R) signaling pathways.  

Intrinsic anoikis is in part characterized by activation of caspase-8, while extrinsic 

anoikis is characterized by caspase-9 [Gilmore, 2005; Simpson et al, 2008].  

Evaluation of caspase activation allows for determination relative rates of anoikic 
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cell death in response to LPA treatment.  OVCA429 and OVCA433 cells were 

cultured as multicellular aggregates using the hanging drop method as described 

[Kelm et al, 2002; Experimental Methods], serum-starved overnight and 

transferred to agarose-coated dishes (to prevent adhesion), then treated with 1% 

BSA in PBS (control) or 40 µM LPA.  In OVCA433, both caspase-8 (p-value= ) 

and caspase-9 activity was decreased following treatment with LPA compared 

with control (Fig. 5.6).  Activity of caspase-8 and caspase-9 trended towards 

decreasing in response to LPA in OVCA429, as well (Fig. 5.7). 
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5.1 LPA ACTIVATES β1 INTEGRINS 
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5.2 IMMUNOFLUORESCENT EVALUATION OF β1 INTEGRIN 

CLUSTERING 
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5.3 LPA INDUCES ANCHORAGE-INDEPENDENT β1 INTEGRIN 

CLUSTERING 
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5.4 LPA TREATMENT LEADS TO PHOSPHORYLATION OF FAK 
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5.5 LPA TREATMENT MEDIATES SRC PHOSPHORYLATION 
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5.6 LPA DECREASES CASPASE ACTIVITY IN OVARIAN 

CARCINOMA CELL LINES 

 

 

 



	  

	   139	  

5.7 LPA MAY MODULATE CASPASE ACTIVITY IN OVCA429 

CELLS 
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III. DISCUSSION 

 

 

Lysophosphatidic acid signaling regulates a diverse number of biological actions 

in nearly every system of the human body [Choi et al, 2010].  In addition to 

achieving influence by binding one of its five LPA receptors, LPA also 

transactivates other signaling pathways including growth factors, proteases and 

other factors that facilitate tumor progression and metastatic success [Fukushima 

et al, 2001; Choi et al, 2010; Wang and Fishman, 2009].  Although it has been 

suggested that growth factor-dependent cytoskeletal reorganization may 

potentiate integrin clustering in lipid rafts [Ross, 2004], cooperative signaling 

between LPA and integrins in ovarian cancer has not been elucidated.  This 

chapter establishes pathway crosstalk between LPA signaling and integrin 

clustering-mediated signaling, demonstrates a role for LPA in protecting 

disseminating epithelial ovarian carcinoma (EOC) cell from anoikis (Fig 5.8). 

 

Previous work has shown that LPA increases ovarian cancer cell line adhesion to 

Collagen type I via β1 integrin, and induces β1 integrin protein expression 

[Fishman et al, 2001].  Current data suggests this increased adhesion may be in 

part due to LPA-induced transition of β1 integrin to the active conformation.  LPA 
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induces activation and clustering of integrins in OVCA433, an ovarian carcinoma 

cell line.  Current models of integrin activation suggest that structurally β1 integrin 

activation is facilitated by talin- or kindlin-mediated disruption of alpha subunit 

and beta subunit cytoplasmic tails (Fig. 4.1A) [Hynes, 2002; Vinogradova et al, 

2002; Askari e al, 2009; Nieves et al, 2010].  Activiy of talin itself is mediated by 

conformational change, which may be triggered by phosphatidylinositol (4,5)-

biphosphate (PIP2).  Interestingly, LPA has been shown to compete with PIP2 in 

binding other proteins, such as gelsolin [Mintzer et al, 2006].  It is interesting to 

speculate that LPA may activate inside-out integrin signaling by inducing talin 

conformational change.  Alternately, activated FAK (pTyr397) recruits talin to 

nascent adhesion complexes, independent of direct talin association with β1 

integrin in several cell lines including SKOV-3-ip cells [Lawson et al, 2012].  LPA 

treatment leads to autophosphorylation of FAK (Fig. 5.4A); it could be 

hypothesized that this autophosphorylation event promotes talin recruitment to 

the integrin cytoplasmic tail, subsequently leading to integrin activation.  The G 

protein subunit Gα13 has been shown to bind the cytoplasmic tail of integrin 

αIIbβ3 mediating thrombin-initiated αIIbβ3 ligation of fibrinogen/fibrin in platelets 

[Gong et al 2010].  As LPA2 couples to Gα12/13 proteins [Choi et al, 2010], it would 

be interesting to evaluate co-localization of Gα13 and β1 integrins in ovarian 

carcinomas following LPA stimulation. 

 

Epithelial ovarian carcinoma (EOC) cells arise from the ovary surface epithelium, 

forming metastatic foci throughout the peritoneal cavity [Burleson et al, 2004].  
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EOC cells are rarely found in blood and lymph vasculature, but are found as free-

floating cells and multicellular aggregates (MCAs) in the ascites fluid [Naora and 

Montell, 2005]. These findings support the concept that EOC cells must gain 

anoikis-resistance during the metastatic cascade.  Data presented here show 

that LPA treatment also decreases programmed cell death evident by decreased 

caspase-8 and caspsase-9 activity.  It is interesting to speculate that one 

mechanism of metastasizing ovarian tumor MCAs escape from anoikis may be 

inside-out integrin signaling induced by LPA.  LPA induced activating 

phosphorylation of FAK (tyrosine residues 397 and 576), which is of interest 

since previous data has shown that phosphorylation and activation of FAK is 

required for escape from anchorage-dependent programmed cell death [Gilmore, 

2005].  It should also be noted that LPA stimulates fibronectin (FN1) gene 

expression, and may potentiate deposition of the matrix component abrogating 

anchorage loss-mediated cell signaling [Murph et al, 2009]. 

 

This work does not address specific signaling pathways by which anoikis is 

abrogated by LPA stimulation, but data in the literature allows for some 

speculation.  Anti-apoptotic LPA signaling is mediated by phosphatidylinositol 3-

kinase (PI3-K) activation in Schwann cells [Weiner et al, 1999], macrophages 

[Koh et al, 1998] and renal proximal tubular cells [Levine et al, 1997].  LPA also 

stimulates PI3-K phosphorylation in ovarian cancer cells [Estrella et al, 2007] 

leading to upregulation of interleukin-6 (IL-6) expression and possibly protection 

from anoikis via autocrine interleukin signaling [Chou et al, 2005].  LPA is a well-
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known transactivator of the epidermal growth factor receptor (EGFR), and EGFR 

is abberantly overexpressed in ovarian carcinoma [Lafky et al, 2008; Hudson et 

al, 2009].  Further, activation of EGFR has been associated with conferral of 

anoikis protection in a number of cell types [Reginato et al, 2003; Jost et al, 

2001; Demers 2009; Gianconni et al, 2009; Zoppi et al, 2008].  Consistant with 

these findings, SKOV3 ovarian carcinoma cells overexpressing EGFR survive 

following matrix detachment and this survival is enhanced by addition of 

exogenous EGF [He et al, 2010]. 

 

In ovarian carcinoma, anoikis-resistance is conferred by overexpression of the 

mitchondtrial anti-apoptotic effector Bcl-XL and downregulation of Bcl-XL using 

antisense cDNA restores anoikic sensitivity; however, the mechanism of Bcl-XL 

downregulation is unclear [Frankel et al, 2001].  Although a direct role for LPA 

regulation of Bcl-XL has not been shown, LPA can prevent translocation of the 

pro-apoptotic effector Bax from the mitochondria to the cytoplasm and may also 

induce increased expression of another mitochondrial anti-apoptotic protein Bcl-2 

[Deng et al, 2003; Goetzl et al, 1999].  These data suggest that LPA may protect 

disseminating EOC cells by inhibiting programmed cell death-related 

mitochondrial signaling. 

 

Surprisingly, one study demonstrates overexpression of Edg-2 (LPA1), an LPA 

receptor, induces anoikis in ovarian carcinoma cells lines in an LPA-independent 

manner [Furui et al, 1999].  EOC cells exhibit loss of LPA1 and LPA4 expression 
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and aberrant gain LPA2 and LPA3 expression through an unknown mechanism 

[Choi et al, 2010].  Loss of LPA1 in EOC could represent pro-metastatic 

digression from physiological LPA signaling, leading to anomalous MCA survival.  

Taken together, the findings in this chapter correspond with literature supporting 

the theory that LPA confers anoikis resistance to free-floating ovarian tumor cells. 
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5.8 CHAPTER 5 SUMMARY 
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6. DISCUSSION AND CONCLUSIONS 

 

 

The body of work presented in this dissertation evaluates the effects of 

microenvironmental factors that regulate ovarian tumor dissemination in vitro.  

Ascites fluid-induced increases in intraperitoneal pressure modulate tumor cell 

proliferation, protease activity, Wnt/β-catenin target gene expression and 

cadherin-based cell-cell adhesion (Fig. 6.1A).  Engagement of integrins, 

mimicking tumor cell adhesion to the mesothelium and submesothelial matrix, 

increases Wnt/β-catenin target gene expression (Fig 6.1B).  Lysophosphatidic 

acid, expressed in high concentration in ascites fluid, also potentiates β-catenin-

dependent Wnt signaling (Fig. 6.1C) perhaps in part due to activation of β1 

integrin signaling (Fig 6.1D).  Each microenvironmental factor also increases 

WNT5A gene expression; Wnt5a is overexpressed in the microenvironment, and 

enhances tumor cell adhesion.  Taken together, these data suggest multiple 

mechanisms for convergent potentiation of metastasis by aspects of the ovarian 

tumor microenvironment via the Wnt signaling pathway (Fig. 6.1). 

 

Activation of Wnt signaling in ovarian carcinoma is histotype dependent [Sarrio et 

al, 2006].  In contrast to endometrioid ovarian carcinomas, which often harbor 
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mutations in the β-catenin gene [Palacios and Gamallo, 1998; Saegusa et al, 

2001; Schlosshauer et al, 2002; Wu et al, 2001], activating mutations of Wnt 

signaling pathway components are rare in serous, clear cell and mucinous 

ovarian carcinomas [Gamallo et al, 1999].  However, nuclear β-catenin has been 

observed in serous, mucinoid and clear cell ovarian cancers suggesting a 

mutation-independent mechanism(s) for stimulation/activation (Fig 3.2, Table 

3.1) [Rask et al, 2003; Marques et al, 2004; Wang et al, 2006; Sagae et al, 1999; 

Karbova et al, 2002; Lee et al, 2003]. It should be noted that Wnt signaling is not 

constitutively activated in the majority of individual cells in cases positive for 

nuclear β-catenin; however current approaches do not enable detection of 

transient activation of Wnt signaling, such as may occur following initial 

engagement of tumor cell integrins with sub-mesothelial collagens.    

 

It has been proposed that Wnt/β-catenin target genes can be divided into two 

groups: a “stemness/proliferation group” that is activated early in tumor 

progression and an “epithelial-to-mesenchymal transition (EMT)/dissemination 

group” that is transiently expressed in late stage tumors predominantly at the 

tumor-host interface [Brabletz et al, 2005].  Disseminating ovarian cancer cells 

encounter collagen in the peritoneal cavity, thereby suggesting that a temporary 

EMT or transient loss of junctional E-cadherin may occur to facilitate cancer cell 

migration and invasion.  Integrin-induced E-cadherin downregulation may play an 

important role in the breaking and reforming of cell-cell junctions during ovarian 
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cancer cell dissemination, while also contributing to intra-peritoneal anchoring 

through activation of β-catenin-regulated target genes.   

 

The mechanism of tumor cell migration, whether metastatic success is achieved 

by single cell migration or collective cell migration, is a source of contention in the 

literature.  Indeed, collective cell migration is a conserved process seen in lower 

organisms such as Dictyostelium discoideum [Weijer, 2004].  On the contrary, 

other work suggests that tumor cell motility is facilitated by loss of cell-cell 

adhesions and gain of fibroblast-like phenotype [Sahai, 2005; Brabletz et al, 

2005].  Due to heterogeneity between tumor types, and even within specific 

tumors, it is more likely that a combination of migratory patterns allow metastatic 

success.  In support of this theory, recent research has found that inhibiting 

single cell migration differs from cohort migration suggesting migrating cells 

employ multiple mechanisms (e.g. amoeboid migration, mesenchymal invasion, 

collective invasion) of motility [Harisi et al, 2009; Friedl and Wolf, 2009]. It could 

be assumed that the tumor microenvironment, genetic mutations and/or 

intercellular communication lead to variations in migratory patterns.  Further, 

tumor cell populations may switch between modes of migration to enhance 

metastatic success [Sahai, 2005; Harisi et al, 2009].  Regardless of metastatic 

mechanism, shared features include regulation of protease expression and 

activity to achieve extracellular matrix remodeling and fine-tuned cell-cell and 

cell-matrix adhesion balancing [Friedl and Gilmour, 2009; Friedl et al, 2004].  

Epithelial ovarian carcinoma cells have been shown to metastasize both as 
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single cells, exhibiting a mesenchymal phenotype, and as multicellular 

aggregates (MCAs), exhibiting an epithelial-like phenotype depending on 

adhesion molecule expression and protease profile [Kwon et al, 2011].  

Interestingly, the current data supports a theory of multiple metastatic 

mechanisms, demonstrating differential response to high intraperitoneal fluid 

pressure and Wnt5a signaling depending on cadherin expression.  Moreover, 

lysophosphatidic acid (LPA) induces protease activity characteristic of both 

metastasis mechanisms.  The ovarian tumor microenvironmental factors 

evaluated here (integrin engagement, altered intraperitoneal mechanics and LPA 

expression) upregulate Wnt/β-catenin target genes in both the 

“stemness/proliferation group” (WNT5A, LRP6) and the “epithelial-to-

mesenchymal transition (EMT)/dissemination group” (WNT5A, VIM, COX2, 

PLAUR, MMP9, SNAI1), suggesting Wnt/β-catenin signaling and subsequent 

target gene expression regulates phenotypic plasticity and may direct 

migration/invasion. 

 

Ascites accumulation and increased intraperitoneal pressure are chronic 

symptoms of ovarian cancer.  The work presented here is a simple evaluation of 

the effects of short-term (8 hours) altered mechanobiology on ovarian tumor cell 

pathobiology.   Technical issues in the current model prevent prolonged study of 

increased fluid force, including changes in barometric pressure and appropriate 

sealing of the cylindrical pressure vessels. Further, the Instrom 8215®, a 

servohydraulic testing system, is engineered to produce up to hundreds of 
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pounds of force and may have standard error that is greater than the force being 

investigated (0.5 pounds per square inch).  Future studies will utilize a 

servohydraulic testing system more suited for mimicry of intraperitoneal pressure 

operated by a computer-based program [Marszow and Wagner, unpublished 

work], which will continuously apply pressure and monitor the study so that 

fluctuations can be observed and corrected.  Based on observations of cell 

viability while cultured in the polystyrene bags [Burkhalter and Stack, 

unpublished observations], these modifications to the current protocol will allow 

study of cells cultured under increased pressure for up to 72 hours.  Although 

MCAs in this study were cultured in an adhesion-independent manner, lack of 

adherent controls prevents disentanglement of shear stress-induced versus fluid 

pressure-induced genotypic and phenotypic alterations.  While the cylindrical 

vessel model not well-suited for this purpose, the Flexercell ® apparatus may 

offer a mechanism of studying cell cultured as two-dimensional (2D) monolayers 

and as MCAs so that consequences of shear stress exposure can be 

independently studied.  Confluent cells or MCAs in suspension can be seeded in 

BioPress ® culture dishes, then maintained under static or cyclical compressive 

force up to 72 hours. 

 

Attempts to evaluate subcellular protein localization by immunofluorescent 

staining were unsuccessful, in part due to the three-dimensional (3D) nature of 

multicellular aggregates.  For instance, modifications of surface/plasma 

membrane-expressed proteins were difficult to appreciate in these experiments 
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were difficult to interpret since 3D MCA cytocentrifugation onto 2D coverslips 

compressed the MCAs producing artifact visible by microscopy that confounded 

data analysis. Three-dimensional MCAs also prevented analysis of surface-

expressed proteins by flow cytometry, as success of fluidic methods is contingent 

upon laser evaluation of single cells.  Current work seeks to circumvent this 

obstacle by quick-freezing MCAs in liquid Nitrogen, then sectioning (10 µM) 

aggregates and fixing sections on glass slides for immunohistochemical 

evaluation of protein expression, activation (e.g. utilizing phosphorylation status-

specific or conformation-specific antibodies) and subcellular distribution.  These 

techniques will allow elucidation of the specific biomechanical ‘sensors’ 

expressed and activated in ovarian carcinoma cell lines, and the signaling 

pathways subsequently activated in response to increased fluid pressure. 

 

Each of the microenvironmental factors evaluated in this work upregulate Wnt/β-

catenin target genes; however, the β-catenin/Tcf/Lef transcriptome has over 60 

gene targets in humans that are relevant to ovarian carcinoma such as EGFR, 

CD44, TWIST1 and FGF9 [Nusse, 2010].  Gene expression profilers (RT2 

Profiler, Human Targets of Wnt, SA Biosciences) are currently being used to 

screen for additional Wnt/β-catenin target genes modulated by 

microenvrionmental mechanical force, LPA signaling and integrin aggregation.  

Experiments investigating changes in MMP-9, Vimentin, LRP6, uPAR, and Cox-2 

protein expression in response to the aforementioned environmental factors are 

also underway.  Exogenous Wnt5a mediates cell adhesion in ovarian carcinoma 
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cell lines, but the receptor(s) through which its signaling pathway(s) are activated 

remain unclear.  Future work will include profiling ovarian carcinoma cell lines for 

expression of other Wnt ligands, Frizzled receptors, LRP co-receptors and the 

alternate Wnt receptors Ryk and Ror.  Understanding receptor context(s) in 

ovarian tumors will allow formation of hypotheses of specific signaling pathway 

(β-catenin-dependent, β-catenin-independent, etc.) activation.  It will also be 

interesting to assess the functional consequences of aberrant expression and/or 

pharmacologic inhibition of Wnt5a, and perhaps other unidentified relevant Wnt 

ligands, in in vivo studies.   

	  

Currently, a number of therapeutic agents that target Wnt signaling, both loss of 

function and gain of function alterations, are being investigated in the treatment 

of cancer, bone disease, cardiac and vascular disease and arthritis [Takahashi-

Yanaga and Sasaguri, 2007; Luo et al, 2007].  The anti-Wnt signaling 

therapeutics are designed to target the extracellular, cytoplasmic, nuclear and 

pathway crosstalk levels of Wnt signaling.  Signaling at all levels can be targeted 

through downregulation of Wnt ligand expression using antisense molecules, 

RNAi-based strategy and neutralizing antisense monoclonal antibodies. 

Interestingly, the non-steroidal anti-inflammatory drug (NSAID) COX-2 inhibitor, 

celecoxib, has been shown to inhibit Wnt/β-catenin signaling in colorectal tumors. 

In addition to small molecules, biotherapeutic agents are under development to 

target the Wnt/β-catenin signaling pathway [Zhang et al, 2010; Luu et al, 2004; 

Lepourcelet et al, 2004].  These developments in drug discovery present an 
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exciting potential for more efficacious treatments of ovarian cancer.  In summary, 

the project findings described in this dissertation solidify the diverse roles of 

ovarian tumor microenvironmental factors and implicate Wnt signaling 

dysregulation as an important factor in epithelial ovarian carcinoma progression.  

