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Summary 

 

Cancers are often associated with the mis-regulation of oncogenes and tumour 

suppressor genes. This thesis described the molecular cloning and characterization of 

OKL38, a candidate tumour suppressor gene. OKL38 is a novel pregnancy-induced 

growth inhibitor previously identified and isolated in our laboratory. The 18 kb OKL38 

gene residing in chromosome 16q23.3 contained 8 exons and 7 introns with exon size 

ranging from 92 to 1270 bp, was cloned and sequenced.  Four novel variants of OKL38 

were identified of which 3 were cloned and characterized. OKL38 was ubiquitously 

expressed in all tissues, with abundant transcripts detected in ovary, kidney, liver and 

testis. 

Concurrently, the rat OKL38 gene was cloned and characterized in order to 

establish a rat model to further unveil the functions and regulations of OKL38. Three 

novel rat OKL38 variants were identified, cloned and characterized. The tissues 

expression profiles of the rat OKL38 variants and the genomic structure of rat OKL38 

were deciphered. Using this rat model, the regulatory effects of pregnancy and hCG 

treatment on OKL38 expression in both the rat mammary gland and ovary was 

determined and the results suggested that OKL38 may have a protective role against 

carcinogenesis. 

Low level of OKL38 transcripts was detected in several breast cancer cell lines. In 

this study, loss or down-regulation of OKL38 mRNA was observed in 70% (14 of 20) of 

the kidney tumours using the cancer-profiling array (CPA) of paired normal/tumour 

cDNA. Western blot analysis revealed that OKL38 protein was undetectable in 78% (7 of 



 vii

9 pairs) of kidney tumour tissues and immunohistological analysis showed that 64% (14 

of 22) of kidney tumours either lost or under expressed OKL38 protein as compared to 

the adjacent normal tissue. The OKL38 protein was also lost or reduced in 64.2% (18 of 

28) of the HCC as compared to adjacent benign tissues and in all liver cancer cell lines 

examined. Immunohistochemical analysis demonstrated that OKL38 protein was 

undetected in 41.3% (38 of 92) of HCC, while 39.1% (36 of 92) showed weak staining. 

The lost or reduced expression of OKL38 correlated with high tumour stages (p=0.0042) as 

determined by non-parametric trend analysis. Our findings suggest that OKL38 plays an 

important role in tumour progression and indicate the potential use of OKL38 as biomarker 

for kidney and liver cancer.  

Beside its growth inhibitory role in MCF7 cells, the biochemical functions of 

OKL38 are unknown. However, over-expression of HuOKL38-eGFP recombinant 

protein in A498 and Chang liver cells lead to protein aggregation and cell death. The 

same phenomenon was observed when the RtOKL38-eGFP recombinant protein is over-

expressed in BRL cells suggesting that the OKL38 protein may play an important role in 

regulating cell death. Importantly, deletion studies revealed that the 5’ untranslated 

region of OKL38 spliced variants played a critical role in regulating translation of 

OKL38 mRNA. Our data suggest that the loss of this protein may lead to the 

development and/or progression of cancers. A better understanding of the function of 

OKL38 in normal and tumour tissue may lead to the development of new preventive and 

therapeutic modalities for cancers of the kidney, liver, ovary and breast.   
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CHAPTER 1: LITERATURE REVIEW 

1.1 Functional Domains of Pyridine nucleotide-disulphide 

oxidoreductase and TrkA 

Proteins are modular in nature and its putative functions could be predicted via 

dissecting the domains. Some proteins that are essential for cell survival may have been 

functionally conserved throughout evolution, while others may have diversified to fulfil 

the needs of the complexity of organisms. Two of the evolutionary conserved domains, 

the pyridine nucleotide-disulphide oxidoreductase (Pyr_redox) and TrkA domain are 

being described.   

1.1.1 Proteins containing Pyridine nucleotide-disulphide 

oxidoreductase domain are bifunctional 

The Pyr_redox family of proteins consists of both class I and class II 

oxidoreductase, and also NADH oxidases and peroxidases. This family of proteins 

includes the well-characterized glutathione reductase and thioredoxin reductase proteins, 

which carry this domain in addition to a pyridine dimerization domain (Williams, 1995). 

It has been shown that the Thioredoxin (Trx) and Glutathione (GSH) system are involved 

in a variety of redox-dependent processes such as DNA synthesis, antioxidant defense 

and regulation of cellular redox state (Holmgren et al., 1998; Halliwell, 1999; Sies, 

1999). In addition, the Trx and GSH systems regulate the activities of various 

transcription factors, kinases and phosphatases, and they are implicated in the redox 

control of cell growth and death, transcription, cell signalling, and other processes (Rhee, 
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1999; Finkel, 2000). In the recent years, several proteins containing the oxidoreductase 

domain have been cloned and characterized. These genes include the apoptosis-inducing 

factor (AIF), p53-responsive gene 3 (PRG3)/ AIF-homologous mitochondrion-associated 

inducer of death (AMID) and the AIF-like (AIFL) gene (Daugas et al., 2000; Wu et al., 

2002; Ohiro et al., 2002; Xie et al., 2005), of which the AIF has been extensively studied.  

AIF is ubiquitously expressed in all tissues and cancer cell lines examined 

indicating that it could be an essential gene for important functions in the cell (Daugas et 

al., 2000). AIF is a phylogenetically old flavoprotein, which is confined to the 

mitochondrial intermembrane space in healthy cells (Cande et al., 2002). Upon lethal 

signaling, AIF would translocate from the mitochondria to the nucleus and induces 

apoptosis (Susin et al., 1999b; Joza et al., 2001; Ravagnan et al., 2001; Lipton and Bossy-

Wetzel, 2002; Yu et al., 2002; Hansen and Nagley, 2003; Cregan et al., 2004; Cande et 

al., 2004;). Over-expression of AIF can cause apoptosis independent of caspases (Susin et 

al., 1999a; Susin et al., 1999b), although one recent study demonstrated that AIF over-

expression was insufficient to induce apoptosis (Wu et al., 2002). In addition, AIF 

functions as a free radical scavenger (Klein et al., 2002) and plays a role in normal 

mitochondrial oxidative phosphorylation (Vahsen et al., 2004). A recent study 

demonstrated that AIF could suppress chemical stress-induced apoptosis involving 

reactive oxygen species (ROS) (Urbano et al., 2005). The precursor of mammalian AIF 

protein contains an N-terminal mitochondrial localization sequence (MLS, residues 1-

100) and a large C-terminal portion (121-610) that share similarity with bacterial 

oxidoreductase (Susin et al., 1999b). The human mature AIF has very similar crystal 

structure to oxidoreductase (Ye et al., 2002) and displays NAD(P)H oxidase as well as 
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monodehydroascobate reductase activities (Miramar et al., 2001). The NADH oxidase 

activity of AIF is essential for maintaining the transformed state of colon cancer cells 

(Urbano et al., 2005). While studies have shown that the oxidoreductase function of AIF 

is not required for its apoptogenic function (Loeffler et al., 2001; Miramar et al., 2001). 

Similar to cytochrome c, AIF is a bifunctional protein with an electron acceptor/donor 

(oxidoreductase) function and a second apoptogenic function.  

Heat shock proteins (HSP) are associated with AIF and may regulate its functions. 

The mitochondrial matrix protein HSP60 (heat shock protein 60) has an overlapping 

expression pattern to that of the AIF, as well as an identical subcellular distribution in 

histological section of human tissues (Daugas et al., 2000). HSP70 is known to show 

inhibitory properties to the apoptotic function of AIF (Ravagnan et al., 2001), suggesting 

that the HSP family of proteins may regulate the function of AIF in vivo.  

Following the discovery of AIF, the homologs of this gene were identified 

namely, AMID/PRG3 (Wu et al., 2002; Ohiro et al., 2002; Wu et al., 2004) and AIFL 

(Xie et al., 2005). AIFL and AMID/PRG3, which are distantly related to AIF, have 

recently been described to exert a pro-apoptotic function. The AMID/PRG3 protein, like 

AIF, has significant homology with NADH oxidoreductase/flavoproteins from bacterial 

to mammalian species, but do not possess a recognizable MLS (Wu et al., 2002; Ohiro et 

al., 2002). Recent reports about the localization of AMID/PRG3 have been unclear (Wu 

et al., 2002; Ohiro et al., 2002). Wu et al. (2002) observed that AMID/PRG3 associate 

with the outer mitochondrial membrane and tissue distribution was undetectable in heart, 

brain, placenta, lung, liver, skeletal muscle, kidney, pancreas, spleen, thymus, prostate, 

testis, ovary, small intestine, colon and peripheral blood leukocyte; while expression 
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could be detected easily in colon cancer cell lines DLD and HCT116 and weak 

expression in B lymphoma cell line RPMI8226. On the other hand, Ohiro et al. (2002) 

reported the localization of AMID/PRG3 in the non-mitochondrial cytoplasm with high 

level of expression in heart, moderate level in liver and skeletal muscle, and low level in 

the placenta, lung, kidney and pancreas (Ohiro et al., 2002). Both groups have 

collectively shown that AMID/PRG3 expression is inducible by p53 (Ohiro et al., 2002; 

Wu et al., 2004) and down-regulated in tumour (Wu et al., 2004). Similar to AIF, the 

over-expression of AMID induces apoptosis in a caspase independent manner (Wu et al., 

2002).  

The recently characterized human AIFL, a homolog of AIF, contains a 

characteristic Rieske and a Pyr_redox domain (Xie et al., 2005). AIFL bears similar 

expression profiles to AIF and is predominantly localized to the mitochondria inner 

membrane. In addition, over-expression of AIFL induced apoptosis through the segment 

1-190 containing the Rieske domain (Xie et al., 2005). AIFL is distinct from AIF in that 

induction of apoptosis is caspase-dependent (Xie et al., 2005). In all cases mentioned, the 

oxidoreductase domain in the AIF, AMID/PRG3 and AIFL does not seem to play a part 

in their apoptogenic function (Miramar et al., 2001; Loeffler et al., 2001; Wu et al., 2002; 

Ohiro et al., 2002; Xie et al., 2005).  

A candidate tumour-suppressor gene, WW domain-containing oxidoreductase 

(WWOX/WOX1/FOR) has been reported to possess aberrant behaviours in breast, ovary, 

esophagus, lung, and liver cancers (Bednarek et al., 2000; Paige et al., 2001; Yakicier et 

al., 2001; Driouch et al., 2002; Kuroki et al., 2002; Yendamuri et al., 2003; Park et al., 

2004). In addition to the oxidoreductase domain, the WWOX also contain two N-terminal 
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WW domains and a nuclear localization sequence (NLS) (Chang, 2002). Over-expression 

of the full-length or the WW domain of WWOX sensitizes the TNF-resistant Cos7 cells 

to TNF killing (Chang et al., 2001). All these examples seem to suggest that genes 

containing the oxidoreductase domain may be bifunctional; (i) involved in regulating 

cellular redox and (ii) regulating cell death. 

1.1.2 Evolutionary conservation of potassium channels containing 

TrkA domain 

Potassium (K+) channels are ubiquitous in the animal and plant kingdoms and in 

yeast and bacteria exhibiting extraordinary heterogeneity among these organisms while 

preserving several salient features (Hille, 1992). These potassium channels contribute to 

the control of potassium flow, cell volume, release of hormones and transmitters, resting 

potential, and excitability of neurons and muscles (Jan and Jan, 1997). Two K+ uptake 

systems exist in the bacteria, Escherichia coli; consisting of the inducible Kdp system 

and the Trk system, which is constitutively expressed (Rhoads et al., 1976). The Trk 

consists of a transmembrane protein named TrkH or TrkG, which is the actual K+-

translocating subunit, and the cytoplasmic membrane surface protein TrkA, which is a 

NAD+ binding protein (Bossemeyer et al., 1989; Schlosser et al., 1993). The structure of 

TrkA protein consists of two similar halves: (i) N-terminal part of each TrkA half 

(residues 1-130 and 234-255, respectively) is similar to the complete NAD+-binding 

domain of NAD+-dependent dehydrogenases; (ii) C-terminal part of each TrkA half 

(residues 131-233 and 357-458, respectively) aligns with the first 100 residues of the 

catalytic domain of glyceraldehydes-3-phosphate dehydrogenase (Schlosser et al., 1993). 
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Jan and Jan (1997) have highlighted the similarity between the Trk system in 

bacteria and the voltage-gated potassium channels in mammals. The mammalian voltage-

gated potassium channels consist of the transmembrane α-subunits and the cytoplasmic 

associating β-subunits. The β-subunits is postulated to play a role in regulating the 

channel activity according to the level of energy and/or reducing power of the cell (Jan 

and Jan, 1997). The β-subunits of the voltage-dependent K+ channels seems to be the 

functional mammalian homologs of the bacteria TrkA protein. The β-subunits sequences 

show significant similarity to members of the NAD(P)H-dependent oxidoreductase 

superfamily (McCormack and McCormack, 1994), containing a potential NAD(P)H-

binding motif but lacks membrane-spanning sequences (McCormack and McCormack, 

1994; Scott et al., 1994; Rettig et al., 1994).                

1.2 Translation control by 5’ Untranslated region 

Regulation of gene expression can be achieved at various levels, such as 

transcription, post-transcriptional processing, mRNA stability, translation, post-

translational modifications and protein degradation. At the translation level, regulation of 

protein expression is crucial, especially in the absence of transcription as seen in early 

developmental stages or during cellular stress where general translational mechanism is 

inhibited. The presence of cis-elements in the 5’ and 3’-untranslated regions (UTR) play 

an important role in determining the translational efficiency and the initiation site for 

protein synthesis. Some of these elements include upstream ORF (uORF), upstream AUG 

(uAUG), GC-content, iron-response element (IRE), internal ribosomal entry segment 

(IRES) among others. Together with the ribosomal scanning process, complex 
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translational regulatory mechanisms are achieved to ensure proper regulation of proteins 

involved in cellular functions.    

1.2.1 Kozak sequence and translation initiation mechanisms 

In higher eukaryotes, the ideal Kozak consensus sequence is CCRCCAUGG, with 

the most conserved nucleotides being R (A or G) at –3 and G at +4 (the A of the AUG 

codon is designated as +1) (Kozak, 1981; Kozak, 1984; Kozak, 1986). These Kozak 

sequences would generally be present at the AUG of the main ORF (95-97% of the 

cases), while only 43-63% of uAUG contain these consensus sequences (Meijer and 

Thomas, 2002). In addition, the presence of a hairpin, approximately 14nt downstream of 

the AUG is necessary for effective initiation of translation (Kozak, 1990). 

The uAUGs can induce the formation of a translation-competent ribosome that 

may translate and (i) terminate and re-initiate, (ii) terminate and leave the mRNA, 

resulting in down-regulation of translation of the main ORF, or (iii) synthesize an N-

terminally extended protein (Meijer and Thomas, 2002). The ‘leaky scanning model’ 

described that in the presence of uAUG, some of the ribosomes in the scanning initiation 

complex may skip the uAUG and initiate at the main ORF [start AUG (sAUG)] (Kozak, 

1978). In the presence of uORF, the re-initiation model being a very inefficient 

mechanism is proposed. In this case, the 40S ribosomal subunit remains connected to the 

mRNA after termination at the uORF and resumes scanning. Initiation can only take 

place at the next AUG provided that the 40S subunit is reloaded with eIF2-GTP-Met-

tRNAi (Miller and Hinnebusch, 1989). 
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1.2.2 Upstream ORF and AUG regulate translation of mRNAs 

In most cases, 5’UTRs that enable efficient translation are short, have low GC 

content, are relative unstructured and do not contain uAUG codon (Kochetov et al., 

1998). The leader sequences of approximately 90% of vertebrate mRNAs examined to 

date are between 10 and 200 bases long, yet two thirds of the mRNAs known to encode 

proto-oncogenes or factors related to cell proliferation contains atypical 5’ untranslated 

regions which are more than 200 bases long and/or contain more than one AUG codon 

(Kozak, 1987; Kozak, 1991). In general, the presence of uAUGs in the 5’UTR would 

decrease the initiation efficiency on the sAUG preceding the main ORF (Morris and 

Geballe, 2000). A summary of the 5’UTRs discussed in the following text and their 

mechanisms of uORF-mediated control were illustrated in figure 1.1. 

The uAUGs and uORFs have been demonstrated to play important roles in 

mediating translational control during cellular stress. One of the classical examples is the 

translation regulation of GCN4 transcription factor in the yeast, which is involved in 

amino acid synthesis (Hinnebusch, 1996). The 5’UTR of the GCN4 contains 590 nt and 

four uORFs (Fig. 1.1). Under normal conditions, the ribosomal subunits are capable of 

re-initiation upon reaching uAUG4, translate the uORF4, terminate and leave the mRNA, 

without translating the GCN4 ORF. When general protein synthesis is inhibited, only half 

of the ribosomal complexes are in time for re-initiation and termination at uORF4; while 

the rest will only be reloaded with eIF2-GTP-Met-tRNAi for initiation after scanning the 

remaining 150 nt of the 5’UTR, enabling the translation of the GCN4 ORF.  

The translation of activating transcription factor 4 (ATF4) in the mammal is also 

inducible by stress (Harding et al., 2000). The mouse ATF4 5’UTR (272 nt) contains two 
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uORFs, of which the second uORF overlaps with the ATF4 ORF (Fig. 1.1). Stress 

activates the mammalian eIF2 kinases PERK (PKR-like ER kinase) and GCN2, which 

repress translation of most mRNAs by phosphorylating eIF2 but selectively increase 

translation of ATF4. Mutation in either of the 2 uAUGs leads to drastic increase in 

translational efficiency suggesting that these uAUGs possess a general translation 

suppression function. 

Another regulatory function of uAUGs is to determine the initiation at different 

AUG codons, resulting in synthesis of proteins with N-terminal of different length. The 

CCAAT/enhancer binding protein (C/EBP) family of transcription factors, which are 

important for differentiation and cell proliferation. Both the C/EBPα and C/EBPβ 

mRNAs contain an uORF in a reading frame different from the C/EBP reading frame 

(Fig. 1.1). Four (C/EBPα) or three (C/EBPβ) potential translation initiation sites are 

present in the same reading frame, enabling the synthesis of several proteins with 

different N-terminal extension and an identical C-terminal DNA-binding domain (i.e. 

activating domain is missing from the shorter isoforms with truncated N-terminal). 

Therefore the isoforms ratio is crucial for the activity of this protein and is dependent on 

the presence of the out-of-frame uORF. The expression of the shorter isoforms is 

dependent on the re-initiation after the uORF translation (Calkhoven et al., 2000). The 

binding of CUG repeat binding protein 1 (CUGBP1) to the CUG repeats 5’ to the uORF 

and the CCG repeats in the uORF of C/EBPβ stimulates the translation of truncated 

C/EBP isoforms, and therefore inhibiting C/EBP-dependent transcription of target gene 

(Timchenko et al., 1999). The translation of proto-oncogene fli-1 is regulated by two 

uORFs, which determine the synthesis of two protein isoforms (i.e. 48 kDa and 51 kDa). 
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Initiation at the 48 kDa isoform AUG is stimulated by enabling re-initiation after the 

translation of the uORF (Sarrazin et al., 2000).  Similar mechanism also regulates 

translation of the 2’,3’-cyclic nucleotide 3’-phosphodiesterase (CNP2) mRNA (Fig. 1.1) 

(O'Neill et al., 1997). 

Stalling of ribosomes at uORFs is another important mechanisms employed to 

regulate the translation efficiency of the main ORF of mRNA. Interestingly, the peptide 

sequences encoded by the uORFs, not the nucleotide sequences, are involved in the 

repression of translation of the human cytomegalovirus early glycoprotein (gpUL4) (Cao 

and Geballe, 1995), S-Adenosylmethionine decarboxylase (AdoMetDC) (Ruan et al., 

1996), arg-2 (Fang et al., 2000), and Xenopus lavis connexin-41 (Meijer et al., 2000) 

mRNA (Fig. 1.1). Beside uORFs, stalling mechanism can be due to the presence of 

secondary structure (Ruegsegger et al., 2001) or adenine-rich element in the 5’UTR as in 

the case of PABP1 mRNA (Bag, 2001). 

uORFs in the long 5’UTR of mouse retinoic acid receptor β2 (RARβ2) have been 

shown to be involve in the regulation of translation efficiency and localization-dependent 

translation (Zimmer et al., 1994; Reynolds et al., 1996). The translation of two uORFs in 

the yeast transcription factors YAP2 5’UTR stimulates the decay of the YAP2 mRNA 

(termination-dependent decay) (Vilela et al., 1999). These examples illustrate the 

versatility of uORFs or uAUGs in regulating translation of mRNA.       

1.2.3 Internal ribosome entry segment and their cognate transacting factors 

orchestrate the regulation of 5’UTRs translation 

Two distinct mechanisms, cap-dependent scanning and internal ribosome entry 

are involved in the translation initiation in eukaryotic cells. Internal translation initiation 
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requires the formation of a complex RNA structure element termed internal ribosome 

entry segment (IRES), which is a complex RNA scaffold containing multiple sites for 

interaction with components of the translational apparatus such as eIF4G and eIF4E 

(Kolupaeva et al., 1998; Lopez and Martinez-Salas, 2000; Martinez-Salas et al., 2001). 

IRES are usually located in the 5’UTR and may interact with trans-acting factors to 

recruit ribosome to initiate internal translation. It is estimated that about 10% of the genes 

may contain IRES and usually these genes are involved in control of cell growth and cell 

death (Stoneley and Willis, 2004). The IRES identified to date are generally GC-rich 

suggesting complex secondary structure. However, no common structure features have 

been found between IRES from different genes or closely related ones ( Le Quesne et al., 

2001; Stoneley and Willis, 2004; Jopling et al., 2004). It has been proposed that IRES 

functions as multiple structures modules and may also be involved in cap-dependent 

scanning mechanism (Stoneley et al., 2000; Le Quesne et al., 2001). RNA-RNA 

interactions between the 5’ and 3’ end of the IRES (Yaman et al., 2003) and presence of 

pseudoknot can inhibit its function (Le Quesne et al., 2001; Yaman et al., 2003). Primary 

sequence elements that are implicated in internal initiation have been identified in the 

IRESs of Gtx, Rbm3 and fgf2 (Chappell et al., 2000a; Bonnal et al., 2003; Chappell and 

Mauro, 2003). The function of these elements in the context of IRES is still unclear, but 

may be involved in ribosome recruitment (Stoneley and Willis, 2004).    

Factors that interact with IRESs known as internal initiation trans-acting factors 

(ITAFs) have been identified in recent years (Holcik and Korneluk, 2000; Mitchell et al., 

2001; Evans et al., 2003; Holcik et al., 2003; Pickering et al., 2003). ITAFs are generally 

located in the nucleus and shuttling between the nucleus and cytoplasm may constitute to 
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its function with IRES. Two of the ITAFs, upstream of N-ras (unr) and polypyrimidine 

tract-binding (PTB) protein, form a specific RNA-protein complex with Apaf-1 IRES and 

collectively stimulate Apaf-1 internal initiation (Mitchell et al., 2001). A similar 

mechanism has also been documented in the Bag-1 IRES. The RNA chaperone activities 

of PTB and poly-(rC)-binding protein 1 (PCBP1) unwind a specific region of the Bag-1 

IRES structure, thus stimulating its function (Pickering et al., 2003). ITAFs such as PTB 

can serve as a repressor of Bip internal initiation (Kim et al., 2000), suggesting that 

ITAFs, together with the IRESs could have either positive or negative regulatory effect 

on internal initiation (Stoneley and Willis, 2004). Others examples of ITAFs have been 

extensively described by Stoneley and Willis (2004). 

Despite extensive research on IRESs and ITAFs, the molecular mechanism of 

IRES is still unclear. Yaman et al (2003) have proposed that the activity of cat-1 IRES is 

regulated by two sequential events. This involves an initial translation of a small uORF 

within the 5’UTR that cause structure remodeling of the IRES, leading to the attainment 

of an active IRES conformation; followed by the induction of cat-1 IRES activity, which 

is dependent on the phosphorylation of eIF2α. However, it is clear that IRES is 

implicated in the regulation of gene expression in diverse physiological states (i.e. amino 

acid starvation, cell-cycle arrest, programmed cell death, hypoxia, etc) enabling cells to 

respond to these conditions against the background of a general reduction in protein 

synthesis.  

1.2.4 Cancer derived from mis-regulation of translation by 5’UTR 

The translation initiation factor, eIF4E is associated with tumourigenesis as many 

mRNAs associated with growth contains highly structured 5’UTRs. Over-expression of 
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eIF4E relieves the translational repression imposed on structured 5’UTRs (Koromilas et 

al., 1992; Zimmer et al., 2000) and increased level is associated with a number of tumour 

types, including breast, head-and-neck, bladder, liver and colon cancer (Kevil et al., 

1995; Rousseau et al., 1996; Nathan et al., 1997; DeFatta et al., 1999; Zimmer et al., 

2000; Crew et al., 2000). The elevated level of eIF4E was suggested to increase the 

translation of oncogenes with highly structured 5’UTRs, such as c-myc and ornithine 

decarboxylase (ODC), and mRNAs that encode proteins involved in angiogenesis, such 

as fibroblast growth factor 2 (FGF2) and vascular endothelial growth factor (VEGF) 

(Kevil et al., 1995; Rousseau et al., 1996; Nathan et al., 1997; DeFatta et al., 1999; 

Zimmer et al., 2000; Crew et al., 2000). 

De-regulation of translation of mRNAs containing translation-inhibitory 5’UTRs 

often occurs by the production of alternate transcripts with shorter version of the 5’UTR 

that is often translated efficiently. Genes regulated in this manner include members of the 

transforming growth factor beta (TGF-β), BRCA1, and the murine double minute gene 2 

(mdm2). The TGF-β1 expresses three transcripts, differing in their translational 

efficiencies due to the alternative length of their 5’UTRs, all are GC-rich and involved in 

the inhibition of translation of this mRNA (Kim et al., 1992; Romeo et al., 1993; Allison 

et al., 1998). The TGF-β3 mRNA has a long 1.1 kb 5’UTR that is inhibitory to translation 

with de-regulated expression being associated with disease. Many human breast cancer 

cell lines expressed a novel TGF-β3 transcript that possess a 5’UTR which is 870 

nucleotides shorter than the longer version of 1.1 kb. This mRNA isoform with short 

5’UTRs confer 7-fold higher translational efficiency, thus leading to cell transformation 

(Arrick et al., 1991; Arrick et al., 1994). 
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Over-expression of BRCA1 protein results in growth inhibition of tumours (Holt 

et al., 1996). BRCA1 mRNAs can be expressed from two promoters, α and β, resulting in 

alternative exon 1a and 1b. Incidentally, the ORF begins in exon 2 resulting in mRNAs 

with different 5’UTRs. BRCA1b transcripts were found to be expressed in breast cancer 

tissues but not in normal mammary glands, where the BRCA1a transcripts were 

predominantly expressed (Sobczak and Krzyzosiak, 2002). The BRCA1b mRNA was 

found to have a longer 5’UTRs with comparably stable secondary structure and uAUG, 

which together contribute to a 10-fold reduction in translational efficiency compared to 

BRCA1a (Sobczak and Krzyzosiak, 2002). Thus, loss of BRCA1 protein in breast cancer 

is partially due to the preferential expression and translational suppression of BRCA1b 

mRNA.  

The Mdm2 gene encodes a nuclear phosphoprotein, which binds to p53 tumour-

suppressor gene for destruction by the ubiquitin-dependent proteasome pathway. Two 

constitutively expressed transcripts of mdm2 were derived from alternative promoters. 

The longer transcript is inhibitory to scanning by ribosome, while the other variant, 

which is inducible by p53 contains a short 5’UTR (68 nt) that is translated more 

efficiently than the former (Landers et al., 1997). In Burkitt’s lymphoma cells with wild 

type p53, over-expression of Mdm2 is due to enhanced translation, through up-regulation 

of mdm2 transcripts with short 5’UTR (Capoulade et al., 1998, 2001). 

IRESs may be present in the long 5’UTRs and the mechanisms of IRES-regulated 

translation were described in Section 1.2.3. The ability of IRESs to function under 

condition of cell stress is particularly relevant for tumour progression. IRESs have been 

demonstrated to drive translation of angiogenic growth factors, such as FGF2 and VEGF 
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under hypoxic condition, when cap-dependent translation is compromised (Stein et al., 

1998; Akiri et al., 1998; Huez et al., 1998; Townsend et al., 2003). In addition, 

transcription of VEGF could be activated by the transcription factor hypoxia-inducible 

factor 1 (HIF-1), which contains IRES that function during hypoxia (Lang et al., 2002). 

These cooperative regulations of protein translation during hypoxic condition promote 

tumour growth. 

Aberrant translational regulation through an IRES-mediated mechanism has been 

identified in the human neoplasia multiple myeloma (MM). Significantly increased level 

of c-myc protein was found in MM cell lines and correlated to a single C to U transition 

in the c-myc 5’UTR (Paulin et al., 1996). The same mutation was also identified in 42% 

of bone marrow samples collected from MM patients (Chappell et al., 2000b). This 

mutation enhances the interaction between the ITAF, hnRNPK, and IRES, resulting in 

increased activity of the c-myc IRES (Paulin et al., 1998; Evans et al., 2003). Thus 

leading to over-expression of c-myc protein resulted in expansion of a plasma cell type in 

the bone marrow and osteolysis. These examples strongly illustrated the importance of 

5’UTRs functions in regulating translation of genes related to cancers and their 

expression is associated to the progression of the disease.                            

1.3 Hepatocellular Carcinoma 

The major risk factors and etiological agents responsible for development of 

hepatocellular carcinoma (HCC) in humans have been extensively identified and 

characterized. Among these include chronic infection with hepatitis B and C virus, 

exposure to aflatoxin B1, and cirrhosis of any etiology. Generally, the neoplastic 

transformation of hepatocytes is the result of the accumulation of genetic damage during 
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the repetitive cellular proliferation that occurs in the injured liver in response to paracrine 

growth factor and cytokine stimulation. These genetic alteration including chromosomal 

deletion, rearrangements, aneuploidy, gene amplifications, and mutations, as well as 

epigenetic alteration, resulting in activation of proto-oncogenes and inactivation of 

tumour-suppressor genes, leading to cells acquiring autonomous growth potential. The 

mechanisms of hepatocarcinogenesis and potential biomarkers for HCC are briefly 

discussed in the following sections. 

1.3.1 Epidemiology and Etiology of hepatocellular carcinoma 

Hepatocellular carcinoma (HCC) accounts for more than 90% of all primary liver 

cancers. HCC represents approximately 40% of all cancers in South-East Asia, Japan and 

Africa (Akriviadis et al., 1998), with much lower incidence rates found in Europe and the 

Americas (Mathers et al., 2002). High incidence of HCC is found in China, where men 

exhibit an incidence rate of approximately 36 cases per 100,000 populations (Parkin et 

al., 1999; Mathers et al., 2002). Extremely high incidences of HCC of 113 cases per 

100,000 populations are observed among black males in Mozambique (Higginson, 1963). 

These observations strongly suggest that factors related to genetic background and/or 

environmental exposure contributes significantly to the incidence of this tumour among 

world population. 

Estimates from the year 2000 indicate that liver cancer remains the fifth most 

common malignancy in men and the eighth in women worldwide with number of new 

cases estimated to be 564,000 per year (Bosch et al., 2004). Men are more prone to 

develop liver cancer compared to women. In the United State, ratio of male to female 

incidence is approximately 2:1 (Jemal et al., 2003), and world-wide is approximately 
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2.6:1 (Parkin et al., 1999). However, in high incidence countries or world region, the 

male to female incidence ratio can be as high as 8:1 (Simonetti et al., 1991). This 

consistently higher incidence in men than women suggest that sex hormone and/or their 

receptors may play a significant role in the development of primary liver tumours. 

The etiology of human hepatocellular carcinoma is multi-factorial (Hassan et al., 

2002). Causative factors such as exposure to naturally occurring carcinogens, industrial 

chemicals, pharmacologic agents, and various pollutants, which may contribute to the 

development of HCC have been identified (Grisham, 1995; Grisham, 1997). Exposure to 

hepatotoxic drugs and chemicals such as the radioactive compound thorium dioxide (used 

in imaging of blood vessels) (Andersson et al., 1994), vinyl chloride monomer (Du and 

Wang, 1998), pesticides (Austin et al., 1987), anabolic steroids and oestrogen (Vainio 

and Wilbourn, 1993); and inorganic arsenic compounds (Chen et al., 1992) can lead to 

the development of liver cancer. 

Genetic liver diseases, mostly related to inborn errors of metabolism that result in 

the accumulation of metabolic products in hepatocytes, can lead to chronic hepatitis and 

cirrhosis, unfortunately, increases the risk of development of HCC (Hadchouel, 1994). 

These genetic conditions include hemochromotosis (Deugnier and Turlin, 2001), 

hereditary tyrosinemia (Russo and O'Regan, 1990), glycogen storage diseases (Bianchi, 

1993), Wilson’s disease (Wilkinson et al., 1983) and α1-antitrypsin deficiency (Propst et 

al., 1994). 

Other factors such as hepatitis B virus (HBV) and hepatitis C virus (HCV) 

infection and alcohol consumption contribute to the risk for development of HCC 

(International Agency for Research on Cancer, 1994c; Grisham, 1995; Grisham, 1997; 
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Schafer and Sorrell, 1999; Ince and Wands, 1999). Chronic infection with either HBV or 

HCV frequently results in chronic hepatitis and cirrhosis, which greatly increases the risk 

for the development of HCC in humans (100-fold to 200-fold) compared to uninfected 

individuals (International Agency for Research on Cancer, 1994b; Bailey and Brunt, 

2002). Chronic alcohol consumption is associated with an elevated risk for HCC (Ikeda et 

al., 1993; Nalpas et al., 1995; Noda et al., 1996). Chronic liver damage caused by alcohol 

contributes secondarily to liver tumour formation (Simonetti et al., 1992). Ethanol 

appears to potentiate the hepatocarcinogenicity of chronic HBV and HCV infection 

(Nalpas et al., 1995; Noda et al., 1996). Besides alcohol consumption, tobacco smoking is 

another important risk factor (Trichopoulos et al., 1980; Doll, 1996).   

Another major hepatocarcinogenic risk for human is the dietary consumption of 

aflatoxins B1 in food grains contaminated with Aspergillus flavus and related fungi 

(International Agency for Research on Cancer, 1994c; Schafer and Sorrell, 1999; Ince 

and Wands, 1999). Rice or other grains under improper storage conditions (Zimmerman 

H.J., 1978; Zimmerman H.J., 1999) lead to the growth of these aflatoxin producing 

moulds.  Aflatoxin B1 is a potent, direct acting carcinogen in humans and chronic 

exposure leads inevitably to development of HCC (International Agency for Research on 

Cancer, 1994a). In common among all of these etiologic factors is the risk for 

development of chronic hepatitis and cirrhosis. 

1.3.2 Molecular pathogenesis of hepatocellular carcinoma 

Continuous intensive studies have shed light on the molecular mechanisms of 

hepatocarcinogenesis (Grisha, 2002; Feitelson et al., 2002; Thorgeirsson and Grisham, 

2002; Coleman, 2003). Aneuploidy and abnormal chromosome numbers is a well-
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documented feature of HCC. Approximately 40% of HCC exhibit aneuploid DNA 

content and numerical chromosomal abnormalities (Mise et al., 1998; Kato et al., 1998). 

The presence of aneuploidy in dysplastic lesions suggests that genetic abnormalities may 

be a significant determinant of neoplastic transformation in the liver (Terris et al., 1997). 