Understanding the role(s) of Wnt signaling in ovarian cancer may elucidate 

therapeutic targets allowing for generation of novel, or application of existing, 

chemotherapeutic and biotherapeutic treatment strategies for better management 

of the disease. 
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6.1	  PROJECT	  SUMMARY 
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7. MATERIALS AND METHODOLOGY 

 

 

 

I. MODELS 

 

Cell Culture.   

OVCA429 and OVCA433 cell lines were chosen for the experiments performed 

in Chapters 3, 4, and 5 for their high expression of E-cadherin, making them 

suitable for studies of E-cadherin junction dissolution.  Both cell lines were 

derived from serous-type tumors, which are the most common subtype of ovarian 

tumors in patients.  The OVCA429 and OVCA433 cell lines were generously 

provided by Dr. Robert Bast (M.D. Anderson Cancer Center, Houston, TX) and 

were maintained in MEM (Gibco Invitrogen, Carlsbad, CA), 10% fetal bovine 

serum (Gibco Invitrogen), penicillin/streptomycin (Gibco Invitrogen), amphotericin 

B, (Cellgro by Mediatech), non-essential amino acids (Cellgro by Mediatech, 

Herndon, VA), and sodium pyruvate (Cellgro by Mediatech) at 37°C in 5% CO2. 
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DOV13 and SKOV3ip cells were used for studies in Chapter 2 for their 

expression of N-cadherin.  As mechanisms of mechanical regulation of ovarian 

tumor progression are unknown, tumor cells expressing E-cadherin and N-

cadherin were evaluated.  DOV13 cells were generously provided by Dr. Robert 

Bast (M.D. Anderson Cancer Center, Houston, TX) and were maintained in MEM 

(Gibco Invitrogen, Carlsbad, CA), 10% fetal bovine serum (Gibco Invitrogen), 

penicillin/streptomycin (Gibco Invitrogen), amphotericin B (Cellgro by Mediatech), 

non-essential amino acids (Cellgro by Mediatech), sodium pyruvate (Cellgro by 

Mediatech), and insulin from bovine pancreas (10 mg/L) (Sigma-Aldrich, St. 

Louis, MO) at 37°C in 5% CO2.  SKOV3ip cells were generously provided by Dr. 

Laurie Hudson, (University of New Mexico, Albuquerque, NM), and maintained in 

RPMI (Gibco Invitrogen), 10% fetal bovine serum (Gibco Invitrogen), 

penicillin/streptomycin (Gibco Invitrogen), sodium pyruvate (Cellgro by 

Mediatech), L-glutamine (Gibco Invitrogen), non-essential amino acids (Cellgro 

by Mediatech), amphotericin B (Cellgro by Mediatech), HEPES (Gibco 

Invitrogen), and hygromycin B (Invitrogen) at 37°C in 5% CO2. 

 

Immunohistochemistry (β-catenin).   

Immunohistochemistry analysis was performed on a human tumor tissue 

microarray prepared at the Robert H. Lurie Comprehensive Cancer Center at 

Northwestern University. 
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Ascites Samples.   

All ascites samples were collected from patients at Prentice Women’s Hospital, in 

collaboration with Dr. David Fishman and Dr. M. Sharon Stack at Northwestern 

University with institutional review board consent.  Ascites were collected under 

sterile conditions, and frozen for storage at -20°C.  Classification of tumors 

associated with each ascites sample can be found in APPENDIX 1. 
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II. MATERIALS 

 

Antibodies.   

Mouse anti-human integrin β1 (clone P5D2) and anti-human integrin β1 (clone 

21C8) were purchased from Chemicon International (Temecula, CA).  Mouse 

anti-active β-catenin (clone 8E7) recognizes b-catenin that is de-phosphorylated 

on Ser37 and/or Thr41 and was purchased from Upstate Biotechnology (Lake 

Placid, NY).  Purified mouse anti-β-catenin monoclonal antibody, mouse anti-E-

cadherin (clone 36/E-cadherin), anti-active β1 integrin (clone HUTS21), and anti-

Hsp90 were purchased from BD Transduction Laboratories (San Jose, CA).    

Anti-HDAC1 was purchased from Thermo Fisher Scientific (Rockford, IL).  Anti-

PCNA was purchase from Dako (Glostrup, Denmark).  Mouse anti-E-cadherin 

(clone HECD-1) was purchased from Zymed (San Francisco, CA).  Polyclonal 

mouse anti-IgG, peroxidase-conjugated anti-mouse IgG and peroxidase-

conjugated anti-Rabbit IgG were purchased from Sigma-Aldrich (St. Louis, MO).    

Alexa Fluor 488 goat anti-mouse IgG (H+L) was purchased from Molecular 

Probes (Eugene, OR).  Rat anti-Tcf was purchased from Kamiya Biomedical 

(Tukwila, WA).  Function-blocking mouse anti-MMP9 was purchased from 

Calbiochem (Darmstadt, Germany). 
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Other Materials.  

Pressure vessels were purchased from Parr Instrument (Moline, IL).  Lyophilized 

Human recombinant Wnt5a-CF (carrier-free) was purchased from R&D Systems 

(Minneapolis, MN) and resuspended at 1mg/ml in PBS.  TOPflash (TCF Reporter 

Plasmid) and FOPflash (TCF Mutant Reporter Plasmid) were generously 

provided by Dr. Hans Clevers (Hubrecht Laboratory and Utrecht University, 

Utrecht, the Netherlands). The Renilla luciferase vector, pRL-CMV, was 

purchased from Promega (Madison, WI).   Diff Quik Stain Kit was purchased 

from Siemens (Newwark, DE) and used according to manufacturer’s instructions.  

Soybean Trypsin Inhibitor (STI), Val-Leu-Lys-para-nitroanilide (VLK-pNA) and 

protein A/G beads were purchased from Sigma-Aldrich (St. Louis, MO). The STI 

was reconstituted at 0.25 mg/ml.  Dual Luciferase Reporter Assay System, 

Caspase-8 Assay and Caspase-9 Assay were purchased from Promega 

(Madison, WI).  Ki16425 (LPA receptor inhibitor) and lyophilized lysophosphatidic 

acid (LPA) were purchased from Cayman Chemical (Ann Arbor, MI). LPA was 

prepared for use by dehydrating the lyophilized protein under a tissue culture 

hood, on ice, overnight. Protein was resuspended in 1% BSA in PBS at a final 

concentration of 2 mM, allowed to dissolve on a rotator at 4°C overnight, then 

aliquoted.  Aliquots in use were stored at -20°C, and at -80°C for long-term 

storage.  Dispase in DMEM/F12 was purchased from Stem Cell Technologies 

(Vancouver, British Columbia, Canada).  Purified Collagen I was purchased form 

BD Biosciences (San Jose, CA).  Polystyrene beads (3 µM) were purchased as a 

2.5% solids (w/v) aqueous suspension from Polysciences, Inc. (Warrington, PA).  



	  

	   160	  

Plasminogen was purified by affinity chromatography from human plasma as 

previously described [Ghosh et al, 2000].  TriZol reagent was purchased from 

Life Technologies (Carlsbad, CA).  Sterile low-density virgin polyethylene bags 

were purchased from Fisher Scientific, Inc (Hampton, New Hampshire).  Gelatin 

was purchased as a powder from Bio-Rad, Inc (Hercules, CA) and resuspended 

at 3% (w/v) in PBS. 
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III. EXPERIMENTAL METHODS 

 

Pressure Chamber: High Fluid Pressure Culture.   

To mimic increased peritoneal fluid pressure [Henrickson et al, 1980; Gotlieb et 

al, 1998], ovarian carcinoma cells were cultured as multicellular aggregates 

under conditions that mimic the peritoneal cavity as a fluid-filled sac.  Culture in 

stainless steel cylindrical pressure vessels was adapted from a previous study 

[Wagner et al, 2008; Smith et al, 1996].  The cylindrical pressure vessel had an 

inside diameter of 9.53 cm and was 12.9 cm deep, with a total volume 920 ml 

(Parr Instrument, Moline, IL).  Twelve milliliters of cell suspension (2 x 106 

cells/ml) were seeded into sterile low-density virgin polyethylene bags (Fisher 

Scientific, Hampton, New Hampshire) and sealed using a bag sealer. Cells were 

allowed to form multicellular aggregates overnight, then transferred to pre-heated 

pressure vessels.  All components of the pressure vessels were pre-heated to 

37°C in an incubator prior to start of assay, and temperature was maintained at 

37°C during the assay in an incubator.  Pressure was conveyed (0.5 pounds per 

square inch = 25 mmHg) to the test vessel using the Instron 8215, a 

servohydraulic testing system, via displacement of water in a medium duty 

hydraulic pump (PHD, Fort Wayne, IN) connected to the pressure vessel with 

stainless steel tubing; two valves were closed to contain the fluid pressure.  The 
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control pressure vessel was sealed and incubated along-side the test pressure 

vessel at atmospheric (room) pressure.  After 8 hours, bags were removed from 

the vessels and cells were harvested by decanting cell suspension into 15 ml 

conical tubes.  Suspensions were processed based on downstream assay 

application. 

 

Hanging Drop Multicelullar Aggregate (MCA) Formation. 

MCAs were generated using a modification of the hanging drop method as 

previously described [Kelm et al, 2002]. Briefly, cell monolayers were trypsinized 

and 5 x 104
 cells were resuspended in 20 µl media supplemented with 10% FBS, 

and then placed on the cover of a 150-mm tissue culture plate. The cover was 

inverted over a plate that contained 20 ml of water to prevent dehydration of the 

hanging droplet. MCA formation was monitored after 24-48 h. 

 

Cell counting.  

Multi-cellular aggregates were dispersed by incubation in 1 ml 0.25% trypsin for 

10 minutes. Suspensions were diluted in 9 mls phosphate-buffered saline, then 

counted using a Z2 Coulter Particle Count and Size Analyzer (Beckman Coulter, 

Brea, CA).  All cell counting data was confirmed by hemacytology.  Assay was 



	  

	   163	  

performed in triplicate for each cell line, and P-value was calculated by paired 

Student’s t-test. 

 

Whole cell lysates.   

Whole cell lysates were collected by washing cells (two-dimensional cultures or 

multicellular aggregate pellets) twice in phosphate-buffered saline.  Cells were 

resuspended in 600 µl modified RIPA buffer (50 mM Tris, pH 7.5, 150 mM NaCl, 

1% Triton X-100, 5 mM EDTA), then passed through a 26 ½ gauge syringe 6 

times.  Protein concentration was measured using a detergent-compatible protein 

assay kit (Bio-Rad, Hercules, CA). 

 

Colorimetric Plasminogen Assay.   

Urinary-type plasminogen activator (uPA) activity was assessed by colorimetric 

plasminogen assay, as described in Ghosh et al, 2006.  Conditioned medium 

was collected following cell culture, the centrifuged to remove any particulate.  

Samples were stored on ice and assayed immediately.  Twenty microliters of 

conditioned medium was added to 20 mM HEPES, pH 7.4, 3 µM plasminogen 

(Pg), and 3 mM Val-Leu-Lys-para-nitroanilide (VLK-pNA) in a 96 well plate.  Plate 

is placed into a pre-heated (37°C) microtiter plate reader, and monitored by 
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absorbance at 405 nm.  uPA activates Pg, generating the active enzyme Plasmin 

(Pm): 

 

Pm cleaves VLK-pNA: 

 

The resulting nitrophenolate anion (NA) absorbs at 405nm, and its generation 

serves as a measure of activity (Wohl et al, 1980). 

 

Western Blotting.  

Samples were loaded onto SDS-polyacrylamide gels, electrophoresed, and then 

transferred onto polyvinylidene fluoride (PVDF) microporous membranes 

(Millipore). After blocking non-specific binding to membranes in 3% BSA in TBST 

for 1 hour at room temperature, membranes were incubated with primary 

antibodies for 3 hours at room temperature or overnight at 4°C, and then with 

HRP-conjugated secondary antibodies. Immunoreactivity was determined by 

SuperSignal West Dura Extended Duration Substrate kit (Fisher Scientific). 

Western blots were quantified using Multigauge v.2 (FUJIFILM, Tokyo, Japan).  

P-values were determined using the T-test function (two sample, unequal 
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variance, one tailed distribution) on Excel (Microsoft Corporation, Redmond, 

WA).  PVDF membranes were stripped of antibody by washing in a stripping 

buffer (50 mM Tris, pH 6.8, 1% SDS, 150 mM NaCl, 100 mM β-mercaptoethanol, 

0.02% sodium azide) then re-probed for appropriate assay control(s). 

 

Quantitative Real-Time RT-PCR.  

Total RNA was extracted from treated and control cells using TRizol reagent (Life 

Technologies, San Diego, CA) according to manufacturer’s instructions.  cDNA 

was synthesized from 1 µg RNA using the RT2 First Strand cDNA Synthesis Kit 

(SA Biosciences, Frederick, MD).  Amplification was performed during using 

iCycler (Bio-Rad, Hercules, CA) for 40 cycles, with each cycle consisting of 15 

seconds denaturation at 95.0°C followed by 1 minute of annealing at 60.0°C.  

SYBR Green Master Mix and primer sets for RAC1, VIM, LRP6, and WNT5A 

were purchased from SA Biosciences (Frederick, MD).  GAPDH was used as an 

internal control in each reaction.  The RT2 Profiler PCR Arrays, Wnt Signaling 

Pathway (PAHS-043A) and Epithelial-to-Mesenchymal Transition (PAHS-090A), 

were purchased from SA Biosciences (Frederick, MD) and used according to 

manufacturer’s instructions. 

 

Immunohistochemistry.   
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Tumor specimens were cut 3 to 5 microns thick (1 mm in diameter) and 

deparrafinized. Antigen retrieval was accomplished by heat induction at 99°C in 

an antigen retrieval solution (10 mM Tris, 1mM EDTA, pH 9.0) for approximately 

1 hour [Baker and van den Born, 2008].  Immunohistochemical staining with anti-

β-catenin (BD Transduction Laboratories; 1:50) was performed according to 

standard procedures and as previously described [Symowicz et al, 2007]. 

 

Cell-Matrix Adhesion Assay.   

Adhesion plates were prepared by incubation with 10 µg/ml Collagen I (BD 

Biosciences, San Jose, CA) in 0.1 M sodium carbonate, pH 9.6 at 37°C for two 

hours.  Plates were air-dried, and non-specific binding was blocked by incubation 

in 3% BSA in serum-free medium for 1 hour at 37°C.  Cells were prepared by 

trypsinization; trypsin was neutralized by addition of 1:1 soybean trypsin inhibitor.  

After centrifugation and resuspension in serum-free medium, 1 x 105 cells were 

added to each well, and allowed to adhere for 30 – 90 minutes, depending on cell 

line.  Adhesion assay was stopped using the Diff-Quik kit (Siemens, Newark, 

DE). 

 

Human Wnt5a ELISA.   
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Wnt5a ELISA was purchased from USCNK Life Sciences Inc. (Wuhan, P. R. 

China), and performed according to manufacturer’s instructions.  Fifty 

micrograms of each sample (ascites or tumor cell line lysate) was added per 

assay (well).  Description of ascites samples can be found in APPENDIX 1. 

 

Dispase-Based Dissociation Assay.  

Dispase-based dissociation assay was performed as previously described 

(Ghosh et al, 2006; Munshi et al, 2006). Briefly, cells were subcultured (triplicate 

per condition) in 60 millimeter dishes to 80% confluence in MEM.  Cultures were 

washed twice in PBS before being incubated with 2 ml dispase in DMEM/F12 

(Stem Cell Technologies, Vancouver, British Columbia, Canada) until the cell 

monolayer detached from the culture plate.  Subsequently, the detached cell 

monolayer was washed in PBS, transferred to a 15 ml conical tube and subjected 

to 50 inversion cycles on a bench-top rocker.  Any cell fragments were placed 

into tissue culture dishes and counted (regardless of cell fragment size) by light 

microscopy.  The assay was repeated twice and analyzed statistically by 

Student’s t test. 

 

Immunoprecipitation.   

The β-catenin/Tcf co-immunoprecipitation protocol was adopted from chromatin 

immunoprecipitation protocols previously described (Chamarro et al, 2005 and 
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Lowry et al, 2005). Cells were grown to 80% confluence, then serum-starved 

overnight. Appropriate samples were pre-treated with 40 µM Ki16425 (LPA 

receptor inhibitor, Cayman Chemical, Ann Arbor, MI) or DMSO control, followed 

by addition of 40 µM LPA for 2 hours.  Non-treated cells, cells treated with 

Ki16425 alone, and cells treated with 40 µM LiCL served as controls.  Cells were 

collected in a hypotonic lysis buffer (20 mM HEPES, pH 7.9, 25% glycerol, 420 

mM NaCl, 1.5 mM MgCl2, 0.2 mM EDTA), incubated on ice for 20 minutes, then 

centrifuged at 13,000 rpm for 10 minutes at 4°C.  Nuclei isolated from the 

previous step were disrupted by resuspension in a ‘breaking’ buffer (50 mM Tris-

HCl, pH 8.0, 1 mM EDTA, 150 mM NaCl, 1% SDS, 2% triton x-100), then passed 

through a 26 ½ gauge syringe 8 times.  The suspension is centrifuged at 13,000 

rpm for 10 minutes at 4°C, diluted in 1 ml triton buffer (50 mM Tris-Hcl, pH 8.0, 1 

mM EDTA, 150 mM NaCl, 0.1% triton x-100) and cleared of non-specific binding 

by incubation with 20 µl protein A/G beads (Sigma-Aldrich, St. Louis, MO) at 4°C 

overnight.  After centrifugation and collection of supernatant, protein 

concentration is measured using a kit (Bio-Rad).  Five hundred micrograms total 

protein is added to 1 ml triton buffer, 20 µl protein A/G beads and 5 µg anti β-

catenin antibody, then incubated on a rotator overnight at 4°C.  Beads are 

washed 5 times in triton buffer, and then resuspended in 2X sample buffer. 

Samples are boiled, then analyzed for Tcf expression by Western blot as 

described above.  Antibody was removed from the PVDF membrane by washing 

in stripping buffer (50 mM Tris, pH 6.8, 1% SDS, 150 mM NaCl, 100 mM β-
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mercaptoethanol, 0.02% sodium azide) then re-probed for β-catenin as an assay 

control. 

 

β1 Integrin Crosslinking.   

In order to evaluate membrane localization of β1 integrins as individual 

heterodimers or as clusters, a crosslinking mechanism was utilized to capture 

integrin distribution following LPA treatment. Analysis of β1 integrin clustering 

was performed as described previously (Gilcrease et al, 2004). Cells were 

serum-starved overnight, trypsinized and resuspended in fresh serum-free 

medium in 1.5 ml Eppendorf tubes. Suspensions were incubated with 40 µM LPA 

for 40 minutes at room temperature.  Control cells were incubated with 1% BSA 

in PBS (LPA vehicle).  In order to crosslink surface expressed β1 integrins, anti-

β1 integrin (MAB1959) was added for a 40-minute incubation on ice.  Cells were 

washed, resuspended in serum-free medium, then incubated with polyclonal anti-

mouse IgG (Chemicon) at 37°C for 30 minutes.  Cell suspensions were affixed to 

glass 22-mm2 coverslips by cytology centrifugation using a Cytopro 7620 

Centrifuge (Wescor, Logan, UT) with LO acceleration for 2000 rpm for 10 

minutes.  Clustering was analyzed by immunofluorescent staining (primary 

antibody: anti-β1 integrin (MAB2250); secondary antibody: anti-mouse IgG – 

Alexa488), as described below.  Fluorescent data was quantified by counting the 

number of cells with punctate staining patterns indicating clusters, compared with 
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the total number of slides in a given field (Nikon Microphot FXA, 40X 

magnification). 