The majority of cultured cells derived from HCC contained either a sub-tetraploid 

chromosome number (64-99 chromosomes) or near diploid (Bardi et al., 1998; Parada et 

al., 1998). The chromosomal regions most frequently involved in structural 

rearrangements include 1p11, 1p22, 1p32, 1p34, 1p36, 1q10, 1q12, 1q25, 6q13-q15, 

6q22-q25, 8q10, 16q24, and 17p11 (Grisha, 2002). In a particular study, chromosomes 

4q, 8p and 16q were affected in HBV-related HCC, while 11q was affected in HCV-

related HCC (Wong et al., 2000), indicating that specific genetic abnormalities can be 

attributed to specific etiological agents or mechanisms. 

Chromosomal gains have been described in HCC involving 1p, 4q, 5p, 6q, 8p, 9p, 

10q, 11q, 12q, 16q, 17p, and 19p, which may lead to gene amplification. Over-expression 

of proto-oncogenes may alter the intracellular signalling pathways leading to the 

unregulated cellular proliferation. These signalling pathways involve a number of 

positive mediators of cellular proliferation, including the protein products of the c-ras 

gene family, c-myc, c-fos and, various cyclins and cyclin-dependent kinases (Grisha, 

2002). This is supported by recent studies that demonstrate pronounced gain in copy 

numbers of c-myc for all 20 HCCs evaluated (Raidl et al., 2004). Other studies showed 

that the c-myc gene was amplified in 31% (50/163) of HCC examined (Lee et al., 1988; 

Fukuda et al., 1988; Peng et al., 1993; Abou-Elella et al., 1996; Kawate et al., 1999a) and 
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over-expression of c-myc mRNA in more than 90% of HCC (Su et al., 1985; Zhang et al., 

1990). 

The hepatitis viral proteins displayed a pronounced effect on the mechanism of 

hepatocarcinogenesis (Feitelson et al., 2002). The ability of the HBx oncogenic protein to 

induce c-myc and other proto-oncogenes has been demonstrated using microarray 

analysis (Wu et al., 2001). The levels of expression of c-myc protein are also increased in 

chronic hepatitis (Tiniakos et al., 1993), and cirrhosis (Tiniakos et al., 1989; Gan et al., 

1993).  In addition, over-expression of c-myc in HCC could also be due to an up-

regulation of the MAPK pathway (Grisha, 2002) and hypomethylation. The c-myc gene 

was found to be hypomethylated in 55% (15/27) of HCC and in significant percentage of 

cirrhotic liver adjacent to HCC (Nambu et al., 1987; Kaneko et al., 1985). These 

observations indicate that various mechanisms are involved in the genetic alteration of a 

single gene such as c-myc, leading to hepatocarcinogenesis. Interestingly, HCC due to 

HBV and HCV were also postulated to be an indirect result of enhanced hepatocytes 

turnover that occurs in an effort to replace infected cells that have been immunologically 

attacked (Block et al., 2003).  

Major growth factors implicated in hepatocellular carcinoma including TGFα, 

insulin-like growth factor II (IGF-II), hepatocyte growth factors (HGF), and others were 

extensively described (Grisha, 2002; Feitelson et al., 2002; Coleman, 2003). More than 

20 HCC associated genes have been identified and they are found either down- or up-

regulated or mutated in HCC (Zeng et al., 2002). Using DNA microarrays, hundreds of 

genes involved in progression and metastasis of HCC have been identified (Ye et al., 

2003; Patil et al., 2005).  Over-expression of IGF-II and loss of IGF binding protein 3 
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(IGFBP3) were observed in a high proportion of HCC samples (Huynh et al., 2002). 

Over-production of pRb2/p130 in HepG2 cells led to growth suppression, cell cycle 

arrest at G0/G1, altered cell morphology, inhibition of in vitro colony formation and 

reduction in tumourigenicity in SCID mice (Huynh, 2004). These studies indicate that 

deregulation or functional loss of genes encoding growth factors leads to the development 

and progression of cancers. 

Microsatellite instability (MI) is a specific form of genomic instability that is 

characterized by mutational alteration of simple repetitive sequences, including both 

insertional and deletional mutagenesis, typically resulting in frameshift mutations. 

(Coleman and Tsongalis, 2002). Microsatellite alteration involving the TGFβRII, 

M6P/IGFIIR, and BAX genes, which are critical for growth control and regulation of 

apoptosis, has been reported (Yakushiji et al., 1999). Microsatellite alteration involving at 

least two loci was detected in approximately 28% of the HCCs exhibiting MI (Horii et 

al., 1994; Salvucci et al., 1999), while others fail to identify MI in HCC (Kawate et al., 

1999b; Rashid et al., 1999). These studies suggest that MI may be mechanistically 

involved with the molecular pathogenesis of a subset of HCC (Coleman and Tsongalis, 

2002). 

The loss or progressive loss of tumour-suppressor genes and other negative 

mediators of cellular proliferation have been implicated in the molecular pathogenesis of 

HCC (Elmore and Harris, 1998; Grisha, 2002; Feitelson et al., 2002; Staib et al., 2003; 

Coleman, 2003). These tumour-suppressor genes and tumour-suppressor-like genes 

include p53, Rb1, p73, mdm2, APC, β-catenin, E-cadherin, PTEN, BRCA1, FHIT, 

WWOX and others (Grisha, 2002). E-cadherin and WWOX are two of the potential 
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tumour-suppressor genes residing on chromosome 16q22 and 16q23, respectively 

(Niketeghad et al., 2001; Slagle et al., 1993; Park et al., 2004). The region 16q23 have 

been described as the second most active fragile site (FRA16D) in human the genome 

(Glover et al., 1984; Bednarek et al., 2000; Bednarek et al., 2001; Ludes-Meyers et al., 

2003) and both E-cadherin and WWOX reside on or close to FRA16D. LOH of 16q 

correlates with metastasis and loss of these genes via LOH have been described (Slagle et 

al., 1993; Niketeghad et al., 2001; Park et al., 2004). E-cadherin functions as a receptor in 

adherent junctions and is essential for the maintenance of tissue architecture. Mutations 

in E-cadherin causes its inability to bind β-catenin, which leads to the accumulation of 

the latter in the cytoplasm and nucleus, resulting in constitutive Wnt activation and cell 

proliferation (Barth et al., 1997). In addition to LOH, hypermethylation of the E-cadherin 

promoter has been proposed as an alternative mechanism for Wnt activation in HCC 

(Kanai et al., 1997). The functions of WWOX in cancer have been described in Section 

1.1.1. In view of all the evidences, HCC is a very complex disease and genetic alteration 

leading to unregulated cellular proliferation resulting in hepatocarcinogenesis. 

1.3.3 Prognostic and diagnostic molecular markers for hepatocellular 

carcinoma 

The molecular mechanisms of hepatocarcinogenesis are complex, constantly 

evolving and heterogeneous, which explains the generally poor treatment outcomes for 

HCC. The majority of patients with HCC have inoperable disease with very poor 

prognosis (Okuda et al., 1985). Five-year survival rate is limited to 25 to 50% after 

surgery (Colombo, 1992; Lai et al., 1995; Takenaka et al., 1996). Long-term survival is 

uncommon because of the frequent recurrence, metastasis or the development of new 
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primary tumours (Lai, 1994; Huguet, 2000). Current adjuvant or palliative treatment 

modalities have not effectively prolonged survival in HCC (Chan et al., 2000). Therefore, 

the understanding of the disease and continuous search for a cure, including the 

development of diagnostic/prognostic molecular markers for HCC is crucial (Qin and 

Tang, 2002; Qin and Tang, 2004; Marrero and Lok, 2004). 

Conventionally, predictive factors for cancer relapse after surgical treatment 

consist of staging with the tumour node metastasis system (TNM) and grading by cellular 

differentiation; however, this cannot accurately predict the outcome of all HCC patients. 

The discovery and characterization of numerous HCC-associated genes serves as a 

platform for the identification of potential molecular biomarkers for HCC. Biomarkers 

are defined as indicators of cellular, biochemical, molecular, or genetic alterations by 

which normal or abnormal biological processes can be recognized (Srivastava and Gopal-

Srivastava, 2002). Biomarkers for molecular biological sub-staging may provide an 

opportunity to identify those patients with the most aggressive forms of the disease. 

Besides the traditional tumour-associated markers, such as alpha-fetoprotein, with new 

advances in molecular biological techniques and cancer biology, many biomarkers 

related to invasion, metastasis, recurrence, and survival have been explored (Korn, 2001).   

A large number of molecular factors have been shown to associate with the 

invasiveness of HCC, and provide prognostic significance. One aspect is to analyse the 

molecular markers for cellular malignancy, including DNA ploidy, cellular proliferation 

markers (PCNA, Ki-67, Mcm2, MIB1, MIA and CSE1L/CAS protein), nuclear 

morphology, cell cycle regulators (cyclin A, D and E, cdc2, p27, p73), oncogenes and 

their receptors (ras, c-myc, c-fos, HGF, c-met, and erb-B receptor family), tumour 
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suppressor (p53 gene and its related molecule mdm2), apoptosis related factors (Fas and 

FasL), as well as telomerase activity. The other aspect is to study the molecular factors 

involved in the process of HCC invasion and metastasis, which include adhesion 

molecules such as E-cadherin, catenins, CD44 variants, ICAM-1, laminin-5, osteopontin, 

proteinases responsible for the degradation of extracellular matrix (MMPs, uPA system), 

as well as angiogenesis regulators (VEGF, basic FGF, platelet-derived growth factor 

(PDGF), thrombospondin, angiogenin, pleiotroohin, endostatin, intratumour microvessel 

density). Another important aspect is to detect the transcripts of tumour associated 

antigen (such as AFP, MAGEs, and CK19), which have been proposed to be markers for 

metastatic recurrence of HCC (Qin and Tang, 2002; Qin and Tang,  2004). Factors that 

are involved in these biological processes and differentially expressed during the 

hepatocarcinogenesis may serve as potential diagnostic/ prognostic biomarkers for HCC. 

The tumour suppressor gene p53 plays a central role in cellular responses, 

including cell-cycle arrest and cell death in response to DNA damage. Loss of p53 

function can induce abnormal cell growth, increase cell survival, induce genetic 

instability, and drug resistance. Thus, p53 mutations are considered as strong marker 

candidates for predicting increased risk of local relapses, treatment failure, and overall 

disease-free survival in many kinds of human carcinomas, such as breast (Amornmarn et 

al., 2000; Blaszyk et al., 2000), colorectal (Diez et al., 2000; Kahlenberg et al., 2000), 

esophageal (Ireland et al., 2000), head and neck (Tamas et al., 2000), lung (Mitsudomi et 

al., 2000), and ovarian cancer (Shahin et al., 2000), as well as sarcoma (de Alava et al., 

2000). However, many other reports failed to show the independent prognostic value of 

p53 in cancer of the tongue (Kantola et al., 2000), breast (Ferrero et al., 2000), stomach 
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(Kaye et al., 2000), lung (Schiller et al., 2001), ovarian (Gadducci et al., 2000), bladder 

(Fleshner et al., 2000), colorectal (Gallego et al., 2000), and non-Hodgkins’s lymphoma 

(Nieder et al., 2001). Similar controversial results were observed in the case of p53 

mutation and over-expression in HCC (Sugo et al., 1999; Heinze et al., 1999; Qin et al., 

2002). The p53 protein functions as a transcription factor by shuttling between the 

nucleus and the cytoplasm. Qin et al. (2002) have also demonstrated that the 3-year and 

5-year overall survival rate of HCC patients with positive p53 nuclear accumulation were 

much lower than those with negative p53 expression suggesting that the p53 mutation or 

nuclear accumulation of p53 expression could be a valuable marker for predicting the 

prognosis of HCC patients after resection. Other factors such as mdm2 that interacts and 

regulates p53 degradation may also potentially serve the same function as a molecular 

biomarker for HCC (Endo et al., 2000). The pathogenesis of HCC is a multi-gene 

process. Thus, the use of a single biomarker could not provide a reliable prediction. A 

combination of biomarkers may provide more accurate diagnosis/prognosis of the 

disease.    

1.4 Renal Cell Carcinoma (RCC) 

The genetic basis of kidney cancer has been relatively well established with the 

identification of genes involved in each histological type of tumour. These histological 

types include clear cell, Type I papillary RCC, Type II papillary RCC, and chromophobe 

RCC and oncocytoma. The genetic basis of these different kidney cancers and potential 

biomarkers for RCC will be highlighted. 
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1.4.1 Epidemiology and Etiology of Renal Cell Carcinoma 

Renal cell carcinoma (RCC) is the most common malignant tumour of the adult 

kidney, accounting for around 3% of human malignancies (Belldegrum and DeKernion, 

1998). The incidence of RCC is increasing, and it is estimated that RCC accounts for 

95,000 deaths per year worldwide (Vogelzang and Stadler, 1998). In the United States, 

kidney cancer affects nearly 32,000 individuals and is responsible for over 12,000 deaths 

each year (Linehan et al., 2001a; Landis et al., 1999). It is estimated that 200,000 

individuals are living with kidney cancer in the U.S. Since 3 decades ago, kidney cancer 

has increased at a rate of about 2.5% per year in the U.S. with the highest rates of 

increase observed in African Americans. Between 1975 and 1995 RCC incidence rates 

increased annually 2.3% in white men, 3.1% in white women, 3.9% in black men and 

4.3% in black women (Chow et al., 1999). Prognosis is significantly better in women 

than in men for clear cell RCC (Sejima and Miyagawa, 1999). The consistently higher 

incidences in women and better prognosis indicate that gender difference may influence 

the development of RCC. 

Numerous studies have been performed to identify the risk factors for the 

development of RCC. Tobacco smoking, hypertension/anti-hypertensive medications, 

obesity, and family history have been identified as the major risk factors for the 

development of RCC. The population attributable risk for hypertension was 21%, obesity 

at 21 %, and smoking at 18%. Among all reported cases, at least 40% of the RCC cases 

were not explained by the risk factors studied (McLaughlin and Lipworth, 2000).  

Kidney cancer is not a single disease but comprises of several cancers occurring 

in this organ (Chow et al., 1999; Linehan et al., 2001a; Linehan et al., 2002). The most 
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common histological types of kidney tumours are clear cell (75%), Type I papillary RCC 

(~5%), Type II papillary RCC (~10%), and chromophobe RCC and oncocytoma (~10%). 

These different types of kidney cancer may have markedly differing clinical courses 

leading to different responses in therapy and could be attributed to different genes 

(Linehan et al., 2001b; Linehan et al., 2002). However, approximately 3-5% of RCC 

cases are morphologically unclassified (Kovacs et al., 1997). This type of tumour is 

generally larger, more aggressive, high grade with unrecognisable cell types without 

typical renal cell epithelial components and is associated with poor clinical outcomes. 

The overall median survival in patients with unclassified RCC is only 4.3 months 

(Zisman et al., 2002).    

1.4.2 Genetic basis of kidney cancer 

The genetic basis of RCC was established by studying the hereditary forms of 

RCC. Genetic mapping and positional cloning enabled the identification of tumour 

suppressor gene(s) and oncogene(s) involved in the manifestation of RCC. Mutation or 

loss of these genes has also been demonstrated in the sporadic forms of RCC. To date, 

four types of inherited epithelial forms of renal carcinoma have been delineated 

clinically, and genes responsible for them have been characterized. Each disease has 

distinct clinical features, and is caused by mutation in a distinct gene. The four well-

described types of inherited kidney cancer are von Hippel-Lindau (VHL), hereditary 

papillary renal carcinoma (HPRC), hereditary leiomyoma renal cell carcinoma (HLRCC) 

and Birt-Hogg-Dubé (BHD) syndrome. VHL is an inherited form of clear cell RCC, 

HPRC is a hereditary form of Type I papillary RCC, HLRCC is Type II papillary RCC 

and individuals affected with BHD are at risk of developing several types of renal 
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tumour, including chromophobe RCC and oncocytoma (Kirkali and Lekili, 2003; 

Linehan et al., 2003; Linehan and Zbar, 2004; Linehan et al., 2005). 

1.4.2.1 von Hippel-Lindau (VHL) 

Individuals with VHL are at risk for the development of tumours in a number of 

organs, including the kidneys, pancreas, adrenal glands, brain, spine, eye, and inner ear 

(Linehan et al., 2001; Linehan et al., 2002). Approximately 35% to 45% of individuals 

affected with VHL developed RCC of the clear cell histology (Glenn et al., 1990) and 

these are often early onset tumours. Partial deletion of the VHL gene or mutation that 

shorten VHL protein is often detected in the renal tumours derived from these patients 

(Linehan et al., 1995; Linehan et al., 2002; Lubensky et al., 1996). Walther et al (1995) 

estimated that as many as 600 microscopic clear cell neoplasma and 1,100 cysts may 

develop in an average VHL kidney and these tumours are malignant tumours that can 

metastasize.  

Glenn (1992) and Latif et al (1993) reported the identification of the VHL gene, 

which resides on the chromosome 3p25. VHL mutations have been found in high 

percentages of VHL kindreds (nearly 100%) (Stolle et al., 1998), including intragenic 

mutation (frameshift, missense, nonsense, etc.), partial and complete deletions of the 

gene, splicing mechanism defects (Linehan et al., 2005), DNA hypermethylation 

(Herman et al., 1994), and chromosome 3 translocations (Koolen et al., 1998; Bodmer et 

al., 1998; Van Kessel et al., 1999). VHL germline mutation testing can now be used to 

identify at-risk individual affected by VHL. In sporadic non-inherited kidney cancer, 

mutations of the VHL gene were found in high percentage of patients with clear cell 

RCC, but not in tumour from patients with papillary RCC, chromophobe RCC or 
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oncocytoma (Gnarra et al., 1994; Shuin et al., 1994). These studies provided the initial 

foundation for genetic classification of kidney cancer. 

VHL exists as a tumour suppressor gene and encodes for two protein isoforms 

due to translational initiation from two alternative in-frame AUGs (Schoenfeld et al., 

1998; Iliopoulos et al., 1998; Blankenship et al., 1999). Both isoforms are capable of 

suppressing RCC growth in vivo and could shuttle to and forth between nucleus and 

cytoplasm, and associate with the endoplasmic reticulum and mitochondria (Iliopoulos et 

al., 1995; Duan et al., 1995; Lee et al., 1999a; Shiao et al., 2000; Schoenfeld et al., 2001; 

Groulx and Lee, 2002). VHL protein serves to target specific proteins such as members 

of the hypoxia-inducible factor (HIF) α family, for destruction. HIF1-α is a transcription 

factor that controls the transcription of a number of downstream genes, such as VEGF, 

PDGF, TGF-α, the glucose transporter (GLUT1) and erythropoietin.  Loss of function or 

expression of the VHL protein leads to the accumulation of HIF1-α protein, with 

subsequent over-expression and increase level of these growth factors, which can 

promote renal cell growth and proliferation. The above mechanisms were extensively 

reviewed earlier (Kirkali and Lekili, 2003; Linehan et al., 2003; Linehan et al., 2005; 

Linehan and Zbar, 2004; Kaelin, Jr., 2004).                      

1.4.2.2 HPRC, HLRCC and BHD 

HPRC is a hereditary cancer syndrome in which those affected are at risk of 

developing bilateral, multifocal Type I papillary RCC (Zbar et al., 1994; Zbar et al., 

1995). This disease is highly penetrant and tumour is uniformly of Type I papillary 

histological type (Lubensky et al., 1999). HPRC patients are at risk of developing up to 

3,000 tumours per kidney (Ornstein et al., 2000) and the kidney is the only organ that is 
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affected. These tumours usually appear later in life (in the fifth and sixth decade) and 

often are very well differentiated, malignant and can metastasize (Linehan et al., 2005).  

Genetic linkage analysis located the gene responsible for HPRC to the long arm 

of chromosome 7, where the proto-oncogene, c-Met was found (Schmidt et al., 1997; 

Schmidt et al., 1998). Met encodes for the surface receptor for the ligand HGF. A 

germline mutation found in tyrosine kinase domain of the Met gene leads to constitutive 

activation of the receptor in papillary renal carcinoma (Schmidt et al., 1998). Mutations 

of the Met gene were also found in a subset of sporadic, non-inherited Type I papillary 

renal carcinoma.      

Similarly, HLRCC is linked to the loss of fumarate hydratase (FH), which is a 

Krebs cycle enzyme (Tomlinson et al., 2002). Germline FH mutations were found in 31 

of 35 HLRCC kindreds (Toro et al., 2003). Affected individuals are at risk of developing 

cutaneous and uterine leiomyomas and papillary RCC (Launonen et al., 2001). Kidney 

tumours derived from patients with HLRCC tend to be unilateral and solitary. They are 

primarily Type II papillary RCC; often very aggressive and appear to metastasize early 

(Linehan et al., 2005).  

Mutations were suspected to be responsible for the inactivation of BHD gene, 

which may be a potential tumour suppressor gene (Nickerson et al., 2002; Linehan et al., 

2003) localized on the short arm of chromosome 17 (Schmidt et al., 2001; Khoo et al., 

2001). Individuals with BHD are at risk of developing fibrofolliculoma, pulmonary cysts 

and renal tumour (Birt et al., 1977; Toro et al., 1999; Zbar et al., 2002). BHD patients can 

develop renal tumours that are bilateral and multifocal; and are malignant and highly 
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metastastic. The renal tumours in BDH are predominantly chromophobe RCC, oncocytic 

neoplasms and oncocytoma (Pavlovich et al., 2002).  

1.4.3 Molecular biomarkers for renal cell carcinoma 

Patients with localized kidney cancer have an excellent prognosis as compared to 

those with advance disease. Five and 10-year survival is 95% for stage I, 88% and 81% 

for stage II, and 59% and 43% for stage III, respectively, while those presented with stage 

IV RCC have only 20% 5-year and 14% 10-year survival (Javidan et al., 1999). Complete 

surgical resection is considered to be the only effective treatment for patients with 

clinically localized RCC. However, the disease recurs postoperatively in 20%-40% of 

patients who undergo potentially curative nephrectomy (Belldegrum and DeKernion 

1998). Accurate prediction of long-term cancer-free survival immediately after resection 

of clinically localized diseases, therefore, will be valuable for planning follow-up 

protocols and for identifying patients with a high risk of recurrence and for patients who 

would benefit the most from adjuvant therapy. Although conventional prognosis factors 

such as pathologic tumour stage and grading are useful, other novel prognostic 

parameters, including clinical, laboratory, and biomolecular factors, are needed to 

provide additional predictive value (Mejean et al., 2003). 

Besides providing prognostic information (risk of recurrence or metastasis), 

tumour markers could also hold the key to targeted therapeutic intervention. Currently, 

many markers related to tumour proliferation, growth, angiogenesis, loss of cell adhesion 

and hypoxia-inducible factor among others, are being evaluated for their prognostic 

value. These biomarkers include proliferating cell nuclear antigen (PCNA), laminin, Ki-

67, silver-stained nucleolar organizer region (AgNOR) counts, p53 mutations, over-
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expressed growth factors, metallothionein, and increased micro-vessel density (Delahunt 

et al., 1993; Yoshida et al., 1994; MacLennan and Bostwick, 1995; Aaltomaa et al., 1997; 

Sejima and Miyagawa, 1999; Kirkali et al., 2001; Tuzel et al., 2001). However, none of 

these factors appears to be a better predictive prognostic marker than the usual staging 

and grading.  

Other serum markers such as VEGF, interleukin (IL)-12, the soluble IL-2 

receptor, and intercellular adhesion molecule-1 have been shown to have a prognostic 

value, but no specific serum markers for RCC are yet available (Hoffmann et al., 1999; 

Kallio et al., 2001). High levels of preoperative hCG β subunit may identify patients with 

increased risk of progression (Hotakainen et al., 2003), while high expression level of 

IGF-I receptor may predict poor survival among patients with RCC (Parker et al., 2002). 

Cadherin-6 has recently been shown to be a useful molecular marker to detect the 

circulating cancer cells disseminated from conventional RCC (Li et al., 2005). Similarly, 

CD70, a type II transmembrane protein belonging to tumour necrosis factor family, has 

been identified as a new specific tumour marker for clear cell RCC (Junker et al., 2005). 

Carbonic anhydrase (CA) 9, a member of the CA family thought to have a role in the 

regulation of intra- and extracellular pH during the period of hypoxia in tumour cells, 

have gained recent interest. Low CA9 staining was found to be an independent prognostic 

indicator of poor survival in patients with metastatic RCC and in low-grade and stage 

tumour (Bui et al., 2003; Soyupak et al., 2005).  

Recently, Kim et al (2005) have demonstrated in patients with clear cell RCC that 

the use of 8 molecular markers in a prognostic model for survival is more accurate than a 

standard clinical model using the combination of stage, histological grade and 
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performance status. The markers used include Ki-67, p53, gelsolin, CA9, CA12, PTEN 

(phosphatase and tensin homologue deleted on chromosome 10), epithelial cell adhesion 

molecule and vimentin. The incorporation of molecular tumour marker into future staging 

systems is expected to revolutionize the approach to diagnosis and prognosis (Bui et al., 

2001; Lam et al., 2005). 

1.5 Human chorionic gonadotropin, Pregnancy and Cancer 

The influence of hCG on cancer growth and development is highly controversial. 

On one hand, the hCG hormone has been demonstrated to confer protection against 

mammary carcinogenesis (Russo et al., 2005), altering the course and preventing the 

formation of granulosa cell tumour in CF-1 mice predisposed to tumour formation 

(Owens et al., 2002). On the other hand, hCG, particularly the β subunit, is over-

expressed in a relatively high proportion of both the trophoblastic (i.e. hydatidiform 

mole, choriocarcinoma, placental site trophoblastic tumour, etc.) and non-trophoblastic 

tumours (i.e. bladder cancer, renal cancer, breast cancer, etc.) (Stenman et al., 2004). 

Elevated level of hCG β subunit is usually a sign of aggressive disease and is strongly 

associated with poor prognosis. Thus, it appears that the response of cancer to hCG may 

depend on the amount and timing of hCG application.       

1.5.1 Functions of Human chorionic gonadotropin (hCG)  

The glycoprotein hormone family comprises of chorionic gonadotropin (CG), 

luteinizing hormone (LH), follicle-stimulating hormone (FSH), and thyroid-stimulating 

hormone (TSH). All members are heterodimers consisting of an α and β subunit. The α 

subunit of 92 amino acids is common to all glycoprotein hormones. The biological 
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activity is determined by its β subunit, which displays extensive homology (80%) 

between the hCGβ and LHβ.  

The CG hormone is essential for normal reproductive function (Pierce and 

Parsons, 1981) and acts to maintain high progesterone levels during pregnancy (Segaloff 

and Ascoli, 1993). Both the LH and CG stimulates the production of gonadal steroid 

hormones via its interaction with the lutropin-choriogonadotropin-receptor (LH-CG-R) 

present in the granulosa cells of the ovary and in the testicular Leydig cells (McFarland et 

al., 1989). Upon binding of CG to its receptor, adenylyl cyclase activity is elevated 

through an intracellular membrane-associated G protein-coupled mechanism that results 

in an increase in cAMP levels, leading to the synthesis of steroid and polypeptide 

hormones (McFarland et al., 1989). Jiang et al. (2002) have shown that hCG and inhibin 

induce histone acetylation in human breast epithelial cells, which could be an alternative 

route of gene regulation.  

1.5.2 Protective effects of hCG and Pregnancy against mammary 

carcinogenesis  

The protective effects of hCG and pregnancy against mammary carcinogenesis 

have been well established. Women who have their first pregnancy after 30 years of age 

have a 2-5 fold higher lifetime risk of developing breast cancer compared to those whose 

first pregnancy occurs before 20 years of age (MacMahon et al., 1970; Trichopoulos et 

al., 1983). The protective effect of pregnancy against the development of cancer is 

believed to be attributed by an increase in cellular differentiation and the reduced rate of 

cell proliferation in the mammary epithelium (Dickson and Lippman, 1995). Russo et al 

(1990a, 1990b, 1991) demonstrated that 7, 12-dimethylbenz (a) anthracene (DMBA)-
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induced mammary carcinogenesis in the female rat is effectively inhibited by either 

pregnancy or human chorionic gonadotropin (hCG) treatment. The protective effect of 

hCG on the development of mammary tumours has been variously attributed to: 

induction of differentiation, inhibition of cell proliferation, increase in DNA repair 

capabilities, induction of inhibin by the mammary epithelium, activation of programmed 

cell death, and down-regulation of IGF-I and IGF-I receptors in mammary epithelial cells 

(Russo et al., 1990a; Russo et al., 1990b; Russo et al., 1991; Alvarado et al., 1994; 

Srivastava et al., 1997; Huynh, 1998). 

Russo et al (2005) have also recently deciphered the genomic signatures that 

confer the long-term protection by pregnancy and hCG treatment against mammary 

carcinogenesis.  The authors demonstrated that short-term treatment with recombinant 

hCG could induce the same genomic signature as the reproductive process, inhibiting not 

only the initiation but also the progression of mammary carcinogenesis, stopping the 

development of early lesions, such as intraductal proliferations and carcinoma in situ. 

These observations indicate that short-term hCG treatments provides a novel strategy in 

breast cancer prevention (Russo and Russo, 1994; Russo and Russo, 2000). Although 

much have been known about the effects of hCG on mammary gland, other important 

novel mechanisms involved in this complex process are yet to be discovered. 

1.5.3 Granulosa cell tumours 

The ovary is a dynamic organ that undergoes specific changes in response to the 

pituitary gonadotropins FSH and LH (Richards, 1994; Rinehart et al., 2004) and ovarian-

derived factors to support follicle growth, ovulation, and luteinization. Ovarian granulosa 

cells undergo a complete differentiation process during the growth and maturation of 
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ovarian follicles. This process includes the acquisition of FSH-R in the early stages of 

follicular growth, and the induction of FSH-R and LH-CG-R in granulosa cells which is a 

critical step in reproductive physiology. Owen et al (2002) have demonstrated that 

administration of surges of hCG that mimic ovulatory levels of LH block the formation of 

granulosa cell tumours in genetically predisposed mice while triggering formation of 

luteomas. This switch of pathway from tumour to luteomas formation may be attributed 

to the sudden increase of hCG that is necessary for granulosa cell differentiation (i.e. 

during preovulatory). These observations suggest that surge in hCG may have protective 

function against granulosa cell carcinoma. 

Granulosa cell tumours are rare and comprises of only 10% of all ovarian tumours 

(Cooke et al., 1995; Wynder et al., 1969). The clinical importance of this type of cancer 

was attributed to its potential for malignancy and recurrence (Wynder et al., 1969; Cooke 

et al., 1995; Fontanelli et al., 1998; Lee et al., 1999b). Altered expression of genes 

associated with granulosa cell tumours includes; inhibin (Lappohn et al., 1989; Burger et 

al., 1998; Robertson et al., 1999a; Robertson et al., 1999b), p53 (Gebhart et al., 2000), c-

erB2, c-myc, and several others (King et al., 1996; Owens et al., 2002). Hormonal 

alterations also play a role in the development of granulosa cell tumours. Mice lacking 

the FSH-R and those that hypersecrete LH develop granulosa cell tumours, which could 

be due to elevated levels of gonadotropins (Risma et al., 1995; Danilovich et al., 2001). 

The complex interplay between hormonal regulation and gene alterations in granulosa 

cell tumours has provided a complex scenario to the disease process.      
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CHAPTER 2: INTRODUCTION 

2.1 The isolation of OKL38 

Growth factors and inhibitors play crucial roles in the growth regulation of cell 

proliferation and differentiation of mammary epithelial cells. Studies have shown that 

during pregnancy, with the onset of terminal differentiation, there is a dramatic decrease 

in the proliferation of the mammary epithelial cells. This is one of the hypothesized 

reasons for pregnancy protection of mammary gland against carcinogen insults. With the 

notion to isolate and characterize genes that are differentially regulated during pregnancy 

and potentially involved in this protection mechanisms, differential display was 

performed using mRNA from mammary gland of non-pregnant and 18-days pregnant 

rats. Among the 18 differentially expressed bands, a novel 450-bp DNA fragment, which 

was up-regulated in the pregnant animals, was identified. This novel gene is ubiquitously 

expressed in all rat tissues with the highest levels detected in the ovary, kidney and liver. 

The human cDNA of 1.6 kb was isolated from human ovarian library and later named 

OKL38 (Ovary Kidney Liver 38 kDa) (Huynh et al., 2001).  

2.2 Pregnancy induced OKL38 expression 

The expression of OKL38 in rat mammary gland at different stages of pregnancy 

and lactation was previously demonstrated (Huynh et al., 2001). OKL38 transcripts were 

up regulated during pregnancy and lactation in the rat mammary gland, with the highest 

level of expression during lactation, which coincided with maximal breast epithelial 

differentiation. The transcripts were also localized to the secretory epithelial cell of the 
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mammary gland during this period. These observations documented the existence of a 

certain degree of hormonal regulation in the expression of OKL38.    

2.3 OKL38, a novel growth-inhibitor lost in cancer 

Abnormal expression of the various growth factors and growth inhibitors has been 

implicated in tumourigenesis. Low levels of OKL38 transcripts are observed in various 

human breast cancer cell lines and barely detectable in DMBA-induced rat mammary 

tumours (Huynh et al., 2001). Transfection of MCF-7 cells with OKL38 cDNA resulted 

in growth inhibition in vitro and reduction in tumour formation in vivo, suggesting that 

OKL38 may play a vital role in the growth regulation and differentiation of breast 

epithelial cells during pregnancy and tumourigenesis (Huynh et al., 2001). The molecular 

mechanisms by which OKL38 exerts its role in growth inhibition and differentiation are 

still unknown.  

2.4 Scope of this study 

The novelty and significance of OKL38 in cancer prompt further investigations 

into the functions and regulations of this important gene. The objectives of this thesis 

include: (1) Cloning, sequencing and characterization of the human OKL38 gene; (2) 

Establishing a rat model to characterize the functions and regulations of OKL38 via 

cloning the rat homologs of OKL38; (3) Using the rat model to study the regulatory 

effect of hCG and pregnancy on OKL38 in both the mammary gland and ovary;  (4) 

Investigating the expression profile of OKL38 in kidney and liver cancer, determining the 

potential use of OKL38 as a biomarker; (5) Identifying the mechanisms involved in the 

loss of OKL38 expression in cancer. 
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CHAPTER 3: MATERIALS AND METHODS 

3.1 Reagents 

Horseradish peroxidase-conjugated donkey anti-mouse or anti-rabbit secondary 

antibodies were purchased from Pierce, Rockford, Illinois. Chemiluminescent detection 

system was supplied from Amersham, Pharmacia Biotech, Arlington Heights, IL. Tissue 

culture dishes were purchased from Nunc Inc. Naperville, IL. High glucose Dulbecco’s 

Modified Eagle Medium (Hi-Glu-DMEM), Alpha Modified Eagle medium (α-MEM), 

Fetal bovine serum (FBS), Lipofectamine 2000 reagent and penicillin-streptomycin 

(PS) were from Invitrogen, Carlsbad, CA. The human CG used in this study was 

purchased from Profasi, Laboratoires Serono S. A., Aubonne, Switzerland. 

3.2 Animals 

Animal were maintained and treated according to the protocol approved by the 

institutional animal care committee. Twenty-four female Sprague-Dawley rats (fifty days 

old and weighing approximately 250g) were divided into 4 equal groups. Each group (n = 

6) received daily intraperitoneal (IP) injection of either phosphate buffer saline (PBS) or 

3 different doses of hCG (10, 20 and 40 UI in 200 µl of PBS) for 21 days. After the last 

injection, the rats were allowed to rest for an additional 2 days before they were 

sacrificed. The ovary, kidney, liver and mammary gland were harvested, frozen in liquid 

nitrogen and stored at –80oC. 
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3.3 Probe labelling 

All probes used for library screening as well as for Southern and Northern blot 

analyses were radioactively labelled with α [32p]deoxy-CTP (ICN, Costa Mesa, CA) 

using the Rediprime II DNA Labelling System (Amersham, Pharmacia Biotech, 

Arlington Heights, IL) as described by the manufacturer. Unincorporated nucleotides 

were removed using a nucleotide purification kit (Qiagen, GmbH, Hilden, Germany). 

3.4 Screening, Subcloning and Sequencing of the human 

OKL38 gene 

Two cosmid clones containing human OKL38 gene were isolated from the human 

cosmid library (Clontech, Palo Alto, CA) employing the human OKL38 cDNA as probe 

(Huynh et al., 2001). Restriction digestion and Southern blot analysis were used to 

estimate the genomic DNA insert size and confirmation of their identity. Shotgun 

strategy was adopted to subclone the cosmid insert for sequencing. In brief, the cosmid 

clone was digested with various restricted enzymes, single or double digestion. The 

digested products were separated on an agarose gel and products less than 6 kb were 

cloned into pBluescriptSK (Stratagene, La Jolla, CA) vector with the sub-cloning map 

shown in figure 4.1A. All subclones and cosmid clones were subjected to complete 

sequencing via direct cosmid sequencing and the use of Template Generation System 

(Finnzymes, Finland) as recommended by the manufacturer. Sequencing of the ‘CCCT’ 

rich region resided in subclone Bs/X-1.1 (Fig. 4.1A) was attempted using the 

SequenceRx enhancer solution F (Gibco, Grand Island, NY). The GenomeWalker kit 

(Clontech, Palo Alto, CA) was used to clone and characterize the 3’-end of OKL38 gene 
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using the GW-F forward primers (Table 2) as described by the manufacturer. All 

sequencing was performed using automated sequencing via the modified dideoxy chain 

termination using the BigDye version 3.0 (Applied Biosystem, Foster city, CA). All the 

DNA inserts concerned were sequenced to a redundancy of 3 times. 

3.5 Rapid Amplification of cDNA Ends (RACE) Analysis 

To establish the full-length cDNA of human OKL38, 5’RACE was performed 

using the SMART RACE cDNA amplification kit (Clontech, Palo Alto, CA) according 

to the manufacturer’s direction with the following modifications: The secondary PCR of 

the primary RACE products was performed using Advantage Genomic polymerase 

(Clontech, Palo Alto, CA). Gene-specific primer, GSP1R (Table 2) was designed based 

on the 5’end sequence of the previously isolated human OKL38 cDNA (Huynh et al., 

2001), while GSP2R was designed based on the 5’end sequence of the GSP1R race 

fragment (Fig. 4.4A).  The RACE products were identified using Southern blot analysis 

and subsequently cloned into pCR-Blunt-II-TOPO vector (Invitrogen, Carlsbad, CA) 

and sequenced using T7 and SP6 primers. Sequence analysis was carried out using Laser 

gene sequence analysis software (Dnastar Inc, Madison, WI). 

The same strategy was also used to establish the full-length cDNA of rat OKL38. 

Gene-specific primer, 1R (Table 4) was designed based on the 5’end sequence of the 

isolated rat OKL38 cDNA. The RACE products were subsequently cloned into pCR-

Blunt-II-TOPO vector (Invitrogen, Carlsbad, CA) and 5 positive clones from each 

fragment were sequenced using T7 and SP6 primers. Sequence analysis was carried out 

as described above. 
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3.6 Primer Extension Study 

To identify the transcriptional start site of OKL38 gene, primer extension study 

was performed. Two µM of 32P-labelled primer (Pext1 on exon1 and Pext3 on exon3) 

(Table 2) were allowed to hybridized with 200 ng of human liver, kidney and prostate 

poly (A)+ mRNA (Clontech, Palo Alto, CA). Touchdown methodology was employed to 

increase the stringency of hybridization with the following parameter: 85oC, 15 min; 

84oC, 90 s; -0.1oC for every subsequent cycle to dock at a final temperature of 50oC. The 

hybridization mix was added to the reverse transcription mix to a total volume of 100 µl 

containing 5X Superscript buffer, 0.1 M DTT, 10 µM dNTP, 250 U Superscript II 

enzyme (Invitrogen, Carlsbad, CA), Rnasin (Promega, Madison, WI), diethyl 

pyrocarbonate water (DEPC-H2O) and followed by extension for 1 hr. The reaction was 

terminated by heating to 70oC for 15 min, ethanol precipitated, dried, redissolved in 

formamide-dye mix, and run on a 6% denaturing gel. The fmol cycle sequencing kit 

(Promega, Madison, WI) was used to generate DNA ladder with subclone P-3.4 and S-

5.5 (Fig. 4.1A) as template, and Pext1 and Pext3 as primers, respectively. 

3.7 Cloning of OKL38 cDNAs 

3.7.1 Cloning cDNA of HuOKL38 - 1a, 2a and 2b cDNA 

Cloning of the full length cDNA of the HuOKL38-1a transcript was achieved 

using two PCR primers, forward primer 1F (nucleotide position 7-33) designed at the 5’ 

end and reverse primer 1R (nucleotide position 1863-1889) (Table 2) designed at the 3’-

end of the HuOKL38-1a cDNA. To clone the HuOKL38-2a and -2b cDNAs, forward 

primer 2F (nucleotide position 52 to 75 of -2a transcript) (Table 2) was used (Fig. 4.9A).  
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In all cases, the forward primer carried a HindIII and the reverse primer an EcoRI 

restriction site for directional cloning. To generate the cDNA template for PCR cloning, 1 

µg of human liver mRNA was reversed transcribed using SuperScriptII reverse 

transcriptase (Invitrogen, Carlsbad, CA) as recommended by the manufacturer. The 

template was amplified by PCR under the following conditions: denaturation step at 94oC 

for 2 min, followed by 35 cycles of 94oC for 1 min, 60oC for 1 min, 72oC for 2 min and 

30 sec, and a final extension at 72oC for 5 min.  PCR products of the correct size were 

cloned into pBluescriptSK (Stratagene, La Jolla, CA) for sequencing. 

3.7.2 Cloning of RtOKL38-2.0, -2.3 and -2.3A cDNAs 

Four rat OKL 38 cDNAs of approximately 1.1 kb were isolated from screening rat 

liver cDNA library using the human OKL38 cDNA as a probe. Cloning of the full length 

cDNA of the RtOKL38-2.0 transcript was achieved using two PCR primers, forward 

primer FL-2.0F (nucleotide position 12-34) designed at the 5’ end and reverse primer FL-

2.0R (nucleotide position 1937-1959) (Table 4) designed at the 3’-end of the 2.0 cDNA. 

To clone the RtOKL38-2.3 and -2.3A cDNAs, forward primer FL-2.3F (nucleotide 

position 6-30 of 2.3 transcript) (Table 4) was used instead of the FL-2.0F primer (Fig. 

4.20).  In all cases, the forward primer carried a HindIII and the reverse primer a NotI 

restriction site for directional cloning. To generate the cDNA template for PCR cloning, 1 

µg of rat kidney poly(A)+ mRNA was reversed transcribed using SuperScriptII reverse 

transcriptase (Invitrogen, Carlsbad, CA) as recommended by the manufacturer. The 

template was amplified by PCR as described for cloning the human cDNAs and PCR 

products of the correct size were cloned into pBluescriptSK (Stratagene, La Jolla, CA, 
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USA) and sequenced. Two more internal primers, 2R and 3R (Table 4) were also utilized 

for sequencing. 

Due to the low expression level of the RtOKL38-2.3A transcript, additional 

secondary PCR was performed for its cDNA isolation. After PCR amplification, the 

region below the 2.3 kb band (approximately at the 2.2 kb position on the agarose gel) 

was purified (Qiagen, GmbH, Hilden, Germany) and the extracted DNA was subjected to 

a second round of PCR amplification under the same conditions. A 2.2 kb fragment was 

obtained, cloned and sequenced as described above.  

3.8 In Vitro Transcription and Translation (TNT) Study 

3.8.1 Coupled TNT for human OKL38 variants 

To verify the predicted molecular weight of the putative ORF of human OKL38, 

the TNT Coupled Reticulocyte Lysate System (Promega, Madison, WI) was used to 

transcribe and translate the HuOKL38-1a, -2a, -2b and the previously cloned 1.6 kb 

cDNA according to the manufacturer’s instruction. Briefly, the cloned cDNAs in 

pBluescriptSK (Stratagene, La Jolla, CA) were digested with EcoRI (New England 

Biolabs, Beverly, MA) and extracted twice with phenol/chloroform. The DNA was 

precipitated with ethanol, washed with 70% ethanol, air-dried and resuspended in H2O. 

One µg of the digested plasmid was used for the in vitro TNT reaction. The synthesized 

protein was labelled with [35S] L-Methionine (ICN, Costa Mesa, CA) and 5 µl of the 

reaction was loaded and electrophoresed on a 10% SDS-PAGE. The synthesized 

protein was transferred onto a nitrocellulose membrane and auto-radiographed to film. 



  MATERIALS AND METHODS 
________________________________________________________________ 

 46

The identity of the in vitro synthesized protein was confirmed via Western blot using 

rabbit anti-Human OKL38 antibodies.  

3.8.2 Coupled TNT for rat OKL38 variants 

To verify the predicted molecular weight of the putative ORF of rat OKL38 

variants, the TNT Coupled Reticulocyte Lysate System (Promega, Madison, WI) was 

used to transcribe and translate the RtOKL38-2.0, -2.3 and -2.3A cDNAs according to 

the manufacturer’s instruction. Same TNT procedures were performed as described for 

the human OKL38 cDNAs with some modification: The constructs were digested with 

NotI and 0.4 pmol of the digested plasmid was used for the TNT reaction. Western blot 

analysis was performed on the TNT products using rabbit anti-Rat OKL38 antibodies. 

3.9 Multiple Tissue Expression Array, Northern Blot Analysis 

and Cancer Profiling Array 

The Multiple Tissue Expression (MTE) and Cancer Profiling Array (CPA) were 

purchased from Clontech (Clontech, Palo Alto, CA) and the human Northern blots were 

from Invitrogen (Invitrogen, Carlsbad, CA). Both the arrays and blots were hybridized 

with a 700 bp SmaI human OKL38 probe (936–1685 nt of HuOKL38-1a) that detects all 

the different variants. Ubiquitin (provided by manufacturer) and glyceraldehyde-3-

phosphate dehydrogenase (GAPDH; American Type Culture Collection, Manassas, VA) 

were used for normalizing the arrays and Northern blottings, respectively. Pre-

hybridization of the arrays and blots were performed at 50oC for 1 hour in ExpressHyb 

(Clontech, Palo Alto, CA) with sheared salmon testis DNA added to a final concentration 

of 0.1 mg/ml. The denatured radiolabelled probe was mixed directly into the pre-



  MATERIALS AND METHODS 
________________________________________________________________ 

 47

hybridization solution and hybridised overnight at 50oC. After hybridisation, the arrays 

were washed 3 times at 55oC in solution 1 (2x SSC, 0.5% SDS) for 30 min each time, 

repeated with solution 2 (0.2x SSC, 0.5% SDS) and a final rinse in 2x SSC at room 

temperature. Blots were exposed to a phosphor-imager.  As for the Northern blot 

analysis, washing was performed at 45oC using solution 1 and 2. mRNA levels were 

determined by densitometric scanning of autoradiographs and normalised with GAPDH.   

Total RNA for Northern blot analysis was extracted from rat tissues and organs 

using Trizol Reagent (Invitrogen, Carlsbad, CA). The poly (A)+ mRNA was isolated 

from the indicated organs and tissues of female rats using the Oligotex mRNA Kit as 

described by the manufacturer (QIAGEN, GmbH, Hilden, Germany). Northern blot 

analysis was performed on poly (A)+ mRNA or total RNA as described (Huynh et al., 

1993). Blots were hybridized with: 1) rat OKL38 probe (nucleotide position 926-2004) 

that detects all three variants; 2) variant-specific probe (nucleotide position 6-395 of 

RtOKL38-2.3 transcript), which detects only the RtOKL38-2.3 and -2.2 transcripts; or 3) 

GAPDH. The mRNA levels were determined by densitometric scanning of 

autoradiographs and normalised with GAPDH. 

3.10 Semi-quantitative RT-PCR of OKL38 variants 

3.10.1 One-Step RT-PCR for detection of human OKL38 variants 

One µg of total mRNA was used as template for One Step RT-PCR (Qiagen, 

GmbH, Hilden, Germany) adopting the procedure recommended by the manufacturer. To 

study the expression of the HuOKL38-1a transcript, variant-specific forward primer 

PCR-1F (nucleotide position 1-28) and a common reverse primer PCR-1R (Table 2) were 
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designed for RT-PCR. To determine the expression of HuOKL38-2a, -2b and -2c 

transcripts, RT-PCR was performed using the forward primer PCR-2F and reverse primer 

PCR-1R (Table 2). Total amount of OKL38 transcripts in the tissue samples were 

detected using a pair of primers, E7T-F and E8T-R (Table 2), which were designed in 

exon 7 and 8, respectively. The specificity of the designed primers and PCR conditions 

were optimised using the three cloned cDNAs, HuOKL38-1a, -2a and -2b as templates. A 

pair of tubulin primers, TubF (5’ AACGTCAAGACGGCCGTGT 3’) and TubR (5’ 

GACAGAGGCAAACTGAGCAC 3’), which amplify a 400-bp fragment of tubulin 

cDNA, was used for normalization. The temperature regime of One Step RT-PCR was 

performed as follows: 50oC for 30 min; 95oC for 15 min; followed by (29-38) cycles of 

94oC for 1 min, 60oC for 1 min, 72oC for 1 min, and final extension at 72oC for 5 min. 

The amplified products were separated on a 2.0% agarose gel. 

To determine the abundance of HuOKL38-1a, -2a, -2b and -2c transcripts in HCC 

and ABL, 36 PCR cycles were used, while 29 cycles were used for the detection of the 

total OKL38 transcripts. Optimal cycles were determined for the detection of total 

OKL38 transcripts in transfected Chang Liver cells to avoid the undesired amplification 

of DNA constructs present in the RNA extracts. Combination of 1a/2aORF and 2bORF 

extracted RNA was used as the template for optimization and the cycles used were 17, 

20, 23, 26, 29 & 32. One step RT-PCR was performed as described above for the set of 

reaction with reverse transcription. The reverse transcriptase enzyme activity was 

removed for the set “without reverse transcription” (Fig. 4.37F) by heating at 95 oC for 

15 minutes and cooled, before adding to the RT-PCR reaction.    
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3.10.2 One-Step RT-PCR for detection of rat OKL38 variants 

100 ng of poly(A)+ mRNA were used as template for One Step RT-PCR (Qiagen, 

GmbH, Hilden, Germany) adopting the procedure recommended by manufacturer. To 

study the expression of the RtOKL38-2.0 transcript, variant-specific forward primer 

RTPCR-2.0F (nucleotide position 24-44) and a common reverse primer 2R (Table 4) 

were designed for RT-PCR. To determine the expression of RtOKL38-2.3 and 2.3A 

transcripts, RT-PCR was performed using the forward primer FL2.3F and reverse primer 

2R (Table 4). The specificity of the designed primers and PCR conditions were optimised 

using the three cloned cDNAs, RtOKL38-2.0, -2.3 and -2.3A as templates. To optimise 

the number of cycles for RT-PCR in order to detect the 3 different variants and to prevent 

an amplification plateau for any one transcript, kidney mRNA (expressing high level of 

all three transcripts) was amplified through 23, 25, 27, 29, 31 and 33 cycles. The optimal 

cycles for detection of the RtOKL38-2.0 transcript were 25, and 31 were the optimal 

cycles for RtOKL38-2.3 and -2.3A transcripts. A pair of tubulin primers, TubF (5’ 

AACGTCAAGACGGCCGTGT 3’) and TubR (5’ GACAGAGGCAAACTGAGCAC 3’), 

which amplify a 400-bp fragment of rat tubulin cDNA, was used for normalization. The 

One Step RT-PCR was performed as follows: reverse transcription at 50 oC for 30 min; 

activating Taq Polymerase at 95 oC for 15 min; followed by 25 (for RtOKL38-2.0 

transcript) or 31 (for RtOKL38-2.3 and -2.3A transcripts) cycles of 94 oC for 1 min, 60 oC 

for 1 min, 72 oC for 1 min, and final extension at 72 oC for 5 min. The amplified products 

were separated on a 2.0 % agarose gel.  
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3.11 OKL38 Antibodies, Western Blot Analysis and 

Immunohistochemical Analysis 

Rabbit polyclonal OKL38 antibodies were raised against the human OKL38 

specific peptide: CAVEWGTPDPSSCGAQ (amino acid position 200-214); and rat 

OKL38 specific peptide: QMMRDQSILSPSPYEGYRSLPEHQ (amino acid position 343 

to 366). Affinity purified rabbit anti-human OKL38 antibody was diluted in Tris buffer 

saline (TBS, 20 mM Tris, 200 mM NaCl, pH 7.6) containing 0.1% Tween-20 (TBST) at a 

final concentration of 1µg/ml. Western blot analysis was performed by incubating the 

blots with 1:2000 anti-OKL38 antibody overnight at 4oC and washed 3 times with TBST, 

15 min each. Subsequently, the blots were incubated with 1:7500 horseradish peroxidase-

conjugated donkey anti-rabbit secondary antibody for 1 hour. After washing 3 times with 

TBST, 15 min each, the blots were then visualized with a chemiluminescent detection 

system as described by the manufacturer. 

For immunohistochemical analysis, 5 µM thick sections were cut, de-waxed in 

xylene, and then rehydrated as described (Huynh et al., 2002). Antigen retrival was 

performed by boiling the slides in 10 mM citrate buffer pH 6.0 for 20 min. Endogenous 

peroxidase activity was block by 3% hydrogen peroxide in methanol for 30 min. After 

two washes of Tris Buffer Saline (20mM Tris, 200 mM NaCl, pH 7.6) (TBS), the 

sections were pre-incubated with 5% skim milk in TBS containing 0.1% Tween-20 

(TBST) for 15 min to reduce non-specific background staining. The section were washed 

twice with TBST for 5 min and incubated overnight at 4oC, with purified primary antisera 

against human OKL38. Immunohistochemistry was performed using the streptavidin-
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biotin peroxidase complex method according to manufacturer’s instructions (Lab Vision, 

Fremont, CA) using AEC as the chromogen.   

3.12 In situ hybridisation 

To determine the cell-specific expression of OKL38, in situ hybridization was 

performed using sections derived from mammary tissues and ovaries of controls and 20 

IU hCG-treated rats. To generate sense and anti-sense rat OKL38 probes, a 542-bp 

(nucleotides position 925-1466) of rat OKL38 cDNA (GenBank accession no. 

AY081218) was cloned into the pBluescriptSK plasmid. The plasmid construct was 

linearized and digoxigenin-labeled sense and anti-sense RNA probes were synthesized 

using the digoxigenin RNA labeling kit (Roche Molecular Biochemicals, Indianapolis, 

IN) as described by the manufacturer. Fresh tissues were treated with PBS containing 

0.5% active DEPC for 10 min, embedded in Jung-tissue freezing medium (Leica 

Instruments, Nussloch, Germany) and stored at – 80 oC. Serial 7- to 8- µm sections were 

heated at 50 oC for 2 min to immobilise the tissue onto the slide. To minimize nonspecific 

background caused by lipid vesicles, the sections were delipidized for 5 min in 

chloroform, dried at room temperature and fixed in PBS containing 4% 

paraformaldehyde. Prehybridization, hybridization, washing and immunological 

detection were performed as described by Braissant and Wahli (1998). 
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3.13 Generation of OKL38-eGFP-pcDNA3.0 Construct 

3.13.1 Generating human OKL38-eGFP-pcDNA3.0 construct 

The HuOKL38-1a cDNA contained an ORF of 477 amino acids. To fuse this 

OKL38 protein to the eGFP via PCR, 4 primers namely 477-F, 477-eGFP-R, eGFP-F and 

eGFP-R (Table 2) were designed. Two separate PCR reactions were performed using the 

primer 477-F and 477-eGFP-R to amplify the ORF of OKL38 and primers eGFP-F and 

eGFP-R to amplify the ORF of eGFP. The amplified products from the two PCR 

reactions were then mixed and reamplified using primers 477-F and eGFP-R. The PCR 

reaction was performed as follows: 95oC for 5 min; followed by 25 cycles of 94oC for 1 

min, 55oC for 1 min, 72oC for 2 min, and final extension at 72oC for 5 min. The 

recombinant products were cloned into pCR-Blunt-II-TOPO vector (Invitrogen, 

Carlsbad, CA), screened for orientation and subsequently cloned into pcDNA3.0 

(Invitrogen, Carlsbad, CA) mammalian expression vector. The OKL38-eGFP-pcDNA3.0 

construct was fully sequenced and endotoxin free plasmid for transfection was prepared 

using Maxi-prep kit (Qiagen, GmbH, Hilden, Germany). The positive control eGFP-

pcDNA3.0 was constructed with the same strategy using only the eGFP-F and eGFP-R 

primers for PCR cloning. 

3.13.2 Generating Sense RtOKL38-eGFP- and eGFP-Antisense-

RtOKL38-pcDNA3.0 construct 

The rat OKL38 cDNA contained an ORF of 478 amino acids. The same strategy 

for generating HuOKL38-eGFP was used to generate the RtOKL38-eGFP. To fuse the rat 

OKL38 protein to the eGFP, PCR was performed using 4 primers namely 478-F, 478-
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eGFP-R, eGFP-F and eGFP-R (Table 4). Two separate PCR reactions were performed 

using the primer 478-F and 478-eGFP-R to amplify the ORF of OKL38 and primers 

eGFP-F and eGFP-R to amplify the ORF of eGFP. The amplified products from the two 

PCR reactions were then mixed and reamplified using primers 478-F and eGFP-R. The 

PCR reaction was performed as follows: 95oC for 5 min; followed by 25 cycles of 94oC 

for 1 min, 55oC for 1 min, 72oC for 2 min, and final extension at 72oC for 5 min. The 

recombinant products were cloned into pCR-Blunt-II-TOPO vector (Invitrogen, 

Carlsbad, CA), screened for orientation and subsequently cloned into pcDNA3.0 

(Invitrogen, Carlsbad, CA) mammalian expression vector. As for the eGFP-Antisense-

RtOKL38-pcDNA3.0 construct, the rat OKL38 ORF was inserted in the reverse order 

into the C-terminal of eGFP protein from the eGFP-pcDNA3.0 construct. All the three 

constructs were was fully sequenced and endotoxin free plasmid for transfection was 

prepared using Maxi-prep kit (Qiagen, GmbH, Hilden, Germany). 

3.14 Generation of 5’ and 3’UTR of HuOKL38-1a, -2a & -2b 

pcDNA3.0 Constructs 

To determine the regulatory functions of 5’ & 3’UTR of OKL38 variants, 

constructs of the 3 variants with or without UTRs were generated and cloned into the 

mammalian expression vector pcDNA3.0. The intact OKL38 ORF was used as the 

reporter gene for expression study. The full-length of HuOKL38-1a, 2a & 2b cDNAs 

were cloned into mammalian expression vector pcDNA3.0 as described in Section 3.7.1. 

To generate the 1a and 2a5’UTR constructs, forward primer 1F and 2F, and a common 

reverse primer ORF-R, were used for PCR amplification with the 1aFL and 2aFL 

constructs as template, respectively (Fig. 4.36). 1a/2a 3’UTR and ORF constructs were 



  MATERIALS AND METHODS 
________________________________________________________________ 

 54

amplified using a common forward primer, 1aORF-F and the reverse primers 1R and 

ORF-R, respectively. In these instances, the 1aFL construct was used as the template 

(Fig. 4.36). Similarly, the 2b5’UTR construct was amplified using forward primers, 2F 

and the reverse primer, ORF-R. The 2b3’UTR and ORF constructs were amplified using 

the common forward primer, 2bORF-F and the reverse primers, 1R and ORF-R, 

respectively (Fig. 4.36). The latter 3 fragments were amplified using the 2bFL construct 

as template. The amplified products were cloned into pCR-Blunt-II-TOPO vector 

(Invitrogen, Carlsbad, CA) and sequenced. Clones with the correct sequence were 

subcloned into pcDNA3.0 vector at the HindIII and EcoRI restriction site and sequenced 

again. All primers used for cloning were presented in Table 2.  

3.15 Generation of HuOKL38-1a & -2a 5’UTRs-deleted pcDNA3.0 

and pSEAP2-Control Vector constructs 

To determine the regulatory region that is involved in the down regulation of 

OKL38 translation, HuOKL38-1a and –2a 5’UTRs-deleted constructs in two different 

reporter systems were generated (Fig. 4.38). The level of protein expression is 

determined by western blot analysis for those construct carrying the intact OKL38 ORF 

as reporter gene, while the secreted alkaline phosphatase (SEAP) detection system was 

used for those constructs carrying the SEAP ORF. The 1aD1, 1aD2, 2aD1, 2aD2 and 

2aD3 pcDNA3.0 constructed were generated via PCR using the respective forward 

primers and the common reverse primer, ORF-R, as described in Table 2. Protein 

expressions from these constructs were detected by Western blot analysis. The same 

constructs carrying SEAP as the reporter gene, including 2aD4, were cloned adopting 

similar strategy, using the common reverse primer, UTR-R instead of the ORF-R. The E4 
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SEAP-CV construct was generated by annealing 2 long primers, E4-F and E4-R, and 

subsequently cloned in to the pSEAP CV. The levels of SEAP can be detected in the 

tissue culture medium using the Great EscAPe SEAP Detection Kit as described by the 

manufacturer (Clontech, Palo Alto, CA). 

3.16 Screening for mutation in OKL38 gene 

The OKL38 cDNA consisting of exon 3-8 was amplified from total RNA of HCC 

(5, 6, 8, 10 & 17) and liver cancer cell lines (HepG2, Hep3B, Chang Liver and 

PLC/PRF5). Exon 3-7 was amplified using forward primer, 1F and reverse primer, E81R, 

which reside in exon 3 and 8, respectively. Exon 8 was amplified using forward primer, 

E7TF and reverse primer, 1R, which reside in exon 7 and 8, respectively. The amplified 

DNA fragment were separated on a 1.2 % agarose gel and extracted using the Gel 

Extraction Kit (Qiagen, GmbH, Hilden, Germany). Sequencing was performed with 

internal primers, E82R, E81F & E61R and the 4 PCR primers (Table 2) using automated 

sequencing via dideoxy chain termination using the BigDye version 3.0 (Applied 

Biosystems, Foster City, CA). The sequencing results were aligned using the software 

Dnastar (LaserGene) and the results were tabulated in table 6. 

3.17 Cell Culture and Transfection 

Human kidney (A498) and liver (Chang liver) cancer cells, were maintained as 

monolayer cultures at 37oC (5% CO2) in α-MEM plus phenol red, supplement with 10% 

FBS and 1% PS. A498 cells were seeded at 2x105 in 100mm culture dishes containing 

cover slip swab with ethanol and grow to 70% confluence prior to transfection. Cells 

were transfected with 10 µg of either eGFP-pcDNA3.0 or OKL38-eGFP-pcDNA3.0 or 
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OKL38-pcDNA3.0 plasmid DNA and 12 µl of Lipofectamine 2000 reagent following 

manufacturer’s recommendations. Each cover slip was removed at 24, 48, 72, 96 and 120 

hours post-transfection using a sterile forceps. The cover slip with cells were fixed with 

10% formalin, washed with PBS and mount on to slide for observation using microscope 

(Olympus) equipped with epifluorescence optics and appropriate filters for FITC. 

Buffalo Rat Liver (BRL) cells were maintained as monolayer cultures at 37oC 

(5% CO2) in Hi-Glu-DMEM plus phenol red, supplement with 10% FBS, 1% PS. BRL 

cells were seeded at 2x105 in 100mm culture dishes containing cover slip swab with 

ethanol and grow to 70% confluence prior to transfection. Cells were transfected with 10 

µg of eGFP-, RtOKL38-eGFP- or eGFP-Antisense-RtOKL38-pcDNA3.0 plasmid DNA 

and the cover slips were treated and observed as described above.  

The human liver cancer cell lines HepG2, Hep3B, Chang Liver and PLC/PRF5 

cells were obtained from American Type Culture Collection, Manassas, VA and maintained 

as cultures at 37 oC (5% CO2) in Hi-Glu-DMEM plus phenol red, supplement with 10 % 

FBS and 1% PS. Cells were grown to about 80-90 % confluence prior to total protein and 

RNA extraction.  

To determine the regulation of 5’UTRs, Chang Liver cells were seeded at 2.5 X 

105 in 100-mm culture dishes and grown to 80-90 % confluence prior to transfection. 

Cells were transfected with 1 pmole of endotoxin-free plasmid DNA constructs and 

Lipofectamine 2000 reagent following the manufacturer’s recommendations. The cells 

were harvested 24 hours post-transfection, divided into two portions for protein and RNA 

extraction. Endotoxin-free plasmids used for transfection were prepared using the Maxi-

prep kit (Qiagen, GmbH, Hilden, Germany).    
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3.18 Patients and Tissue Samples 

Prior written informed consent was obtained from all patients and the study 

received ethics board approval at the National Cancer Centre of Singapore, the Singapore 

General Hospital as well as the Binh Dan Hospital, Ho Chi Minh City, Vietnam.   

Tissue samples were obtained intra-operatively from tumours and adjacent non-

tumour kidney tissues during resection for kidney tumour at the Singapore General 

Hospital. The samples were snap frozen in liquid nitrogen and stored at –80oC until 

analysis. A similar set of samples was fixed in 10% formalin and paraffin embedded. The 

HCC tissues samples were obtained intra-operatively from tumours and adjacent benign 

liver tissue during liver resection for HCC in 92 patients at the Singapore General Hospital 

and Binh Dan Hospital. 28 of 92 resected samples had single tumour and 64 of 92 had two 

tumours. Twenty-four tumours and its adjacent liver tissues were snap frozen in liquid 

nitrogen and stored at –80oC until analysis. The samples were fixed in 10% formalin and 

paraffin embedded. The diagnosis of HCC was confirmed histologically in all cases. The 

kidney samples used in this study were also treated the same way. All the kidney tumours 

were of the clear cell histological type. 

3.19 Staging and scoring in HCC 

Staging of tumours was performed using the TNM system (Spiessl B et al., 1992). In 

addition, every tumour was examined macroscopically and microscopically for the presence 

of capsule formation, satellite, multiplicity and necrosis. Dysplasia and cirrhosis in the 

surrounding liver tissue were noted. 27 of 92 tumours were associated with cirrhosis. Within 

27 cirrhotic HCCs, 24 of them had dysplastic tissue. Multifocality was defined as multiple 
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small uniformly sized tumours that were likely represented independent primary tumour 

(Ishak KG et al., 2001). This is distinguished from satellites, which were defined as tumour 

nodules, smaller than main tumour mass, located within a maximum distance of 2 cm. The 

term multiplicity was used for both multifocal tumours and for multiple intra-hepatic 

metastasis from a single primary tumour that were situated further than 2 cm from the edge 

of the main tumour mass. 

The scoring for immunostainning in HCC using OKL38 antibody was described 

below. Tumour sections were considered negative if staining was absent or present in less 

than 5% of tumour cells. The immunostainning was scored using the formula IS = (i+1) * 

PI as described (Claudio et al., 2002), where i = intensity of staining varying between 1+ 

and 5+, and PI = % of positive cells. At least 20 high-power fields were chosen 

randomly, and 2000 cells were counted. Weak, Average and strong staining of OKL38 

expression in carcinoma cells was considered when the IS were in between 20 to 100, 

104 to 240 and 244 to 400 respectively. 

3.20 Computational and statistical Analysis 

Sequence identity and the ORF prediction were done using analysis software from 

the National Centre for Biotechnology Information (NCBI). The CLUSTAL W v1.82 

program (EMBL) was used to perform the multiple sequence alignment and homology 

studies between rat, mouse and human OKL38. The predicted amino acid sequences were 

analysed using: i) cPfam CDS-Conserved Domain Search (NCBI) for conserved domain 

detection, ii) SignalP (Nielsen and Krogh, 1998) for analysing the present of signal 

peptide, iii) SOSUI (Hirokawa et al., 1998) and Tmpred (Hofmann and Stoffel, 1993) 

program for possible transmembrane region detection and iv) NetNGlyc 1.0 program 
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(Ricort and Binoux, 2004) and NetOGlyc 3.1 program 

(www.cbs.dtu.dk/services/netoglyc) (Julenius et al., 2005) were employed to detect 

possible glycosylation sites. The putative promoter region was analysed using the 

MatInspectorV2.2 (http://transfac.gbf.de/cgi-bin/matSearch/matsearch.pl), CpG Island 

Searcher (http://www.uscnorris.com/cpgislands/cpg.cgi) (Takai and Jones, 2002) and 

Repeat Masker (http://ftp.genome.washington.edu/RM/RepeatMasker.html). 

Statistical Analysis: Chi-square test was used to test the relationship between sex 

and OKL-38 expression in tumours, and between age and OKL-38 expression in tumours. 

Nonparametric trend analysis was used to investigate the correlation between tumour 

stage and OKL-38 expression in tumours. Log-rank test was used for assessing the 

equality of survivor functions. All these analysis were performed by means of STATA 

(StataCorp, 2001. STATA Statistical Software: Release 7.0.  Stata Corporation, College 

Station, TX USA). Statistical significance was established at p<0.05. Survival time of 

those with HCC was calculated from the date of surgery to date of death. The Kaplan-

Meier method was used to estimate survival curves (Altman et al., 2000). The log-rank 

test with one degree of freedom was used to test between OKL38 positive and negative 

staining groups and the hazard ratio and corresponding 95% confident interval calculated. 
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CHAPTER 4: RESULTS 

4.1 Cloning, Sequencing and Characterization of the human 

OKL38 gene 

The established human OKL38 variants sequence and the sequence data from the 

human genomic clone provided a wealth of information for deciphering the genomic 

organization of the human OKL38 gene. Analysis of the entire OKL38 gene will allows 

the elucidation of the relationship between the exon-intron arrangement, protein 

structural domains, and between alternative splicing and translational regulation. 

Furthermore, these works established the foundation for future studies on the promoter(s) 

of OKL38 gene as a prerequisite enabling us to unravel the mechanisms of activation, 

control and regulation of this cancer related gene.  

4.1.1 Screening and sequencing of human OKL38 gene 

In an attempt to isolate the human OKL38 gene, a genomic cosmid library was 

screened employing the 1.6 kb OKL38 cDNA as the probe. Two cosmid clones 

containing human OKL38 gene were isolated during the screening process and their 

identity were determined via Southern blotting. The clone containing a longer insert of 

approximately 35 kb was selected for sequencing.  Direct sequencing of the insert ends in 

the cosmid clones indicated that approximately 100 bp was missing from the 3’end of 

OKL38 exon 8. A latter 2.5 kb genomic DNA fragment containing this missing end was 

subsequently cloned using the GenomeWalker kit. The cloning strategy is as shown in 
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figure 4.1A. The sequence information was deposited in Genbank with the accession 

number AF334780.    

Residing in the subclone Bs/X-1.1 (Fig. 4.1A), an approximately 850 bp ‘CCCT’ 

rich region was identified. About 300 bp within this region could not be sequenced 

through current means. This region was part of intron 2, located 1.2 kb upstream of 

promoter P1 transcriptional start site (Fig. 4.2A). Another interesting region spanning 

~500 bp was identified by Repeat Masker program as simple ‘CA’ repeats. Careful 

investigation showed that this region contained 4 long repeats with repeat 2 and 3, each 

160 bp, aligned perfectly, while 1 and 4 partly conserved. This region contained 

approximately 70% of cytosine and adenine, and was localized 140 bp upstream of exon 

2 (Fig. 4.2A). The functional significances of these unique regions are unknown at the 

present time. 