 

Immunofluorescence.  

Cells were plated on 22-mm2 glass coverslips coated by passive adsorption with 

type I collagen (from rat tail, BD Biosciences, San Jose, CA) and placed in 6 well 

tissue culture plates for up to 5 days.  Control cells were plated on uncoated 

glass coverslips.  Cells were gently washed in phosphate buffered saline (PBS), 

fixed in paraformaldehyde (4%) at room temperature, washed in PBS, and 

blocked in PBS/1% bovine serum albumin (BSA) followed by the addition of 

primary antibody diluted in PBS/1% BSA at 37°C.  After two washes in PBS, 

coverslips were incubated with Alexa Fluor 488 goat anti-mouse IgG (1:500 

dilution in PBS/1% BSA) in the dark at room temperature.  Coverslips were 

washed in PBS twice and in distilled water once, fixed using gelvatol, and 

visualized using fluorescence microscopy (Nikon Microphot FXA). 

 

Cell Fractionation.  

Cells were fractionated following a 90-minute incubation with bead-immobilized 

β1 integrin antibody (control cells were incubated with bead-immobilized IgG 

antibody) as previously described (Choudhury and Shukla, 2008).  Briefly, cells 
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were washed twice with cold PBS, and lysed with a cold hypotonic lysis buffer 

(10.0 mM NaCl, 20.0 mM HEPES pH 7.9, 1.0 mM EDTA, 2.0 mM MgCl2, 20.0 

mM β-glycerophosphate, 1.0 mM Na3VO4, 1.0 mM PMSF, 1.0 mM DTT, 200 mM 

sucrose, 0.5% NP-40, and 10 µg/mL of each aprotinin, pepstatin A and 

leupeptin).  Lysate was collected by scraping, passed through a 26G syringe and 

centrifuged at 16,000 × g for 1 minutes at 4°C after a 10 minute incubation on 

ice.  The cytoplasmic fraction was collected (supernatant), and the pellet was 

washed twice with hypotonic lysis buffer before treatment with nuclear extraction 

buffer (420.0 mM NaCl, 20.0 mM HEPES pH 7.9, 1.0 mM EDTA, 2.0 mM MgCl2, 

20.0 mM β-glycerophosphate, 1.0 mM Na3VO4, 1.0 mM PMSF, 1.0 mM DTT, 

25% glycerol and 10 µg/mL of each aprotinin, pepstatin A and leupeptin).  

Following a 10-15 minute incubation and 5-minute centrifugation (16,000 × g at 

4°C), the nuclear fraction was collected. Protein concentration was measured 

using a detergent-compatible protein assay kit (Bio-Rad, Hercules, CA). Western 

blot analysis was performed as previously described.   

 

Flow Cytometry Analysis.   

Cells were serum-starved overnight, followed by pretreatment of appropriate 

samples with the LPA receptor inhibitor, Ki16425 (Cayman Chemical, Ann Arbor, 

MI) for 30 minutes at 37C, and LPA treatment for 2 hours at 37C.  Cells were 

trypsinized, resuspended in serum-free medium then incubated with anti-active 

β1 integrin (HUTS21 clone, BD Trans Labs, San Jose, CA) for 1 hour.  Following 
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three washings in PBS, cells were incubated, protected from light, with anti-

mouse IgG-Alexa488 for 30 minutes at ambient temperature.  Excess antibody 

was removed by washing, cells were resuspended in PBS, then analyzed with 

the CyAn ADP Analyzer (Beckman Coulter, Brea, CA).  All assays were 

performed three times. 

 

Caspase Activation Assay.   

The luminescence-based caspase-8 and caspase-9 activation assays were 

purchased from Promega (Madison, WI).  Cells were seeded by hang-drop 

method on 150-mm dishes (25 µl drops; 2 dishes per condition), and multicellular 

aggregates were allowed to form overnight.  Multicellular aggregates were 

collected, then resuspended in serum-free medium.  Cells were transferred to 

0.5% agarose-coated 96-well plates in serum-free medium overnight, then 

treated with LPA or 1% BSA in PBS (control) for 24 hours.  Cells were lysed and 

prepared for caspase-8 and -9 assays following manufacturer’s instructions, then 

plates were read on a microtiter plater reader.   Individual experiments were 

performed in biological triplicates; all assays were performed three times. P-

values were obtained using Excel, by unpaired Student’s t-test. 

 

Antibody-Coated Beads.   
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Antibodies to β1 integrin (clone PD52) and control IgG were passively absorbed 

onto polybead amino 3.0-micron microspheres (2.59% solids latex; Polysciences, 

Inc. Warrington, PA) based on manufacturer’s instructions and as previously 

described (Ghosh et al, 2006).  Briefly, bead slurry was washed three times in 

phosphate-buffered saline.  Bead surface was prepared by 4-6 hour incubation 

with 8% glutaraldehyde, following by adsorption of desired antibody during 

overnight incubation on a bench-top rotator.  Finally, beads were blocked in 

ethanolamine, then BSA in PBS before resuspension in manufacturer-supplied 

storage buffer for use. 

 

Isolation and Immunofluorescence Analysis of Nuclei.  

Cells treated with either bead-immobilized IgG antibody (control) or bead 

immobilized β1 integrin antibody were lysed with hypotonic lysis buffer (above) in 

the absence of NP-40.  Lysate was quickly centrifuged, then spun onto poly-l-

lysine-coated coverslips using a Cytopro 7620 Centrifuge (Wescor, Logan, UT) 

with LO acceleration to 2000 rpm for 10 minutes.  Anti-β catenin (total) antibody 

was purchased from BD Trans Labs (Franklin Lakes, NJ). Active anti-β catenin 

antibody was purchased from Upstate (Billerica, MA).  Each primary antibody 

was labeled using DyLight Antibody Labeling Kits (Pierce, Rockford, IL) 

according to manufacturer’s instructions. Anti-active β-catenin was conjugated 

with AlexaFluor649 and anti-β-catenin with AlexaFluor488.   Antibodies were 

purified from ammonium ion-/amine-containing buffer by dialysis, and suspended 
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in PBS. Immunofluorescence was performed as described above, omitting 

fluorescent secondary antibody. 

 

TOPflash Assay.  

OVCA433 cells were plated at 40-50% confluence in 6 well plates and transiently 

cotransfected with a Renilla luciferase reporter construct (pRL-CMV) and either 

the firefly luciferase TOPflash TCF Reporter Plasmid or the FOPflash TCF 

mutant Reporter Plasmid using Fugene 6 Transfection Reagent according to the 

manufacturer’s instructions (Roche Diagnostics, Mannheim, Germany).  

Approximately 18 hours after transfection, cells were cultured low calcium 

(0.1mM CaCl2), serum-containing MEM (S-MEM (Invitrogen) for 1 hour before 

the addition of latex beads coated with TS2/β1 integrin antibody or control IgG for 

an additional 30 hours.  Cells were then lysed in passive lysis buffer (Promega).  

Both Renilla and Firefly Luciferase readings were taken on a Veritas Microplate 

Luminometer (Turner Biosystems, Sunnyvale, CA) using the reagents and 

protocol provided in the Dual Luciferase Reporter Assay System (Promega).  

Firefly luciferase readings were first normalized to the reading for the 

corresponding Renilla luciferase reading to account for transfection efficiency.  

The adjusted TOPflash reading was then normalized to the corresponding 

adjusted FOPflash reading to account for background reading of the TOPflash 

construct.    
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APPENDICES 

 

 

1. ASCITES SAMPLES 

 

Lane 
Number Stage  Tumor Type 

1 Normal   
2 Benign Non-malignant ascites 
3 Benign Right paratubal cyst 
4 Benign Follicular cysts (BRCA-1 mutation) 
5 Benign Benign (BRCA-1 mutation) 
6 Benign Left ovarian dermoid cyst 
7 Benign OHSS (ovarian hyperstimulation syndrome) 
8 Stage I Clear cell carcinoma 
9 Stage I Papillary serous ovarian carcinoma 

10 Stage III Malignant Mixed Mullerian Tumor (MMMT) 
11 Stage III Ovarian Carcinoma (un-typed) 
12 Stage III Papillary serous ovarian adenocarcinoma 
13 Stage III Adenocarcinoma 
14 Stage III Papillary serous endometrial 
15 Stage III Endometroid adenocarcinoma 
16 Stage III Primary peritoneal/ovarian carcinoma 
17 Stage III Ovarian Carcinoma (un-typed) 
18 Stage III Recurrent ovarian carcinoma (un-typed) 
19 Stage III Malignant Mixed Mullerian Tumor (MMMT) 
20 Stage III Immature terotoma 
21 Stage III Papillary serous ovarian adenocarcinoma 
22 Stage III Poorly differentiated mixed serous adenocarcinoma 
23 Stage III Borderline papillary serous adenocarcinoma 
24 Stage III Adenocarcinoma 
25 Stage III Recurrent papillary serous carcinoma 
26 Stage III Adenocarcinoma 
27 Stage III Endometroid adenocarcinoma 
28 Stage III Adenocarcinoma 
29 Stage III Endometroid adenocarcinoma of right ovary with left 
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ovary involvement 
30 Stage III Adenocarcinoma 
31 Stage IV Ovarian Carcinoma (un-typed) 
32 Stage IV Adenocarcinoma 
33 Stage IV Adenocarcinoma 
34 Stage IV Metastatic adenocarcinoma 
35 Stage IV Ovarian Carcinoma (un-typed), with liver mets 
36 Stage IV Papillary serous ovarian adenocarcinoma 
37 Stage IV Adenocarcinoma 
38 Stage IV Endometrial clear cell carcinoma 
39 Stage IV Unknown 
40 Stage IV Endometroid adenocarcinoma 
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2. WNT SIGNALING QRT-PCR ARRAY GENE LIST 

 

Symbol Description Gene Name 

AES   Amino-terminal enhancer of 
split   AES-1/AES-2 

APC  Adenomatous polyposis coli  BTPS2/DP2 
AXIN1  Axin 1  AXIN 
BCL9  B-cell CLL/lymphoma 9  LGS 

BTRC  Beta-transducin repeat 
containing  BETA-TRCP/FBW1A 

FZD5  Frizzled homolog 5 
(Drosophila)  C2orf31/DKFZp434E2135 

CCND1  Cyclin D1  BCL1/D11S287E 
CCND2  Cyclin D2  KIAK0002 
CCND3  Cyclin D3  Cyclin D3 

CSNK1A1  Casein kinase 1, alpha 1  CK1/HLCDGP1 
CSNK1D  Casein kinase 1, delta  HCKID 

CSNK1G1  Casein kinase 1, gamma 1  CSNK1G1 

CSNK2A1  Casein kinase 2, alpha 1 
polypeptide  CK2A1/CKII 

CTBP1  C-terminal binding protein 1  BARS 
CTBP2  C-terminal binding protein 2  CTBP2 

CTNNB1  
Catenin (cadherin-

associated protein), beta 1, 
88kDa  

CTNNB/DKFZp686D02253 

CTNNBIP1  Catenin, beta interacting 
protein 1  ICAT 

CXXC4  CXXC finger 4  IDAX 

DAAM1  
Dishevelled associated 

activator of morphogenesis 
1  

FLJ41657 

DIXDC1  DIX domain containing 1  CCD1 

DKK1  Dickkopf homolog 1 
(Xenopus laevis)  DKK-1/SK 

DVL1  Dishevelled, dsh homolog 1 
(Drosophila)  DVL 

DVL2  Dishevelled, dsh homolog 2 
(Drosophila)  DVL2 

EP300  E1A binding protein p300  KAT3B/p300 

FBXW11  F-box and WD repeat 
domain containing 11  BTRC2/BTRCP2 

FBXW2  F-box and WD repeat 
domain containing 2  FBW2/Fwd2 

FGF4  Fibroblast growth factor 4  HBGF-4/HST 
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FOSL1  FOS-like antigen 1  FRA/FRA1 
FOXN1  Forkhead box N1  FKHL20/RONU 

FRAT1  Frequently rearranged in 
advanced T-cell lymphomas  FLJ97193 

FRZB  Frizzled-related protein  FRE/FRITZ 

FSHB  Follicle stimulating 
hormone, beta polypeptide  FSHB 

FZD1  Frizzled homolog 1 
(Drosophila)  DKFZp564G072 

FZD2  Frizzled homolog 2 
(Drosophila)  FZD2 

FZD3  Frizzled homolog 3 
(Drosophila)  Fz-3/hFz3 

FZD4  Frizzled homolog 4 
(Drosophila)  CD344/EVR1 

FZD6  Frizzled homolog 6 
(Drosophila)  Hfz6 

FZD7  Frizzled homolog 7 
(Drosophila)  FzE3 

FZD8  Frizzled homolog 8 
(Drosophila)  FZ-8/hFZ8 

GSK3A  Glycogen synthase kinase 3 
alpha  DKFZp686D0638 

GSK3B  Glycogen synthase kinase 3 
beta  GSK3 

JUN  Jun oncogene  AP-1/AP1 

KREMEN1  Kringle containing 
transmembrane protein 1  KREMEN/KRM1 

LEF1  Lymphoid enhancer-binding 
factor 1  DKFZp586H0919/TCF1ALPHA 

LRP5  Low density lipoprotein 
receptor-related protein 5  BMND1/EVR1 

LRP6  Low density lipoprotein 
receptor-related protein 6  ADCAD2 

MYC  
V-myc myelocytomatosis 
viral oncogene homolog 

(avian)  
MRTL/bHLHe39 

NKD1  Naked cuticle homolog 1 
(Drosophila)  Naked1 

NLK  Nemo-like kinase  DKFZp761G1211 
PITX2  Paired-like homeodomain 2  ARP1/Brx1 

PORCN  Porcupine homolog 
(Drosophila)  DHOF/FODH 

PPP2CA  
Protein phosphatase 2 
(formerly 2A), catalytic 
subunit, alpha isoform  

PP2Ac/PP2CA 

PPP2R1A  
Protein phosphatase 2 

(formerly 2A), regulatory 
subunit A, alpha isoform  

PR65A 

PYGO1  Pygopus homolog 1 
(Drosophila)  DKFZp547G0910 
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RHOU  Ras homolog gene family, 
member U  ARHU/CDC42L1 

SENP2  SUMO1/sentrin/SMT3 
specific peptidase 2  AXAM2/DKFZp762A2316 

SFRP1  Secreted frizzled-related 
protein 1  FRP/FRP-1 

SFRP4  Secreted frizzled-related 
protein 4  FRP-4/FRPHE 

FBXW4  F-box and WD repeat 
domain containing 4  DAC/FBW4 

SLC9A3R1  

Solute carrier family 9 
(sodium/hydrogen 

exchanger), member 3 
regulator 1  

EBP50/NHERF 

SOX17  SRY (sex determining 
region Y)-box 17  FLJ22252 

T  T, brachyury homolog 
(mouse)  TFT 

TCF7  Transcription factor 7 (T-cell 
specific, HMG-box)  TCF-1 

TCF7L1  Transcription factor 7-like 1 
(T-cell specific, HMG-box)  TCF-3/TCF3 

TLE1  
Transducin-like enhancer of 

split 1 (E(sp1) homolog, 
Drosophila)  

ESG/ESG1 

TLE2  
Transducin-like enhancer of 

split 2 (E(sp1) homolog, 
Drosophila)  

ESG/ESG2 

WIF1  WNT inhibitory factor 1  WIF-1 

WISP1  WNT1 inducible signaling 
pathway protein 1  CCN4/WISP1c 

WNT1  
Wingless-type MMTV 
integration site family, 

member 1  
INT1 

WNT10A  
Wingless-type MMTV 
integration site family, 

member 10A  
FLJ14301 

WNT11  
Wingless-type MMTV 
integration site family, 

member 11  
HWNT11 

WNT16  
Wingless-type MMTV 
integration site family, 

member 16  
WNT16 

WNT2  
Wingless-type MMTV 
integration site family 

member 2  
INT1L1/IRP 

WNT2B  
Wingless-type MMTV 
integration site family, 

member 2B  
WNT13/XWNT2 

WNT3  
Wingless-type MMTV 
integration site family, 

member 3  
INT4 

WNT3A  Wingless-type MMTV MGC119418 
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integration site family, 
member 3A  

WNT4  
Wingless-type MMTV 
integration site family, 

member 4  
SERKAL/WNT-4 

WNT5A  
Wingless-type MMTV 
integration site family, 

member 5A  
hWNT5A 

WNT5B  
Wingless-type MMTV 
integration site family, 

member 5B  
MGC2648 

WNT6  
Wingless-type MMTV 
integration site family, 

member 6  
WNT6 

WNT7A  
Wingless-type MMTV 
integration site family, 

member 7A  
WNT7A 

WNT7B  
Wingless-type MMTV 
integration site family, 

member 7B  
WNT7B 

WNT8A  
Wingless-type MMTV 
integration site family, 

member 8A  
WNT8D 

WNT9A  
Wingless-type MMTV 
integration site family, 

member 9A  
WNT14 

B2M  Beta-2-microglobulin  B2M 

HPRT1  
Hypoxanthine 

phosphoribosyltransferase 
1  

HGPRT/HPRT 

RPL13A  Ribosomal protein L13a  RPL13A 

GAPDH  Glyceraldehyde-3-
phosphate dehydrogenase  G3PD/GAPD 

ACTB  Actin, beta  PS1TP5BP1 

HGDC  Human Genomic DNA 
Contamination  HIGX1A 

RTC  Reverse Transcription 
Control  RTC 

RTC  Reverse Transcription 
Control  RTC 

RTC  Reverse Transcription 
Control  RTC 

PPC  Positive PCR Control  PPC 
PPC  Positive PCR Control  PPC 
PPC  Positive PCR Control  PPC 
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3. qRT-PCR PRIMER SETS 

 
Cox2   
Forward 5’-GCCCAGCACTTCACGCATCAG-3’ 
Reverse 5’-AGACCAGGCACCAGACCAAAGACC-3’ 
GAPDH   
Forward 5’GAGTCAACGGATTTGGTCGT-3’  
Reverse 5’-TTGATTTTGGAGGGATCTCG- 3’ 
MMP9   
Forward 5’-TGGGGGGCAACTCGGC-3’ 
Reverse 5’-GGAATGATCTAAGCCCAG-3’ 
Snai1   
Forward 5’-TTCCAGCAGCCCTACGACCAG-3’  
Reverse 5’-CGGACTCTTGGTGCTTGTGGA-3’ 
uPAR   
Forward 5’-GGTGACGCCTTCAGCATGA-3’ 
Reverse 5’-CCCACTGCGGTACTGGACAT-3’ 

 
 



	  

	   182	  

REFERENCES 

 

Abendstein B, Stadlmann S, Knabbe C, Buck M, Muller-Holzner E, Zeimet AF, 
MArth C, Obrist P, Krugmann J and Offner FA. (2000) Regulation of 
transforming growth factor-beta secretion by human peritoneal mesothelial 
and ovarian carcinoma cells. Cytokine 12:1115-1119. 