4.1.2 Genomic structure of human OKL38 gene 

Sequence comparison between the genomic and cDNA clones allowed the 

deciphering of the exon/intron junctions of the OKL38 gene. Each of the 5’-donor and 3’-

acceptor splice sites conformed to the consensus sequences with the highly conserved, 

invariable GT/AG dinucleotides present at the immediate exon/intron boundaries 

(Table1). The human OKL38 gene spanned a genomic region of approximately 18 kb and 

contains 8 exons with sizes ranging from 92 bp to 1270 bp (Fig. 4.1B). 
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4.1.3 Discrepancy between the sequenced OKL38 and the Human 

Genome Sequencing Project 

The human OKL38 genomic sequence established in this study was deposited in 

the GenBank before the completion of the Human Sequencing Project (Lander et al., 

2001; Venter et al., 2001). BLAST analysis performed using the present sequence data 

against the published draft human sequence (Genomic contig: NT_024797.13) (NCBI) 

revealed that the OKL38 gene was localized to chromosome 16 (16q23.3). A comparison 

between the sequenced OKL38 gene with the published human genome using ClustalW 

delineated two regions of differences. An approximately 20 bp random deletion in the 

‘CA’ repeats region and a 550 bp longer ‘CCCT’ rich region were observed in the 

sequenced OKL38 gene (Fig. 4.2B). To verify the presence of this longer ‘CCCT’ rich 

region in our cosmid clone, PCR was performed using a forward primer, V1-F, which 

resides immediately downstream of exon 2 and reverse primer, V1-R, which resides in 

exon 3 (Fig. 4.2B). A PCR product of ~2.5 kb was amplified instead of a 1.95 kb 

fragment, suggesting that the 850 bp ‘CCCT’ rich region in our clone is not an artefact of 

cloning. The presence of highly repetitive sequences and the discrepancy in sequence 

data may suggest that OKL38 lies in a chromosomal region of instability.    

4.1.4 Identification of OKL38 putative promoters 

Two putative promoters were identified via comparing the 5’RACE fragments 

with the cloned OKL38 genomic sequence (Fig. 4.2A). Analyzing the proximal 300 bp 

region of promoter P1 using MatInspector program identified several potential sites for 

the Ikaros factor (IK2), homeodomain factor Nkx-2.5/Csx (NKX25), upstream 
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stimulating factors (USF), myeloid zinc finger protein (MZF1), Sp1 and AP-1, -2 and –4 

(Fig. 4.3A). Using the CpG Island Searcher (Takai and Jones, 2002) (lower limit values 

200 bp for length, 55% for GC content and 0.65 for observed CpG/expected CpG ratio), a 

CpG island of 215 bp located 746 bp upstream of the promoter P1 transcriptional start 

site was identified. No TATA or CAAT boxes were observed upstream of this initiation 

site. However, an alternative core promoter motif termed the initiator (Inr) (Javahery et 

al., 1994), which encompasses the initiation site, was identified (Fig. 4.3B). Interestingly, 

the sequence around this start site, TCAGAGC (position –2 to +5) matched the Inr 

consensus sequences except for the penultimate G, indicating that this core sequence is 

likely responsible for driving transcription from this site. Accordingly, a putative 

downstream promoter element (DPE), ATGGGTG (position +27 to + 33) was identified 

(Javahery et al., 1994) (Fig. 4.3B). Four of the seven nucleotides of this element were 

conserved (i.e. underlined nucleotides).  

On the contrary, none of the basal transcription elements, such as TATA, CAAT, 

Inr or DPE were observed in promoter P2. But several potential sites for IK2, USF, myb 

and, many AP-1 and GATA1 were observed in the 300 bp of the proximal promoter 

region. A CpG island of 278 bp, located approximately 2.5 kb upstream of the putative 

initiation site was identified.    

4.1.5 Establishment of full-length OKL38 variants via 5’-Rapid 

Amplification of cDNA Ends and Primer Extension Analysis 

Establishing the variants full-length transcripts is an aspect of the effort to 

decipher the genomic organization of OKL38. The identification and cloning of the 
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OKL38 variants allow further characterization of their functions and regulations. To 

establish the full-length transcripts, 5’-Rapid Amplification of cDNA Ends (RACE) was 

performed using poly (A)+ mRNA derived from human kidney tissues. Using GSP1R 

primer residing in exon 6, a PCR fragment of 443 bp, which consists of exon 3, 4 and 5 

was amplified (Fig. 4.4A[ii] & B). The identity of this amplified fragment was verified 

by Southern blot analysis using exon 6 as the probe (Fig. 4.4C). Employing GSP2R 

primer residing in exon 3, a 494 bp fragment was amplified establishing exon 1 (Fig. 

4.4A[iii] & D). This PCR product containing exon 1 was low in copy number (Fig. 4.4D) 

and could only be detected via Southern blot analysis using exon 3 as the probe (Fig. 

4.4E). No fragment containing exon 2 was cloned in the 5’ RACE experiment. To 

determine the possibility that the transcriptional start site was located in exon 1 and 3, 

primer extension studies was performed using Pext1 and Pext3 primer residing in the 

respective exons (Fig. 4.4A). The transcription start site preceding exon 3 could be 

observed from RNA derived from liver, kidney and prostate (Fig. 4.5) suggesting the 

presence of a cryptic promoter P1. A minor transcriptional start site at position –10 was 

also detected (Fig. 4.5). However, the transcriptional start site preceding exon 1 was not 

detectable by primer extension studies, suggesting low levels of exon 1 containing 

transcripts.   

4.1.6 Tissue distribution of human OKL38  

Differential expression of OKL38 in rat tissues, but not in the human, has 

previously been shown (Huynh et al., 2001). Human Multiple Tissues Expression (MTE) 

array was adopted to determine the global tissue distribution of human OKL38 (Fig. 

4.6A). The MTE array showed that OKL38 was ubiquitously expressed in all the tissues 
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investigated, with high expression levels detected in the kidney (7:A), skeletal muscle 

(7:B), testis (8:F), liver (9:A), adrenal gland (9:C) and fetal liver (11:D) (Fig. 4.6B). 

Human Multiple Tissues Northern (MTN) blot analysis showed that transcripts of 

approximately 2.0 to 2.4 kb were ubiquitously expressed in all the 15 tissues investigated 

(Fig. 4.7). High expression of these transcripts in liver, kidney and testis confirmed the 

MTE array analysis. Larger putative transcripts ranging from 4.0 to 7.0 kb were also 

observed in the liver (Fig. 4.7A).  

One step RT-PCR was devised to determine the differential expression of human 

OKL38 variants in various tissues. Four RT-PCR products of 443 bp, 373 bp, 533 bp and 

482 bp corresponding to the HuOKL38-1a, -2a, -2b and -2c transcripts, respectively, 

were amplified (Fig. 4.8A-D). A RT-PCR product of 415 bp containing part of exon 7 

and 8, represent total levels of OKL38 transcripts was amplified from kidney, liver and 

ovary (Fig. 4.8E). Figure 4.8A demonstrated that the primers designed for the one step 

RT-PCR were variant-specific and could identify the HuOKL38-1a, -2a and -2b variants. 

Southern blot analysis (Fig. 4.8D) was performed using exon 4 & 5 as probe and 

sequencing verified the identity of the amplified products. The 4 human OKL38 variants 

were expressed in all the three tissues investigated albeit at different levels. HuOKL38-1a 

possesses the highest level of expression as compared to the other 3 variants (i.e. fewer 

PCR cycles required for amplification of the HuOKL38-1a). Highest level of OKL38 

transcripts was detected in the liver as compared to the kidney and ovary (Fig. 4.8B-E), 

which is in-line with the MTN and MTE results. 
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4.1.7 Molecular Cloning of Human OKL38 cDNAs 

Sequence comparison of the 5’RACE PCR products derived via employing 

primers GSP1R and GSP2R, and the cloned genomic sequence showed that the first 22 

bp (position +1 to +22 at promoter P1; refer to figure 4.3A) is absent in exon 3 and was 

unique to the HuOKL38-1a variant. To clone the full length HuOKL38-1a, forward 

primer 1F (Table 2) that resided mostly within the 22 bp unique region of the GSP1R 

5’RACE fragment and a common reverse primer, 1R (Table 2) were designed for RT-

PCR cloning of the HuOKL38-1a transcript (Fig. 4.9A). Cloning of the HuOKL38-2a 

and 2b transcripts involves usage of forward primer 2F residing in exon 1 instead of 1F 

(Fig. 4.9A). Three PCR products of approximately 1.9, 2.2 and 2.4 kb were cloned and 

five identical clones of each cDNA were sequenced, which allowed establishment of 3 

novel human OKL38 cDNAs of 1930, 2240 and 2400 bp, respectively. The 1.9 kb cDNA 

was annotated as HuOKL38-1a (GenBank Accession No. AY258068), the 2.2 kb cDNA 

as HuOKL38-2a (GenBank Accession No. AY258067) and the 2.4 kb cDNA as 

HuOKL38-2b (GenBank Accession No. AY258066).  

The results from 5’ RACE analysis indicate the presence of a transcript containing 

exon 3 (Fig. 4.4A). Expression studies using one-step RT-PCR and Southern blot 

analysis verified that this minor transcript (HuOKL38-2c) contained exon 1, 3, 4, 5 and 6 

(Fig. 4.8). It is likely that this transcript also contains exon 7 and 8 as illustrated in figure 

4.9A. However, due to the low expression of HuOKL38-2c in the liver and kidney RNA 

samples, we have not managed to clone the full-length sequence of this cDNA. The 

cloning of HuOKL38-1a, -2a & -2b variants confirmed the existence of these transcripts.  
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1.1.1 TABLE 2. Sequences of oligonucleotides used for RT-PCR (a), Cloning (b), Sequencing (c), 

Primer extension (d), PCR (e) and 5’RACE Primer (f). 

 
Oligonucleotide Sequence 
d Pext1 5’  CTGCTGACCCTGACCTTGTTCTAGA 3’ 
d f Pext3 / GSP2R 5’  GGTCAGGGGAACACGGATCACAGAGTCC  3’ 
f GSP1R / PCR-1R 5’  CGTAGAAGGGCATCAAAGAGCAGGG  3’ 
a b 1F 5’  AAGCTTGGATCCCCACAGGGTAATGGGTGT  3’ 
b 1R 5’  GAATTCTGGAAGGCGCAGGGCTGCAGGTCT  3’ 
b 2F 5’  AAGCTTGGCAGGGAGGAAAGTCCACGTCT  3’ 
a PCR-1R  5’  CGTAGAAGGGCATCAAAGAGCAGGG  3’ 
a PCR-2F 5’  GGGAAGTGGAGACTGAGAGGCTGCTGC  3’ 
b 477-F 5’  CACCATGAGCTCCTCCAGAAAGGACCA  3’ 
b 477-eGFP-R 5’  CTCGCCCTTGCTCACCATGGGTGGCTTCCTGGTCTC  3’ 
b eGFP-F 5’  ATGGTGAGCAAGGGCGAG  3’ 
b eGFP-R 5’  TTACTTGTACAGCTCGTCCA  3’ 
c Seq1R 5’  CTGGTCAGGAAGCCGCTCACCTGGAAGA  3’ 
c Seq2R 5’  CAGTCTTCCTTGAAGCACAGCAGCTGGT  3’ 
c Seq3R 5’  GATGGCGTGCTCCTTCCGGTGCTTCC  3’ 
c Seq4F / GW-F 5’  GAGATGACCACATCCCTGCTGGATGC  3’ 
c Seq5F 5’  GTGTTCAACCAGCTGCCCAAGATGC  3’ 
c P1F 5’  CTGAGGAAGAGGGAGGCAAGAGACAGAG  3’ 
c P1R 5’  GCTGATATGGGGAACTGTGGGGCGAGAC  3’ 
e V-1F 5’  AGGCATCACCTCAGGCACAA  3’ 
e V-1R 5’  CTGACAGGCAGTGGTGCAGGA  3’ 
b 1aORF-F 5’- AAGCTTGGATCCCCACAGGGTAATGGGTGT -3’ 
b ORF-R 5’- GAATTCTTAGGGTGGCTTCCTGGTCTCCTTCC -3’ 
b 2bORF-F 5’- AAGCTTCACCGTGGGATGGGGAA -3’ 
b 1aD1-F 5’- AAGCTTCTGTGATCCGTGTTCCC -3’ 
b 1aD2-F 5’- AAGCTTGGCCGGGCTCACT -3’ 
b 2aD1-F 5’- AAGCTTTGGAGGAAGGCCAGG -3’ 
b 2aD2-F 5’- AAGCTTCTCAAGCCCCAGCCTT -3’ 
b 2aD3-F 5’- AAGCTTCAAAACCACTGGGAAGC -3’ 
b 2aD4-F 5’- AAGCTTGGAGACTGAGAGGCTGCT -3’ 
b UTR-R 5’- GAATTCATGGCTGGTGGGGGGCTT -3’ 
b E4-F 5’- AGCTTAGGTCCGCTGCCAGCCCCAAGCCCCCCACCAGCCATG -3’ 
b E4-R 5’- AATTCATGGCTGGTGGGGGGCTTGGGGCTGGCAGCGGACCTA -3’ 
a E7TF 5’- GTCAAGGACTGGATGCAGAAGA -3’ 
a E8TR 5’- CAATGATGAGGACAGGGTCTGA -3’ 
c E81R 5’- TCTTCCAGGTGAGCGGCTTCCTGACCAG -3’ 
c E82R 5’- ACCAGCTGCTGTGCTTCAAGGAAGACTG -3’ 
c E81F 5’- GTGTTCAACCAGCTGCCCAAGATGC -3’ 
c E61R 5’- CCCTGCTCTTTGATGCCCTTCTACG -3’ 
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4.1.8 Sequence analysis of Human OKL38 variants 

Detailed sequence analysis of the human OKL38 variants would reveal useful 

information on the functions and regulations of the gene. The results from sequence 

analysis indicated that differential promoter usage and alternative splicing at the 5’ region 

of OKL38 gene were responsible for the variants existence. HuOKL38-1a transcript was 

derived from the usage of promoter P1, while HuOKL38-2a, -2b and -2c expression 

might be regulated via promoter P2. The HuOKL38-2a, -2b and -2c were derived by 

alternative splicing of exon 2 and 3, exon 3 and exon 2, respectively (Fig. 4.9A). The 

HuOKL38-1a and -2a variants harboured an ORF of 1431 base pairs. The conceptual 

translation of these cDNAs predicted a protein of 477 amino acids, with a calculated 

molecular mass of 52 kDa (Fig. 4.9B) and a predicted P. I. of 6.6.  Two other protein 

isoforms with a molecular weight of 61 and 59 kDa were also predicted from HuOKL38-

2b and -2c, respectively (Fig. 4.9B). In vitro Transcription and Translation study 

employing the cloned HuOKL38-1a, -2a, and -2b resulted in the synthesis of two proteins 

of approximately 52 and 61 kDa (Fig. 4.10A) and their identity was confirmed via 

Western blot analysis using anti-human OKL38 antibodies (Fig. 4.10B). The previously 

cloned OKL38 cDNA (GenBank Accession No. AF191740) showed the expression of a 

38 kDa protein. Western blot analysis also detected low levels of the 38 kDa protein from 

these larger cDNA constructs suggesting that translation from an internal translation start 

codon (AUG) might exist (Fig. 4.10B). The predicted internal inframe start codon (AUG) 

and the molecular weight of the putative proteins in HuOKL38-1a were highlighted in 

figure 4.11. None of the predicted inframe ORF contains the Kozak’s consensus sequence



  RESULTS 
________________________________________________________________________ 

 79



  RESULTS 
________________________________________________________________________ 

 80



  RESULTS 
________________________________________________________________________ 

 81

(Fig. 4.11B). An out of frame ORF (position 296-472 nt) was also identified within the 

52 kDa ORF, which may play a role in internal translation initiation (Fig. 4.11A). 

The human OKL38 cDNA variants derived through differential promoters usage 

and alternative splicing contained 5’UTRs of varying length (Fig. 4.12A). The 5’UTR of 

HuOKL38-1a is 162 bp in length, while the 5’UTRs of HuOKL38-2a and -2b are 472 bp 

and 383 bp in length, respectively. Small uORF of 10 amino acids was detected in the 

5’UTR of HuOKL38-1a transcripts, while two uORFs of 21 and 30 amino acids were 

identified in the 5’UTRs of the HuOKL38-2a transcripts (Fig. 4.12A). Similarly, the 21 

amino acids uORF was also present in the HuOKL38-2b transcripts, which resided in 

exon 1. The lower translation efficiency of HuOKL38-2a and -2b observed in the in vitro 

Transcription and Translation results (Fig. 4.10) suggest that these uORFs may play a 

role in translational suppression.   

Similar to the previously cloned human OKL38 protein, no putative signal peptide 

was found in all three human OKL38 protein isoforms using the publicly available 

SignalP program (Nielsen and Krogh, 1998) and no potential glycosylation site was 

detected suggesting a protein of cytoplasmic distribution. Computational analysis of the 

predicted amino acid sequence using Pfam CDS-Conserved Domain Search (NCBI) 

detected two putative domains belonging to that of the pyridine nucleotide-disulphide 

oxidoreductase (Pyr_redox) and TrkA in all three human OKL38 isoforms (Fig. 4.12B). 

The TrkA domain (amino acid position 100-301) in OKL38 protein is 40% identical to 

the consensus sequences and is encoded by exon 6-8. The Pyr_redox domain (amino acid 

position 239-446) in OKL38 protein is 61.8 % identical to the consensus sequences and is 
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encoded by exon 8. The two domains overlaps each other by about 60 amino acids as 

shown in Figure 4.12B.  

4.1.9 Over-expression of OKL38 is lethal to A498 and Chang Liver 

cells  

Previous study demonstrated the growth inhibitory function of OKL38 suggesting 

its tumour suppressor role in breast cancer (Huynh et al., 2001). To further characterize 

the function of the full-length OKL38 protein (52 kDa), an OKL38-eGFP-pcDNA3.0 

construct with a fused reporter gene eGFP to the C-terminal of OKL38 protein, was 

generated. Preliminary transfection studies showed that OKL38-eGFP recombinant 

protein formed aggregates in A498 kidney cancer cells as early as 24 hours post-

transfection (Fig. 4.13B). None of the cells expressing the recombinant protein survived 

96 hours post-transfection as compared to the eGFP positive control cells. The results 

showed that over-expression of OKL38 protein is lethal to A498 cells.  

Seeming from the above observations, Chang liver cells were transiently 

transfected with the earlier constructs OKL38-eGFP-pcDNA3.0 and eGFP-pcDNA3.0 

positive control plasmid (Fig. 4.14A-D). Similar to the observations in A489 kidney 

cancer cells, green aggregates were observed in the Chang liver cells 24 hours post-

transfection (Fig. 4.14B). Rounding up of the OKL38-eGFP-transfected cells was 

observed and cell death was evident 48 hours post-transfection (Fig. 4.14C & D). After 5 

days of culture, virtually no OKL38-eGFP-expressed cells were detected as compared to the 

controls.  

To exclude the possibility that cell death was a consequence of misfolding of the 

large OKL38-eGFP recombinant protein, OKL38 without eGFP was constructed and 
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transfected as described above. Immunohistochemical staining using OKL38 antibody 

showed that Chang Liver cells over-expressing the FL-ORF rounded up and were non-

viable (Fig. 4.14E & F). Western Blot analysis showed that the transiently transfected 

Chang liver cells expressed a protein of approximately 52 kDa (Fig. 4.14G). However, 

viable cells selected under the presence of G418 had lost OKL38 expression, suggesting 

that over-expression of OKL38 is lethal to both A498 and Chang Liver cells (Fig. 4.13 & 

4.14). 

4.2 Cloning and Characterization of rat OKL38 gene 

Animal models are valuable tools to researchers as they provide a platform for 

testing efficacy of drugs and in vivo characterization of novel genes. In order to develop a 

rat model for further characterization of OKL38’s role in growth, differentiation and 

tumourigenesis, the rat OKL38 gene was isolated and characterized. Deciphering the 

genomic structure and cloning of the rat OKL38 variants provide the foundation for 

future studies.   

4.2.1 Genomic structure of Rat OKL38 gene 

In silico data mining is widely used to harness the vast amount of information 

freely available in the Internet, especially with the completion of the human and other 

mammalian genome sequencing projects. Employing the NCBI BLAST algorithm, the 

sequence of the three cloned rat OKL38 cDNAs in this study were used to search against 

the Genbank sequence database. The rat OKL38 gene was mapped onto the rat 

chromosome 19q12 (WGS supercontig; NW_043217.1). Using the sequence information, 

the genomic structure of the rat OKL38 gene was deduced (Fig. 4.15), and the 
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exon/intron boundaries were established. Each of the 5’-donor and 3’-acceptor splice 

sites conformed to the consensus sequences with the highly conserved, invariable GT/AG 

dinucleotides present at the immediate exon/intron boundaries (Table 3). The rat OKL38 

gene spanned a genomic region of approximately 15 kb and comprised of 8 exons with 

sizes ranging from 92 bp to 1314 bp (Table 3). 

The 5’RACE results and cloning of the rat OKL38 mRNA isoforms suggested 

that differential promoter usage and alternative splicing at the 5’ region of OKL38 gene 

might be responsible for the presence of the variants. Two putative promoters were also 

identified via 5’RACE analysis and sequence comparison in this study (Fig. 4.15). The 

RtOKL38-2.3 cDNA contained all the 8 exons, while the RtOKL38-2.3A cDNA was 

derived by alternative splicing of exon 3 (Fig. 4.15). Both the RtOKL38-2.3 and -2.3A 

transcripts were likely arrived as a result of upstream promoter (promoter P2) usage, 

while the cryptic promoter (promoter P1) in intron 2 might give rise to the RtOKL38-2.0 

transcript, which only consists of exon 3 to 8 (Fig. 4.15). The results indicate that 

activities of promoter P2 are tissue-specific as the RtOKL38-2.3 and –2.3A variants 

could only be detected in the kidney (Fig. 4.16B & 4.19B). 

4.2.2 Isolation of rat OKL38 cDNA 

The cloning of human OKL38 cDNA (Accession No. AF191740) was previously 

reported to be cloned from a human ovarian cDNA library (Huynh et al., 2001). OKL38 

transcripts were detected at high levels in the ovary, kidney and liver of rat (Huynh et al., 

2001) and human as shown in this study. To facilitate the development of a rat model, it 

is necessary to isolate the rat OKL38 cDNA. The human OKL38 cDNA was used as a 

probe to screen rat liver cDNA library. Four positive plaques were isolated and further 
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characterized with the longest insert of 1093 bp. Blast search with the non-redundant 

nucleotide database (GenBank) showed that the nucleotide sequence of the isolated rat 

OKL38 cDNA was 85% and 90% identical to the previously published human OKL38 

cDNA (Huynh et al., 2001) and the mouse counterpart IMAGE:37844 (GenBank 

Accession No. BC022135), respectively. 

4.2.3 Establishment of full-length cDNA of rat OKL38 variants 

The Northern blot results showed that the rat OKL38 transcript is approximately 2 

kb in size and the longest cDNA isolated via cDNA library screening was 1093 bp. To 

establish the full-length transcripts, 5’RACE was performed using poly (A)+ mRNA 

derived from both rat liver and kidney tissues. Two major fragments of approximately 1.1 

and 1.4 kb were obtained after secondary PCR amplification (Fig. 4.16B). The 1.1 kb 

fragment was detected in both liver and kidney, whereas the 1.4 kb fragment was only 

found in the kidney (Fig. 4.16B). Sequence alignment analysis using ClustalW program 

(EMBL) revealed that the 1.1 kb fragment from the liver was identical to that cloned 

from the kidney. The sequence of the 1.1 kb fragment aligned perfectly from the 3’ end 

with the 1.4 kb fragment except for the first 43 nucleotides, which were found uniquely 

in the 5’ end of the 1.1 kb fragment (Fig. 4.16A). 

4.2.4 Tissue distribution of rat OKL38 

To determine the tissue distribution of rat OKL38 transcripts, Northern blot 

analysis was performed using 5 µg of poly (A)+ mRNA isolated from various rat tissues 

and hybridised with radio-labelled rat OKL38 probe. Transcripts of approximately 2.0 

and 2.3 kb were detected in the kidney, while the 2.0 kb transcript was ubiquitously 
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expressed in liver, ovary, mammary gland and uterus (Fig. 4.17A). The RtOKL38-2.3 

and -2.2 variants were differentially expressed in the kidney, which were detected by 

variants specific probe (Fig. 4.17B). Larger putative transcripts ranging from 4.0 to 9.0 

kb were observed in both the liver and kidney (Fig. 4.17A). The overall expression 

pattern of rat OKL38 mRNA coincided with earlier published reports (Huynh et al., 

2001). 

To facilitate the differential tissues expression studies of rat OKL38 variants, 

variant-specific primers were designed and verified via PCR (Fig. 4.18). The distribution 

of rat OKL38 variants in various rat tissues was determined via One Step RT-PCR using 

variant-specific primers illustrated in figure 4.18A. The specificity of the designed 

primers for RT-PCR detection of rat OKL38 variants was verified via PCR (Fig. 4.18B). 

Three RT-PCR products of 432 bp, 791 bp and 690 bp were amplified and these 

corresponded to the RtOKL38-2.0, -2.3 and -2.3A transcripts, respectively (Fig. 4.19A-

C). The RtOKL38-2.0 transcript was detected at high levels in the liver, kidney and 

ovary. The observation was in agreement with the earlier results from Northern blot 

analysis (Fig. 4.17A). Low levels of RtOKL38-2.0 transcript were detected in mammary 

gland and uterus (Fig. 4.19A). The RtOKL38-2.3 transcript was specifically detected in 

the kidney (Fig. 4.19B & C) and its identity was verified via direct sequencing and 

Southern blot analysis (Fig. 4.19C). Southern blot analysis revealed very low level of the 

RtOKL38-2.3 cDNA in the liver with no detectable expression in the ovary, mammary 

gland and uterus (Fig. 4.19B & C). A smaller fragment of 690 bp was repeatedly 

amplified in RNA sample derived from kidney (Fig. 4.19B & C) and this fragment 

probably belongs to the existing OKL38 cDNAs or another novel variant. To investigate 
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this possibility, the 690 bp fragment was cloned and sequence analysis found that it 

belonged to an alternatively spliced form of the RtOKL38-2.3 variant, which was 

annotated as RtOKL38-2.3A (Fig. 4.18A).   

4.2.5 Cloning of rat OKL38 variants  

Using RT-PCR amplification, the full-length cDNA belonging to the 1.1 kb 

5’RACE fragment was cloned using forward primer FL-2.0F (Table 4) residing within 

the unique 43 bp region of the 1.1 kb 5’RACE fragment and a reverse primer, FL-2.0R 

(Table 4) (Fig. 4.20). The cloning of the cDNA belonging to the 1.4 kb RACE fragment 

was amplified using forward primer FL-2.3F (Table 4) residing in the 5’ end of the 1.4 kb 

fragment together with FL-2.0R primer (Fig. 4.20). The same set of primers was also 

used for the cloning of RtOKL38-2.3A variant. Since the RtOKL38-2.0, -2.3 and -2.3A 

transcripts were abundant in the kidney, these transcripts were subsequently cloned from 

the kidney. Three PCR products of 2.0, 2.2 and 2.3 kb were cloned and five identical 

clones from each were sequenced, which enabled the establishment of three rat OKL38 

cDNAs of 2003 bp, 2256 bp and 2355 bp, respectively. The sizes of these three cDNAs 

were in agreement with the transcript sizes observed in Northern blot analysis (Fig. 

4.17A & B).  These three rat OKL38 cDNAs of sizes 2.0 kb, 2.2 kb and 2.3 kb were 

collectively annotated as RtOKL38-2.0 (GenBank Accession No. AY081218), 

RtOKL38-2.3A (GenBank Accession No. AF549442) and RtOKL38-2.3 (GenBank 

Accession No. AF549441), respectively. Full-length cloning of the three rat OKL38 

variants and subsequent sequencing confirmed their existence.  
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4.2.6 Sequence analysis of rat OKL38 variants 

The comparison of primary amino acid sequences from human, rat and mouse 

were illustrated in figure 4.21 using ClustalW (EMBL). Multiple sequence alignment 

study showed that the rat and mouse OKL38 (GenBank Accession No. BC022135) 

shared a high identity of 91% and 93% at the nucleotide and amino acid levels, 

respectively (Fig. 4.21). The identity between the rat and human OKL38 was only 80% at 

the nucleotide and 85% at the amino acid levels, respectively (Fig. 4.21).  

The RtOKL38-2.0 cDNA harboured an ORF of 1434 base pairs with a conceptual 

translated protein of 478 amino acids, having a calculated molecular mass of 52 kDa and 

a predicted P. I. of 6.83. In vitro Transcription and Translation studies using the 

RtOKL38-2.0, -2.3 and -2.3A cDNAs resulted in the synthesis of an approximately 52 

kDa protein (Fig. 4.22A) and its identity was confirmed by Western blot analysis using 

anti-OKL38 antibodies (Fig. 4.22B). 

Computational analysis of the predicted amino acid sequence using Pfam CDS-

Conserved Domain Search (NCBI) detected two putative domains belonging to that of 

the pyridine nucleotide-disulphide oxidoreductase (Pyr_redox) and TrkA (Fig. 4.12B & 

4.21). The Pyr_redox domain was also present in glutathione reductase, thioredoxin 

reductase, AIF, AIFL and PRG3/AMID (Fig. 4.23). The glutathione reductase and 

thioredoxin reductase carry an additional Dimerization domain, whereas the AIFL 

contain an additional Rieske domain (Fig. 4.23). Similar to that observed in human, the 

rat OKL38 Pyr_redox domain is resided in exon 8, while the TrkA domain is encoded by 

exon 6-8. The hydrophobicity average of rat OKL38 was 0.200209, and was predicted to 

be a cytosolic protein using the SOSUI (Hirokawa et al., 1998) and Tmpred (Hofmann 
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and Stoffel, 1993) programs. However, two putative N-linked and O-linked glycosylation 

sites at Asparagine-283 and Threonine-285, respectively, were identified using the 

NetOGlyc 3.1 program (Julenius et al., 2005) (Fig. 4.21). These two glycosylation sites 

were not conserved in the human OKL38 protein (Fig. 4.21).  

Sequence alignment studies of RtOKL38-2.0, -2.3 and -2.3A cDNAs showed that 

the three variants shared the same 3’end and the only differences were observed at the 5’ 

end. Inspecting the 5’UTR of the three RtOKL38 cDNAs revealed the presence of an in-

frame stop codon (UGA) 18 bp upstream of the predicted translational start site (AUG). 

Despite the differences in the 5’ end, the RtOKL38-2.0, -2.3 and -2.3A variants possess 

identical ORF. In-frame small upstream ORFs (uORFs) that encodes for 66 and 33 amino 

acids were detected in the 5’UTR of the RtOKL38-2.3 and -2.3A variants, respectively 

(Fig. 4.12A). Two other uORFs of 12 and 46 amino acids were also detected in the 

5’UTRs of these two rat OKL38 variants. A small uORF of 21 amino acids was identified 

within the 5’UTR of RtOKL38-2.0 (Fig. 4.12A). These observations suggest the possible 

involvement of uORF and uAUG in translation regulation. 

4.2.7 Functional expression of rat OKL38 protein  

In this study, the cellular localization and function(s) of rat OKL38 protein was 

investigated. RtOKL38-eGFP-pcDNA3.0 construct, which fused the reporter gene eGFP 

to the C-terminal of full-length rat OKL38 protein, was constructed. Preliminary 

transfection studies showed that RtOKL38-eGFP fusion protein was localized to the 

cytosol, resulting in protein aggregates in BRL cells as early as 24 hours post-transfection 

(Fig. 4.24A). Cells expressing the fusion protein gradually rounded up and almost all the 

RtOKL38-eGFP expressing cells disintegrated 120 hours post-transfection. On the other 
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hand, cell growth was observed in the cells transfected with the control eGFP or eGFP-

antisense-RtOKL38 constructs. The presence of the fusion protein (RtOKL38-eGFP) was 

verified via Western blot analysis performed on the transfected cell using the anti rat 

OKL38 antibody (Fig. 4.24C). These observations indicate that over-expression of 

OKL38 protein was probably lethal to BRL cells.   

4.3 Pregnancy and human chorionic gonadotropin (hCG) 

regulate OKL38 expressions 

The ability of early pregnancy and hCG treatment to protect the breast against 

mammary carcinogenesis has been well documented (Russo et al., 1990b; Russo et al., 

1990a; Russo et al., 1991). Previous studies have demonstrated that OKL38 is 

differentially regulated in the rat mammary gland throughout the course of pregnancy 

(Huynh et al., 2001). Since CG production by placenta increases during pregnancy, the 

effects of hCG on the regulation of OKL38 in rat mammary gland and ovary were 

investigated.   

4.3.1 Rat OKL38 protein is up regulated during pregnancy 

OKL38 transcripts were up-regulated in the rat mammary gland during pregnancy 

(Huynh et al., 2001). In the present study, the effect of pregnancy on rat OKL38 protein 

in the mammary gland was determined. Western blot analysis showed that OKL38 

protein was highly expressed in the mammary glands of the pregnant and lactating rats, 

while the protein was barely detectable in the non-pregnant mammary glands (Fig. 

4.25A). The level of OKL38 protein expression returned to basal levels during 
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involution. Several OKL38 protein isoforms were evident in the rat mammary tissue 

suggesting the probable presence of OKL38 variants.    

4.3.2 Human chorionic gonadotropin induce the expression of rat 

OKL38 

The onset and advancement of pregnancy up-regulated OKL38 expression in the 

mammary gland, it was therefore important to determine whether pregnancy hormones 

such as CG was able to up-regulate OKL38. Total RNA derived from ovary and 

mammary gland of hCG-treated rats was used for Northern blot analysis. OKL38 

transcript was significantly increased in a dose-dependent manner by hCG treatment, 

while low levels of transcript was observed in the mammary gland (Fig. 4.26A) and 

ovary (Fig. 4.26C) of vehicle-treated rats. In the ovary, hCG also induced the expression 

of OKL38 protein (Fig. 4.27A). Interestingly, the 52 kDa OKL38 isoform was only 

detected in the ovary suggesting the tissue specific nature of the various isoforms (Fig. 

4.27A). Unlike the ovary and the mammary gland, OKL38 expression in the liver and 

kidney was not influenced by hCG (data not shown). 

In situ hybridization analysis was performed to determine the cell specific 

expression of OKL38 in both mammary gland and ovary following hCG treatment. Low 

levels of OKL38 transcript expression in undifferentiated mammary epithelial cells of 

control rats had previously been demonstrated (Huynh et al., 2001). In this study, cryo-

sections derived from mammary tissues and ovaries of controls and hCG-treated rats (20 

IU/day) were hybridised with a sense and anti-sense OKL38 RNA dioxigenin-labeled 

probes. Intense signal was observed in the differentiated secretory epithelial cells of the 

mammary gland (Fig. 4.28B). In contrast, little or no signal was detected in the 
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undifferentiated control mammary gland, blood vessels and connective tissues (Fig. 

4.28A & B, indicated by arrow). Low OKL38 signal was detected in the granulosa cells 

of the ovary in the control vehicle-treated rats (Fig. 4.28D). Expression of OKL38 was 

greatly increased in the large corpora lutea and granulosa cells in the follicles of hCG-

treated rats (Fig. 4.28E). No signal was detected in the connective tissues of the ovary 

(Fig. 4.28E, indicated by arrow). The control sense OKL38 RNA probe produces 

background signals in the mammary tissue (Fig. 4.28C) and ovary (Fig. 4.28F). 

4.4 OKL38 and Cancer 

Genes that are differentially expressed or lost in cancers are of great interest to 

scientists. The expression profiles of these genes are closely related to their functions (i.e. 

oncogenes or tumour-suppressor genes) and may serve as useful biomarkers for diagnosis 

and/or prognosis of cancers. These cancer-related genes usually play important roles in 

cell cycle, angiogenesis, apoptosis, proliferation, growth and differentiation. OKL38 has 

been implicated in regulating cell growth and differentiation, and tumourigenesis (Huynh 

et al., 2001). Thus, the distribution of human OKL38 variants in various human normal/ 

tumour tissues and cancerous cell lines were of particular interest. 

4.4.1 Expression of human OKL38 variants in Kidney, Liver and 

ovarian Tissues and cell lines 

A preliminary study of OKL38 expression in various tumours and cancer cell 

lines was performed. The expression of OKL38 variants in tumour and adjacent benign 

tissue, and cancer cell lines were determined via One Step RT-PCR using variant-specific 

primers (Fig 4.29). Southern blot analysis (Fig. 4.29C) was performed using exon 4 & 5 
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as probe and sequencing verified the identity of the amplified products. In general the 

normal kidney, liver and ovarian tissues seemed to express similar level of OKL38 

transcripts as compared to the adjacent tumour tissues. All the cancer cell lines showed 

lower expression of OKL38 transcripts compared to their corresponding normal tissue, 

except for the A498 kidney cancer cell line (Fig. 4.29). However, more paired tissue 

samples and cell lines are needed in order to determine the significant differences in the 

expression level of each variant in normal and cancerous tissues. 

4.4.2 Loss of OKL38 expression in Kidney Cancer 

Cancer Profiling Array (CPA) was used to determine the expression of OKL38 

mRNA transcripts in paired normal/ tumour kidney. The CPA blot was probed with a 

pan-OKL38 variants probe (Fig. 4.30A). The results showed that 70% (14/20) of the 

kidney tumours expressed lower levels of OKL38 transcripts as compared to adjacent 

normal tissues (Fig. 4.30B).   

The OKL38 mRNA transcripts were generally down-regulated in the kidney 

tumours, which led to investigating the possibility of reduction of OKL38 protein in the 

tumours. Western blot analysis was performed using rabbit anti-human OKL38 antibody 

on 9 paired normal/ tumour kidney tissues (Fig. 4.31A). The results showed that OKL38 

protein was undetected in 78% (7/9) of the tumour kidney tissues as compared to their 

adjacent normal tissues. The endogenous 61 kDa, 52 kDa and 38 kDa isoforms of human 

OKL38 protein were also detected by Western blot analysis (Fig. 4.31A), which is in 

agreement with the earlier in vitro Transcription and Translation results (Fig. 4.10). Low 

levels of OKL38 protein was detected in the A498 kidney cancer cell line, contrary to the 

RT-PCR results in which high amounts of OKL38 transcripts were detected (Fig. 4.29). 
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The 61 kDa and 38 kDa proteins were differentially down-regulated in all the kidney 

tumour tissues (Fig. 4.31A).  

Immunohistochemical analysis was performed on 22 paired normal/ tumour 

kidney tissues using the above-mentioned OKL38 antibodies (Fig. 4.32). OKL38 protein 

was undetected in 64% (14/22) of the kidney tumours examined, which supported the 

observation in Western blot analysis. All normal kidney epithelial cells were positive for 

OKL38 protein, except the Bowman’s capsules (arrow) and the stroma (Fig. 4.32A), 

while no immunostaining of the tumour cell were observed (Fig. 4.32B). The OKL38 

antibody preadsorbed with 50X excess antigen peptide showed negative signal in 

Western blot analysis (Fig. 4.31C) and Immunohistochemical analysis (4.32C&D) 

demonstrating the specificity of anti-human OKL38 antibody used in this study.  

4.4.3 Loss of OKL38 protein in Liver Cancer of higher stages 

The high levels of OKL38 transcripts in liver, low levels in breast cancer cell lines 

(Huynh et al., 2001), and loss of OKL38 protein in kidney tumour and cell line prompted 

the investigation of its expression in hepatocellular carcinoma (HCC). The abundance of 

OKL38 gene was investigated in 28-paired of adjacent benign liver (ABL) tissue and HCC, 

and 4 liver cancer cell lines (HepG2, Hep3B, Chang Liver and PLC/PRF5) by Western 

blotting (Fig. 4.33A). The 38 kDa OKL38 protein isoform was readily detected in the 

human liver, whereas the other isoforms (i.e. 52 and 61 kDa) were only detectable upon 

extended exposure. Loss of OKL38 protein was observed in 42.8% (12 of 28) of the HCCs 

and in all liver cancer cell lines examined. Low levels of OKL38 were also detected in 

21.4% (6 of 28) of the cancerous tissues compared to ABL tissues (Fig. 4.33A).  
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One step RT-PCR was performed to determine the abundance of total OKL38 

transcripts and its individual variants in 19 of the 28 patient paired-HCC samples. The 

results showed that OKL38 transcripts were down-regulated or lost in 37 % (7 of 19) and 

over-expressed in 16% (3 of 19) of the HCC samples investigated (Fig. 4.33C-E). No 

significant differences in the levels of OKL38 transcripts were detected in the rest (9 of 

19) of the HCC samples (Fig. 4.33C-E). Relatively high levels of OKL38 transcripts were 

detected in the liver cancer cell lines, especially in the HepG2 cells, while no protein was 

observed (Fig. 4.33). 

To identify the cell-type responsible for the loss of OKL38 and verify its potential 

use as biomarker, a total of 92 HCC and their ABL tissues were examined by 

immunohistochemistry. Figure 4.34A shows that intense staining was observed in the 

cytoplasm of adjacent benign hepatocytes. Hepatocytes within cirrhotic nodules were 

stained with OKL38 antibody. Approximately 41.3% (38 of 92) of HCCs examined were 

negative for OKL38 protein (Table 5A). Weak and patchy staining for OKL38 as shown 

in figure 4.34B, was observed in 39.1% (36 of 92) of HCC compared with ABL tissue 

(Table 5A). Bile duct epithelial cells and blood vessels were uniformly negative, as were 

the fibrovascular stroma within cirrhotic livers (Fig. 4.34B-D). Similar results as 

observed in the kidney cancer, OKL38 protein is also lost in HCC. Intense cytoplasmic 

staining was found in dysplasic or benign hepatocytes. 

Table 5B summarized the tumour stage and the immunohistochemical analysis of 

OKL38 in human HCC. Loss or weak, patchy expression of OKL38 was found to occur 

at higher frequencies in stage 3 and 4 tumours, while most of stage 1 and part of stage 2 

tumours still retained high levels of OKL38 expression. Significant relationship was found 



  RESULTS 
________________________________________________________________________ 

 120



  RESULTS 
________________________________________________________________________ 

 121

Table 5: Frequency of distributions of Clinico-pathological factors (92 patients) 
 
Samples  OKL-38 Staining Distribution of OKL-38 expression 
HCC � Negative 

� Weak and patchy 
� Average 
� Strong positive 

38/92 (41.3%) 
36/92 (39.1%) 
5/92 (5.4%) 
13/92 (14.1%) 

Benign Liver � Positive, very strong  
� diffused 

92/92 (100%) 

Cirrhotic liver � Positive, very strong  
� diffused 

27/27 (100%) 

 
OKL 38 Staining Stages 

 I II III IV 
Negative 0 20/50 8/22 10/12 

Weak and patchy positive 2/8 20/50 14/22 2/12 
Strong positive 6/8 10/50 0 0 

 
Variables n % no of deaths (%) 

Sex       
Male 75 81.5 17/75 (26.7) 

Female 17 18.5 7/17 (41.1%) 
Age (year)       

<60 37 40.2 6/37 (16.2%) 
>60 55 59.8 18/55 (32.7%) 

Tumour stage       
I 8 8.7 0 
II 50 54.3 14/50 (28%) 
III 22 23.9 6/22 (27.3%) 
IV 12 13 4/12 (33.3%) 

 

A 

B 

C 
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between stages of HCC and the loss of OKL38 expression (Non-parametric trend 

analysis: Chi2(1) = 8.1796, P = 0.0042). Comparison of the survival between those with 

positive and negative OKL38 staining suggested no correlation between OKL38 

expression and overall survival in curative resection HCC (Log-rank test: Chi2(5) = 3.92, P 

= 0.5613). Age (Chi2(5) = 1.9273, P = 0.859) and sex (Chi2(5) = 6.2945, P = 0.279) of the 

patients appear not to be significantly correlated to OKL38 expression (Table 5C).  

4.5 Post-transcriptional regulation of OKL38 protein translation 

Understanding the regulations of any genes is as crucial as characterization of its 

functions. This study and previous works (Huynh et al., 2001) have highlighted the 

significance of OKL38 in tumourigenesis rendering unveiling the mechanisms of OKL38 

regulations imperative. Since OKL38 is differentially lost in kidney and liver cancers, 

deciphering the regulatory mechanisms of this gene is of particular interest.  

4.5.1 The ORF of OKL38 is intact in the liver cancer cell line and HCC  

Approximately half of the paired-HCC samples showed no significant difference 

in the levels of OKL38 transcripts expression between the ABL tissues and HCC (Fig. 

4.33). Comparing the expression profile between the OKL38 protein and its transcripts, 

42 % (8 of 19) of the paired liver normal/tumour’s OKL38 transcripts levels did not 

correlate with the protein expression (Fig. 4.33). OKL38 transcripts were detected in all 

four cancer cell lines but the protein was absent (Fig. 4.33). Similar phenomenon was 

observed in the A498 kidney cancer cell (Fig. 4.29 & 4.31). Based on the above 

observations, we postulated that the discrepancy between mRNA and protein levels could 

be due to (1) mutations within the coding region leading to frame shift or change of 
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amino acid sequence, which resulted in loss of protein expression or protein produced not 

detectable by anti-OKL38 antibody; (2) the UTRs may be involved in the translation 

regulation of OKL38 protein expression. 

To examine the first possibility, HuOKL38-1a variants which consist of exon 3 to 

8 was amplified by RT-PCR from 4 liver cancer cell lines and 5 paired HCC tissues that 

had low or undetectable level of OKL38 protein but high levels of OKL38 transcripts. 

Direct sequencing was performed using internal primers (Table 2) and the results were 

summarized in Figure 4.35. Sequence analysis showed that the 52 kDa ORF of OKL38 

was intact in all 4 liver cancer cell lines and in 5 paired HCC and their ABL tissues. 

Three sites of silent mutation were detected in the ORF; A→G at position 1017 bp in 

both Hep3B and PLC/PRF5 cells, C→A at position 1245 bp in HepG2 cells and a 

probable single allele mutation (i.e. double peak detected in the sequencing results-C/G) 

detected in patient 10 tumour sample at position 984 bp. A cytosine was deleted at 

position 1605 bp in the Chang liver cell, and a T→C mutation at position 1801 bp in the 

3’UTR of OKL38 gene from both the PLC/PRF5 and Chang Liver cell lines. The 

positions described above are with reference to published HuOKL38-1a variant. The 

results suggest that frame-shift mutation may not be the culprit for down-regulation or 

silencing the expression of OKL38 protein in HCC. 

4.5.2 5’UTR of OKL38 variants suppress the translation of its mRNAs  

The earlier results from mutation studies indicated that the alternative hypothesis 

might be true, where the UTRs might be involved in translational down-regulation of 

OKL38 protein in the liver cancer cell lines and HCC samples. The roles of UTRs in 

translational regulation of OKL38 mRNAs were investigated. HuOKL38-1a and -2a 
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variants share the same ORF that encodes a 52 kDa protein, while the HuOKL38-2b 

variant translates into a larger protein of 62 kDa. The three OKL38 variants differ in the 

5’UTRs but share the same 3’UTR. Using OKL38 protein as a reporter gene, constructs 

with and without the different UTRs were generated by PCR from these variants and 

cloned into the mammalian expression vector, pcDNA3.0 (Fig. 4.36). In vitro 

Transcription and Translation was performed for all the cloned constructs and differential 

expression of S35-radio-labeled OKL38 protein was shown in Figure 4.37A. The same 

blot was probed with anti-human OKL38 antibodies to verify its identity (Fig. 4.37B). 

The same set of constructs as shown in figure 4.36 were transfected into Chang Liver 

cells to further verify the In vitro Transcription and Translation results (Fig. 4.37C).  

As shown in Figure 4.37A-C, all the constructs that contained the 5’UTRs (i.e. 

1aFL, 2aFL, 1a5’UTR, 2a5’UTR, 2bFL & 2b5’UTR) expressed lower levels of OKL38 

protein as compared to those without the 5’UTRs (i.e. 1a/2aORF, 1a/2a3’UTR, 2b3’UTR 

& 2bORF). The 5’UTRs derived from HuOKL38-2a and -2b variants seem to exert 

strong translation suppression activities, while that from HuOKL38-1a appeared slightly 

weaker. Comparing 1aFL, 1a5’UTR and 1a/2a3’UTR suggest that the 3’UTR of OKL38 

seems to possess some translation enhancing activities (Fig. 4.37A-C). 

To ensure that the translation suppression of the OKL38 5’UTRs observed in 

figure 4.37C was not due to different levels of transcription, half of the transfected Chang 

Liver cells were used for RNA extraction and the total OKL38 transcripts were 

determined using one step RT-PCR (Fig. 4.37D). Similar level of OKL38 transcripts 

were detected in all the Chang Liver cells transfected with constructs carrying OKL38 

cDNA and no transcripts were detected in cells transfected with control vector (Fig. 
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4.37D). Equal levels of OKL38 transcripts were found in the transfected cells and the 

difference observed in the OKL38 protein level was due to the presence of the 5’UTRs. 

The desire minimum PCR cycles of 22 were determined for detection of OKL38 

transcripts in the transfected Chang Liver cells without undesirable amplification of the 

possibly contaminated DNA constructs (Fig. 4.37F). 

To further characterize the regions that are involved in translational suppression 

of OKL38 protein, several deleted 5’UTRs of the HuOKL38-1a and 2a variants were 

generated by PCR as illustrated in figure 4.38. These deleted constructs uses either the 

OKL38 or the SEAP protein as the reporter gene to determine the level of translation. 

The various 5’UTRs deleted constructs (pcDNA-3.0) carrying the OKL38 as the reporter 

gene were transfected into Chang liver cells and Western blot analysis was performed on 

the protein extracted from these transfected cells (Fig. 4.39A). In addition, these deleted 

OKL38 5’UTRs, including two additional fragments (2aD4 and E4) (Fig. 4.38), were 

subsequently cloned into the pSEAP2-CV and transfected into both Chang liver and 

PLC/PRF5 liver cancer cell to confirm the translation suppressive effect of the OKL38 

5’UTRs observed ealier (Fig. 4.39A). 

The deletion of the first 45 bp from the HuOKL38-1a 5’UTR (1aD1) allowed 

recovery of the translational efficiency to more than 60 % and 40 % in the OKL38 (Fig. 

4.39A) and SEAP (Fig. 4.39B) reporter system, respectively, providing evidence that the 

regions between –156nt to –111nt of the 5’UTR is crucial for translational suppression. 

Interestingly, a small uORF of 10 amino acids with internal translation initiation codon in 

this region was identified (Fig. 4.40A). Subsequent deletion of the UTR increased the 
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translational efficiency of the OKL38 protein indicating that other factors such as 

structured 5’UTR might be involved in translational regulation.   

The deletion of the HuOKL38-2a 5’UTR up to –34nt (E4) led to a surge in 

translational efficiency, which was comparable to the positive control (Fig. 4.39A & B). 

This demonstrated that almost the whole of HuOKL38-2a 5’UTR, from –421nt to –34nt, 

effectively suppressed the translation of OKL38 protein in both reporter systems. This 

region coincidentally corresponded to exon 1 of the OKL38 gene. There is no significant 

difference in the levels of translation between 2aD2 (-219nt) and 2aD3 (-128nt), whereas 

the construct 2aD4 (-80nt) showed a significant increase in translational efficiency in 

both the Chang Liver and PLC/PRF5 cells (Fig. 4.39B). This relief of translational 

suppression may be attributed to a small uORF detected within the region from –128nt to 

–80nt (Fig. 4.40B). This uORF have an internal translation initiation site (AUG) between 

–80nt (2aD4) and –34nt (E4) (Fig. 4.40B), which led to a sudden increase in translational 

efficiency upon deletion (Fig. 4.39B). This deletion is instrumental to the observed 

increase in translational efficiency. Collectively, the differential levels of translational 

efficiency as shown provided evidence that the second AUG in the uORF might play a 

very important role in translational suppression. 
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CHAPTER 5: DISCUSSION 

5.1 The Human OKL38 gene 

5.1.1 Features in OKL38 gene 

The importance of OKL38 gene in cancer had previously been demonstrated 

(Huynh et al., 2001) and further reinforced in this study. The human OKL38 gene was 

cloned, sequenced and characterized to decipher the function(s) and regulation(s) of this 

potential tumour suppressor. The human OKL38 gene reported in this study was cloned 

and sequenced in advance of the published human genome sequence (Lander et al., 2001; 

Venter et al., 2001). The sequence data from this study showed two regions of mismatch 

and was verified to contain a 550 bp longer ‘CCCT’ repeats as compared to the published 

human sequence. The 300 bp unsequenced region in these repeats can be confidently 

assumed to contain ‘CCCT’ repeats as the same signals (CCCT) in the sequencing 

electropherogram diminishes toward the center of this region (data not shown). The 

functional importance of the ‘CCCT’ repeats in the human OKL38 is unknown at the 

present time. However, the instability of ‘CCCT’ repeats was highlighted in several 

reports suggesting that the different repeats length was due to genomic instability 

(Kosteas et al., 1997; Fiskerstrand et al., 1999). Fiskerstand et al. (1999) have shown that 

specific regions in intron 2 of the rat preprotachykinin-A gene contains a 128 bp of 

‘CCCT’ tandem repeats domain. This domain could support reporter gene expression in 

mouse embryonic stem (ES) cells that have been induced to differentiate but not in the 

undifferentiated ES cells. This would suggest that this region functions as a highly 



  DISCUSSION 
________________________________________________________________________ 

 134

restrictive enhancer and may be associated with differentiation. Similarly, the ‘CCCT’ 

repeats located in intron 2 of the OKL38 gene may associate with differentiation as 

postulated in the previous report (Huynh et al., 2001). The ‘CCCT’ repeats is located 1.2 

kb upstream of the promoter P1 initiation site and it is likely that this region functions as 

a restrictive enhancer for P1 promoter (Fig. 4.2).   

An approximately 500 bp of dinucleotide ‘CA’ repeats is localized to intron 1 of 

OKL38 gene (Fig. 4.2). ‘CA’ repeats are widespread throughout the human genome, 

representing ~0.25% of the human genome. They are the most common dinucleotide 

polymorphism among the microsatellite DNA fraction (Lander et al., 2001). Human 

genes with polymorphic intronic ‘CA’ repeats includes the human interferon-γ gene 

(Awad et al., 1999), the epidermal growth factor receptor gene (Han and Nakamura, 

1998) and the cystic fibrosis cellular stress response (CFTR) gene (Mateu et al., 1999) 

among others. An approximately 20 bp random deletion in the ‘CA’ repeats region was 

found in the sequenced OKL38 gene suggesting polymorphism in this region. Recent 

report by Hui et al. (2003) have highlighted a discovery that dinucleotide ‘CA’ repeats of 

variable length found in the intron 13 of human eNOS gene promotes intron removal. 

They have shown that the ribonucleoprotein (hnRNP) L, a member of the hnRNP family, 

is the major factor that binds specifically and in a length-dependent manner to the ‘CA’-

repeat enhancer. Although the polymorphic nature of this region in the human OKL38 

gene has not been established, the intronic ‘CA’ repeats in the intron 1 of human OKL38 

gene may serve as docking sites for hnRNP L factor to bind and regulate the differential 

splicing of this gene. Evidence to this can be drawn from the alternative splicing 

occurring at the 5’ end of OKL38 gene, where the ‘CA’ repeats are present. 
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The genomic organization of human OKL38 gene and its splicing pattern have 

been established in this study. The splicing pattern bears similarity to that of the human 

and mouse thioredoxin reductase 1 (TXNRD1) gene (Osborne and Tonissen, 2001). 

Differential promoter usage and alternative splicing at the 5’-region of the TXNRD1 are 

highly similar to that of the OKL38 gene, except that the gene contains 16 exons as 

compared to OKL38 gene, which consists of 8 exons. The similarity in splicing pattern of 

TXNRD1 and OKL38 gene, coupled to the presence of a Pyr_redox domain in both 

genes suggests that OKL38 may be a new member of this family. 

5.1.2 Promoters of human OKL38 gene 

Several putative transcription factors binding sites have been identified within the 

300 bp upstream region of the P1 transcription start site. A CpG island of 215 bp, located 

746 bp precedes this TATA-less promoter upstream of promoter P1 initiation site. CpG 

islands are frequently associated with 5’-regulatory sequences of housekeeping genes and 

genes with a more tissue-restricted pattern of expression (Gardiner-Garden and Frommer, 

1987). This characteristic was reflected in the expression profile of OKL38 in both the 

human and rat, where the transcripts are ubiquitously expressed in all tissues with 

significantly high expression in liver, kidney, ovary and testis (Fig. 4.6-8, 4.17 & 4.19). 

Putative Initiator (Inr) with the consensus Py-Py-A+1-N-T/A-Py-Py where A+1 is the 

transcriptional start site (Burke and Kadonaga, 1997) was identified in promoter P1 

suggesting that this core sequence is likely responsible for driving transcription (Fig. 4.3). 

Additional support for this conclusion is the presence of a putative downstream promoter 

element (DPE) in promoter P1 that is also found in about 20% of the TATA-less 

promoter containing Inr (Burke and Kadonaga, 1997). 
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Transcription factors binding sites identified within promoter P1 appears to differ 

from those observed in the promoter P2, suggesting that they may be differentially 

regulated. Interestingly, no typical promoter elements such as TATA or CAAT box, Inr 

or DPE were identified in the putative promoter P2 suggesting that other novel elements 

might regulate this promoter. This observation might help to explain the seemingly low 

levels of promoter P2 activities, where low levels of transcripts (i.e. HuOKL38-2a, -2b & 

-2c) were produced from this promoter. Further characterization of these promoters is 

needed to establish their regulatory functions. 

Three full-length OKL38 variants were cloned in this study. The HuOKL38-1a 

and HuOKL38-2a mRNA isoforms are expressed from different promoters; thus, possess 

different 5’UTR (Fig. 4.9). These two mRNA isoforms encode for the same ORF (477 

amino acids) verified by TNT analysis (Fig. 4.10). The lethal effect of this OKL38 

protein isoform suggests that this protein has to be regulated in a precise and controlled 

manner. The observation bears similarity to that of the p53 protein, as abnormal 

regulation of this gene causes the cells to become cancerous or lethal to its own survival 

(Smith et al., 2003). Therefore, the use of 2 different promoters to produce 2 mRNA 

isoforms coding for the same protein is far from redundant. The intrinsic regulation of 

OKL38 protein at the translational level with possible cis-regulatory elements in the 5’ 

UTR was demonstrated in this study. 

5.1.3 The origin of human OKL38 isoforms 

Sequence analysis of the cloned OKL38 variants showed that the 1st AUG on the 

HuOKL38-2b and -2c transcripts conform to the Kozak’s consensus sequence (Kozak, 

1981; Kozak, 1984; Kozak, 1986), except HuOKL38-1a and -2a. Interestingly, all the 
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internal in-frame AUGs identified in HuOKL38-1a, which were also present in all the 

other human OKL38 variants, does not conform to the Kozak’s sequence (Fig. 4.11). The 

efficacy of translating OKL38 appeared to be independent of Kozak’s sequence (Fig. 

4.37A-C). The 5’UTRs in this instance played a more significant role in controlling the 

efficiency of translation of OKL38 protein.  

Several OKL38 isoforms (61 kDa, 52 kDa and a doublet 38 kDa) were detected 

by Western blot analysis (Fig. 4.10 & 4.31). The 61 kDa OKL38 isoform might have 

been translated from HuOKL38-2b or -2c transcripts, while the 52 kDa protein is most 

probably derived from HuOKL38-1a or 2a transcripts. However, we do not exclude the 

possibility of internal translational initiation at in-frame AUG in the mRNAs of 

HuOKL38-2b and -2c variants. Small non-inframe ORFs were detected within the first 

AUG and the internal AUG (i.e. between AUG-a and AUG-1) in both the HuOKL38-2b 

and -2c transcripts (Fig. 5.1), which may recruit the translation machinery and reinitiate 

translation as described for the C/EBP family of transcripts, Fli-1 and CNP2 (Section 

1.2.2, Literature Review). Similarly, the 38 kDa doublet might have derived from usage 

of internal translation start site with the same mechanism as small non-inframe ORFs 

were also observed within the 52kDa ORF (Fig. 4.11). Although no cleavage sites for 

caspase1 to 10, enterokinase, granzymeB and thrombin were found within the full-length 

OKL38 protein using ExPASy peptide cutter (Gasteiger E et al., 2005), post-translational 

processing of full-length protein by other endogenous peptidases could also be 

responsible for OKL38 protein isoforms observed in the present study.  



  DISCUSSION 
________________________________________________________________________ 

 138



  DISCUSSION 
________________________________________________________________________ 

 139

5.1.4 OKL38, a putative bi-functional protein 

Proteins are modular in nature and are generally comprising of several domains of 

rather diverse functions. The various isoforms of OKL38 may contain only certain 

domains but serve different functions in the cells. The cloned HuOKL38-1a encoded a 

longer protein of 52 kDa as compared to the previously cloned OKL38 cDNA (Huynh et 

al., 2001). The presence of a TrkA and Pyr_redox domain in OKL38 protein suggests that 

the gene may belong to the larger family of pyridine nucleotide-disulphide 

oxidoreductases and may share similar functions from this family of proteins. These 

proteins include Trx reductase and GSH reductase, and most probably also include AIF, 

AMID/PRG3 and AIFL (Fig. 4.23). 

In addition to the Pyr_redox domain, the Trx reductase and GSH reductase 

contained a dimerization domain, which functions in protein-protein interaction. 

Similarly, AIFL contained a Rieske domain in addition to its Pyr_redox domain (Fig. 

4.23). The cell death associated function of OKL38 demonstrated in this study was 

similar to those observed in over-expression of AIF, AMID/PRG3 and AIFL in cell lines. 

The oxidoreductase function in the AIF, AMID/PRG3 and AIFL is not required for its 

apoptogenic function (Miramar et al., 2001; Loeffler et al., 2001; Wu et al., 2002; Ohiro 

et al., 2002; Xie et al., 2005). The N-terminal portion of AIF and the Rieske domain in 

AIFL were sufficient to induce apoptosis (Loeffler et al., 2001; Miramar et al., 2001; Xie 

et al., 2005) suggesting that the Pyr_redox domain in OKL38 may be redundant for its 

cell death function. This indicates that the TrkA domain in the OKL38 may be sufficient 

to induce cell death.  
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The oxidoreductase function of Pyr_redox domain in the AIF protein and its role 

as free radical scavenger had previously been demonstrated (Klein et al., 2002). The 

Pyr_redox in OKL38 may play an important role in protecting the cells against oxidative 

stress via mopping up free radicals generated through respiratory processes. This 

postulation was further supported by the results from microarray analysis which showed 

the OKL38 was one of the genes that was induced in MCF7 cells by hydrogen peroxide, 

mendonine and t-butyl-hydrogen peroxide treatment (Chuang et al., 2002). On the other 

hand, up-regulation OKL38 by these oxidative stress-inducing agents might contribute to 

the cell death signalling pathways. The roles of OKL38 during oxidative stress are still 

unclear at the present moment. These observations seem to suggest that genes containing 

the oxidoreductase domain may be bifunctional, regulating cellular redox and cell death. 

5.1.5 OKL38 - An ancient protein with diversified functions 

Evolution has a mysterious way of shaping proteins and their functions. The 

conserved domain search program (NCBI) detected a TrkA domain in the full-length 

OKL38 protein and this domain belongs to a flavoprotein involved in bacterial K+ 

transport. The TrkA gene has been described in several prokaryotes such as Escherichia 

coli and Vibrio vulnificus (Hamann et al., 1987; Chen et al., 2004). The mammalian 

counterpart was suggested to be the β subunits of voltage-gated potassium channel (Jan 

and Jan, 1997). In the E. coli, the TrkA protein contains two internal repeats each with an 

NAD(H)-binding motif, and the purified TrkA protein binds NAD(H) (Schlosser et al., 

1993) (Fig. 4.23). The eukaryotic voltage-gated potassium channel may contain four β 

subunits, each with sequence similarity to the NAD(P)H-binding domain of 

oxidoreductase, similar to TrkA (Jan and Jan, 1997). Pyr_redox domain consists of a 
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small NADH-binding domain within a larger FAD-binding domain. These observations 

suggest that both the TrkA and Pyr_redox domains identified in the OKL38 protein might 

bind onto substrate such as NAD(P)H, NADH or FAD. Comparing the TrkA domain 

from E. coli and the OKL38 protein, the TrkA and Pyr_redox domain in OKL38 seem to 

be evolved from the two TrkA domain repeats observed in E.coli. One of TrkA domain 

from the TrkA protein in E. coli appears to be conserved in OKL38, while the second 

TrkA domain seems to have evolved into a Pyr_redox domain (Fig. 4.23). The over-

expression of TrkA resulted in protein aggregates (Hamann et al., 1987), further 

illustrating the similarity observed between TrkA and OKL38 protein. However, there is 

no evidence available showing that OKL38 is a component of the mammalian potassium 

transport system. These observations point toward the possibility that OKL38 might have 

evolved from an ancient protein that had undergone gene duplication and evolved 

separately from their potassium channel β subunits cousins, to be functionally diverse.       

5.2 Rat is a suitable model to study OKL38 gene 

5.2.1 OKL38 is highly conserved in human, rat and mouse 

Multiple sequence alignment (EMBL) delineates the regions of similarity for 

OKL38 protein from rat, mouse and human (Fig. 4.21). The OKL38 protein was highly 

conserved in all the three species suggesting the importance of this protein in cellular 

functions such as growth and differentiation. The Pyr_redox domain identified in human 

OKL38 was common to all three species. This domain is also present in the well-

characterized GSH reductase and Trx reductase (Fig. 4.23). BLAST search using the 

deduced amino acid sequence against the non-redundant database identified several 
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proteins of unknown functions such as human C8ORF1 (GenBank Accession No. 

NP_004328) and the bacteria conserved protein, BH1623 (GenBank Accession No. 

NP_242489) from Bacillus halodurans (Fig. 4.23). The C8ORF1 is a predicted protein 

from the human chromosome 8, with an identity of 49% and a similarity of 62% to rat 

OKL38 protein. An unknown conserved protein, BH1623 from B. halodurans, shows a 

lower homology to that of the rat OKL38 with an identity of 39% and a similarity of 

44%. Results from sequence comparison studies seem to advocate that the C8ORF1, 

BH1623, AIF, AMID/PRG3, AIFL, Trx reductase, GSH reductase and OKL38 may 

belong to the larger family of pyridine nucleotide-disulphide oxidoreductases. 

5.2.2 Genomic organization of rat OKL38 gene 

The genomic organizations of the human and the rat OKL38 gene have been 

deciphered in this study. The genomic structure of both the human and rat OKL38 gene 

bears similarity with each containing 8 exons with exon 5, 6 and 7 possessing identical 

sizes (Fig. 4.1B & 4.15). These three exons encoded almost the whole of the putative 

TrkA domain. The putative pyridine nucleotide-disulphide oxidoreductase domain 

resides in exon 8, the last exon in both species. The predicted OKL38 spliced junction in 

both species contained the GT/AG dinucleotides consensus sequences. Differential 

promoter usage and alternative splicing were utilized by both the human and rat to 

regulate OKL38 transcription. Recent evolution events may have fine-tuned the 

regulation of OKL38 in each individual species as the splicing pattern appear different, 

but preserving the protein and gene structure.  
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5.2.3 The presence of small upstream ORF (uORF) 

Three OKL38 cDNA variants from each of the human and rat were identified and 

cloned in this study. The NCBI annotation project predicted the human OKL38 to be 

about the same length as the RtOKL38-2.0. Two mouse OKL38 cDNAs of 1982 bp 

(GenBank Accession No. BC022135) and 2383 bp  (GenBank Accession No. BC006032) 

have also been reported. Sequence analysis of these cloned rat OKL38 cDNAs with those 

from the human and mouse showed that the transcripts contained different 5’UTRs. 

Small uORF detected in the 5’UTR of the RtOKL38-2.0, -2.3 and -2.3A variants may be 

involved in post-transcriptional regulation of protein synthesis, as they are often used to 

down-modulate the production of potent proteins such as cytokines, growth factors, 

protein kinases and transcription factors (Kozak, 2002). The cytotoxicity of OKL38 when 

over-expressed and the existence of different mRNA isoforms that encoded for the same 

protein suggest that translational regulatory cis-elements may exist in the 5’UTR of the 

mRNA to fine-tune the regulation of OKL38 protein. The presence of uORFs in the 

5’UTRs of human and rat OKL38 variants suggests that they may have similar 

translational regulatory control mechanism (Fig. 4.12A).  

5.2.4 Rat OKL38 isoforms and tissue distribution 

Four human OKL38 variants were identified of which three were cloned, while 

only three variants were cloned from the rat. None of the OKL38 variants identified so 

far contain all the eight exons with the exception to RtOKL38-2.3, which was identified 

in this report. The RtOKL38-2.0 and HuOKL38-1a transcript consists of exon 3-8 with 

both having an approximate size of 2 kb. The RtOKL38-2.0 and HuOKL38-1a transcripts 
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encodes for proteins of 478 and 477 amino acids, respectively. Both proteins differ only 

in one amino acid and possess a high homology of 85% (Fig. 4.21).   

The expression profiles of all the OKL38 variants were quite different in the 

human and rat except for HuOKL38-1a and RtOKL38-2.0, which showed similar tissues 

distributions in both species. Generally, both RtOKL38-2.0 and HuOKL38-1a are highly 

expressed in the liver, kidney and ovary of the respective species (Fig. 4.6-8 & 4.17-19). 

These transcripts were derived for promoter P1 of the human and rat OKL38 gene (Fig. 

4.8 & 4.19) indicating that the promoter P1 of both species was regulated in similar 

manner. The discrepancy in OKL38 expression in the ovary of the human and rat is most 

probably attributed to the non-homogenous human ovarian tissue used in the RT-PCR 

and MTN, which was further supported by the in situ hybridization results showing that 

OKL38 transcripts were observed to be highly expressed in the granulosa cells of the rat 

ovaries. However, one does not rule out the possibilities where the levels of OKL38 

differ in both human and rat ovaries.  

Beside the HuOKL38-1a and RtOKL38-2.0 variants, differences were prominent 

in the other OKL38 variants from both species. The HuOKL38-2b and -2c variants 

encodes for proteins of 61 and 59 kDa, respectively, while only a single 52 kDa protein is 

encoded by the rat OKL38 variants. Interestingly, sequence comparison studies 

performed between the human and rat OKL38 variants showed that only the coding 

region for the 52 kDa protein was conserved and contained two putative domains, the 

Pyr_redox and the TrkA (Fig. 4.21). Over-expression of either rat or human OKL38-

eGFP recombinant protein in cell lines localized the protein to the cytoplasm and 

subsequently leading to cell death (Fig. 4.13, 4.14 & 4.24) suggesting a conserved 
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function. No alignment was observed in the 5’ UTR of the other OKL38 variants (i.e. 