Aberle H, Butz S, Stappert J, Weissig H, Kemler R and Hoschuetzky H.  
Assembly of the cadherin-catenin complex in vitro with recombinant 
proteins. J Cell Sci 107(Pt 12):3655-3663. 

Adair TH, Gay EJ and Montani JP.  (1990) Growth regulation of the vascular 
system: evidence for a metabolic hypothesis. Am J Physiol Regulatory 
Integrative Comp Physiol 259:393-404. 

Ahmed N, Riley C, Oliva K, Rice G and Quinn M. (2005) Ascites induces 
modulation of alpha6beta1 integrin and urokinase plasminogen activator 
receptor expression and associated functions in ovarian carcinoma. Br J 
Cancer 92:1475-1485. 

Alam N, Lal Goel H, Zarif MJ, Butterfield JE, Perkins HM, Sansoucy BG, Sawyer 
TK and Languino LR. (2007) The integrin-growth factor receptor duet. J 
Cell. Physiol 213:649-653. 

Alenghat FJ and Ingber DE. (2002) Mechanotransduction: all signals point to 
cytoskeleton, matrix, and integrins. Sci STKE 119:PE6. 

Andreason PA, Egelund R and Petersen HH. (2000) The plasminogen activation 
system in tumor growth, invasion, and metastasis. Cell Mol Life Sci 
57(1)25-40. 

Aoki J. (2004) Mechanisms of Lysophosphatidic Acid Production. Seminars in 
Cell Devel Biol 15:477-489. 

Askari JA, Buckley PA, Mould AP and Humphries MJ. (2009) Linking integrin 
conformation to function. J Cell Sci 122:165-170. 

Auersperg N, Maines-Bandiera SL and Kruk PA. Human ovarian surface 
epithelium: growth pattern and differentiation. In: Ovarian Cancer III. 



	  

	   183	  

Sharp F, Mason P, Blacket T and Berek J. (eds). Chapman Hall, London, 
1994:157-169. 

Auersperg N, Edelson MI, Mok SC, Johnson SW and Hamilton TC. (1998) The 
biology of ovarian cancer. Semin Oncol 25:281-304. 

Avvisato CL, Yang X, Shah S, Hoxter B, Li W, Gaynor R, Pestell R, Tozeren A 
and Byers SW. (2007) Mechanical force modulates global gene 
expression and beta-catenin signaling in colon cancer cells. J Cell Sci 
120:2672-2682. 

Ayantunde AA and Parsons SL. (2007) Pattern and prognostic factors in patients 
with malignant ascites: a retrospective study. Ann Oncol 18:945-949. 

Ayhan A, Gultekin M, Taskiran C, Dursun P, Firat P, Bozdag G, Celik NY and 
Yuce K (2006) Ascites and epithelial ovarian cancers: a repappraisal with 
respect to different aspects. Int J Gynecol Cancer 17:68-75. 

Baker N and van den Born M. Detection of β-catenin localization by 
immunohistochemistry. In: Springer Protocols, Methods in Molecular 
Biology: Wnt Signaling Volume 1 Pathway Methods and Mammalian 
Models. Vincan E and Walker JM (eds). Humana Press, New York: 
2008:91-98. 

Baker DL, Morrison P, Miller B, Riely CA, Tolley B, Westermann AM, Bonfrer JM, 
Bais E, Moolenaar WH and Tigyi G. (2002) Plasma Lysophosphatidic Acid 
Concetration and Ovarian Cancer.  JAMA 287(23):3081-3082. 

Balaban NQ, Scwarz US, Riveline D, Goichberg P, Tzur G, Sabanay I, Mahalu D, 
Safran S, Bershadsky A, Addadi L and Geiger B. (2001) Force and focal 
adhesion assembly: a close relationship studied using elastic 
micropatterned substrates. Nat Cell Biol 3:466-472. 

Bandoh K, Aoki J, Hosono H, Kobayashi S, Kobayashi T, Murakami-Murofushi K, 
l (1999) Molecular cloning and characterization of a novel human G-
protein-coupled receptor, EDG7, for lysophosphatidic acid. J Biol Chem 
274:27776-27785. 

Barbolina MV, Burkhalter RJ and Stack MS. (2011) Diverse mechanisms for 
activation of Wnt signaling in the ovarian tumor microenvironment. 
Biochem J 437:1-12. 



	  

	   184	  

Barbolina MV, Adley BP, Aritzia EV, Liu Y and Stack MS. (2007) 
Microenvironmental regulation of membrane type 1 matrix 
metalloproteinase activity in ovarian carcinoma cells via collagen-induced 
EGR1 expression. J Biol Chem 282:4924-4931. 

Barbolina MV, Moss NM, Westfall SD, Liu Y, Burkhalter RJ, Marga F, Forgacs G, 
Hudson LG and Stack MS. Microenvironmental regulation of ovarian 
cancer metastasis. In: Ovarian Cancer, Cancer Treatment and Research. 
Stack MS and Fishman DA (eds). Springer, London: 2009:319-334. 

Barbolina MV, Adley BP, Kelly DL, Shepard J, Fought AJ, Scholtens D, Penzes, 
P, Shea LD and Stack MS. (2009) Downregulation of connective tissue 
growth factor by three-dimensional matrix enhances ovarian carcinoma 
cell invasion. Int J Cancer. 125:816-825. 

Barker N.  (2008) The canonical Wnt/beta-catenin signaling pathway. Methods 
Mol Biol 468:5-15. 

Beglova N, Blacklow SC, Takagi J and Springer TA. (2002) Cysteine-rich 
structure reveals  a fulcrum for integrin rearrangement upon activation. 
Nat Struct Biol 9(4):282-287. 

Bell, D. A. (2005) Origins and molecular pathology of ovarian cancer. Mod 
Pathol. 18(Suppl 2):S19-S32. 

Berendsen AD, Fisher LW, Kilts TM, owens RT, Robey PG, Gutkind JS and 
Young MF. (2011) Modulation of canonical Wnt signaling by the 
extracellular matrix component biglycan. Proc Natl Acad Sci 
doi:10.1073.pnas.1110629108. 

Bershadsky AD, Balaban NQ and Geiger B. (2003) Adhesion-dependent cell 
mechanosensitivity. Annu Rev Cell Dev Biol 19:677-695. 

Bienz, M. (2005) beta-Catenin: a pivot between cell adhesion and Wnt signalling. 
Current Biology. 15:R64-R67. 

Bissell MJ and Nelson WJ. (1999) Cell-to-cell contact and extracellular matrix. 
Integration of form and cuntion: the central role of adhesion molecules. 
Curr Opin Cell Biol 11:537-539. 



	  

	   185	  

Bitler BG, Nicodermus JP, Li H, Cai Q, Wu H, Hua X, Li T, Birrer MJ, Godwin AK, 
Cairns P and Zhang R (2011) Wnt5a suppresses epithelial ovarian cancer 
by promoting cellular senescence. Cancer Res 71(19):618406194. 

Blechschmidt K, Sassen S, Schmalfeldt B, Schuster T, Hofler H and Becker KF 
(2008) The E-cadherin repressor Snail is associated with lower overall 
survival of ovarian cancer patients. Br J Cancer 98:489-495. 

Bork P, Doerks T, Springer TA and Snel B. (1999) Domains in plexins: links to 
integrins and transcription factors. Trends Biochem Sci 24:261-263. 

Brabletz T, Jung A, Spaderna S, Hlublek F and Kitchner T. (2005) Migrating 
cancer stem cells – an integrated concept of malignant tumour 
progression. Nature 5:744-749. 

Bryant DM and Stow JL. (2004) The ins and outs of E-cadherin trafficking. 
TRENDS Cell Biol 14(8):427-434. 

Burleson KM, Casey RC, Skubitz KM, Pambuccian SE, Oegema TR and Skubitz 
AP. (2004) Ovarian carcinoma ascites spheroids adhere to extracellular 
matrix components and mesothelial cell monolayers. Gynecol Oncol 
93:170-181. 

Burleson KM, Boente MP, Pambuccian SE and Skubitz AP. (2006) 
Disaggregation and invasion of ovarian carcinoma ascites spheroids. J 
Transl Med 4:6-21. 

Burridge K, Fath K, Kelly T, Nuckolls G and Turner C. (1988) Focal adhesions: 
transmembrane junction between the extracellular matrix and the 
cytoskeleton. Annu Rev Cell Biol 4:487-525. 

Butcher DT, Alliston T and Weaver VM. (2009) A tense situation: forcing rumour 
progression. Nat Rev Cancer 9(2):108-122. 

Byers SW, Sommers CL, Hoxter B, Mercurio AM and Tozeren A. (1995) Role of 
E-cadherin in the response of tumor cell aggregates to lymphatic, venous 
and arterial flow: measurement of cell-cell adhesion strength. J Cell Sci 
108:2053-2064. 

Calalb MB, Polte TR and Hanks SK. (1995) Tyrosine phosphorylation of focal 
adhesion kinase at sites in the catalytic domain regulates kinase activity: a 
role for Src family kinases. Mol Cell Biol 15:954-963. 



	  

	   186	  

Camilli TC and Weeraratna AT. (2010) Striking the target in Wnt-y conditions:  
Intervening in Wnt signaling during cancer progression.  Biochem 
Pharmacol. 80:702-711. 

Cannistra SA, Ottensmeier C, Nilhoff J, Orta B and DiCarlo J. (1995) Expression 
and function of β1 and αvβ3 integrins in ovarian cancer. Gynecol Oncol. 
58:216-225. 

Casey RC and Skubitz AP. (2000) CD44 and beta1 integrins mediate ovarian 
carcinoma cell migration toward extracellular matrix proteins. Clin Exp 
Metastasis 18:67-75. 

Chamarro MN, Schwartz DR, Vonica A, Brivanlou AH, Cho KR and Varmus HE. 
(2005) FGF-20 and DKK1 are transcriptional targets of β-catenin and 
FGF-20 is implicated in cancer and development. EMBO J 24:73-84. 

Chandramouly G, Abad PC, Knowles DW and Lelievre SA. (2007) The Control of 
Tissue Architecture over Nuclear Organization is Crucial for Epithelial Cell 
Fate. J Cell Sci 120:1596-1606. 

Chen CS, Tan J and Tien J. (2004) Mechanotransduction at cell-matrix and cell-
cell contacts. Annu Rev Biomed Eng 6:275-302. 

Chen HC, Appeddu PA, Isoda H and Guan JL. (1996) Phosphorylation of 
tyrosine 397 in focal adhesion kinase in required for binding 
phosphatidylinositol 3-kinase. J Biol Chem 271:26329-26334. 

Chicurel ME, Singer RH, Meyer CJ and Ingber DE. (1998) Integrin binding and 
mechanical tension induce movement of mRNA and ribosomes to focal 
adhesion. Nature 392:730-733. 

Chien S. (2007) Mechanotransduction and endothelial cell homeostasis: the 
wisdom of the cell. Am J Physiol Heart Circ Physiol. 292:H1209-H1224. 

Choudhury M and Shukla S. (2008) Surrogate alcohols and their metabolites 
modify histone H3 acetylation: involvement of histone acetyl transferase 
and histone deacetylase. Alcohol Clin Exp Res 32:829-839. 

Cobb BS, Schaller MD, Leu TH and Parsons JT. (1994) Stable association of 
pp60src and pp59fyn with the focal adhesion-associated protein tyrosine 
kinase, pp125FAK. Mol Cell Biol 14:147-155. 



	  

	   187	  

Choi JW, Herr DR, Noguchi K, Yung YC, Lee CW, Mutoh T, Lin ME, Teo ST, 
Park KE, Mosley AN and Chun J. (2010) LPA Receptors: Subtypes and 
Biological Actions.  Ann Rev Pharmacol Toxicol 50:157-186. 

Chou C-H, Wei L-H, Kuo M-L, Huang Y-J, Lai K-P, Chen C-A and Hsieh C-Y. 
(2005) Up-regulation of interleuking-6 in human ovarian cancer cell via a 
Gi/PI3K-Akt/NF-kappaB pathway by lysophosphatidic acid, an ovarian 
cancer-activating factor. Carcinogenesis 26(1) 45-52. 

Chung M and Kozuch P. (2008) Treatment of malignant ascites. Curr Treat Opt 
Oncol 9:215-233. 

Cowden Dahl KD, Zeineldin R and Hudson LG. (2007) PEA3 is necessary for 
optimal epidermal growth factor receptor-stimulated matrix 
metalloproteinase expression and invasion of ovarian tumor cells. Mol Can 
Res 5(5):413-421. 

Cowden Dahl KD, Symowicz J, Ning Y, Gutierrez E, Fishman DA, Adley BP, 
Stack MS and Hudson LG. (2008) Matrix metalloproteinase 9 is a 
mediator of epidermal growth factor-dependent e-cadherin loss in ovarian 
carcinoma cells. Cancer Res 68(12):4606-4613. 

Crampton SP, Beibei W, Park EJ, Kim JH, Solomon C, Waterman ML and 
Hughes CCW. (2009) Integration of the Beta-Catenin Dependent Wnt 
Pathway With Integrin Signaling Through the Adaptor Molecule Grb2. 
PLoS ONE 4:e7841. 

Czernobilsky B, Moll R, Levy M and Franke WW (1985) Co-expression of 
cytokeratin and vimentin filaments in mesothelial, granulosa and rete 
ovarii cells of the human ovary. Eur. J. of Cell Biology 37:175-190. 

Daaka Y. (2002) Mitogenic Action of LPA in Prostate. Biochimica et Biophysica 
Acta – Mol Cell Biol Lipids 1582(1-3):265-269. 

Daniel JM and Reynolds AB.  The tyrosine kindase substrate p120cas binds 
directly to E-cadherin but not to the adenomatous polyposis coli protein or 
alpha-catenin. Mol Cell Biol 15(9):4819-4824. 

Darai E, Bringuier AF, Walker-Combrouze F, Feldmann G, Madelenat P and 
Scoazec JY. (1998) Soluble adhesion molecules in serum and cyst fluid 
from patients with cystic tumors of the ovary. Hum Reprod 13:2831-2835. 



	  

	   188	  

Darai E, Scoazec JY, Walker-Combrouze F, Mlika-Cabanne N, Feldmann G, 
Madelenat P and Potet F. (1997) Expression of cadherins in benign, 
boderline, and malignant ovarian epithelial tumors: a clinicopathologic 
study of 60 cases. Hum Path 28:922-928. 

Daugherty RL and Gottardi CJ. (2007) Phospho-regulation of beta-catenin 
adhesion and signaling functions. Physiology 22:303-309. 

Davidson B, Goldberg I Gotlieb WH, Kopolovic J, Ben-Baruch G, NEsland JM, 
Berner A, Bryne M and Reich R. (1999) High levels of MMP-2, MMP-9, 
MT1-MMP and TIMP-2 mRNA correlate with poor survival in ovarian 
carcinoma. Clin Exp Metastasis 17(10):799-808. 

Davies BR, Worsley SD, Ponder BA. (1998) Expression of E-cadherin, alpha-
catenin and beta-catenin in normal ovarian surface epithelium and 
epithelial ovarian cancers. Histopath. 32:69-80. 

Dembo AJ, Davy M, Stenwig AE, Berle EJ, Bush RS and Kjorstad K. (1990) 
Prognostic factors in patients with stage I epithelial ovarian cancer. Obstet 
Gynecol 75(2):263-273. 

Demers MJ, Thibodeau S, Noel D, Fujita N, Tsuruo T, Gauthier R, Arguin M and 
Vachon PH. (2009) Intestinal epithelial cancer cell anoikis resistance: 
EGFR-mediated sustained activation of Src overrides Fak-dependent 
signaling to MEK/Erk and/or PI3-K/Akt-1. J Cell Biochem 107:639-654. 

Dempke W, Rie C, Grothey A and Schmoll HJ (2001) Cyclooxygenase-2: a novel 
target for cancer chemotherapy? J Cancer Res Clin Oncol 127:411-417. 

Deng W, Wang De-An, Gosmanova E, Johnson LR and Tigyi G. (2002) LPA 
protects intestinal epithelial cells from apoptosis by inhibiting the 
mitochondrial pathway. Am J Physiol Gastrointest Liver Physiol 284:G821-
G829. 

Diamond MS and Springer TA. (1994) The dynamic regulation of integrin 
adhesiveness. Curr Biol 4:506-517. 

Dihlmann S and von Knebel Doeberitz M (2005) Wnt/beta-catenin-pathway as a 
molecular target for future anti-cancer therapeutics. Int J Cancer 113:515-
524. 



	  

	   189	  

DiPaolo N, Sacchi G, Garosi G, Sansoni E, Bargagli L, Ponzo P, Tanganelli P 
and Gaggiotti E. (2005) Omental milky spots and peritoneal dialysis – 
review and personal experience. Per Dial Intl 25:48-87. 

DiResta GR, Nathan SS, Manoso MW, Casas-Ganem J, Wyatt C, Kubo T, 
Boland PJ, Athanasian EA, Miodownik J, Gorlick R and Healey JH. (2005) 
Cell proliferation of cultured human cancer cells are affected by the 
elevated tumor pressures that exist in vivo. Ann Biomed Eng 33(9) 1270-
1280. 

Do TV, Symowicz JC, Berman D, Liotta LA, Petricoin III EF, Stack MS and 
Fishman DA. (2007) Lysophosphatidic Acid Down-Regulates Stress 
Fibers and Up-Reuglates Pro-PMatrix Metalloproteinase-2 Activation in 
Ovarian Cancer Cells. Mol Can Res 5(2):121-131. 

Dolfi F, Garcia-Guzman M, Ojaniemi M, Nakamura H, Matsuda M and Vuori K. 
(1998) Proc Natl Acad Sci USA 95:15394-15399. 

Drees F, Pokutta S, Yamada S, Nelson WJ and Weis WI. Alpha-catenin is a 
molecularswitch that binds E-cadherin-beta-catenin and regulates actin-
filament assembly. Cell 123(5):903-915. 

DuBeau L. (1999) The cell or origin of ovarian epithelial tumors and the ovarian 
surface epithelium dogma: does the emperor have no clothes? Gyn. Oncol 
72:437-442. 

Eder AM, Sasagawa T, Mao M, Aoki J and Mills GB. (2000) Constitutive and 
Lysophosphatidic Acid (LPA)-induced LPA Production: Role of 
Phospholipase D and Phospholipase A2

1. Clin Can Res 2482(6):2482-
2491. 

Eichholtz T, Jalink K, Fahrenfort I and Moolenaar WH. (1993) The Bioactive 
Phospholipid Lysophosphatidic Acid is Released From Activated Platelets. 
Biochem J 291(Pt 3):677-680. 

Ellerbroek SM, Fishman DA, Kearns AS, Bafetti LM and Stack MS. (1999) 
Ovarian carcinoma regulation of matrix metalloproteinase-2 and 
membrane type 1 matrix metalloproteinase through β1 integrin. Cancer 
Res 59:1635-1641. 

Ellerbroek SM, Wu YI, Overall CM and Stack MS. (2001) Functional interplay 
between type I collagen and cell surface matrix metalloproteinase activity. 
J Biol Chem 276:24833-24842. 