HuOKL38-2a, -2b & -2c; RtOKL38-2.3 & -2.3A) in the two species indicating that 

regulation of these variants could be species specific. 

Several larger transcripts ranging from 4.0 to 9.0 kb were detected in the rat liver 

and kidney, and human liver tissues by Northern Blot analysis (Fig. 4.7 & 4.17). In the 

present study, these larger transcripts were not characterized. 5’RACE analysis did not 

amplify any larger transcripts other than the 1.1 and 1.4 kb fragments from the rat kidney 

cDNA library. However, one does not exclude the possibility that they were derived as a 

result of differential splicing at the 3’ end of the gene or other rare OKL38 variants 

expressed at extremely low levels.  

The similarities in the genomic structures, cDNAs and proteins between the 

human and rat OKL38 gene indicate that the results observed in rat can be extrapolated to 

human counterparts. In general, the rat may serve as a suitable model to address most of 

the questions concerning the functions and regulations of OKL38.  

5.3 Breast Cancer and regulation of OKL38 by human chorionic 

gonadotropin (hCG) 

5.3.1 Pregnancy and hCG induced expression of OKL38 in rat 

mammary gland  

Regulation of OKL38 during pregnancy in rat mammary glands has previously 

been demonstrated (Huynh et al., 2001). In this study, results from RT-PCR and Northern 

blot analysis showed that only the RtOKL38-2.0 variant was induced by hCG in the 

mammary and ovary. Low levels of OKL38 expression were detected in the mammary 
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epithelial cells of non-pregnant rat where the mammary gland is highly undifferentiated 

(Fig. 4.25 & 4.28A). The expression of OKL38 protein in mammary gland was observed 

to be high during pregnancy where the epithelial cells undergoes differentiation and 

throughout lactation, a stage where the breast acquired fully differentiated condition 

(Russo et al., 2005). After weaning, all the secretory units of the breast regressed and the 

mammary epithelial cells undergo apoptosis and remodulation (Russo et al., 1992). At 

this stage, the OKL38 expression returned to basal level as observed in figure 4.25. The 

close relationship between the degree of mammary epithelial differentiation and OKL38 

expression advocate the involvement of this protein in maintaining mammary epithelial 

cell differentiation. This postulation was further supported by the fact that OKL38 is 

highly expressed in the liver and kidney, which is characterized by relatively low cellular 

turnover and extensive differentiation. 

Previous in vitro and in vivo studies demonstrated the growth inhibitory properties 

of OKL38 (Huynh et al., 2001) and coupled to the lost of transcript observed in several 

breast cancer cell lines lists its importance in the process of mammary tumourigenesis. 

Pregnancy and hCG treatment have been shown to protect the breast from carcinogenesis 

(Russo et al., 1990b; Russo et al., 1990a; Russo et al., 1991). Here, hCG and pregnancy 

were demonstrated to induce OKL38 expression in mammary epithelial cells from which 

breast cancer derive. Taking these observations together, it is tempting to speculate that 

OKL38 may be one of the downstream effector proteins involved in pregnancy and hCG 

induced protection of the breast against carcinogenesis.   
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5.3.2 OKL38 is up-regulated by hCG in the rat ovary 

The ability of hCG to induce OKL38 expression in the granulosa cells and the 

corpus lutes have been demonstrated. CG levels rise during the advancement of 

pregnancy and recombinant hCG has been shown to induce enlargement of the rat ovary 

due to the formation of the corpora lutea (Russo I. H., personal communication). In the 

ovary, hCG binds to the granulosa cells of the ovary through LH-CG-R, a seven 

transmembrane G-protein-coupled-receptor; this induces ovulation and maintains the 

corpus luteum that is essential for maintenance of pregnancy until the placenta becomes 

fully functional (Leung and Steele, 1992; Stouffer, 2003). The above observations 

suggested that the induction of OKL38 expression by hCG could be mediated through the 

LH-CG-R signalling pathway. Since CG is required for maintenance of progesterone 

hormone production during pregnancy (Devoto et al., 2002), it is also possible that hCG-

induced OKL38 expression is mediated through progesterone production. Although no 

cAMP responsive element or progesterone responsive element were detected within the 1 

kb region of putative promoter P1 (RtOKL38-2.0), other cis-elements such as AP1, AP4, 

NFKappaB, and CEBPβ were detected using the program MatInspector V2.2. These 

putative transcription factors binding sites may contribute to the induction of OKL38 by 

hCG. 

Ovarian cancers derived from the granulosa cell are rare with an incident 

frequency of approximately 1-2 % and the recurrence of this cancer after resection is very 

high (Amsterdam and Selvaraj, 1997). Transgenic mice hypersecreting LH led to 

elevated serum levels of estrogens, androgens, progesterone, corticosteroids and prolactin 

(Renehan et al., 2004; Keri et al., 2000; Kero et al., 2000; Mann et al., 1999), and lead to 
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eventual formation of granulosa cell tumours (Risma et al., 1995; Owens et al., 2001). 

Surprisingly, these transgenic mice treated with ovulatory doses of hCG prevented the 

formation of granulosa tumours and instead induce the formation of a differentiated 

luteoma (Owens et al., 2002). Since OKL38 is inducible by hCG in the granulosa cell and 

is postulated to function in maintaining cellular differentiation, it is possible that hCG 

induced the formation of differentiated luteoma in the LH transgenic mice via up 

regulation of OKL38. The above postulation may be over simplified as other hormones 

and genes were also involved in orchestrating the effects of pathways switching (Owens 

et al., 2002), from granulosa cell tumour to differentiated luteoma formation. 

Investigating the effects of hCG on expression of OKL38 in these LH transgenic mice 

will shed some light on the functions of OKL38 in granulosa cell tumours.  

5.4 Kidney Tumour and Hepatocellular Carcinoma (HCC) 

5.4.1 Novel biomarkers for kidney tumour and HCC 

Failure to detect cancers at an early stage is the main reason for unsuccessful 

treatment of operable diseases. The ability to predict outcomes of the disease will enable 

customized treatments and therapeutic intervention. Thus, identifying and development 

of useful prognostic and diagnostic biomarkers is an important field in cancer biology. 

OKL38 has been shown to be highly expressed in the liver and kidney. The OKL38 

mRNA transcripts were down-regulated in several breast cancer cell lines and DMBA-

induced mammary tumour (Huynh et al., 2001). These preliminary studies and the 

growth inhibitory property of OKL38 advocate the potential of this gene as a biomarker 

for kidney and liver cancers.  
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All the kidney tumour samples used in this study (except CPA) were of the clear 

cell histological type, which is the most common form of RCC. The results from CPA, 

immunohistochemistry and Western blot analysis indicate that OKL38 was down-

regulated in the kidney tumour at both the mRNA and protein levels. Although the 

OKL38 transcripts were marginally down-regulated in some of the kidney tumour as 

compared to the adjacent benign tissue, the protein were lost in the tumours as shown by 

the immunohistochemical staining and Western blot analysis (Fig. 4.31 & 4.32). 

Interestingly, both the 38 and 61 kDa OKL38 isoforms were lost in the kidney tumour 

and the 61 kDa isoform seem to be a more effective biomarker for differentiating normal 

from tumour tissue than the 38 kDa isoform as shown in Figure 4.31A. 

Immunohistochemistry analysis failed to detect OKL38 protein in 64% (14/22) of the 

kidney tumour most probably attributed to the loss of the 38 and 61 kDa isoforms in the 

majority of the tumours. Due to the insufficiency of patient tissue samples, it is not 

possible at this time to provide any statistically significant conclusion. However, these 

preliminary results seem encouraging that the various isoforms of OKL38 proteins may 

serve as important biomarkers for detection of kidney cancer, especially of the clear cell 

histological type. Both larger patient sample size and diseases outcome information are 

necessary to further address this issue.     

In the liver, the 52 and 61 kDa OKL38 isoforms are expressed at low levels while 

the 38 kDa OKL38 isoform is readily detected using the same antibody, suggesting that 

the various isoforms maybe tissue specific. Due to the complexity of the disease, the 

present TNM system and grading by cellular differentiation cannot accurately predict the 

disease outcome of all HCC patients. Loss or absence of OKL38 was observed in 64.2 % 



  DISCUSSION 
________________________________________________________________________ 

 150

of the HCC examined as compared to its ABL tissue. The loss of OKL38 protein in HCC 

was correlated with the stages of the disease (p=0.0042), indicating the potential use of 

OKL38 expression as a biomarker to improve the present system of tumour staging. 

OKL38 may be used concurrently with other HCC markers such as DNA ploidy, cellular 

proliferation markers, nuclear morphology, cell cycle regulators, oncogenes and their 

receptors, tumour suppressor, apoptosis related factors, telomerase activity, adhesion 

molecules, proteinases, angiogenesis regulators and tumour associated antigen (Qin and 

Tang, 2004), to refine the TNM staging system for HCC. The fine tuned system may 

include more sub-groups increasing the accuracy of prognosis. However, no significant 

correlation was established between OKL38 expression and the survival of patients. 

OKL38 is localized intracellularly and significant loss of the protein is only detectable in 

HCC of higher tumour stage indicating that it may not be a useful diagnostic biomarker 

for earlier detection of HCC. Since the 38 kDa OKL38 isoform is differentially lost in the 

liver tumour, it is important to determine the origin of this isoform.   

5.4.2 Mechanisms of OKL38 down regulation in cancer 

Over-expression of the OKL38 protein in A498, Chang liver and BRL cells led to 

cell rounding and subsequently cell death. This effect could be attributed to cell cycle 

arrest and apoptosis (Wang et al., 2004). These observations led to the speculation that 

OKL38 may play an important role in regulating cell death in tumour and loss of the 

protein may lead to the development and/or progression of the cancer as a result of 

altered equilibrium between cell death and survival. Thus, revealing the regulation of 

OKL38 in cancers is of immense importance. As observed in these series of studies, both 

transcriptions and translations were involved in the down-regulation of OKL38 in 
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cancers. These observations include (1) low levels of OKL38 transcripts were detected in 

breast cancer cell lines (Huynh et al., 2001); (2) lower levels of OKL38 transcripts were 

detected in the kidney tumours compared to adjacent benign tissue (Fig. 4.30); (3) 

OKL38 transcripts were lost or down-regulated in 37% of the HCC investigated (Fig. 

4.33); (4) 42 % (8 of 19) of the paired ABL/HCC, 4 liver (Fig. 4.33) and 1 kidney cancer 

cell lines’ OKL38 transcripts levels did not correlate with the protein expression.  

5.4.2.1 Hypermethylation and Loss of Heterozygosity potentially down 

regulate OKL38 expression in HCC 

Many possible mechanisms could be involved in the down-regulation or lost of 

OKL38 protein in tumours. Hypermethylation at the CpG islands in the promoter region 

has been known to silence tumour suppressor genes (Toyooka et al., 2001). A CpG island 

has been identified in each of the OKL38 promoters, which may be involved in silencing 

of the OKL38 gene in cancers. The OKL38 gene is localized to chromosome 16q23.3, 

which is susceptible to LOH in a variety of tumours (Larsen et al., 2000). This region has 

been described as the second most active fragile site (FRA16D) in the human genome 

(Bednarek et al., 2001; Bednarek et al., 2000; Glover et al., 1984; Ludes-Meyers et al., 

2003) and LOH of two potential tumour suppressor genes (E-cadherin and WWOX) 

resided in this region of HCC have been described (Niketeghad et al., 2001; Slagle et al., 

1993; Park et al., 2004). It is possible from here that this mechanism may play a role in 

down-regulating the OKL38 transcripts in some of the HCC investigated. On the 

contrary, Riou et al. (2002) have recently investigated the expression of gene residing on 

chromosome 16q23.3-24.1 in HCC and have identified that OKL38 was over-expressed 

in HCC. In this study, only 3 of the 19 paired ABL/HCC samples showed significantly 
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higher levels of OKL38 mRNA in HCC tissues, while approximately 50% of these cases 

showed no significant differences in the transcript levels. These observations may 

indicate that loss of OKL38 protein occurred only in a subset of HCC. 

5.4.2.2 Down-regulation of OKL38 translation by small upstream open 

reading frame and long structured 5’UTRs in cancers 

Aberrant expression of growth-related genes by translational mechanisms makes a 

significant contribution to cell transformation. These mechanisms of translational control 

of growth factors and proto-oncogene expression have been extensively reviewed (Willis, 

1999; Clemens, 2004; Dua et al., 2001; Pickering and Willis, 2005). The discrepancy 

between the OKL38 transcripts and protein levels was observed in HCC, which prompt 

the investigation into the molecular mechanisms responsible for the absence of OKL38 

protein in HCC. The intact ORF of the OKL38 transcripts (exon3-8) was observed in 5 

patients and 4 liver cancer cell lines suggesting that the loss of OKL38 protein in HCC 

was not due to mutation or deletion (Fig. 4.35). The 5’UTRs of all the three OKL38 

variants (HuOKL38-1a, -2a & -2b) derived through differential promoter usage and 

alternative splicing have been demonstrated to suppress the translation of OKL38 protein 

in both TNT system and transfected cells (Fig. 4.37). These observations suggested that 

besides transcriptional regulation of OKL38 transcripts, post-transcriptional regulation 

also played an important role in regulating OKL38 protein expression.  

Two thirds of the mRNAs that encodes for proto-oncogenes or factors related to 

cell proliferation contains atypical 5’ untranslated regions which are more than 200 bases 

long and/or have more than one AUG codon (Kozak, 1987; Kozak, 1991). It was reported 

that upstream open reading frames (uORF) found in 5’UTRs of the bcl2 gene play a role 
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in translational suppression (Harigai et al., 1996). An uORF of 10 amino acids was 

detected in HuOKL38-1a transcripts, while two uORF of 21 and 30 amino acids were 

identified in the 5’UTRs of the HuOKL38-2a transcripts. Similarly, the 21 amino acids 

uORF was also present in the HuOKL38-2b transcripts. The disruption of some of these 

small uORFs has lead to increase translational efficiency of the OKL38 protein (Fig. 

4.40), which supported the potential role of these uORFs in translational suppression in 

OKL38 mRNAs.  

The presence of these small uORFs may be insufficient to explain the differential 

lost of OKL38 expression in kidney and liver tumour and, cancer cell lines despite the 

presence of OKL38 transcripts with intact ORF. It is possible that other mechanisms may 

be responsible for the differential loss of OKL38 protein in HCC. Besides the uORFs, the 

long structured 5’UTRs of the HuOKL38-2a and -2b transcripts may contain IRES, 

interacting with other ITAFs, to suppress the translation of OKL38 protein. Important 

genes such as MDM2, TGFβ and Bcl-2 expressed variants with long 5’UTRs differing in 

length, exhibiting translational repression. The translation suppression effect by long 

structured 5’UTRs and uORF have been reported (Willis, 1999) and reviewed in section 

1.2. RNA binding protein such as HuR has also been shown to bind to the IRES present 

in the 5’UTR of p27, leading to down-regulation of the translation of p27 (Kullmann et 

al., 2002). ITAFs such as hnRNPK, La autoantigen, PTB protein and others may bind to 

the structured 5’UTR to down-regulate translation of OKL38 mRNA. At this junction, it 

is possible that similar mechanisms involving RNA-binding protein/RNA complex, 

together with the 5’UTRs might suppress the translation of OKL38 mRNA. These ITAFs 

may be over-expressed in cancer cell lines and tumours leading to differential 
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suppression of translation. Experiments are under way to identify possible RNA binding 

protein in the 5’UTRs of OKL38 transcripts. 

The OKL38 antibody used in this study has been demonstrated to be specific for 

Western and immunohistochemical analysis (Fig. 4.31 & 4.32). Only the 38 kDa isoform 

of the OKL38 protein was readily detected in the ABL tissue, in contrast to the 52 kDa 

isoform cloned and characterized in this study. Beside internal initiation mechanisms as 

discussed in section 5.1.3, one does not rule out the possibility that the 38 kDa isoform 

might have been processed from the 52 and 62 kDa isoforms. The cancer cell lines used 

in this study may not have the necessary mechanism to process these exogenous larger 

isoforms as observed in the transfection study. In view of all these observations, the 

OKL38 gene may be differentially down-regulated in cancer at the transcriptional and 

translational levels, and probably also via post-translational modification of the pre-

OKL38 protein.  

5.5 OKL38 – A stress related protein 

In recent years, the use of micro-array platform to study the transcriptome is 

becoming very common. Profiling the genes expression during certain treatments or 

developments may reveal the biological functions or pathways involved. OKL38 have 

been shown to be significantly induced or suppressed by chemicals such as hydrogen 

peroxide (HP), mendonine (MEN), t-butyl-hydrogen peroxide (TBH), phthalate esters 

and polycyclic aromatic hydrocarbon (PAH) (Chuang et al., 2002; Liu et al., 2005; 

Mahadevan et al., 2005). Physiological laminar shear stresses (LSS), which act as 

differentiative stimuli on endothelial cell, induced the expression of OKL38 transcripts 

(Wasserman et al., 2002). The differential expressions of OKL38 transcripts in these 
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treatments suggest that the gene may be involved in many physiological and cellular 

processes. 

Phthalate esters could induce male reproductive tract abnormalities in male rats 

exposed gestationally (Fisher, 2004; Fisher et al., 2003). OKL38 has been reported to be 

one of the genes that were down-regulated in the fetal testis of the rat following in utero 

exposure to a panel of developmentally toxic phthalates (Liu et al., 2005). Liu et al. 

(2005) have also identified the pathways disrupted by these compounds, which include 

cholesterol transport, steroidogenesis, intracellular lipid and cholesterol homeostasis, 

insulin signaling, transcriptional regulation, and oxidative stress. It is likely that OKL38 

may be regulated by one of these pathways and plays an important role in male 

reproductive tract development. The suppression of OKL38 transcripts by phthalate could 

be due to the down-regulation of LH-R (Liu et al., 2005), which is the common receptor 

for both LH and hCG. In this study, OKL38 was shown to be inducible by hCG in the rat 

mammary gland and ovary. In the testis, the CG may play a role in maintaining OKL38 

expression and phthalate-induced down-regulation of LH-R may consequently down-

regulate OKL38 expression. Coincidentally, all the genes involved in oxidative stress 

were also down-regulated in the phthalate exposed rat testis further supported the 

postulation that OKL38 is involved in oxidative stress. 

OKL38 is up-regulated by oxidative stress induced by chemical compounds such 

as HP, MEM and TBH (Chuang et al., 2002). Similarly, physiological LSS also induced 

the expression of OKL38 transcripts in cultured human umbilical vein endothelial cells 

(Wasserman et al., 2002). LSS induced many of the genes involved with antioxidant 

functions such as thioredoxin reductase and Cu/Zn superoxide dismutase, which play a 



  DISCUSSION 
________________________________________________________________________ 

 156

role in maintaining low levels of intracellular reactive oxygen species generated by LSS. 

The coordinated regulation of a diverse set of antioxidant effectors and the presence of a 

Pyr_redox domain in OKL38 protein strongly highlights the protective role of this protein 

in oxidative stress induced cellular damage.  

Other than oxidative stress, OKL38 is also induced by PAH (i.e. Benzo[a]pyrene) 

which is a common compound present in urban dust (Mahadevan et al., 2005). Exposure 

to PAHs can target the expression of regulatory proteins involved in activation, 

detoxification and DNA repair, thus altering the ability of the cells to maintain genomic 

integrity. OKL38 may function as a tumour suppressor to protect and prevent the 

transformation to cancer cell during exposure to PAHs. Evidences from these studies 

demonstrated that OKL38 is differentially regulated by cellular stress and it might serve 

an important role in re-establishing equilibrium of the cellular environment. 
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CHAPTER 6: CONCLUSIONS AND FUTURE STUDIES 
In conclusion, the human OKL38 gene has been cloned, sequenced and the 

genomic organization revealed. Several important regions that may play important roles 

in the regulation of OKL38 gene are identified. In addition, three of the novel human 

OKL38 cDNAs are cloned and partially characterized. Several lines of evidences indicate 

that OKL38 is a conserved essential protein and may belong to the Pyr_redox family of 

proteins. The rat model was established with the cloning of three rat OKL38 cDNAs, 

deciphering its genomic structure and tissues distribution. The effects of hCG on OKL38 

expression in the rat mammary tissue and ovary was demonstrated using this model. The 

positive correlation between hCG-induced OKL38 expression and hCG-protection 

against mammary carcinogenesis suggests that OKL38 may function as the downstream 

effector protein of hCG-mediated protection against mammary carcinogenesis by 

maintaining cellular differentiation.  

The present data showed that OKL38 protein is down-regulated in a high 

proportion of kidney and liver tumours indicating that the protein may play a crucial role 

in the progression of the disease. Loss of OKL38 protein in a high proportion of primary 

HCCs, which positively correlate with tumour grade indicate that OKL38 might be a 

useful marker for refining the TNM staging system. Results from this study points 

towards the vital role of OKL38 in the survival of cancer cells and its loss in HCC may 

permit the cancer cells to escape the normal cell death mechanisms leading to 

uncontrolled growth. In view of these observations, induction of OKL38 translation may 

serve as a therapeutic alternative or adjuvant in combating HCC and be worth further 

investigation. 
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 Although much was known about OKL38 in this study, the functions and 

regulations of this gene are far from being understood. Characterization of the putative 

promoters will enable us to understand the regulation of OKL38 at the transcription level, 

which may reflect its intrinsic functions, as several chemical agents were involved in the 

induction and repression of the transcripts. The rat OKL38 promoter P2 seems to be 

active only in kidney making it an interesting candidate for the study of kidney tissue 

specific promoter. Further characterization of this promoter may lead to the development 

of vectors useful for kidney specific targeted gene expression. 

In-depth studies of the 5’UTRs and the non-inframe ORFs in the main ORF (52 

kDa) is crucial to decipher the loss of the 38 kDa isoforms in both the liver and kidney 

tumours. Isoform-specific antibodies can be raised against the various OKL38 isoforms 

and exploit expression studies in tumour, including the kidney, ovarian and breast cancer. 

Small uORFs and non-inframe ORFs are known to lead to internal translation initiation 

during cellular stress such as nutrient deficiency. Since OKL38 expression is closely 

related to cellular stress, similar translational machinery may be involved and 

characterization of the 5’UTRs may reveal novel isoforms of OKL38 involved in cellular 

stress. Finally, the generation of an OKL38 knockout animal seems tempting, which will 

advance our understanding of the functions of this important gene. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 159

References 
Aaltomaa,S., Lipponen,P., Ala-Opas,M., Eskelinen,M., and Syrjanen,K. (1997). 
Prognostic value of Ki-67 expression in renal cell carcinomas. Eur. Urol. 31, 350-355. 
Abou-Elella,A., Gramlich,T., Fritsch,C., and Gansler,T. (1996). c-myc amplification in 
hepatocellular carcinoma predicts unfavorable prognosis. Mod. Pathol. 9, 95-98. 
Akiri,G., Nahari,D., Finkelstein,Y., Le,S.Y., Elroy-Stein,O., and Levi,B.Z. (1998). 
Regulation of vascular endothelial growth factor (VEGF) expression is mediated by 
internal initiation of translation and alternative initiation of transcription. Oncogene 17, 
227-236. 
Akriviadis,E.A., Llovet,J.M., Efremidis,S.C., Shouval,D., Canelo,R., Ringe,B., and 
Meyers,W.C. (1998). Hepatocellular carcinoma. Br. J Surg. 85, 1319-1331. 
Allison,R.S., Mumy,M.L., and Wakefield,L.M. (1998). Translational control elements in 
the major human transforming growth factor-beta 1 mRNA. Growth Factors 16, 89-100. 
Altman,D.G., Machin,D., Bryant,T.N., and Gardner,M.J. (2000). Statistics with 
Confidence. British Medical Journal Books, London). 
Alvarado,M.V., Alvarado,N.E., Russo,J., and Russo,I.H. (1994). Human chorionic 
gonadotropin inhibits proliferation and induces expression of inhibin in human breast 
epithelial cells in vitro. In Vitro Cell Dev. Biol. Anim 30A, 4-8. 
Amornmarn,R., Bui,M.M., Prempree,T.B., and Masood,S. (2000). Molecular predictive 
factors for local recurrence and distant metastasis of breast cancer after lumpectomy with 
postoperative radiation therapy. Ann. Clin. Lab Sci. 30, 33-40. 
Amsterdam,A. and Selvaraj,N. (1997). Control of differentiation, transformation, and 
apoptosis in granulosa cells by oncogenes, oncoviruses, and tumor suppressor genes. 
Endocr. Rev. 18, 435-461. 
Andersson,M., Vyberg,M., Visfeldt,J., Carstensen,B., and Storm,H.H. (1994). Primary 
liver tumors among Danish patients exposed to Thorotrast. Radiat. Res. 137, 262-273. 
Arrick,B.A., Grendell,R.L., and Griffin,L.A. (1994). Enhanced translational efficiency of 
a novel transforming growth factor beta 3 mRNA in human breast cancer cells. Mol. Cell 
Biol. 14, 619-628. 
Arrick,B.A., Lee,A.L., Grendell,R.L., and Derynck,R. (1991). Inhibition of translation of 
transforming growth factor-beta 3 mRNA by its 5' untranslated region. Mol. Cell Biol. 
11, 4306-4313. 
Austin,H., Delzell,E., Grufferman,S., LeVine,R., Morrison,A.S., Stolley,P.D., and 
Cole,P. (1987). Case-control study of hepatocellular carcinoma, occupation, and chemical 
exposures. J. Occup. Med. 29, 665-669. 
Awad,M., Pravica,V., Perrey,C., El Gamel,A., Yonan,N., Sinnott,P.J., and 
Hutchinson,I.V. (1999). CA repeat allele polymorphism in the first intron of the human 
interferon-gamma gene is associated with lung allograft fibrosis. Hum. Immunol. 60, 
343-346. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 160

Bag,J. (2001). Feedback inhibition of poly(A)-binding protein mRNA translation. A 
possible mechanism of translation arrest by stalled 40 S ribosomal subunits. J Biol. 
Chem. 276, 47352-47360. 
Bailey,M.A. and Brunt,E.M. (2002). Hepatocellular carcinoma: predisposing conditions 
and precursor lesions. Gastroenterol. Clin. North Am. 31, 641-662. 
Bardi,G., Rizou,H., Michailakis,E., Dietrich,C., Pandis,N., and Heim,S. (1998). 
Cytogenetic findings in three primary hepatocellular carcinomas. Cancer Genet. 
Cytogenet. 104, 165-166. 
Barth,A.I., Nathke,I.S., and Nelson,W.J. (1997). Cadherins, catenins and APC protein: 
interplay between cytoskeletal complexes and signaling pathways. Curr. Opin. Cell Biol. 
9, 683-690. 
Bednarek,A.K., Keck-Waggoner,C.L., Daniel,R.L., Laflin,K.J., Bergsagel,P.L., 
Kiguchi,K., Brenner,A.J., and Aldaz,C.M. (2001). WWOX, the FRA16D gene, behaves 
as a suppressor of tumor growth. Cancer Res. 61, 8068-8073. 
Bednarek,A.K., Laflin,K.J., Daniel,R.L., Liao,Q., Hawkins,K.A., and Aldaz,C.M. (2000). 
WWOX, a novel WW domain-containing protein mapping to human chromosome 
16q23.3-24.1, a region frequently affected in breast cancer. Cancer Res. 60, 2140-2145. 
Belldegrum A and DeKernion JB (1998). Renal Tumors. In Campbell's Urology, 
Saunders), pp. 2283-2326. 
Bianchi,L. (1993). Glycogen storage disease I and hepatocellular tumours. Eur. J. Pediatr. 
152 Suppl 1, S63-S70. 
Birt,A.R., Hogg,G.R., and Dube,W.J. (1977). Hereditary multiple fibrofolliculomas with 
trichodiscomas and acrochordons. Arch. Dermatol. 113, 1674-1677. 
Blankenship,C., Naglich,J.G., Whaley,J.M., Seizinger,B., and Kley,N. (1999). Alternate 
choice of initiation codon produces a biologically active product of the von Hippel 
Lindau gene with tumor suppressor activity. Oncogene 18, 1529-1535. 
Blaszyk,H., Hartmann,A., Cunningham,J.M., Schaid,D., Wold,L.E., Kovach,J.S., and 
Sommer,S.S. (2000). A prospective trial of midwest breast cancer patients: a p53 gene 
mutation is the most important predictor of adverse outcome. Int. J. Cancer 89, 32-38. 
Block,T.M., Mehta,A.S., Fimmel,C.J., and Jordan,R. (2003). Molecular Viral oncology 
of hepatocellular carcinoma. Oncogene 22, 5093-5107. 
Bodmer,D., Eleveld,M.J., Ligtenberg,M.J., Weterman,M.A., Janssen,B.A., Smeets,D.F., 
de Wit,P.E., van den,B.A., van den,B.E., Koolen,M.I., and Geurts,v.K. (1998). An 
alternative route for multistep tumorigenesis in a novel case of hereditary renal cell 
cancer and a t(2;3)(q35;q21) chromosome translocation. Am. J. Hum. Genet. 62, 1475-
1483. 
Bonnal,S., Schaeffer,C., Creancier,L., Clamens,S., Moine,H., Prats,A.C., and Vagner,S. 
(2003). A single internal ribosome entry site containing a G quartet RNA structure drives 
fibroblast growth factor 2 gene expression at four alternative translation initiation codons. 
J Biol. Chem. 278, 39330-39336. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 161

Bosch,F.X., Ribes,J., Diaz,M., and Cleries,R. (2004). Primary liver cancer: worldwide 
incidence and trends. Gastroenterology 127, S5-S16. 
Bossemeyer,D., Borchard,A., Dosch,D.C., Helmer,G.C., Epstein,W., Booth,I.R., and 
Bakker,E.P. (1989). K+-transport protein TrkA of Escherichia coli is a peripheral 
membrane protein that requires other trk gene products for attachment to the cytoplasmic 
membrane. J Biol. Chem. 264, 16403-16410. 
Braissant, O. and Wahli, W. A simplified  In situ hybridization protocol using non-
radioactively labeled probes to detect abundant and rare mRNAs on tissue sections. 
Biochemica 10, 10-16. 1998. Switzerland, Roche Applied Science. Magazine Article. 
Bui,M.H., Seligson,D., Han,K.R., Pantuck,A.J., Dorey,F.J., Huang,Y., Horvath,S., 
Leibovich,B.C., Chopra,S., Liao,S.Y., Stanbridge,E., Lerman,M.I., Palotie,A., 
Figlin,R.A., and Belldegrun,A.S. (2003). Carbonic anhydrase IX is an independent 
predictor of survival in advanced renal clear cell carcinoma: implications for prognosis 
and therapy. Clin Cancer Res. 9, 802-811. 
Bui,M.H., Zisman,A., Pantuck,A.J., Han,K.R., Wieder,J., and Belldegrun,A.S. (2001). 
Prognostic factors and molecular markers for renal cell carcinoma. Expert Rev. 
Anticancer Ther. 1, 565-575. 
Burger,H.G., Baillie,A., Drummond,A.E., Healy,D.L., Jobling,T., Mamers,P., 
Robertson,D.M., Susil,B., Cahir,N., Shen,Y., Verity,K., Fuller,P.J., Groome,N.P., and 
Findlay,J.K. (1998). Inhibin and ovarian cancer. J Reprod. Immunol. 39, 77-87. 
Burke,T.W. and Kadonaga,J.T. (1997). The downstream core promoter element, DPE, is 
conserved from Drosophila to humans and is recognized by TAFII60 of Drosophila. 
Genes Dev. 11, 3020-3031. 
Calkhoven,C.F., Muller,C., and Leutz,A. (2000). Translational control of C/EBPalpha 
and C/EBPbeta isoform expression. Genes Dev. 14, 1920-1932. 
Cande,C., Cecconi,F., Dessen,P., and Kroemer,G. (2002). Apoptosis-inducing factor 
(AIF): key to the conserved caspase-independent pathways of cell death? J Cell Sci. 115, 
4727-4734. 
Cande,C., Vahsen,N., Garrido,C., and Kroemer,G. (2004). Apoptosis-inducing factor 
(AIF): caspase-independent after all. Cell Death. Differ. 11, 591-595. 
Cao,J. and Geballe,A.P. (1995). Translational inhibition by a human cytomegalovirus 
upstream open reading frame despite inefficient utilization of its AUG codon. J Virol. 69, 
1030-1036. 
Capoulade,C., Bressac-de Paillerets,B., Lefrere,I., Ronsin,M., Feunteun,J., Tursz,T., and 
Wiels,J. (1998). Overexpression of MDM2, due to enhanced translation, results in 
inactivation of wild-type p53 in Burkitt's lymphoma cells. Oncogene 16, 1603-1610. 
Capoulade,C., Mir,L.M., Carlier,K., Lecluse,Y., Tetaud,C., Mishal,Z., and Wiels,J. 
(2001). Apoptosis of tumoral and nontumoral lymphoid cells is induced by both mdm2 
and p53 antisense oligodeoxynucleotides. Blood 97, 1043-1049. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 162

Chan,E.S., Chow,P.K., Tai,B., Machin,D., and Soo,K. (2000). Neoadjuvant and adjuvant 
therapy for operable hepatocellular carcinoma. Cochrane. Database. Syst. Rev. 
CD001199. 
Chang,N.S. (2002). A potential role of p53 and WOX1 in mitochondrial apoptosis 
(review). Int J Mol. Med. 9, 19-24. 
Chang,N.S., Pratt,N., Heath,J., Schultz,L., Sleve,D., Carey,G.B., and Zevotek,N. (2001). 
Hyaluronidase induction of a WW domain-containing oxidoreductase that enhances 
tumor necrosis factor cytotoxicity. J Biol. Chem. 276, 3361-3370. 
Chappell,S.A., Edelman,G.M., and Mauro,V.P. (2000a). A 9-nt segment of a cellular 
mRNA can function as an internal ribosome entry site (IRES) and when present in linked 
multiple copies greatly enhances IRES activity. Proc. Natl. Acad. Sci. U. S. A 97, 1536-
1541. 
Chappell,S.A., LeQuesne,J.P., Paulin,F.E., deSchoolmeester,M.L., Stoneley,M., 
Soutar,R.L., Ralston,S.H., Helfrich,M.H., and Willis,A.E. (2000b). A mutation in the c-
myc-IRES leads to enhanced internal ribosome entry in multiple myeloma: a novel 
mechanism of oncogene de-regulation. Oncogene 19, 4437-4440. 
Chappell,S.A. and Mauro,V.P. (2003). The internal ribosome entry site (IRES) contained 
within the RNA-binding motif protein 3 (Rbm3) mRNA is composed of functionally 
distinct elements. J Biol. Chem. 278, 33793-33800. 
Chen,C.J., Chen,C.W., Wu,M.M., and Kuo,T.L. (1992). Cancer potential in liver, lung, 
bladder and kidney due to ingested inorganic arsenic in drinking water. Br. J. Cancer 66, 
888-892. 
Chen,Y.C., Chuang,Y.C., Chang,C.C., Jeang,C.L., and Chang,M.C. (2004). A K+ yptake 
protein, TrkA, is required for serum, protamine, and polymyxin B resistance in Vibrio 
vulnificus. Infect. Immun. 72, 629-636. 
Chow,W.H., Devesa,S.S., Warren,J.L., and Fraumeni,J.F., Jr. (1999). Rising incidence of 
renal cell cancer in the United States. JAMA 281, 1628-1631. 
Chuang,Y.Y., Chen,Y., Gadisetti, Chandramouli,V.R., Cook,J.A., Coffin,D., Tsai,M.H., 
DeGraff,W., Yan,H., Zhao,S., Russo,A., Liu,E.T., and Mitchell,J.B. (2002). Gene 
expression after treatment with hydrogen peroxide, menadione, or t-butyl hydroperoxide 
in breast cancer cells. Cancer Res. 62, 6246-6254. 
Claudio,P.P., Zamparelli,A., Garcia,F.U., Claudio,L., Ammirati,G., Farina,A., 
Bovicelli,A., Russo,G., Giordano,G.G., McGinnis,D.E., Giordano,A., and Cardi,G. 
(2002). Expression of cell-cycle-regulated proteins pRb2/p130, p107, p27(kip1), p53, 
mdm-2, and Ki-67 (MIB-1) in prostatic gland adenocarcinoma. Clin Cancer Res 8, 1808-
1815. 
Clemens,M.J. (2004). Targets and mechanisms for the regulation of translation in 
malignant transformation. Oncogene 23, 3180-3188. 
Coleman W.B. and Tsongalis G.J. (2002). The role of genomic instability in the 
development of human cancer. In The Molecular Basis of Human Cancer, W.B.Coleman 
and Tsongalis G.J, eds. (Totowa: Humana  Press), pp. 115-142. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 163