	  

	   190	  

Erickson JR, Hasegawa Y, Fang X, Eder A, Mao M, Furui T, Aoki J, Morris A and 
Mills GB. (2001) Lysophosphatidic acid and ovarian cancer: a paradigm 
for tumorigenesis and patient management. Pros & other Lipid Med 64:63-
81. 

Esquis P, Consolo D, Magnin G, Pointaire P, Moretto P, Ynsa MD, Beltrame JL, 
Drogul C, Simonet M and Benoit M. (2006) High intra-abdominal pressure 
enhances the penetration and antitumor effect of intraperitoneal cisplatin 
on experimental peritoneal carcinomatosis. Ann Surg 244:106-112. 

Estrella VC, Eder AM, Liu S, Pustilnik TB, Tabassam FH, Claret FX, Gallick GE, 
Mills GB and Wiener JR. (2007) Lysophosphatidic Acid Induction of 
Urokinase Plasminogen Activator Secretion Requires Activation of the 
p38MAPK Pathway. Int J Oncol 31:441-449. 

Fairfield KM, Willet WC, Rosner BA, Manson JE, Speizer FE and Hankinson SE. 
(2002) Obesity, weight gain, and ovarian cancer. Obstet Gynecol 
100(2):288-296. 

Fang X, Gaudette D, Furui T, Mao M, Estrella V, Eder A, Pustilnik T, Sasagawa 
T, LaPushin R, Yu S, Jaffe RB, Wiener JR, Erickson JR and Mills GB. 
(2000) Lysophospholipid Growth Factors in the Initiation, Progression, 
Metastases, and Management of Ovarian Cancer. Ann NY Acad Sci 
905:188-208. 

Fang X, Schummer M, Mao M, Yu S, Tabassam FH, Swaby R, Hasegawa Y, 
Tanyi JL, LaPushin R, Eder A, Jaffe R, Erickson J and Mills GB. (2002) 
Lysophosphatidic Acid is a Biosctive Mediator in Ovarian Cancer. Biochim 
Biophys Acta 1582:257-264. 

Fang X, Yu S, Tanyi JL, Lu Y, Woodgett JR and Mills GB. (2002b) Convergence 
of multiple signalling cascades at glycogen synthase kinase 3: edg 
receptor-mediated phosphorylation and inactivation by lysophosphatidic 
acid through a protein kinase C-dependent intracellular pathway. Mol. 
Cell. Biol. 22, 2099–2110. 

Fang X, Yu S, Bast RC, Liu S, Xu H-J, Hu S-X, LaPushin R., Claret FX, Aggarwal 
BB, Lu Y and Mills GB. (2004) Mechanisms for lysophosphatidic acid-
induced cytokine production in ovarian cancer cells. J. Biol. Chem. 279, 
9653–9661. 



	  

	   191	  

Fishman DA, Liu Y, Ellerboek SM, and Stack MS. (2001) Lysophosphatidic Acid 
Promotes Matrix Metalloproteinase (MMP) Activation and MMP-dependent 
Invasion in Ovarian Cancer Cells. Cancer Res 61:3194-3199. 

Foty R and Steinberg MS. (2005) The differential adhesion hypothesis: a direct 
evaluation. Dev Biol 278, 255-263. 

Fourcade O, Simon MF, Viodé C, Rugani N, Leballe F, Ragab A, Fournié B, 
Sarda L and Chap H. (1995). Secretory Phospholipase A2 Generaters the 
Novel Lipid Mediator Lysophosphatidic Acid in Membrane Microvesicles 
Shed from Activated Cells. Cell 80(6):919-927. 

Frankel A, Rosen K, Filmus J and Kerbel RS. (2001) Induction of anoikis and 
suppression of human ovarian tumor growth in vivo by down-regulation of 
Bcl-XL. Cancer Res 61:4837-4841. 

Freedman RS, Deavers M, Liu J and Wang E. (2004) Peritoneal inflammation - A 
microenvironment for Epithelial Ovarian Cancer (EOC). Journal of 
Translational Medicine 2, 23-32. 

French AS. (1992) Mechanotransduction. Annu Rev Physiol 54:135-152. 

Fridman R, Toth M, Chvyrkova I, Meroueh SO and Mobashery S. (2003) Cell 
surface association of matrix metalloproteinase-9 (gelatinase B). Cancer 
Metastasis Rev 22:153-166. 

Friedl P and Wolf K. (2009) Plasticity of cell migration: a multiscale tuning model. 
J Cell Biol 188(1):11-19. 

Friedl P and Gilmour D. (2009) Collective cell migration in morphogenesis, 
regeneration and cancer. Nat Rev Mol Cell Biol 10:445-457. 

Friedl P, Hegerfeldt Y and Tusch M. (2004) Collective cell migration in 
morphogenesis and cancer. Int J Dev Biol 48:441-449. 

Frisch SM and Ruoslahti E. (1997) Integrins and anoikis. Curr Opin Cell Biol 
9:701-706. 

Fujimoto J, Ichigo S, Hirose R, Sakaguchi H and Tamaya T. (1997) Expression of 
E-cadherin and alpha- and beta-catenin mRNAs in ovarian cancers. 
Cancer Lett 115, 207-212. 



	  

	   192	  

Fukami K and Takenawa T. (1992) Phosphatidic Acid That Accumulates in 
Platelet-Derived Growth Factor-Stimulated Balb/c 3T3 Cells is a Potential 
Mitogenic Signal. J Biol Chem 267:10988-10993. 

Fukushima N and Chun J. (2001) The LPA Receptors. Prostaglandins & other 
lipid Mediators 64:21-32. 

Fukushima N, Ye X and Chun J. (2002) Neurobiology of lysophosphatidic acid 
signaing. Neuroscientist 8(6):540-550. 

Furui T, LaPushin R, Mao M, Khan H, Watt SR, Watt MAV, Lu Y, Fang X, Tsutsui 
S, Siddik ZH, Bast Jr. RC and Mills GB. (1999) Overexpression of Edg-
2/vzg-1 Induces Apoptosis and Anoikis in Ovarian Cancer Cells in 
Lysophosphatidic Acid-Independent Manner. Clin Can Res 4308(5):4308-
4318. 

Galbraith CG and Sheetz MP. (1997) A micromachined device provides a new 
bend on fibroblast traction forces. Proc Natl Acad Sci USA 94:9114-9118. 

Gamallo C, Palacios J, Moreno G, Calvo de Mora J, Suarez A and Armas A. 
(1999) beta-catenin expression pattern in stage I and II ovarian 
carcinomas : relationship with beta-catenin gene mutations, 
clinicopathological features, and clinical outcome. Am J Pathol 155, 527-
536. 

Gatcliffe TA, Monk BJ, Planutis K and Holcombe RF. (2008) Wnt signaling in 
ovarian tumorigenesis.  Int J Gyecol Cancer 18, 954-962. 

Gerrard JM and Robinson P. (1989) Identification of the Molecular Species of  
Lysophosphatidic Acid Produced When Platelets are Stimulated by 
Thrombin. Biochim Biophys Acta 1001:282-285. 

Gerrard JM, Kindom SE, Peterson DA, Peller J, Krantz KE and White JG. (1979) 
Lysophosphatidic Acid: Influence on Platelet Aggregation and Intracellular 
Calcium Flux. Am J Pathol 96: 423-438. 



	  

	   193	  

Ghosh S, Brown R, Jones JC, Ellerbroek SM and Stack MS. (2000) Urinary-type 
Plasminogen Activator (uPA) Expression and uPA Receptor Localization 
Are Regulated by α3β1Integrin in Oral Keratinocytes. J Biol Chem 
275:23869-23876. 

Ghosh S, Johnson JA, Sen R, Mukhopadhyay S, Liu Y, Zhang F, Wei Y, 
Chapman HA and Stack MS (2006) Functional Relevance of Urinary-type 
Plasminogen Activator Receptor-α3β1 integrin association in proteinase 
regulatory pathways. J Biol Chem 281(19):13021-13029. 

Giannone G and Sheetz MP. (2006) Substrate rigidity and force define from 
through tyrosine phosphatase and kinase pathways. Trends Cell Biol 
16:213-223. 

Gionnoni E, Fiaschi T, Ramponi G and Chiarugi P. (2009) Redox regulation of 
anoikis resistance of metastatic prostate cancer cells: key tole for Src and 
EGFR-mediated pro-survival signaling. Oncogene 28:2074-2086. 

Gil OD, Lee C, Ariztia EV, Wang FQ, Smith PJ, Hope JM and Fishman DA. 
(2008) Lysophosphatidic Acid (LPA) Promotes E-cadherin Ectodomain 
Shedding and OVCA429 Cell Invasion in an uPA-Dependent Manner.  
Gynecol Oncol 108:361-369. 

Gilcrease MZ, Zhou X and Welch K. (2004) Adhesion-independent alpha6beta4 
integrin clustering is mediated by phosphatidylinositol 3-kinase. Cancer 
Res 64(20):7395-7398. 

Gilmore AP. (2005) Anoikis. Cell Death Diff. 12:1473-1477. 

Goetzl EJ, Kong Y and Mei B. (1999) Lysophosphatidic acid and sphingosine 1-
phosphate protection of T cells from apoptosis in association with 
suppression of Bax. J Immunol 162:2049-2056. 

Goetzl EJ and An S. (1998) Diversity of Cellular Receptors and Functions for the 
Lysophosphatidic Growth Factors Lysophosphatidic Acid and 
Sphingosine-1-Phosphate. FASEB J 12:1589-1598. 

Gong H, Shen B, Flevaris P, Chow C, Lam SC-T, Voyno-Yasenetskaya TA, 
Kozasa T and Du X. (2010) G protein subunit Galpha13 binds to integrin 
alphaIIbbeta3 and mediates integrin outside-in signaling. Science 
327:340-343. 



	  

	   194	  

Gotlieb WH, Feldman B, Feldman-Moran O, Zmira N, Kreizer D, Segal Y, Elran E 
and Ben-Baruch G. (2002) Intraperitoneal Pressures and Clinical 
Parameters of Total Paracentesis for Palliation of Symptomatic Ascites in 
Ovarian Cancer. Gynecol Oncol 71:381-385. 

Gottardi C, Wong E and Gumbiner, B.M. (2001) E-cadherin suppresses cellular 
transformation by inhibiting beta-catenin signaling in an adhesion-
independent manner. J Cell Biol 153:1049-1060. 

Gottardi C and Gumbiner BM. (2004) Role for ICAT in beta-catenin-dependent 
nuclear signaling and cadherin functions. Am J Physiol Cell Physiol 
286:C747-C756. 

Gumbiner BM. (1996) Cell adhesion: the molecular basis of tissue architecture 
and morphogenesis. Cell 84:345-357. 

Gumbiner, B. (2000) Regulation of cadherin adhesive activity. J Cell Biol 
148:399-404. 

Gumbiner B, Stevenson B and Grimaldi A. (1988) The role of the cell adhesion 
molecule uvomorulin in the formation and maintenance of the epithelial 
junctional complex. J. Cell Biol 107:1575-1587. 

Hanahan D and Weinberg RA. (2000) The hallmarks of cancer. Cell 100:57-70. 

Hanahan D and Weinberg RA. (2010) Hallmarks of Cancer: The Next 
Generation. Cell 144:646-674. 

Hanks SK, Calalb MB, Harper MC, Patel SK. (1992) Focal adhesion protein-
tyrosine kinase phosphorylated in response to cell spreading on 
fibronectin. Proc Natl Acad Sci USA 89:8487-8491. 

Harburger DS and Calderwood DA. (2009) Integrin signaling at a glance. J Cell 
Sci 122:159-163. 

Harisi R, Kenessey I, Olah JN, Timar F, Babo I, Pogany G, Paku S and Jeney A. 
(2009) Differential inhibition of single and cluster type tumor cell migration. 
Anticancer Res 29:2981-2986. 

Hashimoto S, Takeoka M and Taniguchi S. (2003) Suppression of peritoneal 
dissemination through protecting mesothelial cells from retraction by 
cancer cells. Int J Cancer 107:557-563. 



	  

	   195	  

Hayashi K, Takahashi M, Nishida W, Yoshida K, Ohkawa Y, Kitabatake A, Aoki 
J, Arai H and Sobue K. (2001) Phenotypic Modulation of Vascular Smooth 
Muscle Cells Induced by Unsaturated Lysophosphatidic Acids. Circ Res 
89:251-258. 

He X, Ota T, Liu P, Su C, Chien J and Shridhar. (2010) Downregulationof HtrA1 
promotes resistance to anoikis and peritoneal dissemination of ovarian 
cancer cells. Cancer Res 70(8):3109-3118. 

Heath RM, Jayne DG, O’Leary R, Morrison EE and Guillou PJ. (2004) Tumor-
induced apoptosis in human mesothelial cells: a mechanism of peritoneal 
invasion by Fas ligand/Fas interaction. Br J Cancer 90:1437-1442. 

Hendrix ND, Wu R, Kuick R, Schwartz DR, Fearon ER and Cho KR. (2006) 
Fibroblast growth factor 9 has oncogenic activity and is a downstream 
target of Wnt signaling in ovarian endometrioid adenocarcinomas. Cancer 
Res. 66:1354-1362. 

Hirabayashi K and Graham J.  (1970) Genesis of ascites in ovarian cancer.  Am 
J Obstet Gynecol 106(4):492-497. 

Ho EY, Choi Y, Chae SW, Sohn JH and Ahn GH (2006) Immunohistochemical 
study of the expression of adhesion molecules in ovarian serous 
neoplasms. Pathol Int 56:62-70. 

Hooks SB, Santos WL, Im D-S, Heise CE, MacDonald TL and Lynch KR. (2001) 
Lysophosphatidic acid-induced mitogenesis is regulated by lipid 
phosphate phosphatases and is Edg-receptor independent. J Biol Chem 
276(7):4611-4621. 

Howe, L. R and Brown, A. M. (2004) Wnt signaling and breast cancer. Cancer 
Biol Ther. 3:36-41. 

Hu YL, Tee MK, Goetzl EJ, Auersperg N, Mills GB, Ferrara N, and Jaffe RB. 
(2001) Lysophosphatidic Acid Induction of Vascular Endothelial Growth 
Factor Expression in Human ovarian Cancer Cells. J Natl Cancer Inst 
93(10):762-768. 

Huang LW, Garret AP, Bell DA, Welch WR, Berkowitz RS and Mok SC. (2000) 
Differential expression of matrix metalloproteinase-9 and tissue inhibitor of 
metalloproteinase-1 protein and mRNA in epithelial ovarian tumors. 
Gynecol Oncol 77:369-376. 



	  

	   196	  

Huang S, Van Arsdall M, Tedjarati S, McCarty M, Wu W, Langley R and Fidler IJ. 
(2002) Contributions of stromal metalloproteinase-9 to angiogenesis and 
growth of human ovarian carcinoma in mice. J Natl Cancer Inst 
94(15):1134-1142. 

Huang S and Ingber DE. (1999) The structural and mechanical complexity of cell-
growth control. Nature Cell Biol 1:E131-E138. 

Hudson LG, Zeineldin R, Silberberg M and Stack MS. Activated epidermal 
growth factor receptor in ovarian cancer. In: Ovarian Cancer, Cancer 
Treatment and Research. Stack MS and Fishman DA (eds). Springer, 
London: 2009:203-226. 

Hudson LG, Zeineldin R and Stack MS (2008) Phenotypic plasticity of neoplastic 
ovarian epithelium: unique cadherin profiles in tumor progression. Clin Exp 
Metastasis 25:643-655. 

Hughes PE, Diaz-Gonzalez F, Leong L, Wu C, McDonald JA, Shattil SJ and 
Ginsberg MH. (1996) Breaking the integrin hinge. A defined structural 
constraint regulates integrin signaling. J Bio Chem 271:6571-6574. 

Humphries MJ. (2000) Integrin Structure. Biochem Soc Trans 28:311-339. 

Hunter T. (1987) A tail of two src’s: mutatis mutandis. Cell 49:1-4. 

Hynes RO. (1996) Targeted mutations in cell adhesion genes: what have we 
learned from them? Dev Biol 180:402-412. 

Hynes RO. (2002) Integrins: Bidirectional, Allosteric Signaling Machines. Cell 
110:673-687. 

Imai T, Horiuchi A, Shiozawa T, Osada R, Kikuchi N, Ohira S, Oka K and Konishi 
I. (2004) Elevated expression of E-cadherin and α-, β-, and γ-catenins in 
metastatic lesions compared with primary epithelial ovarian carcinomas. 
Hum Pathol 35:1469-1476. 

Ingber DE. (1991) Integrins as mechanochemical transducers. Curr Opin Cell 
Biol 3:841-848.  

Ingber DE. (1997) Tensegrity: the architectural basis of cellular 
mechanotransduction. Ann Rev Physiol 59:575-599. 



	  

	   197	  

Ingber DE. (2003a) Tensegrity I. Cell structure and hierarchical systems biology. 
J Cell Sci 116:1157-1173. 

Ingber DE. (2003b) Tensegrity II. How structural networks influence cellular 
information processing networks. J Cell Sci 116: 1397-1408. 

Ingber DE. (2003c) Mechanobiology and diseases of mechanotransduction. Ann 
Med 35:564-577. 

Ingber DE. (2005) Cell tension, matrix mechanics, and cancer development. 
Cancer Cell 8:175-176. 

Ingber DE. (2008) Tensegrity-based mechanosensing from macro to micro. Prog 
Biophys Mol Bio 97:163-179. 

Ishigaki K, Namba H, Nakashima M, Nakayama T, Mitsutake N, Hayashi T, 
Maeda S, Ichinose M, Kanematsu T and Yamashita S. (2002) Aberrant 
localization of beta-catenin correlates with overexpression of its target 
gene in human papillary thyroid cancer. J Clin Endocrinol Metabol. 
87:3433-3440. 

Iwanicki MP, Davidowitz RA, Ng MR, Besser A, Muranen T, Merritt M, Danuse G, 
Inve T and Brugge JS. (2011) Ovarian cancer spheroids use myosin-
generated force to clear the mesothelium. Cancer Disc 1(2):144-157. 

Jansen E, Laven JSE, Dommerholt HBR, Polman J, van Rijt C, van den Hurk C, 
Westland J, Mosselman S and Fauser BCJM. (2004) Abnormal Gene 
Expression Profiles in Human Ovaries from Polycystic Ovary Syndrome 
Patients. Mol Endocrinol 18(12):3050-3063. 

Jayne DG, O’Leary R, Gill A, Hick A and Guillou PJ. (1999) A three-dimensional 
in vitro model for the study of peritoneal tumour metastasis. Clin Exp 
Metastasis 17:515-523. 

Jemal A, Siegal R, Ward E, Hao Y, Xu J, Murray T and Thun MJ. (2008) Cancer 
statistics. CA Cancer J Clin 58:71-96. 

Jernigan KK, Cselenyi CS, Thorne CA, Hanson AJ, Tahinci E, Hajicek N, Oldham 
WM, Lee LA, Hamm HE, Hepler JR, Kozasa T, Linder ME and Lee E. 
(2010) Gbetagamma activates GSK3 to promote LRP6-mediated β-
catenin transcriptional activity. Sci. Signal. 3(121):ra37. 



	  

	   198	  

Jin H, Yu Y, Zhang T, Zhou X, Zhou J, Jia L, Wu Y, Zhou BP and Feng Y (2010) 
Snail is critical for tumor growth and metastasis of ovarian carcinoma. Int J 
Cancer 126:2102-2111. 