Coleman,W.B. (2003). Mechanisms of human hepatocarcinogenesis. Curr. Mol. Med. 3, 
573-588. 
Colombo,M. (1992). Hepatocellular carcinoma. J Hepatol. 15, 225-236. 
Cooke,I., O'Brien,M., Charnock,F.M., Groome,N., and Ganesan,T.S. (1995). Inhibin as a 
marker for ovarian cancer. Br. J Cancer 71, 1046-1050. 
Cregan,S.P., Dawson,V.L., and Slack,R.S. (2004). Role of AIF in caspase-dependent and 
caspase-independent cell death. Oncogene 23, 2785-2796. 
Crew,J.P., Fuggle,S., Bicknell,R., Cranston,D.W., De Benedetti,A., and Harris,A.L. 
(2000). Eukaryotic initiation factor-4E in superficial and muscle invasive bladder cancer 
and its correlation with vascular endothelial growth factor expression and tumour 
progression. Br. J Cancer 82, 161-166. 
Danilovich,N., Roy,I., and Sairam,M.R. (2001). Ovarian pathology and high incidence of 
sex cord tumors in follitropin receptor knockout (FORKO) mice. Endocrinol. 142, 3673-
3684. 
Daugas,E., Nochy,D., Ravagnan,L., Loeffler,M., Susin,S.A., Zamzami,N., and 
Kroemer,G. (2000). Apoptosis-inducing factor (AIF): a ubiquitous mitochondrial 
oxidoreductase involved in apoptosis. FEBS Lett. 476, 118-123. 
de Alava,E., Antonescu,C.R., Panizo,A., Leung,D., Meyers,P.A., Huvos,A.G., Pardo-
Mindan,F.J., Healey,J.H., and Ladanyi,M. (2000). Prognostic impact of P53 status in 
Ewing sarcoma. Cancer 89, 783-792. 
DeFatta,R.J., Turbat-Herrera,E.A., Li,B.D., Anderson,W., and De Benedetti,A. (1999). 
Elevated expression of eIF4E in confined early breast cancer lesions: possible role of 
hypoxia. Int J Cancer 80, 516-522. 
Degnin,C.R., Schleiss,M.R., Cao,J., and Geballe,A.P. (1993). Translational inhibition 
mediated by a short upstream open reading frame in the human cytomegalovirus gpUL4 
(gp48) transcript. J Virol. 67, 5514-5521. 
Delahunt,B., Bethwaite,P.B., Nacey,J.N., and Ribas,J.L. (1993). Proliferating cell nuclear 
antigen (PCNA) expression as a prognostic indicator for renal cell carcinoma: 
comparison with tumour grade, mitotic index, and silver-staining nucleolar organizer 
region numbers. J Pathol. 170, 471-477. 
Deugnier,Y. and Turlin,B. (2001). Iron and hepatocellular carcinoma. J. Gastroenterol. 
Hepatol. 16, 491-494. 
Devoto,L., Kohen,P., Vega,M., Castro,O., Gonzalez,R.R., Retamales,I., Carvallo,P., 
Christenson,L.K., and Strauss,J.F. (2002). Control of human luteal steroidogenesis. Mol. 
Cell Endocrinol 186, 137-141. 
Dickson,R.B. and Lippman,M.E. (1995). Growth factors in breast cancer. Endocr. Rev. 
16, 559-589. 
Diez,M., Medrano,M., Muguerza,J.M., Ramos,P., Hernandez,P., Villeta,R., Martin,A., 
Noguerales,F., Ruiz,A., and Granell,J. (2000). Influence of tumor localization on the 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 164

prognostic value of P53 protein in colorectal adenocarcinomas. Anticancer Res. 20, 3907-
3912. 
Doll,R. (1996). Cancers weakly related to smoking. Br. Med. Bull. 52, 35-49. 
Driouch,K., Prydz,H., Monese,R., Johansen,H., Lidereau,R., and Frengen,E. (2002). 
Alternative transcripts of the candidate tumor suppressor gene, WWOX, are expressed at 
high levels in human breast tumors. Oncogene 21, 1832-1840. 
Du,C.L. and Wang,J.D. (1998). Increased morbidity odds ratio of primary liver cancer 
and cirrhosis of the liver among vinyl chloride monomer workers. Occup. Environ. Med. 
55, 528-532. 
Dua,K., Williams,T.M., and Beretta,L. (2001). Translational control of the proteome: 
relevance to cancer. Proteomics. 1, 1191-1199. 
Duan,D.R., Humphrey,J.S., Chen,D.Y., Weng,Y., Sukegawa,J., Lee,S., Gnarra,J.R., 
Linehan,W.M., and Klausner,R.D. (1995). Characterization of the VHL tumor suppressor 
gene product: localization, complex formation, and the effect of natural inactivating 
mutations. Proc. Natl. Acad. Sci. U. S. A 92, 6459-6463. 
Elmore L.W. and Harris C.C. (1998). Hepatocellular carcinoma. In The Genetic Basis of 
human Cancer, B.Vogelstein and Kinzler K.W., eds. (New York: McGraw-Hill), pp. 681-
689. 
Endo,K., Ueda,T., Ohta,T., and Terada,T. (2000). Protein expression of MDM2 and its 
clinicopathological relationships in human hepatocellular carcinoma. Liver 20, 209-215. 
Evans,J.R., Mitchell,S.A., Spriggs,K.A., Ostrowski,J., Bomsztyk,K., Ostarek,D., and 
Willis,A.E. (2003). Members of the poly (rC) binding protein family stimulate the 
activity of the c-myc internal ribosome entry segment in vitro and in vivo. Oncogene 22, 
8012-8020. 
Fang,P., Wang,Z., and Sachs,M.S. (2000). Evolutionarily conserved features of the 
arginine attenuator peptide provide the necessary requirements for its function in 
translational regulation. J Biol. Chem. 275, 26710-26719. 
Feitelson,M.A., Sun,B., Satiroglu Tufan,N.L., Liu,J., Pan,J., and Lian,Z. (2002). Genetic 
mechanisms of hepatocarcinogenesis. Oncogene 21, 2593-2604. 
Ferrero,J.M., Ramaioli,A., Formento,J.L., Francoual,M., Etienne,M.C., Peyrottes,I., 
Ettore,F., Leblanc-Talent,P., Namer,M., and Milano,G. (2000). P53 determination 
alongside classical prognostic factors in node-negative breast cancer: an evaluation at 
more than 10-year follow-up. ann. oncol. 11, 393-397. 
Finkel,T. (2000). Redox-dependent signal transduction. FEBS Lett. 476, 52-54. 
Fisher,J.S. (2004). Environmental anti-androgens and male reproductive health: focus on 
phthalates and testicular dysgenesis syndrome. Reproduction. 127, 305-315. 
Fisher,J.S., Macpherson,S., Marchetti,N., and Sharpe,R.M. (2003). Human 'testicular 
dysgenesis syndrome': a possible model using in-utero exposure of the rat to dibutyl 
phthalate. Hum. Reprod. 18, 1383-1394. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 165

Fiskerstrand,C.E., Lovejoy,E., Gerrard,L., and Quinn,J.P. (1999). An intronic domain 
within the rat preprotachykinin-A gene containing a CCCT repetitive motif acts as an 
enhancer in differentiating embryonic stem cells. Neurosci. Lett. 263, 141-144. 
Fleshner,N., Kapusta,L., Ezer,D., Herschorn,S., and Klotz,L. (2000). p53 nuclear 
accumulation is not associated with decreased disease-free survival in patients with node 
positive transitional cell carcinoma of the bladder. J. Urol. 164, 1177-1182. 
Fontanelli,R., Stefanon,B., Raspagliesi,F., Kenda,R., Tomasic,G., Spatti,G., Riboldi,G., 
Di Donato,P., Pilotti,S., and De Palo,G. (1998). Adult granulosa cell tumor of the ovary: 
a clinico pathologic study of 35 cases. Tumori 84, 60-64. 
Fukuda,K., Ogasawara,S., Maruiwa,M., Yano,H., Murakami,T., and Kojiro,M. (1988). 
Structural alterations in c-myc and c-Ha-ras proto-oncogenes in human hepatocellular 
carcinoma. Kurume Med. J. 35, 77-87. 
Gadducci,A., Cianci,C., Cosio,S., Carnino,F., Fanucchi,A., Buttitta,F., Conte,P.F., and 
Genazzani,A.R. (2000). p53 status is neither a predictive nor a prognostic variable in 
patients with advanced ovarian cancer treated with a paclitaxel-based regimen. 
Anticancer Res. 20, 4793-4799. 
Gallego,M.G., Acenero,M.J., Ortega,S., Delgado,A.A., and Cantero,J.L. (2000). 
Prognostic influence of p53 nuclear overexpression in colorectal carcinoma. Dis. Colon 
Rectum 43, 971-975. 
Gan,F.Y., Gesell,M.S., Alousi,M., and Luk,G.D. (1993). Analysis of ODC and c-myc 
gene expression in hepatocellular carcinoma by in situ hybridization and 
immunohistochemistry. J. Histochem. Cytochem. 41, 1185-1196. 
Gardiner-Garden,M. and Frommer,M. (1987). CpG islands in vertebrate genomes 
1061. J. Mol. Biol. 196, 261-282. 
Gasteiger E, Hoogland C, Gattiker A, Duvaud S, Wilkins MR, Appel RD, and Bairoch A 
(2005). Protein Identification and Analysis Tools on the ExPASy Server. In The 
Proteomics Protocols Handbook, John M.Walker, ed. Humana Press). 
Gebhart,J.B., Roche,P.C., Keeney,G.L., Lesnick,T.G., and Podratz,K.C. (2000). 
Assessment of inhibin and p53 in granulosa cell tumors of the ovary. Gynecol. Oncol 77, 
232-236. 
Glenn G.M, Choyke P.L, Zbar B, and Linehan WM (1990). Von Hippel-Lindau disease: 
clinical review and molecular genetics. In Problems in Urologic Surgery: Benign and 
Maglinant Tumors of the Kidney, E.E Anderson, ed. (Philadelphia: J.B Lippincott Co.), 
pp. 312-330. 
Glenn,G.M., Linehan,W.M., Hosoe,S., Latif,F., Yao,M., Choyke,P., Gorin,M.B., 
Chew,E., Olfield,E., Manolatos,C., and . (1992). Screening for von Hippel-Lindau 
disease by DNA polymorphism analysis. JAMA 267, 1226-1231. 
Glover,T.W., Berger,C., Coyle,J., and Echo,B. (1984). DNA polymerase alpha inhibition 
by aphidicolin induces gaps and breaks at common fragile sites in human chromosomes. 
Hum. Genet. 67, 136-142. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 166

Gnarra,J.R., Tory,K., Weng,Y., Schmidt,L., Wei,M.H., Li,H., Latif,F., Liu,S., Chen,F., 
Duh,F.M., and . (1994). Mutations of the VHL tumour suppressor gene in renal 
carcinoma. Nat. Genet. 7, 85-90. 
Grisha,J.W. (2002). Molecular genetic alterations in primary hepatocellular neoplasms: 
Hepatocellular adenoma, hepatocellular carcinoma, and hepatblastoma. In The molecular 
Basis of Human Cancert, W.B.Coleman and Tsongalis G.J, eds. (Totowa: Humana 
Press), pp. 269-346. 
Grisham J.W. (1995). Liver. In Pathology of Environmental and Occupational Disease, 
Craighead J.E., ed. (St. Louis: Mosby), pp. 491-209. 
Grisham,J.W. (1997). Interspecies comparison of liver carcinogenesis: implications for 
cancer risk assessment. Carcinogenesis 18, 59-81. 
Groulx,I. and Lee,S. (2002). Oxygen-dependent ubiquitination and degradation of 
hypoxia-inducible factor requires nuclear-cytoplasmic trafficking of the von Hippel-
Lindau tumor suppressor protein. Mol. Cell Biol. 22, 5319-5336. 
Hadchouel M (1994). Metabolic liver diseases and liver carcinoma. In Primary Liver 
Cancer: Etiological and Progression Factors, C.Brechot, ed. (Boca Raton: CRC Press), 
pp. 79-86. 
Halliwell,B. (1999). Antioxidant defence mechanisms: from the beginning to the end (of 
the beginning). Free Radic. Res. 31, 261-272. 
Hamann,A., Bossemeyer,D., and Bakker,E.P. (1987). Physical mapping of the K+ 
transport trkA gene of Escherichia coli and overproduction of the TrkA protein. J. 
Bacteriol. 169, 3138-3145. 
Han,H.J. and Nakamura,Y. (1998). Dinucleotide repeat polymorphism in the first intron 
of the CSR gene. J. Hum. Genet. 43, 212-213. 
Hansen,T.M. and Nagley,P. (2003). AIF: a multifunctional cog in the life and death 
machine. Sci. STKE. 2003, E31. 
Harding,H.P., Novoa,I., Zhang,Y., Zeng,H., Wek,R., Schapira,M., and Ron,D. (2000). 
Regulated translation initiation controls stress-induced gene expression in mammalian 
cells. Mol. Cell 6, 1099-1108. 
Harigai,M., Miyashita,T., Hanada,M., and Reed,J.C. (1996). A cis-acting element in the 
BCL-2 gene controls expression through translational mechanisms. Oncogene 12, 1369-
1374. 
Hassan,M.M., Hwang,L.Y., Hatten,C.J., Swaim,M., Li,D., Abbruzzese,J.L., Beasley,P., 
and Patt,Y.Z. (2002). Risk factors for hepatocellular carcinoma: synergism of alcohol 
with viral hepatitis and diabetes mellitus. Hepatology 36, 1206-1213. 
Heinze,T., Jonas,S., Karsten,A., and Neuhaus,P. (1999). Determination of the oncogenes 
p53 and C-erb B2 in the tumour cytosols of advanced hepatocellular carcinoma (HCC) 
and correlation to survival time. Anticancer Res. 19, 2501-2503. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 167

Herman,J.G., Latif,F., Weng,Y., Lerman,M.I., Zbar,B., Liu,S., Samid,D., and et al. 
(1994). Silencing of the VHL tumor-suppressor gene by DNA methylation in renal 
carcinoma. Proc. Natl. Acad. Sci. USA 91, 9700-9704. 
Higginson,J. (1963). THE GEOGRAPHICAL PATHOLOGY OF PRIMARY LIVER 
CANCER. Cancer Res. 23, 1624-1633. 
Hill,J.R. and Morris,D.R. (1992). Cell-specific translation of S-adenosylmethionine 
decarboxylase mRNA. Regulation by the 5' transcript leader. J Biol. Chem. 267, 21886-
21893. 
Hille B (1992). Ionic Channels of Excitable Membranes. (Sunderland: Sinauer). 
Hinnebusch,A.G. (1996). Translational control of GCN4: gene-specific regulation by 
phosphorylation of eIF2. In Translational Control, J.W.B.Hershey, Mathews M.B., and 
N.Sonenberg, eds. (Cold Spring Harbor, New York: Cold Spring Harbor Laboratory 
Press), pp. 199-239. 
Hirokawa,T., Boon-Chieng,S., and Mitaku,S. (1998). SOSUI: classification and 
secondary structure prediction system for membrane proteins. Bioinformatics. 14, 378-
379. 
Hoffmann,R., Franzke,A., Buer,J., Sel,S., Oevermann,K., Duensing,A., Probst,M., 
Duensing,S., Kirchner,H., Ganser,A., and Atzpodien,J. (1999). Prognostic impact of in 
vivo soluble cell adhesion molecules in metastatic renal cell carcinoma. Br. J Cancer 79, 
1742-1745. 
Hofmann,K. and Stoffel,W. (1993). TMbase-A database of membrane spanning proteins 
segments. Biol. Chem. Hoppe-Seyler 347, 166. 
Holcik,M., Gordon,B.W., and Korneluk,R.G. (2003). The internal ribosome entry site-
mediated translation of antiapoptotic protein XIAP is modulated by the heterogeneous 
nuclear ribonucleoproteins C1 and C2. Mol. Cell Biol. 23, 280-288. 
Holcik,M. and Korneluk,R.G. (2000). Functional characterization of the X-linked 
inhibitor of apoptosis (XIAP) internal ribosome entry site element: role of La autoantigen 
in XIAP translation. Mol. Cell Biol. 20, 4648-4657. 
Holmgren,A., Arner,E.S., Aslund,F., Bjornstedt,M., Zhong,L., Ljung,J., Nakamura,H., 
and Nikitovic,D. (1998). In Oxidative stress, Cancer, AIDS, and Neurodegenerative 
Diseases, L.Montagnier, R.Oliver, and C.Pasquier, eds. (New York: Dekker), pp. 229-
246. 
Holt,J.T., Thompson,M.E., Szabo,C., Robinson-Benion,C., Arteaga,C.L., King,M.C., and 
Jensen,R.A. (1996). Growth retardation and tumour inhibition by BRCA1. Nat. Genet. 
12, 298-302. 
Horii,A., Han,H.J., Shimada,M., Yanagisawa,A., Kato,Y., Ohta,H., Yasui,W., Tahara,E., 
and Nakamura,Y. (1994). Frequent replication errors at microsatellite loci in tumors of 
patients with multiple primary cancers. Cancer Res. 54, 3373-3375. 
Hotakainen,K., Ljungberg,B., Haglund,C., Nordling,S., Paju,A., and Stenman,U.H. 
(2003). Expression of the free beta-subunit of human chorionic gonadotropin in renal cell 
carcinoma: prognostic study on tissue and serum. Int J Cancer 104, 631-635. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 168

Huez,I., Creancier,L., Audigier,S., Gensac,M.C., Prats,A.C., and Prats,H. (1998). Two 
independent internal ribosome entry sites are involved in translation initiation of vascular 
endothelial growth factor mRNA. Mol. Cell Biol. 18, 6178-6190. 
Huguet,C.S.F.a.G.A. (2000). Primary hepatocellular cancer: Western experience. In 
Surgery of the Liver and Billary Tract., L.Blumgart, ed. (London: Churchill Livingstone), 
pp. 1365-1369. 
Hui,J., Stangl,K., Lane,W.S., and Bindereif,A. (2003). HnRNP L stimulates splicing of 
the eNOS gene by binding to variable- length CA repeats. Nat. Struct. Biol. 10, 33-37. 
Huynh,H. (1998). In vivo regulation of the insulin-like growth factor system of mitogens 
by human chorionic gonadotropin. Int J Oncol. 13, 571-575. 
Huynh,H. (2004). Overexpression of tumour suppressor retinoblastoma 2 protein 
(pRb2/p130) in hepatocellular carcinoma. Carcinogenesis 25, 1485-1494. 
Huynh,H., Chow,P.K., Ooi,L.L., and Soo,K.C. (2002). A possible role for insulin-like 
growth factor-binding protein-3 autocrine/paracrine loops in controlling hepatocellular 
carcinoma cell proliferation. Cell Growth Differ. 13, 115-122. 
Huynh,H., Ng,C.Y., Ong,C.K., Lim,K.B., and Chan,T.W. (2001). Cloning and 
characterization of a novel pregnancy-induced growth inhibitor in mammary gland. 
Endocrinol. 142, 3607-3615. 
Huynh,H., Tetenes,E., Wallace,L., and Pollak,M. (1993). In vivo inhibition of insulin-like 
growth factor-I gene expression by tamoxifen 
469. Cancer Res. 53, 1727-1730. 
Ikeda,K., Saitoh,S., Koida,I., Arase,Y., Tsubota,A., Chayama,K., Kumada,H., and 
Kawanishi,M. (1993). A multivariate analysis of risk factors for hepatocellular 
carcinogenesis: a prospective observation of 795 patients with viral and alcoholic 
cirrhosis. Hepatology 18, 47-53. 
Iliopoulos,O., Kibel,A., Gray,S., and Kaelin,W.G., Jr. (1995). Tumour suppression by the 
human von Hippel-Lindau gene product. Nat. Med. 1, 822-826. 
Iliopoulos,O., Ohh,M., and Kaelin,W.G., Jr. (1998). pVHL19 is a biologically active 
product of the von Hippel-Lindau gene arising from internal translation initiation. Proc. 
Natl. Acad. Sci. U. S. A 95, 11661-11666. 
Ince,N. and Wands,J.R. (1999). The increasing incidence of hepatocellular carcinoma. N. 
Engl. J Med 340, 798-799. 
International Agency for Research on Cancer (1994a). Aflatoxins. In IARC Monographs 
on the Evaluation of Carcinogenic Risks to Humans, (Lyon, France: IARC Scientific 
Publications). 
International Agency for Research on Cancer (1994b). IARC Monographs on the 
Evaluation of Carcinogenic Risks to Humans. (Lyon, France: Scientific Publications). 
International Agency for Research on Cancer (1994c). Some Naturally Occuring 
Substances: Food Items and Constituents, Heterocyclic Aromatic Amines, and 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 169

Mycotoxins. In IARC Monographs on the Evaluation of Carcinogenic Risks to Humans, 
(Lyon, France: IARC Scientific Publications). 
Ireland,A.P., Shibata,D.K., Chandrasoma,P., Lord,R.V., Peters,J.H., and DeMeester,T.R. 
(2000). Clinical significance of p53 mutations in adenocarcinoma of the esophagus and 
cardia. Ann. Surg. 231, 179-187. 
Ishak KG, Goodman ZD, and Stocker JT (2001). Tumors of the liver and intrahepatic 
bile. In Atlas of tumor pathology, Third Series, Armed Forces Institute of Pathology), pp. 
199-230. 
Jan,L.Y. and Jan,Y.N. (1997). Cloned potassium channels from eukaryotes and 
prokaryotes. Annu. Rev. Neurosci. 20, 91-123. 
Javahery,R., Khachi,A., Lo,K., Zenzie-Gregory,B., and Smale,S.T. (1994). DNA 
sequence requirements for transcriptional initiator activity in mammalian cells. Mol. Cell 
Biol. 14, 116-127. 
Javidan,J., Stricker,H.J., Tamboli,P., Amin,M.B., Peabody,J.O., Deshpande,A., 
Menon,M., and Amin,M.B. (1999). Prognostic significance of the 1997 TNM 
classification of renal cell carcinoma. J. Urol. 162, 1277-1281. 
Jemal,A., Murray,T., Samuels,A., Ghafoor,A., Ward,E., and Thun,M.J. (2003). Cancer 
statistics, 2003. CA Cancer J. Clin. 53, 5-26. 
Jiang,X., Russo,I.H., and Russo,J. (2002). Human chorionic gonadotropin and inhibin 
induce histone acetylation in human breast epithelial cells. Int. J. Oncol. 20, 77-79. 
Jopling,C.L., Spriggs,K.A., Mitchell,S.A., Stoneley,M., and Willis,A.E. (2004). L-Myc 
protein synthesis is initiated by internal ribosome entry. RNA. 10, 287-298. 
Joza,N., Susin,S.A., Daugas,E., Stanford,W.L., Cho,S.K., Li,C.Y., Sasaki,T., Elia,A.J., 
Cheng,H.Y., Ravagnan,L., Ferri,K.F., Zamzami,N., Wakeham,A., Hakem,R., 
Yoshida,H., Kong,Y.Y., Mak,T.W., Zuniga-Pflucker,J.C., Kroemer,G., and 
Penninger,J.M. (2001). Essential role of the mitochondrial apoptosis-inducing factor in 
programmed cell death. Nature 410, 549-554. 
Julenius,K., Molgaard,A., Gupta,R., and Brunak,S. (2005). Prediction, conservation 
analysis, and structural characterization of mammalian mucin-type O-glycosylation sites. 
Glycobiology 15, 153-164. 
Junker,K., Hindermann,W., von Eggeling,F., Diegmann,J., Haessler,K., and Schubert,J. 
(2005). CD70: a new tumor specific biomarker for renal cell carcinoma. J Urol. 173, 
2150-2153. 
Kaelin,W.G., Jr. (2004). The von Hippel-Lindau tumor suppressor gene and kidney 
cancer. Clin. Cancer Res. 10, 6290S-6295S. 
Kahlenberg,M.S., Stoler,D.L., Rodriguez-Bigas,M.A., Weber,T.K., Driscoll,D.L., 
Anderson,G.R., and Petrelli,N.J. (2000). p53 tumor suppressor gene mutations predict 
decreased survival of patients with sporadic colorectal carcinoma. Cancer 88, 1814-1819. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 170

Kallio,J.P., Tammela,T.L., Marttinen,A.T., and Kellokumpu-Lehtinen,P.L. (2001). 
Soluble immunological parameters and early prognosis of renal cell cancer patients. J 
Exp. Clin. Cancer Res. 20, 523-528. 
Kanai,Y., Ushijima,S., Hui,A.M., Ochiai,A., Tsuda,H., Sakamoto,M., and Hirohashi,S. 
(1997). The E-cadherin gene is silenced by CpG methylation in human hepatocellular 
carcinomas. Int. J. Cancer 71, 355-359. 
Kaneko,Y., Shibuya,M., Nakayama,T., Hayashida,N., Toda,G., Endo,Y., Oka,H., and 
Oda,T. (1985). Hypomethylation of c-myc and epidermal growth factor receptor genes in 
human hepatocellular carcinoma and fetal liver. Jpn. J. Cancer Res. 76, 1136-1140. 
Kantola,S., Parikka,M., Jokinen,K., Hyrynkangs,K., Soini,Y., Alho,O.P., and Salo,T. 
(2000). Prognostic factors in tongue cancer - relative importance of demographic, clinical 
and histopathological factors. Br. J. Cancer 83, 614-619. 
Kato,A., Kubo,K., Kurokawa,F., Okita,K., Oga,A., and Murakami,T. (1998). Numerical 
aberrations of chromosomes 16, 17, and 18 in hepatocellular carcinoma: a FISH and 
FCM analysis of 20 cases. Dig. Dis. Sci. 43, 1-7. 
Kawate,S., Fukusato,T., Ohwada,S., Watanuki,A., and Morishita,Y. (1999a). 
Amplification of c-myc in hepatocellular carcinoma: correlation with clinicopathologic 
features, proliferative activity and p53 overexpression. Oncol. 57, 157-163. 
Kawate,S., Takenoshita,S., Ohwada,S., Mogi,A., Fukusato,T., Makita,F., Kuwano,H., 
and Morishita,Y. (1999b). Mutation analysis of transforming growth factor beta type II 
receptor, Smad2, and Smad4 in hepatocellular carcinoma. Int. J. Oncol. 14, 127-131. 
Kaye,P.V., Radebold,K., Isaacs,S., and Dent,D.M. (2000). Expression of p53 and 
p21waf1/cip1 in gastric carcinoma: lack of inter-relationship or correlation with 
prognosis. Eur. J. Surg. Oncol. 26, 39-43. 
Keri,R.A., Lozada,K.L., Abdul-Karim,F.W., Nadeau,J.H., and Nilson,J.H. (2000). 
Luteinizing hormone induction of ovarian tumors: oligogenic differences between mouse 
strains dictates tumor disposition. Proc Natl. Acad. Sci. U. S. A 97, 383-387. 
Kero,J., Poutanen,M., Zhang,F.P., Rahman,N., McNicol,A.M., Nilson,J.H., Keri,R.A., 
and Huhtaniemi,I.T. (2000). Elevated luteinizing hormone induces expression of its 
receptor and promotes steroidogenesis in the adrenal cortex. J Clin Invest 105, 633-641. 
Kevil,C., Carter,P., Hu,B., and DeBenedetti,A. (1995). Translational enhancement of 
FGF-2 by eIF-4 factors, and alternate utilization of CUG and AUG codons for translation 
initiation. Oncogene 11, 2339-2348. 
Khoo,S.K., Bradley,M., Wong,F.K., Hedblad,M.A., Nordenskjold,M., and Teh,B.T. 
(2001). Birt-Hogg-Dube syndrome: mapping of a novel hereditary neoplasia gene to 
chromosome 17p12-q11.2. Oncogene 20, 5239-5242. 
Kim,H.L., Seligson,D., Liu,X., Janzen,N., Bui,M.H., Yu,H., Shi,T., Belldegrun,A.S., 
Horvath,S., and Figlin,R.A. (2005). Using tumor markers to predict the survival of 
patients with metastatic renal cell carcinoma. J Urol. 173, 1496-1501. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 171

Kim,S.J., Park,K., Koeller,D., Kim,K.Y., Wakefield,L.M., Sporn,M.B., and Roberts,A.B. 
(1992). Post-transcriptional regulation of the human transforming growth factor-beta 1 
gene. J Biol. Chem. 267, 13702-13707. 
Kim,Y.K., Hahm,B., and Jang,S.K. (2000). Polypyrimidine tract-binding protein inhibits 
translation of bip mRNA. J Mol. Biol. 304, 119-133. 
King,L.A., Okagaki,T., Gallup,D.G., Twiggs,L.B., Messing,M.J., and Carson,L.F. 
(1996). Mitotic count, nuclear atypia, and immunohistochemical determination of Ki-67, 
c-myc, p21-ras, c-erbB2, and p53 expression in granulosa cell tumors of the ovary: 
mitotic count and Ki-67 are indicators of poor prognosis. Gynecol. Oncol 61, 227-232. 
Kirkali,G., Tuzel,E., Guler,C., Gezer,S., and Kirkali,Z. (2001). Significance of tissue 
laminin P(1) elastase and fibronectin levels in transitional cell carcinoma of the bladder. 
Eur. Urol. 39, 292-299. 
Kirkali,Z. and Lekili,M. (2003). Renal cell carcinoma: new prognostic factors? Curr. 
Opin. Urol. 13, 433-438. 
Klein,J.A., Longo-Guess,C.M., Rossmann,M.P., Seburn,K.L., Hurd,R.E., Frankel,W.N., 
Bronson,R.T., and Ackerman,S.L. (2002). The harlequin mouse mutation downregulates 
apoptosis-inducing factor. Nature 419, 367-374. 
Kochetov,A.V., Ischenko,I.V., Vorobiev,D.G., Kel,A.E., Babenko,V.N., Kisselev,L.L., 
and Kolchanov,N.A. (1998). Eukaryotic mRNAs encoding abundant and scarce proteins 
are statistically dissimilar in many structural features. FEBS Lett. 440, 351-355. 
Kolupaeva,V.G., Pestova,T.V., Hellen,C.U., and Shatsky,I.N. (1998). Translation 
eukaryotic initiation factor 4G recognizes a specific structural element within the internal 
ribosome entry site of encephalomyocarditis virus RNA. J Biol. Chem. 273, 18599-
18604. 
Koolen,M.I., van der Meyden,A.P., Bodmer,D., Eleveld,M., van der,L.E., Brunner,H., 
Smits,A., van den,B.E., Smeets,D., and Geurts,v.K. (1998). A familial case of renal cell 
carcinoma and a t(2;3) chromosome translocation. Kidney Int. 53, 273-275. 
Korn,W.M. (2001). Moving toward an understanding of the metastatic process in 
hepatocellular carcinoma. World J. Gastroenterol. 7, 777-778. 
Koromilas,A.E., Lazaris-Karatzas,A., and Sonenberg,N. (1992). mRNAs containing 
extensive secondary structure in their 5' non-coding region translate efficiently in cells 
overexpressing initiation factor eIF-4E. EMBO J 11, 4153-4158. 
Kosteas,T., Palena,A., and Anagnou,N.P. (1997). Molecular cloning of the breakpoints of 
the hereditary persistence of fetal hemoglobin type-6 (HPFH-6) deletion and sequence 
analysis of the novel juxtaposed region from the 3' end of the beta-globin gene cluster. 
Hum. Genet. 100, 441-445. 
Kovacs,G., Akhtar,M., Beckwith,B.J., Bugert,P., Cooper,C.S., Delahunt,B., Eble,J.N., 
Fleming,S., Ljungberg,B., Medeiros,L.J., Moch,H., Reuter,V.E., Ritz,E., Roos,G., 
Schmidt,D., Srigley,J.R., Storkel,S., van den,B.E., and Zbar,B. (1997). The Heidelberg 
classification of renal cell tumours. J. Pathol. 183, 131-133. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 172

Kozak,M. (1978). How do eucaryotic ribosomes select initiation regions in messenger 
RNA? Cell 15, 1109-1123. 
Kozak,M. (1981). Possible role of flanking nucleotides in recognition of the AUG 
initiator codon by eukaryotic ribosomes. Nucleic Acids Res. 9, 5233-5252. 
Kozak,M. (1984). Compilation and analysis of sequences upstream from the translational 
start site in eukaryotic mRNAs. Nucleic Acids Res. 12, 857-872. 
Kozak,M. (1986). Point mutations define a sequence flanking the AUG initiator codon 
that modulates translation by eukaryotic ribosomes. Cell 44, 283-292. 
Kozak,M. (1987). An analysis of 5'-noncoding sequences from 699 vertebrate messenger 
RNAs. Nucleic Acids Res. 15, 8125-8148. 
Kozak,M. (1990). Downstream secondary structure facilitates recognition of initiator 
codons by eukaryotic ribosomes. Proc. Natl. Acad. Sci. U. S. A 87, 8301-8305. 
Kozak,M. (1991). An analysis of vertebrate mRNA sequences: intimations of 
translational control. J. Cell Biol. 115, 887-903. 
Kozak,M. (2002). Emerging links between initiation of translation and human diseases. 
Mamm. Genome 13, 401-410. 
Kullmann,M., Gopfert,U., Siewe,B., and Hengst,L. (2002). ELAV/Hu proteins inhibit 
p27 translation via an IRES element in the p27 5'UTR. Genes Dev. 16, 3087-3099. 
Kuroki,T., Trapasso,F., Shiraishi,T., Alder,H., Mimori,K., Mori,M., and Croce,C.M. 
(2002). Genetic alterations of the tumor suppressor gene WWOX in esophageal 
squamous cell carcinoma. Cancer Res. 62, 2258-2260. 
Lai,E.a.W.J. (1994). Hepatocellular carcinoma: the Asian experience. In Surgery of the 
Liver and the Biliary Tract, L.Blumgart, ed. (London: Churchill Livingstone), pp. 1349-
1363. 
Lai,E.C., Fan,S.T., Lo,C.M., Chu,K.M., Liu,C.L., and Wong,J. (1995). Hepatic resection 
for hepatocellular carcinoma. An audit of 343 patients. Ann. Surg. 221, 291-298. 
Lam,J.S., Shvarts,O., Leppert,J.T., Figlin,R.A., and Belldegrun,A.S. (2005). Renal cell 
carcinoma 2005: new frontiers in staging, prognostication and targeted molecular 
therapy. J Urol. 173, 1853-1862. 
Lander,E.S., Linton,L.M., Birren,B., Nusbaum,C., Zody,M.C., Baldwin,J., Devon,K., 
Dewar,K., Doyle,M., FitzHugh,W., Funke,R., Gage,D., Harris,K., Heaford,A., 
Howland,J., Kann,L., Lehoczky,J., LeVine,R., McEwan,P., McKernan,K., Meldrim,J., 
Mesirov,J.P., Miranda,C., Morris,W., Naylor,J., Raymond,C., Rosetti,M., Santos,R., 
Sheridan,A., Sougnez,C., Stange-Thomann,N., Stojanovic,N., Subramanian,A., 
Wyman,D., Rogers,J., Sulston,J., Ainscough,R., Beck,S., Bentley,D., Burton,J., Clee,C., 
Carter,N., Coulson,A., Deadman,R., Deloukas,P., Dunham,A., Dunham,I., Durbin,R., 
French,L., Grafham,D., Gregory,S., Hubbard,T., Humphray,S., Hunt,A., Jones,M., 
Lloyd,C., McMurray,A., Matthews,L., Mercer,S., Milne,S., Mullikin,J.C., Mungall,A., 
Plumb,R., Ross,M., Shownkeen,R., Sims,S., Waterston,R.H., Wilson,R.K., Hillier,L.W., 
McPherson,J.D., Marra,M.A., Mardis,E.R., Fulton,L.A., Chinwalla,A.T., Pepin,K.H., 
Gish,W.R., Chissoe,S.L., Wendl,M.C., Delehaunty,K.D., Miner,T.L., Delehaunty,A., 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 173