Jockush BM, Bubeck P, Giehl K, Kroemker M, Moschner J, Rothkegel M, 
Rüdiger M, Schlüter K, Stanke G and Winkler J. (1995) The molecular 
architecture of focal adhesions. Annu Rev Cell Dev Biol 11:379-416. 

Jost M, Huggett TM, Kari C and Rodeck U. (2001) Matrix-independent survival of 
human keratinocytes through an EGF-receptor/MAPK-kinase-dependent 
pathway. Mol Biol Cell 12:151927. 

Jourquin J, Yang N, Kam Y, Guess C and Quaranta V. (2006) Dispersal of 
Epithelial Cancer Cell Colonies by Lysophosphatidic Acid (LPA). J Cell. 
Physiol 206:337-346. 

Juliano RL. (2002) Signal transduction by cell adhesion receptors and the 
cytoskeleton: functions of integrins, cadherins, selectins, and 
immunoglobulin-superfamily members. Annu Rev Pharmacol Toxicol 
42:283-323. 

Kam Y and Quaranta V. (2009) Cadherin-Bound Beta-Catenin Feeds into the 
Wnt Pathway upon Adherens Junctions Dissociation: Evidence for an 
Intersection Between Beta-Catenin Pools. PLoS ONE 4:e4580. 

Kanai Y, Ochiai A, Shibata T, Oyama T, Ushijima S, Akimoto S and Hirohashi S. 
(1995) c-erbB-2 gene product directly associates with beta-catenin and 
plakoglobin. Biochem Biophys Res Commun. 208:1067-1072. 

Karbova E, Davidson B, Metodiev K, Trope CG and Nesland JM. (2002) 
Adenomatous polyposis coli (APC) protein expression in primary and 
metastatic serous ovarian carcinoma. Int J Surg Pathol 10:175-180. 

Kastritis E, Murray S, Kyriakou F, Horti M, Tamvakis N, Kavantzas N, Patsouris 
ES, Noni A, Legaki S, Dimopoulos MA and Bamias A. (2009) Somatic 
mutations of adenomatous polyposis coli gene and nuclear b-catenin 
accumulation have prognostic significance in invasive urothelial 
carcinomas: evidence for Wnt pathway implication. Int J Cancer 124:103-
108. 

Katso RM, Manek S, Biddolph S, Whittaker R, Charnock MFL, Wells M and 
Ganesan TS. (1999) Overexpression of h-ryk in mouse fibroblasts confers 



	  

	   199	  

transforming ability in vitro and in vivo: correlation with up-regulation in 
epithelial ovarian cancer. Cancer Res 59:2265-2270. 

Katso RM, Manek S, Ganjavi H, Biddolph S, Charnock MFL, Bradburn M, Wells 
M and Ganesan TS. Overexpression of h-ryk in epithelial ovarian cancer: 
prognostic significance of receptor expression. Clin Cancer Res 6:3271-
3281. 

Katso RM, Russel RB and Ganesan TS. (1999) Functional analysis of h-ryk, an 
atypical member of the receptor tyrosine kinase family. Mol Cell Biol 
19(9):6427-6440. 

Kelm J, Timmins N and Brown C. (2002) Method for generation of homogenous 
multicellular tumor spheroids applicable to a wide variety of cell types. 
Biotechnol Bioeng 83(2):173-180. 

Kenny HA, Dogan S, Zillhardt M, Mitra AK, Yamada SD, Krausz T, Lengyel E 
(2009)  Organotypic models of metastasis:  a three-dimensional culture 
mimicking the human peritoneum and omentum for the study of the early 
steps of ovarian cancer metastasis.  Cancer Treat Res 149:335-351. 

Kim Y, Kugler MC, Wei Y, Kim KK, Li X, Brumwell AN, Chapman HA. (2009) 
Integrin alpha3beta1-Dependent Beta-Catenin Phophorylation Links 
Epithelial Smad Signaling to Cell Contacts. Journal of Cell Biology 
184:309-322. 

Kiyokawa E, Hashimoto Y, Kobayashi S, Sugimura H, Kurata T, and Matsuda M. 
(1998) Activation of Rac1 by a Crk SH3-binding protein, DOCK180. Genes 
Dev 12:3331-3336. 

Kobielak A and Fuchs E. (2004) Alpha-catenin: at the junction of intercellular 
adhesion and actin dynamics. Nat Rev Mol Cell Biol 5(8):614-625. 

Koenig A, Mueller C, Hasel C, Adler G, Menke A. (2006) Cancer Research 
66:4662-4671. 

Koh JS, Lieberthal W, Heydrick S and Levine JS. (1998) Lysophosphatidic acid is 
a major serum noncytokine survival factor for murine macrophages which 
acts via the phosphatidylinositol 3-kinase signaling pathway. J Clin Invest 
102:716-727. 



	  

	   200	  

Kornberg LJ, Earp HS, Turner CE, Prockup C, Juliano RL. (1991) Signal 
transduction by integrins: increased protein tyrosine phosphorylation 
caused by clustering of beta 1 integrins. Proc Natl Acad Sci USA 88:8392-
8396. 

Kraft A, Weindel K, Ochs A, Marth C, Zmija J, Schumacher P, Unger C, Marme D 
and Gastl G. (1999) Vascular Endothelial Growth Factor in the Sera and 
Effusions of Patients with Malignant and Nonmalignant Disease, Cancer 
85:178-187. 

Kuhn W, Pache L, Schmafeldt B, Dettmar P, Scmitt M, Janicke F and Graeff H. 
(1994) Urokinase (uPA) and PAI-1 predict survival in advanced ovarian 
cancer patients (FIGO III) after radical surgery and platinum-based 
chemotherapy. Gynecol Oncol 55:401-409. 

Kwon Y, Cukierman E and Godwin AK. (2011) Differential expressions of 
adhesive molecules and proteases define mechanisms of ovarian tumor 
cell matrix prenetration/invasion. PLoS ONE 6(4):e18872. 

Lafky JM, Wilken JA, Baron AT and Maihle NJ. (2008) Clinical implications of the 
ERbB/epidermal growth factor (EGF) receptor family and its ligands in 
ovarian cancer. Biochim Biophys Acta 1785(2):232-265. 

Lawson C, Lim S-T, Uryu S, Chen XL, Calderwood DA and Schlaepfer DD. 
(2012) FAK promotes recruitment of talin to nascent adhesions to control 
cell motility. J Cell Biol 196(2):223-232. 

Lee CM, Shvartsman H, Deavers MT, Wang SC, Xia W, Schmandt R, Bodurka 
DC, Atkinson EN, Malpica A, Gershenson DM, Hung MC and Lu KH. 
(2003) Beta-catenin nuclear localization is associated with grade in 
ovarian serous carcinoma.  Gyneol Oncol 88:363-8. 

Lee J-O, Rieu P, Arnaout MA, and Liddington R. (1995) Crystal structure of the A 
domain from the α subunit of integrin CR3 (CD11b/CD18). Cell 80:631-
638. 

Lepourcelet M, Chen Y-NP, France DS, Wang H, Crews P, Peretsen F, Bruseo 
C, Wood AW and Shivdasani RA. (2004) Small-molecule antagonists of 
the oncogenic Tcf/beta-catenin protein complex. Cancer Cell 5:91-102. 

Lessan K, Aguiar DJ, Oegema T, Siebenson L and Skubitz APN. (1999) CD44 
and β1 integrin mediate ovarian carcinoma cell adhesion to peritoneal 
mesothelial cells. Am J Pathology 154(5):1525-1537. 



	  

	   201	  

Lessan K and Skubitz, APN. (1998) Binding of an ovarian carcinoma cell line to 
peritoneal mesothelial cells in vitro is partially inhibited by an antibody 
against the beta-1 integrin subunit. FASEB J 12:A377. 

Levine JS, Koh JS, Triaca V and Lieberthal W. (1997) Lysophosphatidic acid: a 
novel growth and survival factor for renal proximal tubular cells. Am J 
Physiol 273:F575-F585. 

Lewis JE, Wahl JK, Sass KM, Jensen PJ, Johnson KR and Wheelock MJ. (1997) 
Cross-talk between adherens junctions and desmosomes depends on 
plakoglobin. J Cell Biol 136:919-934. 

Liu C, Li Y, Semenov M, Han C, Baeg GH, Tan Y, Zhang Z, Lin X, and He X. 
(2002) Cell 108:837-847. 

Liu J, Stevens J, Rote CA, Yost HJ, Hu Y, Neufeld KL, White RL and Matsunami 
N. (2001) Siah-1 mediates a novel beta-catenin degradation pathway 
linking p53 to the adenomatous polyposis coli protein. Mol Cell. 7:927-936. 

Liu Y, Burkhalter RJ, Symowicz J, Chaffin K, Ellerboek S, and Stack MS. (2011) 
Disruption of E-cadherin Junctional Integrity in Epithelial ovarian 
Carcinoma Cells is Promoted by Lysophosphatidic Acid-Induced Matrix 
Metalloproteinase-9 Activity. Int J Cancer:In press. 

Lo C-W, Chen M-W, Hsiao M, Wang S, Chen C-A, Hsiao S-M, Chang J-S, Lai T-
C, Rose-John S, Kuo M-L and Wei L-H. (2011) IL-6 Trans-signaling in 
formation and progression of malignant ascites in ovarian cancer. Cancer 
Res 71(2):424-434. 

Lowry WE, Blanpain C, Nowak JA, Guasch G, Lewis L and Fuchs E. (2005) 
Defining the impact of β-catenin/Tcf transactivation on epithelial stem 
cells. Genes Dev 19:1596-1611. 

Lu C, Oxvig C and Springer TA. (1998) The structure of the β-propeller domain 
and C-terminal region of the integrin αM subunit. J Biol Chem 273:15138-
15147. 

Lu C, Shimaoka M, Zang Q, Takagi J and Springer TA. (2001) Locking in 
alternate conformations of the integrin αLβ2 I domain with disulfide bonds 
reveals functional relationships among integrin domains. Proc Natl Acad 
Sci USA 98:2393-2398. 



	  

	   202	  

Luo J, Chen J, Deng Z-L, Luo X, Song W-X, Sharff KA, Tang N, Haydon RC, Luu 
HH and He T-C. (2007) Wnt signaling and human diseases: what are the 
therapeutic implications? Lab Invest 87:97-103. 

Luu HH, Zhang R, Haydon RC, Rayburn E, Kang Q, Si W, Park JK, Wang H, 
Peng Y, Jiang W and He T-C. (2004) Wnt/beta-catenin signaling pathway 
as novel cancer drug targets. Curr Cancer Drug Targets 4:653-671. 

Ma Y, Qian Y and Lv W. (2007) The correlation between plasma fibrinogen and 
the clinical features of patients with ovarian carcinoma. J Int Med Res 
35(5):678-684. 

Mactier RA, Khanna R, Twardowksi ZJ and Nolph KD. (1987) Role of peritoneal 
cavity lymphatic acbsorption in peritoneal dialysis. Kidney Int 32:165-172. 

Maher MT, Flozak AS, Stocker AM, Chenn A and Gottardi C.J. (2009) Activity of 
the Beta-Catenin Phosphodestruction Complex at Cell-Cell Contacts is 
Enhanced by Cadherin-Based Adhesion. Journal of Cell Biology 186:219-
228. 

Maines-Bandiera SL and Auersperg N. (1997) Increased E-cadherin expression 
in ovarian surface epithelium: an early step in metaplasia and dysplasia? 
Int J Gynecol Pathol 16:250-255. 

Makale M. (2007) Cellular mechanobiology and cancer metastasis. Birth Def Res 
(Part C) 81:329-343. 

Maretzky T, Reiss K, Ludwig A, Buchholz J, Scholz F, Proksch E, de Strooper B, 
Hartmann D and Saftig P. (2005) Proc Natl Acad Sci U S A 102:9182-
9187. 

Marques FR, Fonsechi-Carvasas GA, De Angelo Andrade LAL and Bottcher-Luiz 
F. (2004) immunohistochemical patterns for alpha- and beta-catenin, E- 
and N-cadherin expression in ovarian epithelial tumors. Gynecol Oncol 
94:16-24. 

Matsuoka A, Kizuka F, Lee L, Tamura I, Taniguchi K, Asada H, Taketani T, 
Tamura H and Sugino N. (2010) Progesterone increases manganese 
superoxide dismutase expression via a cAMP-dependent signaling 
mediated by non-canonical wnt5a pathway in human endometrial stromal 
cells. J Clin Endocrinol Metab 95(11)E291-E299. 



	  

	   203	  

Matsuzawa SI and Reed JC. (2001) Siah-1, SIP, and Ebi collaborate in a novel 
pathway for beta-catenin degradation linked to p53 responses. Molecular 
cell. 7:915-926. 

Mazieres J, He B, You L, Xu Z, Lee AY, Mikami I, Reguart N, Rosell R, 
McCormick F and Jablons DM. (2004) Wnt inhibitory factor-1 is silenced 
by promoter hypermethylation in human lung cancer. Cancer Res. 
64:4717-4720. 

Mazieres J, He B, You L, Xu Z and Jablons DM. (2005) Wnt signaling in lung 
cancer. Cancer Lett. 222:1-10. 

McIntyre TM, Pontsler AV, Silva AR, St. Hilaire A, Xu Y, Hinshaw JC, 
Zimmerman GA, Hama K, Aoki J, Arai H and Preswich GD. (2003) 
Identification of an Intracellular Receptor for Lysophosphatidic Acid (LPA): 
LPA is a Transcellular PPARγ Agonist.  Proc Natl Acad Sci USA 
100(1):131-136. 

Meigs TE, Fields TA, McKee DD and Casey PJ. (2001) Interaction of Galpha12 
and Galpha13 with the cytoplasmic domain of cadherin provides a 
mechanism for β-catenin release. Proc Natl Acad Sci USA 98:519–524. 

Meigs TE, Fedor-Chaiken M, Kaplan DD, Brackenbury R and Casey, P. J. (2002) 
Galpha12 and Galpha13 negatively regulate the adhesive functions of 
cadherin. J Biol Chem 277::24594–24600. 

Meyer CJ, Alenghat FJ, Rim P, Fong JH, Fabry B and Ingber DE. (2000) 
Mechanical control of cyclic AMP signaling and gene transcription through 
integrins. Nature Cell Biol 2:666-668. 

Mills GB, May C, McGill M, Roifman CM and Mellors A. (1988) A Putative New 
Growth Factor in Ascitic Fluid From Ovarian Cancer Patients: 
Identification, Characterization, and Mechanism of Action. Cancer Res 
48:1066-1071. 

Mills GB, May C, Hill M, Campbell S, Shaw P and Marks A. (1990) Ascitic Fluid 
From Human Ovarian Cancer Patients Contains Growth Factors 
Necessary for Intraperitoneal Growth of Human Ovarian Adenocarcinoma 
Cells. J Clin Inves 86:851-855. 

Mintzer E, Sargsyan H and Bittman R. (2006) Lysophosphatidic acid and 
lipopolysaccharide bind to the PIP2-binding domain of gelsolin. Biochim 
Biophys Acta – Biomembranes 1758(1):85-89. 



	  

	   204	  

Miranti CK and Brugge JS. (2002) Sensing the environment: a historical 
perspective on integrin signal transduction. Nature Cell Biol 4:83-90. 

Mitra SK, Hanson DA and Schlaepfer DD. (2005) Focal adhesion kinase: in 
command and control of cell motility. Nature Rev Mol Cell Biol 6:56-68. 

Miyake N, Maeta H, Horie S, Kitamura Y, Nanba E, Kobayashi K and Terada T. 
(2001) Absence of mutations in the beta-catenin and adenomatous 
polyposis coli genes in papillary and follicular thyroid carcinomas. Pathol 
Int 51:680-685. 

Miyamoto S, Hirata M, Yamazaki A, Kageyama T, Hasuwa H, Mizushima H, 
Tanaka Y, Yagi H, Sonoda K, Kai M, Kanoh H, Nakano H and Mekada E. 
(2004) Heparin-binding EGF-like growth factor is a promising target for 
ovarian cancer therapy. Cancer Res 64:5720-5727. 

Miyamoto S, Teramoto H, Coso OA, Gutkind JS, Burbelo PD, Akiyama SK and 
Yamada KM. (1995a) Integrin Function: Molecular Hierarchies of 
Cytoskeletal and Signaling Molecules. J Cell Biol 131(3):791-805. 

Miyamoto S, Akiyama SK and Yamada KM. (1995b) Synergistic Roles for 
Receptor Occupancy and Aggregation in Integrin Transmembrane 
Function. Science 267(5199): 883-885. 

Moolenaar W, Jalink K and Van Corven E. (1992) Lysophosphatidic acid: a 
bioactive phospholipid with growth factor-like properties. Rev Physiol 
Biochem Pharmacol 119:47–65. 

Moolenaar WH. (1994) LPA: A Novel Lipid Mediator With Diverse Biological 
Action. Trends Cell Biol 4:213-219. 

Moolenaar WH. (1999) Bioactive lysophospholipids and Their G Protein-Coupled 
Receptors. Experimental Cell Research 253:230-238. 

Mori K, Kitayama J, Shida D, Yamashita H, Watanabe T and Nagawa H. (2006) 
Lysophosphatidic Acid-Induced Effects in Human Colon Carcinoma DLD1 
Cells are Partially Dependent on Transactivation of Epidermal Growth 
Factor Receptor. J Surg Res 132:56-61. 

Moughal NA, Waters CM, Valentine WJ, Connell M, Richardson JC, Tigyi G, 
Pyne S and Pyne NJ. (2006) Protean Agonism of the Lysophosphatidic 
Acid Receptor-1 with Ki16425 Reduces Nerves Growth Factor-Induced 



	  

	   205	  

Neurite Outgrowth in Pheochromocytoma 12 Cells. J Neurochem 98:1920-
1929. 

Munshi HG and Stack MS. (2006) Reciprocal interaction between adhesion 
receptor signaling and MMP regulation. Cancer Metas Rev 25:45-56. 

Murakami M, Shiraishi A, Tabata K and Fujita N. (2008) Identification of the 
Orphan GPCR, P2Y(10) Receptor as the Sphingosine-1-phosphate and 
Lysophosphatidic Acid Receptor. Biochemical and Biophysical Research 
Communications 371:707-712. 

Murph MM, Liu W, Yu S, Lu Y, Hall H, Hennessy BT, Lahad J, Schaner M, 
Helland Å, Kristensen G, Børresen-Dale AL and Mills GB. (2009) 
Lysophosphatidic Acid-Induced Transcriptional Profile Represents Serous 
Epithelial Ovarian Carcinoma and Worsened Prognosis. PLoS ONE 
4(5):e5583. 

Mutsaers SE and Wilkosz S. (2007) Structure and function of mesothelial cells. 
Can Treat Res 134:1-19. 

Nagy JA, Morgan ES, Herzberg KT et al. (1995) Pathogenesis of Ascites Tumor 
Growth: Angiogenesis, Vascular Remodeling, and Stroma Formation in 
the Peritoneal Lining. Cancer Research 55:376-385. 

Naora H and Montell DJ (2005) Ovarian cancer metastasis: integrating insights 
from disparate model organisms. Nature Rev. Cancer 5:355-366. 

“SEER Stac Fact Sheets: Ovary.” Surveillance Epidemiology and End Results. 
2011. National Cancer Institute. 4 Mar 2012. http://www.nci.gov. 

Nelson WJ and Nusse R. (2004) Convergence of Wnt, β-catenin, and cadherin 
pathways. Science 303:1483–1487. 

Nieves B, Jones CW, Ward R, Ohta Y, Reverte CG and LaFlamme SE. (2010) 
The NPIY motif in the integrin beta1 tail dictates the requirement for talin-1 
in outside-in signaling. J Cell Sci 123:1216-1226. 

Nishida N, Xie C, Shimaoka M, Cheng Y, Walz T and Springer TA. (2006) 
Activation of leukocyte β2 integrins by conversion from bent to extended 
conformations.  Immunity 25:583-594. 



	  

	   206	  

Noguchi K, Ishii S and Shimizu T. (2003) Identification of p2y9/GPR23 as a novel 
G protein-coupled receptor for lysophosphatidic acid, structurally distant 
from the Edg family. J Biol Chem 278(28):25600-25606. 

Nollet F, Kools P and Van Roy. Phylogenetic analysis of the cadherin superfamily 
allows identification of six major subfamilies besides several solitary 
members. J Mol Biol 299(3):551-572. 

Novak A, Hsu SC, Leung-Hagesteijn C, Radeva G, Papkoff J, Montesano R, 
Roskelley C, Grosschedl R and Dedhar S. (1998) Cell adhesion and the 
integrin-linked kinase regulate the LEF-1 and beta-catenin signaling 
pathways. Proc Natl Acad Sci USA. 95:4374-4379. 

Nozaki I, Tsuji T, Iijima O, Ohmura Y, Andou A, Miyazaki M, Shimizu N and 
Namba M. (2001) Reduced expression of REIC/Dkk-3 gene in non-small 
cell lung cancer. Int J Oncol. 19:117-121. 

“Wnt Target Genes.” The Wnt Homepage. Ed. Roel Nusse. 2010. Stanford 
University. 4 Mar 2012 http://www.stanford.edu/group/nusselab/cgi-
bin/wnt/target_genes. 

 
Olsen CM, Green AC, Whiteman DC, Sadeghi S, Kolahdooz F and Webb PM. 

(2007) Obesity and the risk of epithelial ovarian cancer: a systematic 
review and meta-analysis. Eur J Cancer 43(4):690-709. 

Olt G, Berchuck A, Soisson AP, Boyer CM and Bast Jr RC. (1992) Fibronectin Is 
an Immunosuppressive Substance Associated with Epithelial Ovarian 
Cancer. Cancer 70:2137-2142. 

Oving IM and Clevers HC. (2002) Molecular causes of colon cancer. European 
journal of clinical investigation. 32:448-457. 

Pagès C, Simon M-F, Valet P and Saulnier-Blache JS. (2001) Lysophosphatidic 
Acid Synthesis and Release. Pros other Lipid Med 64:1-10. 

Palacios J ad Gamallo C. (1998) Mutations in the beta-catenin genen (CTNNB1) 
in endometrioid ovarian carcinomas. Cancer Res 58:1344-1347. 

Pasterneck SM, von Kugelgen I, Aboud KA, Lee YA, Ruschendorf F, Voss K, 
Hillmer AM, Molderings GJ, Franz T, Ramirez A, Nürnberg P, Nöthen MM 
and Betz RC. (2008) G Protein-Coupled Receptor P2Y5 and its Ligand 
LPA are Involved in Maintenance of Human Hair Growth. Nature Gen. 
40:329-334. 



	  

	   207	  

Paszek MJ, Zahir N, Johnson KR, Lakins JN, Rozenburg GI, Gefen A, Reinhart-
King CA, Margulies SS, Dembo M, Boettiger D, Hammer DA and Weaver 
VM. (2005) Tensional homeostasis and the malignant phenotype. Cancer 
Cell 8:241-254. 

Patel IS, Madan P, Getsios S, Bertrand MA and MacCalman CD (2003) Cadherin 
switching in ovarian cancer progression. Int J Can. 106:172-177. 

Pavelka JC, Brown RS, Karlan BY, Cass I, Leuchter RS, Lagasse LD and Li AJ. 
(2006)  Effect of obesity on survival in epithelial ovarian cancer. Cancer 
107(7):1520-1524. 

Peng C, Zhang X, Yu H, Wu D and Zheng J. (2011) Wnt5a as a predictor in poor 
clinical outcome of patients and a mediator in chemoresistance of ovarian 
cancer. Int J Gynecol Cancer 21(2):280-288. 

Persad S, Troussard AA, McPhee TR, Mulholland DJ and Dedhar S. (2001) 
Tumor suppressor PTEN inhibits nuclear accumulation of beta-catenin 
and T cell/lymphoid enhancer factor 1-mediated transcriptional activation. 
J Cell Biol. 153:1161-1174. 

Playford MP, Bicknell D, Bodmer WF and Macaulay VM. (2000) Insulin-like 
growth factor 1 regulates the location, stability, and transcriptional activity 
of beta-catenin. Proc Natl Acad Sci USA. 97:12103-12108. 

Plow EF, Haas TA, Zhang L, Loftus J and Smith JW. (2000) Ligand Binding to 
Integrins. J Biol Chem 275(29):21785-21788. 

Puiffe ML, Le Page C, Filali-Mouhim A, Zietarska M, Ouellet V, Tonin PN, 
Chevrette M, Provencher DM and Mes-Masson AM. (2007) 
Characterization of Ovarian Cancer Ascites on Cell Invasion, Proliferation, 
Spheroid Formation, and Gene Expression in an In Vitro Model of Ovarian 
Cancer. Neoplasia 9:820-829. 

Puls LE, Duniho T, Hunter JE, Kryscio R, Blackhurst D and Gallion H. (1996) The 
prognostic implication of ascites in advanced-stage ovarian cancer. 
Gynecol Oncol 61:109-112. 

Punyadeera C, Dassen H, Klomp J, Dunselman G, Kamps R, Dijcks F, Ederveen 
A, de Goeij A and Groothuis P. (2005) Oestrogen-modulated gene 
expression in the human endometrium. Cell Mol L ife Sci 62:239-250. 



	  

	   208	  

Pustilnik TB, Estrella VC, Wiener JR, Mao M, Eder A, Watt MAV, Bast Jr. RC and 
Mills GB. (1999) Lysophosphatidic Acid Induces Urokinase Secretion by 
Ovarian Cancer Cells. Clin Can Res 3704(5):3704-3710. 

Radisavljevic SV. (1977) The pathogenesis of ovarian inclusion cysts and 
cystomas. Obstet Gynecol 49:424-429. 

Rahaman J and Choen CJ. (2002) Impact of ascites on survival in advanced 
ovarian cancer. Proc Am Soc Clin Oncol 21:837. 

Rask K, Nilsson A, Brannstrom M, Carlsson P, Hellberg P, Janson PO, Hedin L 
and Sundfeldt K (2003)  Wnt-signalling pathway in ovarian epithelial 
tumors:  increased expression of beta-catenin and GSK3beta.  Br J Can 
89:1298-1304. 

Reginato MJ, Mille KR, Paulus JK, Lynch DK, Sgroi DC, Debnath H, 
Muthuswamy SK and Brugge JS. (2003) Integrins and EGFR coordinately 
regulate the pro-apoptotic protein Bim to prevent anoikis. Nat Cell Biol 
5:733-40. 

Rimm DL, Koslov ER, Kebriaei P, Cianci CD and Morrow JS. Alpha 1(E)-catenin 
is an actin-binding and –bundling protein mediating the attachment of F-
actin to the membrane adhesion complex. Proc Natl Acad Sci USA 
92(19):8813-8817. 

Rizza C, Leitinger N, Yue J, Fischer DJ, Wang D, Shih PT, Lee H, Tigyi G and 
Berlinger JA. (1999) Lysophosphatidic Acid as a Regulator of 
Endothelial/Leukocyte Interaction. Lab Invest 79:1227-1235. 

Ross RS. (2004) Molecular and mechanical synergy: cross-talk between 
integrins and growth factor receptors. Cardiovascular Res 63:381-309. 

Rozengurt E. (1995) Convergent signaling in the action f integrins, 
neuropeptides, growth factors and oncogenes. Cancer Surv 24:81-96. 

Rudlowski C, Pickart AK, Fuhljahn C, Friepoertner T, Schlehe B, Biesterfeld S 
and Schroeder W. (2006) Prognostic factors for high-risk early stage 
epithelial ovarian cancer: a GOG study. Int J Gynecol Cancer 16s1:183-
189. 

Saba JD. (2004) Lysophospholipids in development: miles apart and edging in. J 
Cell. Biochem 92:967-992. 



	  

	   209	  

Saegusa M and Okayasu I. (2001) Frequent nuclear beta-catenin accumulation 
and associated mutations in endometrioid-type endometrial and ovarian 
carcinomas with squamous differentiation. J Pathol. 194:59-67. 

Sagae S, Kobayashi K, Nishioka Y, Sugimura M, Ishioka S, Nagata M, Terasawa 
K, Tokino T and Kudo R. (1999) Mutational analysis of beta-catenin gene 
in Japanese ovarian carcinomas: frequent mutations in endometrioid 
carcinomas. Jpn J Cancer Res. 90, 510-515. 

Sahai E. (2005) Mechanisms of cancer cell invasion. Curr Opin Gen Dev 15:87-
96. 

Said NA, Najwer I, Socha MJ, Fulton DJ, Mok SC and Motamed K. (2007) 
SPARC inhibits LPA-mediated mesothelial-ovarian cancer cell crosstalk.  
Neoplasia 9:23-35. 

Sakai T, de la Pena JM and Mosher DF. (1999) Synergism among 
lysophosphatidic acid, β1A integrins, and epidermal growth factor or 
platelet-derived growth factor in mediation of cell migration. J Biol Chem 
274:15480-15486. 

Sakata K, Shigemasa K, nagai N and Ohama K (2000) Expression of matrix 
metalloproteinases (MMP-2, MMP-9, MT1-MMP) and their inhibitors 
(TIMP-1, TIMP-2) in common epithelia tumors of the ovary. Int J Oncol 
17:673-681. 

Sako A, Kitayama J, Yamaguchi H, Kaisaki S, Suzuki H, Fukatsu K, Fujii S and 
Nagawa H. (2003) Vascular endothelial grwoth factor synthesis by human 
omental mesothelial cells is augmented by fibroblast growth factor-2: 
possible role of mesothelial cell on the development of peritoneal 
metastasis. J Surg Res 115:113-120. 

Saltzman AK, Hartenbach EM, Carter JR, Contreras DN, Twiggs LB, Carson LF 
and Ramakrishnan S. (1999) Transforming growth factor-alpha levels in 
the serum and ascites of patients with advanced epithelial ovarian cancer. 
Gynecol Obstet Invest 47:200-204. 

Santin AD, Hermonat PL, Ravaggi A, Cannon MJ, Pecorelli S and Parham GP. 
(1999) Secretion of Vascular Endothelial Growth Factor in Ovarian 
Cancer. Eur J Gynaecol Oncol 20:177-181. 

Sarrio D, Moreno-Bueno G, Sanchez-Estevez C, Banon-Rodriguez I, Hernandez-
Cortes G, Hardisson D and Palacios J. (2006) Expression of cadherins 



	  

	   210	  

and catenins correlates with distinct histologic types of ovarian 
carcinomas. Hum Pathol. 37:1042-1049. 

Schaller MD, Borgman CA, Cobb BS, Vines RR, Reynolds AB, and Parsons JT. 
(1992) pp125FAK, a structurally distinctive protein-tyrosine kinase 
associated with focal adhesions. Proc Natl Acad Sci USA 89:5192-5196. 

Schaller MD, Hildebrand JD, Shannon JD, Fox JW, Vines RR, and Parsons JT. 
(1994) Autophosphorylation of the focal adhesion kinase, pp125FAK, 
directs SH2-dependent binding of pp60src. Mol Cell Biol 14:1680-1688. 

 
Schlosshauer PW, Pirog EC, Levine RL and Ellenson LH. (2000) Mutational 

analysis of the CTNNB1 and APC genes in uterine endometrioid 
carcinoma. Mod Pathol. 13:1066-1071. 

Schlosshauer PW, Ellenson LH and Soslow RA. (2002) Beta-catenin and E-
cadherin expression patterns in high-grade endometrial carcinoma are 
associated with histological subtype. Mod Pathol. 15:1032-1037. 

Schmafeldt B, Kuhn W, Runing U, Pache L, Dettmar P, Schmitt M, Janicke F, 
Holfer H and Graeff H. (1995) Primary tumor and metastasis in ovarian 
cancer differ in their content of urokinase-type plasminogen activator, its 
receptor, and inhibitor types 1 and 2. Cancer Res 55:3958-3963. 

Schumacher KA, Classen HG and Späth M. (1979) Platelet Aggregation Evoked 
in vitro and in vivo by Phosphatidic Acids and Lysoderivatives: Identitiy 
with Substances in Aged Serum (DAS). Thromb and Haem 42:631-640. 

Schwartz DR, Wu R, Kardia SL, Levin AM, Huang CC, Shedden KA, Kuick R, 
Misek DE, Hanash SM, Taylor JM, Reed H, Hendrix N, Zhai Y, Fearon ER 
and Cho KR. (2003) Novel candidate targets of beta-catenin/T-cell factor 
signaling identified by gene expression profiling of ovarian endometrioid 
adenocarcinomas. Cancer Res. 63:2913-2922. 

Schwartz, DR, Kardia SLR, Shedden KA, Kuick R, Michailidis G, Taylor JMG, 
Misek DE, Wu R, Zhai Y, Darrah DM, Reed H, Ellenson LH, Giordano TJ, 
Rearon ER, Hanash SM and Cho KR (2002) Gene expression in ovarian 
cancer reflects both morphology and biological behavior, distinguishing 
clear cell from other poor-prognosis ovarian carcinomas. Can Res 
62:4722-29. 

Schwartz MA and Shattil S. (2000) Signaling networks linking integrin and Rho 
family GTPases. Trends Biochem Sci 25(8):388-391. 



	  

	   211	  

Scully RE. (1995)  Pathology of ovarian cancer precursors. J Cell Biochem, 
Suppl 23:208-218. 

Sengupta S, Xiao Y-J and Xu Y. (2003) A novel laminin-induced LPA autocrine 
loop in the migration of ovarian cancer cells. FASEB J 17:1570-1572. 

Shah BH, Baukal AJ, Shah FB, and Catt KJ. (2005) Mechanisms of 
Extracellulary Regulated Kinases ½ Activation in Adrenal Glomerulosa 
Cells by Lysophosphatidic Acid and Epidermal Growth Factor. Molecular 
Endocrinology 19:2535-2548. 

Sharma M, Chuang WW and Sun Z. (2002) Phosphatidylinositol 3-kinase/Akt 
stimulates androgen pathway through GSK3beta inhibition and nuclear 
beta-catenin accumulation. J Biol Chem. 277:30935-30941. 

Shedden KA, Kshisagar MP, Schwartz DR, Wu R, Yu H, Misek DE, Hanash S, 
Katabuchi H, Ellenson LH, Fearon ER and Cho KC (2005) Histologic type, 
organ or origin and wnt pathway status: effect on gene expression in 
ovarian and uterine carcinomas. Clin Can Res 11:2123-31. 

Shen Z, Belinson J, Morton RE and Xu Y. (1998) Phorbol 12-myristate 13-
acetate Stimulates Lysophosphatidic Acid Secretion from Ovarian and 
Cervical Cancer Cells But Not from Women With and Without Ovarian 
Tumors.  Gynecol Oncol 71:364-386. 

Shen-Gunther J and Mannel RS.  (2002) Ascites as a predictor of ovarian 
malignancy. Gynecol Oncol 87:77-83. 

Shih IM and Kurman RJ (2004) Ovarian Tumorigenesis: a proposed model based 
on morphological and molecular genetic analysis. Am J Path 164:1511-18. 

Shimaoka M, Takagi J and Springer TA. (2002) Conformational regulation of 
integrin structure and function. Annu Rev Biophys Biomol Struct 31:485-
516. 

Shimomura Y, Wajid M, Ishii Y, Shapiro L, Petukhova L, Gordon D and 
Christiano AM. (2008) Disruption of P2RY5, an Orphan G Protein-Coupled 
Receptor, Underlies Autosomal Recessive Woolly Hair. Nature Genetics 
40:355-339. 

Shin KJ, Kim YL, lee S, Kim D, Ahn C, Chung J, Seong JY and Hwang JI. (2009) 
Lysophosphatidic Acid Signaling Through LPA Receptor Subtype 1 



	  

	   212	  

Induces Colony Scattering of Gastrointestinal Cancer Cells. Journal of 
Cancer Research and Clinical Oncology 135:45-52. 

Shinohara A, Yokoyama Y, Wan X, Takahashi Y, Mori Y, Takami T, Shimokawa, 
K and Tamaya T. (2001) Cytoplasmic/nuclear expression without mutation 
of exon 3 of the beta-catenin gene is frequent in the development of the 
neoplasm of the uterine cervix. Gynecol Oncol. 82:450-455. 

Siess W, Zangl KJ, Essler M, Bauer M, Brandl R, Corrinth C, Bittman R, Tigyi G, 
and Aefelbacher M. (1999) Lysophosphatidic Acid Mediated the Rapid 
Activation of Platelets and Endothelial Cells by Mildly Oxidized Low 
Density Lipoprotein and Accumulates in Human Athersclerotic Lesions. 
Proceedings of the National Academy of Science 96:6931-6936. 

Skubitz A. (2002) in Cancer Treatment and Resarch: Ovarian Cancer. Ed: Stack 
MS and Fishman DA. pp 305-330, Kluwer Academic Publishers, Boston. 

Smicun Y, Gil O, Devine K and Fishman DA. (2007) S1P and LPA have an 
attachment-dependent regulatory effect on invasion of epithelial ovarian 
cancer cells. Gynecol Oncol 107:298-309. 

Smith EM and Jayson GC. (2003) The current and future management of 
malignant ascites. Clin Oncol 15:59-72. 

So J, Wang F, Navari J, Schreher J, and Fishman DA. (2005) LPA-Induced 
Epithelial Ovarian Cancer (EOC) in vitro Invasion and Migration are 
Mediated by VEGF receptor-2 (VEGF-R2).  Gynecol Oncol 97:870-878. 

Sood N, Midda V, Monga DK, Kokkinakis DM and Monga SP. (2006) Aberrant 
Wnt/beta-catenin signaling in pancreatic adenocarcinoma. Neoplasia. 
8:279-289. 

Springer TA. (1994) Traffic signals for lymphocyte recirculation and leukocyte 
emigration: the multi-step paradigm.  Cell 76:301-314. 

Srivastava AK and Pandey SK (1998) Potential mechanim(s) involved in the 
regulation of glycogen synthesis by insulin. Mol Cell Biochem 182:135-
141. 

Stanojevic Z, Rancic G, Radic S, Potic-Zecevic N, Dordevic B, Markovic M and 
Todorovska I. (2004) Pathogenesis of malignant ascites in ovarian cancer 
patients. Arch Oncol 12(2):115-118. 



	  

	   213	  

Strobel T and Cannistra SA. (1999) β1-integrins partly mediate binding of ovarian 
cancer cells to peritoneal mesothelium in vitro. Gynecol Oncol 73:362-367. 

Sundfeldt K, Ivarsson K, Rask K, Haeger M, Hedin L and Brännström M. (2001) 
Higher levels of soluble E-cadherin in cyst fluid from malignant ovarian 
tumors than in benign cysts. Anticancer Res 21:65-70. 

Sundfeldt K, Piontkewitz Y, Ivarsson K, Nilsson O, Hellberg P, Brannstrom M, 
Janson PO, Enerback S and Hedin L (1997) E cadherin expression in 
human epithelial ovarian cancer and normal ovary. Int J Can. 74:275-80. 

Sutphen R, Xu Y, Wilbanks GD, Fiorica J, Grendys Jr. EC, LaPolla JP, Arango H, 
Hoffman MS, Martino M, Wakeley K, Griffin D, Blanco R, Cantor AB, Xiao 
Y and Krischer JP. (2004) Lysophospholipids Are Potential Biomarkers of 
Ovarian Cancer.  Cancer Epidemiol Biomarkers Prev 13(7):1185-1161. 

Symowicz J, Adley BP, Woo MM, Auersperg N, Hudson LG and Stack MS. 
(2005) Cyclooxygenase-2 functions as a downstream mediator of 
lysophosphatidic acid to promote aggressive behavior in ovarian 
carcinoma cells. Cancer Res. 65:2234–2242. 

Tabata K, Baba K, Shiraishi A, Ito M and Fujita N. (2007) The Orphan GPCR 
GPR87 was Deorphanized and Shown to be a Lysophosphatidic Acid 
Receptor. Biochem Biophysical Res Comm. 363:861-866. 

Tago K, Nakamura T, Nishita M, Hyodo J, Nagai S, Murata Y, Adachi S, Ohwada 
S, Morishita Y, Shibuya H and Akiyama T. (2000) Inhibition of Wnt 
signaling by ICAT, a novel beta-catenin-interacting protein. Genes Dev 
14:1741-1749. 

Takahashi-Yanaga F and Sasaguri T. (2007) The Wnt/beta-catenin signaling 
pathway as a target in drug discovery. J Pharmacol Sci 104:293-302. 

Takagi J, Beglova N, Yalamanchili P, Blacklow SC and Springer TA. (2001) 
Definition of EGF-like, closely interacting modules that bear activation 
epitopes in integrin β subunits. Proc Natl Acad Sci USA 98:11175-11180. 

Takagi J, Petre BM, Walz T and Springer TA. (2002) Global conformational 
rearrangements in integrin extracellular domains in outside-in and inside-
out signaling. Cell 110:599-611. 



	  

	   214	  

Tamsma JT, Keizer HJ and Meinders AE. (2001) Pathogenesis of malignant 
ascites: Starling’s law of capillary hemodynamics revisited.  Ann Oncol 
12:1353-1357. 

Thamilselvan V, Patel A, van der Voort van Zyp J and Basson M. (2004) Colon 
cancer cell adhesion in response to src kinase activation and actin-
cytoskeleton by non-laminar shear stress. J Cell Biochem 92:361-371. 

Tokumura A, Tamano S, Aono T and Fukuzawa K. (2000) Lysophosphatidic 
Acids Produced by lysophospholipase D in Mammalian Serum and Body 
Fluid. Ann NY Acad Sci 905:347:349. 

Tokumura A. (2002) Physiological and Pathophysiological Roles of 
Lysophosphatidic Acids Produced by Secretory Lysophospholipase D in 
Body Fluids. Biochim Biophys  Acta 1582:18-25. 

Tokumura A, Majima E, Kariya Y, Tominaga, Kogure K, Yasuda K and Fukuzawa 
K. (2002) Identification of Human Plasma Lysophospholipase D, a 
Lysophosphatidic Acid-producing Enzyme, as Autotaxin, a Multifunctional 
Phosphodiesterase. J Biol Chem 277(42):39436-39442. 

Tortora GJ, Anagnostakos RM and Nicholas P. (1984) Principles of Anatomy and 
Physiology. Harper & Row Publishers. New York ISBN 0-06-046656-1. 

Truica CI, Byers S and Gelmann EP. (2000) Beta-catenin affects androgen 
receptor transcriptional activity and ligand specificity. Cancer Res. 
60:4709-4713 

Tuhkanen H, Soini Y, Kosma VM, Anttila M, Sironen R, Hamalainen K, Kukkonen 
L, Virtanen I and Mannermaa A. (2009) Nucelar expression of Snail1 in 
borderline and malignant epithelial ovarian tumours is associated with 
tumour progression. BMC Cancer 9:289. 

Tunggal JA, Helfrich I, Schmitz A, Schwarz H, Gunzel D, Fromm M, Kemler R, 
Krieg T and Niessen CM. (2005) E-cadherin is essential for in vivo 
epidermal barrier function by regulating tight junctions. EMBO J 24:1146-
1156. 

Tzima E, Irani-Tehrani M, Kiosses WB, Dejana E, Schultz DA, Engelhardt B, Cao 
G, DeLisser H and Schwartz MA. (2005) A mechanosensory complex that 
mediates the endothelial cell response to fluid shear strees. Nature 
437:426-431. 



	  

	   215	  

Uematsu K, He B, You L, Xu Z, McCormick F and Jablons DM. (2003) Activation 
of the Wnt pathway in non small cell lung cancer: evidence of dishevelled 
overexpression. Oncogene. 22:7218-7221. 

Valentijn AJ, Zouq N and Gilmore AP. (2004) Anoikis. Biochem Soc Trans 
32(3):421-425. 

Valet P, Pages C, Jeanneton O, Daviaud D, Barbe P, Record M, Saulnier-Blache 
JS and Lafontan M. (1998) Alpha2-adrenergic Receptor-Mediated 
Release of Lysophosphatidic Acid by Adipocytes. A Paracrine Signal for 
Preadipocyte Growth. Journal of Clinical Investigation 101(7):1431-1438. 

vanAmerongen R, Mikels A and Nusse R. (2008) Alternative Wnt Signaling is 
initiated by distinct receptors. Science Sig 1(35):re9. 

vanAmerongen R and Nusse R. (2009) Towards an integrated view of Wnt 
signaling in development.  Development 136, 3205-14. 

van der Flier A and Sonnenberg A. (2001) Function and Interactions of Integrins. 
Cell Tissue Res 305:285-298. 

Van Hengel J, Ghon L, Brunyeel E, Vermeulen S, Cornelissen M, Mareel M and 
van Roy F. (1997) Protein kinase C activation upregulates intercellular 
adhesion of alpha-catenin-negative human colon cancer cell variants via 
induction of desmosomes. J Cell Biol 137:1103-1116. 

van Noort M, van de Wetering M and Clevers H. (2002) Exp Cell Res 276:264-
272. 

Verras M and Sun Z. (2005) Beta-catenin is involved in insulin-like growth factor 
1-mediated transactivation of the androgen receptor. Mol Endocrinol. 
19:391-398. 

Verras M and Sun Z. (2006) Roles and regulation of Wnt signaling and beta-
catenin in prostate cancer. Cancer Lett. 237, 22-32. 

Vinogradova O, Haas T, Plow EF and Qin J. (2000) A structural basis for integrin 
activation by the cytoplasmic tail of the αIIb-subunit. Proc Natl Acad Sci 
USA 97:1450-1455. 

Voutilainen KA, Anttila MA, Sillanpaa SM, Ropponen KM, Saarikoski SV, Juhola 
MT and Kosma VM. (2006) J Clin Pathol. 59:460-7.  



	  

	   216	  

Vuori K, Hirai H, Aizawa S, and Ruoslahti E. (1996) Introduction of p130cas 
signaling complex formation uupon integrin-mediated cell adhesion: a role 
for Src family kinsases. Mol Cell Biol 16:2606-2613. 

Wagner DR, Lindsey DP, Li KW, Tummala P, Chandran SE, Smith RL, Longaker 
MT, Carter DR and Beaupre GS. (2008) Hydrostatic pressure enhances 
chondrogenic differentiation of human bone marrow stromal cells in 
osteochondrogenic medium. Ann Biomed Eng 36(5):813-820. 

Wang D, Lorincz Z, Bautista DL, Liliom K, Tigyi G and Parrill AL. (2001) A single 
amino acid determines lysophospholipid specificity of the S1P1 (EDG1) 
and LPA1 (EDG2) phospholipid growth factor receptors. J Biol Chem 
276(52):49213-49220. 

Wang JH-C and Thampatty BP. (2006) An introductory review of cell 
mechanobiology. Biomechan Model Mechanobiol 5:1-16. 

Wang XC, Katso R, Butler R, hanby AM, Poulsom R, Jones T, Sheer D and 
Ganesan TS. (1996) H-ryk, an unusual receptor kinase: isolation and 
analysis of expression in ovarian cancer. Mol Med 2(2):189-203. 

Wang E, Ngalame Y, Panelli MC, Nguyen-Jackson H, Deaver M, Mueller P, Hu 
W, Savary CA, Kobayashi R, Freedman RS and Marincola FM. (2005) 
Peritoneal and subperitoneal stroma may facilitate regional spread of 
ovarian cancer. Clin Can Res 11:113-122. 

Wang L, Cummings R, Zhao Y, Kazlauskas A, Sham JK, Morris A, Georas S, 
Brindley DN, and Natarajan V. (2003) Involvement of phospholipase D2 in 
Lysophosphatidate-Induced Transactivation of Platelet-Derived Growth 
Factor Receptor-beta in Human Bronchial Epithelial Cells. J Biol Chem 
278:39931-39940. 

Wang X, Wang E, Kavanagh JJ and Freedman RS. (2005) Ovarian cancer, the 
coagulation pathway, and inflammation.  J Trans Med 3:25. 

Wang Y, Hewitt SM, Liu S, Zhou X, Zhu H, Zhou C, Zhang G, Quan L, Bai J and 
Xu N. (2006) Tissue microarray analysis of human FRAT1 expression and 
its correlation with the subcellular localisation of beta-catenin in ovarian 
tumours. Br J Cancer. 94:686-691. 

Wang N, Tytell JD and Ingber DE. (2009) Mechanotransduction at a distance: 
mechanically coupling the extracellular matrix with the nucleus. Nat Rev 
Mol Cell Biol 10:75-82. 



	  

	   217	  

Wary KK, Mainiero F, Isakoff SJ, Marcantonio EE and Giancotti FG. (1996) The 
adaptor protein Shc couples a class of integrin to the control of cell cycle 
progression. Cell 87:733-743. 

Weiner JA and Chun J. (1999) Schwann cell survival mediated by the signaling 
phospholipid lysophosphatidic acid. Proc Natl Acad Sci USA 96:5233-
5238. 

Wend P, Holland JD, Ziebold U and Birchmeier W. (2010)  Wnt signaling in stem 
and cancer stem cells.  Sem Cell Devel Biol 21, 855-863. 

Westermann AM, Havik E, Postma FR, Neijnen JH, Dalesio O, Moolenaar WH 
and Rodenhuis S. (1998) Malignant Effusions Contain Lysophosphatidic 
(LPA)-like Activity. Ann Oncol 9:437-442. 

Whitehead J, Vignjevic D, Futterer C, Beaurepaire E, Robine S and Farge E. 
(2008) Mechanical factors activate beta-catenin-dependent oncogene 
expression in APC1638N/+ mouse colon. HFSP J 2(5):286-294. 

Wohl RC, Summaria L and Robbins KC. (1980) Kinetics of activation of human 
plasminogen by different activator species at pH 7.4 and 37 degrees C. J 
Biol Chem 255:2005-2013. 

Wong AST, Maines-Bandiera SL, Rosen B, Wheelock MJ, Johnson KR, Leung 
PCK, Roskelley CD and Auersperg N (1999) Constitutive and conditional 
cadherin expression in cultured human ovarian surface epithelium: 
influence of family history of ovarian cancer. Int J Can 81:180-88. 

Wong AST and Auersperg N. (2002) Normal ovarian surface epithelium. In: 
Stack MS, Fishman DA, eitors. Cancer treatment and research: ovarian 
cancer. Boston: Kluwer Academic Publishers: p. 161-84. 

Wright K, Wilson P, Morland S, Campell I, Walsh M, Hurst T, Ward B, Cummings 
M, Chenevix-Trench M. (1999) Int J Cancer 82, 625-629. 

Wu R, Zhai Y, Fearon ER and Cho KR. (2001) Diverse mechanisms of beta-
catenin deregulation in ovarian endometrioid adenocarcinomas. Cancer 
Res. 61:8247-8255. 

Wu R, Hendrix-Lucas N, Kuick R, Zhai Y, Schwartz DR, Akyol A, Hanash S, 
Misek DE, Katabuchi H, Williams BO, Rearon ER and Cho KR (2007) 
Mouse model of human ovarian endometrioid adenocarcinoma based on 



	  

	   218	  

somatic defects in the Wnt/b-catenin and PI3K/Pten signaling pathways.  
Cancer Cell 11:321-333. 

Xiao YJ, Scwartz B, Washington M, Kennedy A, Webster K, Belinson J and Xu Y. 
(2001) Electrospray Ionization Mass Spectrometry Analysis of 
lysophospholipids in Human Ascitic Fluids: Comparison of the 
Lysophospholipid Contents in Malignant vs. Nonmalignant Ascitic Fluids. 
Analytical Biochemistry 290:302-313. 

Xiong J-P, Stehle T, Diefenbach B, Zhang R, Dunker R, Scott DL, Joachimiak A, 
Goodman SL and Arnaout MA. (2001) Crystal structure of the extracellular 
segment of integrin αVβ3. Science 294:339-345. 

Xiong J-P, Stehle T, Zhang R, Joachimiak A, Goodman SL and Arnaout MA. 
(2002) Crystal structure of the extracellular segment of integrin αVβ3 in 
complex with an Arg-Gly-Asp ligand. Science 296:151-155. 

Xu K, Yin J and Yu FSX. (2007) Lysophosphatidic Acid Promoting Corneal 
Epithelial Wound Healing by Transactivation of Epidermal Growth Factor 
Receptor. Investigative Ophthalmology and Visual Science 48(2):636-643. 

Xu Y, Gaudette DC, Boynton JD, Frankel A, Fang X-J, Sharma A, Hurteau J, 
Casey F, Goodbody A, Mellors A, Holub BJ and Mills GB. (1995a) 
Characterization of an Ovarian Cancer Activating Factor in Ascites from 
Ovarian Cancer Patients. Clin Can Res 1:1223-1232. 

Xu Y, Fang XJ, Casey G and Mills GB. (1995b) Lysophospholipids activate 
ovarian and breast cancer cells. Biochem J 309:933-940. 

Xu Y, Shen Z, Wiper DW, Wu M, Morton RE, Elson P, Kennedy AW, Belinson J, 
Markman M and Casey G. (1998) Lysophosphatidic Acid as a Potential 
Biomarker for Ovarian and other Gynecologic Cancers. JAMA 280:719-
723. 

Yanagida K, Masago K, Nakanishi H, Kihaa Y, Hamano F, Tajima Y, Taguchi R, 
Shimizu T and Ishii S. (2009) Identification and Charactization of a Novel 
Lysophosphatidic Acid Receptor, p2y5/LPA6. J Biol Chem 284:17731-
17741. 

Young TN, Rodriguez GC, Moser TL, Bast Jr RC, Pizzo SV and Stack MS. 
(1994) Coordinate expression of urinary-type plasminogen activator and 
its receptor accompanies malignant transformation of the ovarian surface 
epithelium. Am J Obstet Gynecol 170:1285-1296. 



	  

	   219	  

Young TN, Rodriguez GC, Rinehart AR, Bast Jr RC, Pizzo SV and Stack MS 
(1996) Characterization of gelatinases linked to extracellular matrix 
invasion in ovarian adenocarcinoma: purification of matrix 
metalloproteinase 2. Gynecol Oncol 62:89-99. 

Yu S, Murph MM, Lu Y, Liu S, Hall HS, Liu J, Stephens C, Fang X and Mills GB. 
(2008) Lysophosphatidic Acid Receptors Determine Tumorigenicity and 
Aggressiveness of Ovarian Cancer Cells. J Natl Can Inst 20:1630-1642. 

Zebrowski BK, Liu W, Ramirez K, Akgi Y and Mills GB. (1999) Markedly Elevated 
Levels of Vascular Endothelial Growth Factor in Malignant Ascites. Ann 
Surg Oncol 6:373-378. 

Zeng G, Germinaro M, Micsenyi A, Monga NK, Bell A, Sood A, Malhotra V, Sood 
N, Midda V, Monga DK, Kokkinakis DM and Monga SP. (2006) Aberrant 
Wnt/beta-catenin signaling in pancreatic adenocarcinoma. Neoplasia. 
8:279-289. 

Zhai Y, Wu R, Schwartz Dr, Darrah D, Reed H, Kolligs FT, Nieman MT, Fearon 
ER and Cho KR. (2002) Role of beta-catenin-T-cell factor-regulated genes 
in ovarian endometrioid adenocarcinomas.  Am J Path 160:1229-1238. 

Zhang B, Abreu JGJ, Zou K, Chen Y, Hu Y, Zhou T, He X and Ma J-X. (2010) 
Blocking the Wnt pathway, a unifying mechanism for an angiogenic 
inhibitor in the serine proteinase inhibitor family. Proc Natl Acad Sci USA 
107(15):6900-6905. 

Zhang X, Chattopadhyay A, Ji QS, Owen JF, Ruest PJ, Carpernter G and Hanks 
SK. (1999) Focal adhesion kinase promotes phospholipase C-gamma1 
activity. Proc Natl Acad Sci USA 96:9021-9026. 

Zhao Y, He D, Saatian B, Watkins T, Spannhake EW, Pyne NJ and Natarajan V. 
(2006) Regulation of Lysophosphatidic Acid-Induced Epidermal Growth 
Factor Receptor Transactivation and Interleukin-8 Secretion in human 
Bronchial Epithelial Cells by Protein Kinase Cδ, Lyn Kinase, and Matrix 
Metalloproteinases. J Biol Chem 28:19501-19511. 

 

Zoppi N, Barlati S and Colombi M. (2008) FAK-independent alphaVbeta3 
integrin-EGFR complexes rescue from anoikis matrix-defective fibroblasts. 
Biochim Biophys Acta 1783:1177-1188.



	  

	   	  220	  

 
 
 
 
 
 
 

VITA 

 
 
 

 Rebecca Joyce Burkhalter was born on June 27, 1983 in Okmulgee, 

Oklahoma to Alton Sr. and Ruby J. Burkhalter.  Following the family’s relocation 

to Kansas City, Missouri in 1988, Rebecca attended Mary Harmon Weeks 

Science & Math Magnet Elementary School.  Rebecca attended Lincoln College 

Preparatory Academy for middle and high school, and successfully completed 

the requirements for a college preparatory diploma and the International 

Baccalaureate Diploma Programme (Geneva, Switzerland).  Rebecca attended 

Dillard University with a full academic scholarship.  During matriculation at 

Dillard, Rebecca participated as a tutor in the Louis Stokes – Louisiana Alliance 

for Minority Participation in Science program and completed three scientific 

research internships: hindBRAIN, Emory University; LS-UROP, Roswell Park 

Cancer Institute; and LW-UROP, University of Missouri – Columbia.  In 2005, she 

received a Bachelor of Science degree in Biology, with minors in Chemistry and 

French, from Dillard University of New Orleans.  In addition to science, Rebecca 

enjoys singing, reading and cooking.  Rebecca looks forward to pursuing a dual 

career in academia and the biotechnology industry. 