Kramer,J.B., Cook,L.L., Fulton,R.S., Johnson,D.L., Minx,P.J., Clifton,S.W., Hawkins,T., 
Branscomb,E., Predki,P., Richardson,P., Wenning,S., Slezak,T., Doggett,N., Cheng,J.F., 
Olsen,A., Lucas,S., Elkin,C., Uberbacher,E., Frazier,M., Gibbs,R.A., Muzny,D.M., 
Scherer,S.E., Bouck,J.B., Sodergren,E.J., Worley,K.C., Rives,C.M., Gorrell,J.H., 
Metzker,M.L., Naylor,S.L., Kucherlapati,R.S., Nelson,D.L., Weinstock,G.M., Sakaki,Y., 
Fujiyama,A., Hattori,M., Yada,T., Toyoda,A., Itoh,T., Kawagoe,C., Watanabe,H., 
Totoki,Y., Taylor,T., Weissenbach,J., Heilig,R., Saurin,W., Artiguenave,F., Brottier,P., 
Bruls,T., Pelletier,E., Robert,C., Wincker,P., Smith,D.R., Doucette-Stamm,L., 
Rubenfield,M., Weinstock,K., Lee,H.M., Dubois,J., Rosenthal,A., Platzer,M., 
Nyakatura,G., Taudien,S., Rump,A., Yang,H., Yu,J., Wang,J., Huang,G., Gu,J., Hood,L., 
Rowen,L., Madan,A., Qin,S., Davis,R.W., Federspiel,N.A., Abola,A.P., Proctor,M.J., 
Myers,R.M., Schmutz,J., Dickson,M., Grimwood,J., Cox,D.R., Olson,M.V., Kaul,R., 
Raymond,C., Shimizu,N., Kawasaki,K., Minoshima,S., Evans,G.A., Athanasiou,M., 
Schultz,R., Roe,B.A., Chen,F., Pan,H., Ramser,J., Lehrach,H., Reinhardt,R., 
McCombie,W.R., de la,B.M., Dedhia,N., Blocker,H., Hornischer,K., Nordsiek,G., 
Agarwala,R., Aravind,L., Bailey,J.A., Bateman,A., Batzoglou,S., Birney,E., Bork,P., 
Brown,D.G., Burge,C.B., Cerutti,L., Chen,H.C., Church,D., Clamp,M., Copley,R.R., 
Doerks,T., Eddy,S.R., Eichler,E.E., Furey,T.S., Galagan,J., Gilbert,J.G., Harmon,C., 
Hayashizaki,Y., Haussler,D., Hermjakob,H., Hokamp,K., Jang,W., Johnson,L.S., 
Jones,T.A., Kasif,S., Kaspryzk,A., Kennedy,S., Kent,W.J., Kitts,P., Koonin,E.V., Korf,I., 
Kulp,D., Lancet,D., Lowe,T.M., McLysaght,A., Mikkelsen,T., Moran,J.V., Mulder,N., 
Pollara,V.J., Ponting,C.P., Schuler,G., Schultz,J., Slater,G., Smit,A.F., Stupka,E., 
Szustakowski,J., Thierry-Mieg,D., Thierry-Mieg,J., Wagner,L., Wallis,J., Wheeler,R., 
Williams,A., Wolf,Y.I., Wolfe,K.H., Yang,S.P., Yeh,R.F., Collins,F., Guyer,M.S., 
Peterson,J., Felsenfeld,A., Wetterstrand,K.A., Patrinos,A., Morgan,M.J., de Jong,P., 
Catanese,J.J., Osoegawa,K., Shizuya,H., Choi,S., and Chen,Y.J. (2001). Initial 
sequencing and analysis of the human genome. Nature 409, 860-921. 
Landers,J.E., Cassel,S.L., and George,D.L. (1997). Translational enhancement of mdm2 
oncogene expression in human tumor cells containing a stabilized wild-type p53 protein. 
Cancer Res. 57, 3562-3568. 
Landis,S.H., Murray,T., Bolden,S., and Wingo,P.A. (1999). Cancer statistics, 1999. CA 
Cancer J. Clin. 49, 8-31, 1. 
Lang,K.J., Kappel,A., and Goodall,G.J. (2002). Hypoxia-inducible factor-1alpha mRNA 
contains an internal ribosome entry site that allows efficient translation during normoxia 
and hypoxia. Mol. Biol. Cell 13, 1792-1801. 
Lappohn,R.E., Burger,H.G., Bouma,J., Bangah,M., Krans,M., and de Bruijn,H.W. 
(1989). Inhibin as a marker for granulosa-cell tumors. N. Engl. J Med. 321, 790-793. 
Larsen,M., Ressler,S.J., Gerdes,M.J., Lu,B., Byron,M., Lawrence,J.B., and Rowley,D.R. 
(2000). The WFDC1 gene encoding ps20 localizes to 16q24, a region of LOH in multiple 
cancers. Mamm. Genome 11, 767-773. 
Latif,F., Tory,K., Gnarra,J., Yao,M., Duh,F.M., Orcutt,M.L., Stackhouse,T., Kuzmin,I., 
Modi,W., Geil,L., and . (1993). Identification of the von Hippel-Lindau disease tumor 
suppressor gene. Science 260, 1317-1320. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 174

Launonen,V., Vierimaa,O., Kiuru,M., Isola,J., Roth,S., Pukkala,E., Sistonen,P., Herva,R., 
and Aaltonen,L.A. (2001). Inherited susceptibility to uterine leiomyomas and renal cell 
cancer. Proc. Natl. Acad. Sci. U. S. A 98, 3387-3392. 
Le Quesne,J.P., Stoneley,M., Fraser,G.A., and Willis,A.E. (2001). Derivation of a 
structural model for the c-myc IRES. J Mol. Biol. 310, 111-126. 
Lee,H.S., Rajagopalan,M.S., and Vyas,G.N. (1988). A lack of direct role of hepatitis B 
virus in the activation of ras and c-myc oncogenes in human hepatocellular 
carcinogenesis. Hepatology 8, 1116-1120. 
Lee,S., Neumann,M., Stearman,R., Stauber,R., Pause,A., Pavlakis,G.N., and 
Klausner,R.D. (1999a). Transcription-dependent nuclear-cytoplasmic trafficking is 
required for the function of the von Hippel-Lindau tumor suppressor protein. Mol. Cell 
Biol. 19, 1486-1497. 
Lee,W.L., Yuan,C.C., Lai,C.R., and Wang,P.H. (1999b). Hemoperitoneum is an initial 
presentation of recurrent granulosa cell tumors of the ovary. Jpn. J Clin. Oncol 29, 509-
512. 
Leung,P.C. and Steele,G.L. (1992). Intracellular signaling in the gonads. Endocr. Rev. 
13, 476-498. 
Li,G., Passebosc-Faure,K., Gentil-Perret,A., Lambert,C., Genin,C., and Tostain,J. (2005). 
Cadherin-6 gene expression in conventional renal cell carcinoma: a useful marker to 
detect circulating tumor cells. Anticancer Res. 25, 377-381. 
Linehan W.M., Zbar B, Leach,F., Cordon-Cardo,C., and Isaacs,W. (2001). Molecular 
biology of genitourinary cancers. In Cancer Principles and Practice of Oncology, V.T 
DeVita, S.Hellman, and S.A.Rosenberg, eds. (Philadelphia: Lippincott-Williams & 
Wilkins), pp. 1343-1361. 
Linehan WM, Zbar B, and Bates,S.E. (2002). Renal Carcinoma. In The Genetic Basic of 
Human Cancer, Vogelstein B and K.W.Kinzler, eds. (New York: McGraw-Hill). 
Linehan WM, Zbar B, and et al. (2001a). Renal Carcinoma. In The Metabolic and 
Molecular Bases of Inherited Disease, Scriver CR, Beaudet AL, Sly WS, and Valle D, 
eds. (New York: McGraw-Hill), pp. 907-929. 
Linehan WM, Zbar B, and Klausner,R.D. (2001b). Cancer of the kidney and ureter. In 
Cancer Principles and Practice of Oncology, DeVita SE, Hellman S, and Rosenberg SA, 
eds. (Philadephia: Lippincott-Raven), pp. 1362-1396. 
Linehan,W.M. (2002). Editorial: Kidney cancer--a unique opportunity for the 
development of disease specific therapy. J. Urol. 168, 2411-2412. 
Linehan,W.M., Grubb,R.L., Coleman,J.A., Zbar,B., and Walther,M.M. (2005). The 
genetic basis of cancer of kidney cancer: implications for gene-specific clinical 
management. BJU. Int. 95 Suppl 2, 2-7. 
Linehan,W.M., Lerman,M.I., and Zbar,B. (1995). Identification of the von Hippel-Lindau 
(VHL) gene. Its role in renal cancer. JAMA 273, 564-570. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 175

Linehan,W.M., Walther,M.M., and Zbar,B. (2003). The genetic basis of cancer of the 
kidney. J. Urol. 170, 2163-2172. 
Linehan,W.M. and Zbar,B. (2004). Focus on kidney cancer. Cancer Cell 6, 223-228. 
Lipton,S.A. and Bossy-Wetzel,E. (2002). Dueling activities of AIF in cell death versus 
survival: DNA binding and redox activity. Cell 111, 147-150. 
Liu,K., Lehmann,K.P., Sar,M., Young,S.S., and Gaido,K.W. (2005). Gene Expression 
Profiling Following In Utero Exposure to Phthalate Esters Reveals New Gene Targets in 
the Etiology of Testicular Dysgenesis. Biol. Reprod. 
Loeffler,M., Daugas,E., Susin,S.A., Zamzami,N., Metivier,D., Nieminen,A.L., 
Brothers,G., Penninger,J.M., and Kroemer,G. (2001). Dominant cell death induction by 
extramitochondrially targeted apoptosis-inducing factor. FASEB J 15, 758-767. 
Lopez,d.Q. and Martinez-Salas,E. (2000). Interaction of the eIF4G initiation factor with 
the aphthovirus IRES is essential for internal translation initiation in vivo. RNA. 6, 1380-
1392. 
Lubensky,I.A., Gnarra,J.R., Bertheau,P., Walther,M.M., Linehan,W.M., and Zhuang,Z. 
(1996). Allelic deletions of the VHL gene detected in multiple microscopic clear cell 
renal lesions in von Hippel-Lindau disease patients. Am. J. Pathol. 149, 2089-2094. 
Lubensky,I.A., Schmidt,L., Zhuang,Z., Weirich,G., Pack,S., Zambrano,N., 
Walther,M.M., Choyke,P., Linehan,W.M., and Zbar,B. (1999). Hereditary and sporadic 
papillary renal carcinomas with c-met mutations share a distinct morphological 
phenotype. Am. J. Pathol. 155, 517-526. 
Ludes-Meyers,J.H., Bednarek,A.K., Popescu,N.C., Bedford,M., and Aldaz,C.M. (2003). 
WWOX, the common chromosomal fragile site, FRA16D, cancer gene. Cytogenet. 
Genome Res. 100, 101-110. 
MacLennan,G.T. and Bostwick,D.G. (1995). Microvessel density in renal cell carcinoma: 
lack of prognostic significance. Urology 46, 27-30. 
MacMahon,B., Cole,P., Lin,T.M., Lowe,C.R., Mirra,A.P., Ravnihar,B., Salber,E.J., 
Valaoras,V.G., and Yuasa,S. (1970). Age at first birth and breast cancer risk. Bull. World 
Health Organ 43, 209-221. 
Mahadevan,B., Keshava,C., Musafia-Jeknic,T., Pecaj,A., Weston,A., and Baird,W.M. 
(2005). Altered gene expression patterns in MCF-7 cells induced by the urban dust 
particulate complex mixture standard reference material 1649a. Cancer Res. 65, 1251-
1258. 
Mann,R.J., Keri,R.A., and Nilson,J.H. (1999). Transgenic mice with chronically elevated 
luteinizing hormone are infertile due to anovulation, defects in uterine receptivity, and 
midgestation pregnancy failure. Endocrinol. 140, 2592-2601. 
Marrero,J.A. and Lok,A.S. (2004). Newer markers for hepatocellular carcinoma. 
Gastroenterology 127, S113-S119. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 176

Martinez-Salas,E., Ramos,R., Lafuente,E., and Lopez,d.Q. (2001). Functional 
interactions in internal translation initiation directed by viral and cellular IRES elements. 
J Gen. Virol. 82, 973-984. 
Mateu,E., Calafell,F., Bonne-Tamir,B., Kidd,J.R., Casals,T., Kidd,K.K., and 
Bertranpetit,J. (1999). Allele frequencies in a worldwide survey of a CA repeat in the 
first intron of the CFTR gene. Hum. Hered. 49, 15-20. 
Mathers,C.D., Shibuya,K., Boschi-Pinto,C., Lopez,A.D., and Murray,C.J. (2002). Global 
and regional estimates of cancer mortality and incidence by site: I. Application of 
regional cancer survival model to estimate cancer mortality distribution by site. BMC. 
Cancer 2, 36. 
McCormack,T. and McCormack,K. (1994). Shaker K+ channel beta subunits belong to 
an NAD(P)H-dependent oxidoreductase superfamily. Cell 79, 1133-1135. 
McFarland,K.C., Sprengel,R., Phillips,H.S., Kohler,M., Rosemblit,N., Nikolics,K., 
Segaloff,D.L., and Seeburg,P.H. (1989). Lutropin-choriogonadotropin receptor: an 
unusual member of the G protein-coupled receptor family. Science 245, 494-499. 
McLaughlin,J.K. and Lipworth,L. (2000). Epidemiologic aspects of renal cell cancer. 
Semin. Oncol. 27, 115-123. 
Meijer,H.A., Dictus,W.J., Keuning,E.D., and Thomas,A.A. (2000). Translational control 
of the Xenopus laevis connexin-41 5'-untranslated region by three upstream open reading 
frames. J Biol. Chem. 275, 30787-30793. 
Meijer,H.A. and Thomas,A.A. (2002). Control of eukaryotic protein synthesis by 
upstream open reading frames in the 5'-untranslated region of an mRNA. Biochem. J. 
367, 1-11. 
Mejean,A., Oudard,S., and Thiounn,N. (2003). Prognostic factors of renal cell carcinoma. 
J. Urol. 169, 821-827. 
Miller,P.F. and Hinnebusch,A.G. (1989). Sequences that surround the stop codons of 
upstream open reading frames in GCN4 mRNA determine their distinct functions in 
translational control. Genes Dev. 3, 1217-1225. 
Miramar,M.D., Costantini,P., Ravagnan,L., Saraiva,L.M., Haouzi,D., Brothers,G., 
Penninger,J.M., Peleato,M.L., Kroemer,G., and Susin,S.A. (2001). NADH oxidase 
activity of mitochondrial apoptosis-inducing factor. J Biol. Chem. 276, 16391-16398. 
Mise,K., Tashiro,S., Yogita,S., Wada,D., Harada,M., Fukuda,Y., Miyake,H., Isikawa,M., 
Izumi,K., and Sano,N. (1998). Assessment of the biological malignancy of hepatocellular 
carcinoma: relationship to clinicopathological factors and prognosis. Clin. Cancer Res. 4, 
1475-1482. 
Mitchell,S.A., Brown,E.C., Coldwell,M.J., Jackson,R.J., and Willis,A.E. (2001). Protein 
factor requirements of the Apaf-1 internal ribosome entry segment: roles of 
polypyrimidine tract binding protein and upstream of N-ras. Mol. Cell Biol. 21, 3364-
3374. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 177

Mitsudomi,T., Hamajima,N., Ogawa,M., and Takahashi,T. (2000). Prognostic 
significance of p53 alterations in patients with non-small cell lung cancer: a meta-
analysis. Clin. Cancer Res. 6, 4055-4063. 
Morris,D.R. and Geballe,A.P. (2000). Upstream open reading frames as regulators of 
mRNA translation. Mol. Cell Biol. 20, 8635-8642. 
Nalpas,B., Feitelson,M., Brechot,C., and Rubin,E. (1995). Alcohol, hepatotropic viruses, 
and hepatocellular carcinoma. Alcohol Clin. Exp. Res. 19, 1089-1095. 
Nambu,S., Inoue,K., and Saski,H. (1987). Site-specific hypomethylation of the c-myc 
oncogene in human hepatocellular carcinoma. Jpn. J. Cancer Res. 78, 695-704. 
Nathan,C.A., Carter,P., Liu,L., Li,B.D., Abreo,F., Tudor,A., Zimmer,S.G., and De 
Benedetti,A. (1997). Elevated expression of eIF4E and FGF-2 isoforms during 
vascularization of breast carcinomas. Oncogene 15, 1087-1094. 
Nickerson,M.L., Warren,M.B., Toro,J.R., Matrosova,V., Glenn,G., Turner,M.L., 
Duray,P., Merino,M., Choyke,P., Pavlovich,C.P., Sharma,N., Walther,M., Munroe,D., 
Hill,R., Maher,E., Greenberg,C., Lerman,M.I., Linehan,W.M., Zbar,B., and Schmidt,L.S. 
(2002). Mutations in a novel gene lead to kidney tumors, lung wall defects, and benign 
tumors of the hair follicle in patients with the Birt-Hogg-Dube syndrome. Cancer Cell 2, 
157-164. 
Nieder,C., Petersen,S., Petersen,C., and Thames,H.D. (2001). The challenge of p53 as 
prognostic and predictive factor in Hodgkin's or non-Hodgkin's lymphoma. Ann. 
Hematol. 80, 2-8. 
Nielsen,H. and Krogh,A. (1998). Predication of signal peptides and signal anchors by a 
hidden Markov model. In Proceedings of the Sixth International Conference on 
Intelligent Systemsfor Molecular Biology (ISMB 6)TMpred, (Menlo Park: AAAI Press), 
pp. 122-130. 
Niketeghad,F., Decker,H.J., Caselmann,W.H., Lund,P., Geissler,F., Dienes,H.P., and 
Schirmacher,P. (2001). Frequent genomic imbalances suggest commonly altered tumour 
genes in human hepatocarcinogenesis. Br. J. Cancer 85, 697-704. 
Noda,K., Yoshihara,H., Suzuki,K., Yamada,Y., Kasahara,A., Hayashi,N., Fusamoto,H., 
and Kamada,T. (1996). Progression of type C chronic hepatitis to liver cirrhosis and 
hepatocellular carcinoma--its relationship to alcohol drinking and the age of transfusion. 
Alcohol Clin. Exp. Res. 20, 95A-100A. 
O'Neill,R.C., Minuk,J., Cox,M.E., Braun,P.E., and Gravel,M. (1997). CNP2 mRNA 
directs synthesis of both CNP1 and CNP2 polypeptides. J Neurosci. Res. 50, 248-257. 
Ohiro,Y., Garkavtsev,I., Kobayashi,S., Sreekumar,K.R., Nantz,R., Higashikubo,B.T., 
Duffy,S.L., Higashikubo,R., Usheva,A., Gius,D., Kley,N., and Horikoshi,N. (2002). A 
novel p53-inducible apoptogenic gene, PRG3, encodes a homologue of the apoptosis-
inducing factor (AIF). FEBS Lett. 524, 163-171. 
Okuda,K., Ohtsuki,T., Obata,H., Tomimatsu,M., Okazaki,N., Hasegawa,H., Nakajima,Y., 
and Ohnishi,K. (1985). Natural history of hepatocellular carcinoma and prognosis in 
relation to treatment. Study of 850 patients. Cancer 56, 918-928. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 178

Ornstein,D.K., Lubensky,I.A., Venzon,D., Zbar,B., Linehan,W.M., and Walther,M.M. 
(2000). Prevalence of microscopic tumors in normal appearing renal parenchyma of 
patients with hereditary papillary renal cancer. J. Urol. 163, 431-433. 
Osborne,S.A. and Tonissen,K.F. (2001). Genomic organisation and alternative splicing of 
mouse and human thioredoxin reductase 1 genes. BMC. Genomics 2, 10. 
Owens GE, Keri RA, and Nilson,J.H. (2001). LH hypersecreting mice: a model for 
ovarian granulosa cell tumors. In Transgenic models in endocrinology, Castro MG, ed. 
(Boston: Luwer Academic Publishers), pp. 59-78. 
Owens,G.E., Keri,R.A., and Nilson,J.H. (2002). Ovulatory surges of human CG prevent 
hormone-induced granulosa cell tumor formation leading to the identification of tumor-
associated changes in the transcriptome. Mol. Endocrinol. 16, 1230-1242. 
Paige,A.J., Taylor,K.J., Taylor,C., Hillier,S.G., Farrington,S., Scott,D., Porteous,D.J., 
Smyth,J.F., Gabra,H., and Watson,J.E. (2001). WWOX: a candidate tumor suppressor 
gene involved in multiple tumor types. Proc. Natl. Acad. Sci. U. S. A 98, 11417-11422. 
Parada,L.A., Hallen,M., Tranberg,K.G., Hagerstrand,I., Bondeson,L., Mitelman,F., and 
Johansson,B. (1998). Frequent rearrangements of chromosomes 1, 7, and 8 in primary 
liver cancer. Genes Chromosomes. Cancer 23, 26-35. 
Park,S.W., Ludes-Meyers,J., Zimonjic,D.B., Durkin,M.E., Popescu,N.C., and Aldaz,C.M. 
(2004). Frequent downregulation and loss of WWOX gene expression in human 
hepatocellular carcinoma. Br. J Cancer 91, 753-759. 
Parker,A.S., Cheville,J.C., Janney,C.A., and Cerhan,J.R. (2002). High expression levels 
of insulin-like growth factor-I receptor predict poor survival among women with clear-
cell renal cell carcinomas. Hum. Pathol. 33, 801-805. 
Parkin,D.M., Pisani,P., and Ferlay,J. (1999). Global cancer statistics. CA Cancer J. Clin. 
49, 33-64, 1. 
Patil,M.A., Chua,M., Pan,K., Lin,R., Lih,C., Cheung,S., Ho,C., Li,R., Fan,S., 
Cohen,S.N., Chen,X., and So,S. (2005). An integrated data analysis approach to 
characterize genes highly expressed in hepatocellular carcinoma. Oncogene 24, 3737-
3747. 
Paulin,F.E., Chappell,S.A., and Willis,A.E. (1998). A single nucleotide change in the c-
myc internal ribosome entry segment leads to enhanced binding of a group of protein 
factors. Nucleic Acids Res. 26, 3097-3103. 
Paulin,F.E., West,M.J., Sullivan,N.F., Whitney,R.L., Lyne,L., and Willis,A.E. (1996). 
Aberrant translational control of the c-myc gene in multiple myeloma. Oncogene 13, 505-
513. 
Pavlovich,C.P., Walther,M.M., Eyler,R.A., Hewitt,S.M., Zbar,B., Linehan,W.M., and 
Merino,M.J. (2002). Renal tumors in the Birt-Hogg-Dube syndrome. Am. J. Surg. Pathol. 
26, 1542-1552. 
Peng,S.Y., Lai,P.L., and Hsu,H.C. (1993). Amplification of the c-myc gene in human 
hepatocellular carcinoma: biologic significance. J. Formos. Med. Assoc. 92, 866-870. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 179

Pickering,B.M., Mitchell,S.A., Evans,J.R., and Willis,A.E. (2003). Polypyrimidine tract 
binding protein and poly r(C) binding protein 1 interact with the BAG-1 IRES and 
stimulate its activity in vitro and in vivo. Nucleic Acids Res. 31, 639-646. 
Pickering,B.M. and Willis,A.E. (2005). The implications of structured 5' untranslated 
regions on translation and disease. Semin. Cell Dev. Biol. 16, 39-47. 
Pierce,J.G. and Parsons,T.F. (1981). Glycoprotein hormones: structure and function. 
Annu. Rev. Biochem. 50, 465-495. 
Propst,T., Propst,A., Dietze,O., Judmaier,G., Braunsteiner,H., and Vogel,W. (1994). 
Prevalence of hepatocellular carcinoma in alpha-1-antitrypsin deficiency. J. Hepatol. 21, 
1006-1011. 
Qin,L.X. and Tang,Z.Y. (2002). The prognostic molecular markers in hepatocellular 
carcinoma. World J Gastroenterol. 8, 385-392. 
Qin,L.X. and Tang,Z.Y. (2004). Recent progress in predictive biomarkers for metastatic 
recurrence of human hepatocellular carcinoma: a review of the literature. J. Cancer Res. 
Clin. Oncol. 130, 497-513. 
Qin,L.X., Tang,Z.Y., Ma,Z.C., Wu,Z.Q., Zhou,X.D., Ye,Q.H., Ji,Y., Huang,L.W., 
Jia,H.L., Sun,H.C., and Wang,L. (2002). P53 immunohistochemical scoring: an 
independent prognostic marker for patients after hepatocellular carcinoma resection. 
World J. Gastroenterol. 8, 459-463. 
Raidl,M., Pirker,C., Schulte-Hermann,R., Aubele,M., Kandioler-Eckersberger,D., 
Wrba,F., Micksche,M., Berger,W., and Grasl-Kraupp,B. (2004). Multiple chromosomal 
abnormalities in human liver (pre)neoplasia. J. Hepatol. 40, 660-668. 
Rashid,A., Wang,J.S., Qian,G.S., Lu,B.X., Hamilton,S.R., and Groopman,J.D. (1999). 
Genetic alterations in hepatocellular carcinomas: association between loss of 
chromosome 4q and p53 gene mutations. Br. J. Cancer 80, 59-66. 
Ravagnan,L., Gurbuxani,S., Susin,S.A., Maisse,C., Daugas,E., Zamzami,N., Mak,T., 
Jaattela,M., Penninger,J.M., Garrido,C., and Kroemer,G. (2001). Heat-shock protein 70 
antagonizes apoptosis-inducing factor. Nat. Cell Biol. 3, 839-843. 
Renehan,A.G., Zwahlen,M., Minder,C., O'Dwyer,S.T., Shalet,S.M., and Egger,M. 
(2004). Insulin-like growth factor (IGF)-I, IGF binding protein-3, and cancer risk: 
systematic review and meta-regression analysis. Lancet 363, 1346-1353. 
Rettig,J., Heinemann,S.H., Wunder,F., Lorra,C., Parcej,D.N., Dolly,J.O., and Pongs,O. 
(1994). Inactivation properties of voltage-gated K+ channels altered by presence of beta-
subunit. Nature 369, 289-294. 
Reynolds,K., Zimmer,A.M., and Zimmer,A. (1996). Regulation of RAR beta 2 mRNA 
expression: evidence for an inhibitory peptide encoded in the 5'-untranslated region. J 
Cell Biol. 134, 827-835. 
Rhee,S.G. (1999). Redox signaling: hydrogen peroxide as intracellular messenger. Exp. 
Mol. Med 31, 53-59. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 180

Rhoads D.B, Waters F.B, and Epstein W (1976). Cation transport in Escherchia coli. J 
Gen Physiol 67, 325-341. 
Richards,J.S. (1994). Hormonal control of gene expression in the ovary. Endocr. Rev. 15, 
725-751. 
Ricort,J.M. and Binoux,M. (2004). Insulin-like growth factor binding protein-3 
stimulates phosphatidylinositol 3-kinase in MCF-7 breast carcinoma cells. Biochem. 
Biophys. Res Commun. 314, 1044-1049. 
Rinehart,J., Adjei,A.A., Lorusso,P.M., Waterhouse,D., Hecht,J.R., Natale,R.B., 
Hamid,O., Varterasian,M., Asbury,P., Kaldjian,E.P., Gulyas,S., Mitchell,D.Y., 
Herrera,R., Sebolt-Leopold,J.S., and Meyer,M.B. (2004). Multicenter phase II study of 
the oral MEK inhibitor, CI-1040, in patients with advanced non-small-cell lung, breast, 
colon, and pancreatic cancer. J Clin Oncol 22, 4456-4462. 
Riou,P., Saffroy,R., Comoy,J., Gross-Goupil,M., Thiery,J.P., Emile,J.F., Azoulay,D., 
Piatier-Tonneau,D., Lemoine,A., and Debuire,B. (2002). Investigation in liver tissues and 
cell lines of the transcription of 13 genes mapping to the 16q24 region that are frequently 
deleted in hepatocellular carcinoma. Clin Cancer Res 8, 3178-3186. 
Risma,K.A., Clay,C.M., Nett,T.M., Wagner,T., Yun,J., and Nilson,J.H. (1995). Targeted 
overexpression of luteinizing hormone in transgenic mice leads to infertility, polycystic 
ovaries, and ovarian tumors. Proc. Natl. Acad. Sci. U. S. A 92, 1322-1326. 
Robertson,D.M., Cahir,N., Burger,H.G., Mamers,P., and Groome,N. (1999a). Inhibin 
forms in serum from postmenopausal women with ovarian cancers. Clin. Endocrinol. 
(Oxf) 50, 381-386. 
Robertson,D.M., Cahir,N., Burger,H.G., Mamers,P., McCloud,P.I., Pettersson,K., and 
McGuckin,M. (1999b). Combined inhibin and CA125 assays in the detection of ovarian 
cancer. Clin. Chem. 45, 651-658. 
Romeo,D.S., Park,K., Roberts,A.B., Sporn,M.B., and Kim,S.J. (1993). An element of the 
transforming growth factor-beta 1 5'-untranslated region represses translation and 
specifically binds a cytosolic factor. Mol. Endocrinol. 7, 759-766. 
Rousseau,D., Kaspar,R., Rosenwald,I., Gehrke,L., and Sonenberg,N. (1996). Translation 
initiation of ornithine decarboxylase and nucleocytoplasmic transport of cyclin D1 
mRNA are increased in cells overexpressing eukaryotic initiation factor 4E. Proc. Natl. 
Acad. Sci. U. S. A 93, 1065-1070. 
Ruan,H., Shantz,L.M., Pegg,A.E., and Morris,D.R. (1996). The upstream open reading 
frame of the mRNA encoding S-adenosylmethionine decarboxylase is a polyamine-
responsive translational control element. J Biol. Chem. 271, 29576-29582. 
Ruegsegger,U., Leber,J.H., and Walter,P. (2001). Block of HAC1 mRNA translation by 
long-range base pairing is released by cytoplasmic splicing upon induction of the 
unfolded protein response. Cell 107, 103-114. 
Russo IH and Russo J (1994). Role of gCG and inhibition in breast cancer. Int J Oncol 4, 
297-306. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 181

Russo J, Hu YF, Silva IDCG, and Russo IH (1992). Cancer risk related to mammary 
gland  structure and development. J Electron Microsc Tech 52, 204-223. 
Russo J and Russo IH (2000). Human chorionic gonadotropin in breast cancer. In 
Endocrine Oncology, Ethier SP, ed. (Totowa (NJ): Humana Press Inc), pp. 121-136. 
Russo,I.H., Koszalka,M., and Russo,J. (1990a). Effect of human chorionic gonadotropin 
on mammary gland differentiation and carcinogenesis 
608. Carcinogenesis 11, 1849-1855. 
Russo,I.H., Koszalka,M., and Russo,J. (1990b). Human chorionic gonadotropin and rat 
mammary cancer prevention 
1556. J. Natl. Cancer Inst. 82, 1286-1289. 
Russo,I.H., Koszalka,M., and Russo,J. (1991). Comparative study of the influence of 
pregnancy and hormonal treatment on mammary carcinogenesis. Br. J Cancer 64, 481-
484. 
Russo,J., Mailo,D., Hu,Y.F., Balogh,G., Sheriff,F., and Russo,I.H. (2005). Breast 
differentiation and its implication in cancer prevention. Clin. Cancer Res. 11, 931s-936s. 
Russo,P. and O'Regan,S. (1990). Visceral pathology of hereditary tyrosinemia type I. 
Am. J. Hum. Genet. 47, 317-324. 
Salvucci,M., Lemoine,A., Saffroy,R., Azoulay,D., Lepere,B., Gaillard,S., Bismuth,H., 
Reynes,M., and Debuire,B. (1999). Microsatellite instability in European hepatocellular 
carcinoma. Oncogene 18, 181-187. 
Sarrazin,S., Starck,J., Gonnet,C., Doubeikovski,A., Melet,F., and Morle,F. (2000). 
Negative and translation termination-dependent positive control of FLI-1 protein 
synthesis by conserved overlapping 5' upstream open reading frames in Fli-1 mRNA. 
Mol. Cell Biol. 20, 2959-2969. 
Schafer,D.F. and Sorrell,M.F. (1999). Hepatocellular carcinoma. Lancet 353, 1253-1257. 
Schiller,J.H., Adak,S., Feins,R.H., Keller,S.M., Fry,W.A., Livingston,R.B., 
Hammond,M.E., Wolf,B., Sabatini,L., Jett,J., Kohman,L., and Johnson,D.H. (2001). Lack 
of prognostic significance of p53 and K-ras mutations in primary resected non-small-cell 
lung cancer on E4592: a Laboratory Ancillary Study on an Eastern Cooperative 
Oncology Group Prospective Randomized Trial of Postoperative Adjuvant Therapy. J. 
Clin. Oncol. 19, 448-457. 
Schlosser,A., Hamann,A., Bossemeyer,D., Schneider,E., and Bakker,E.P. (1993). NAD+ 
binding to the Escherichia coli K(+)-uptake protein TrkA and sequence similarity 
between TrkA and domains of a family of dehydrogenases suggest a role for NAD+ in 
bacterial transport. Mol. Microbiol. 9, 533-543. 
Schmidt,L., Duh,F.M., Chen,F., Kishida,T., Glenn,G., Choyke,P., Scherer,S.W., 
Zhuang,Z., Lubensky,I., Dean,M., Allikmets,R., Chidambaram,A., Bergerheim,U.R., 
Feltis,J.T., Casadevall,C., Zamarron,A., Bernues,M., Richard,S., Lips,C.J., 
Walther,M.M., Tsui,L.C., Geil,L., Orcutt,M.L., Stackhouse,T., Lipan,J., Slife,L., 
Brauch,H., Decker,J., Niehans,G., Hughson,M.D., Moch,H., Storkel,S., Lerman,M.I., 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 182

Linehan,W.M., and Zbar,B. (1997). Germline and somatic mutations in the tyrosine 
kinase domain of the MET proto-oncogene in papillary renal carcinomas. Nat. Genet. 16, 
68-73. 
Schmidt,L., Junker,K., Weirich,G., Glenn,G., Choyke,P., Lubensky,I., Zhuang,Z., 
Jeffers,M., Vande,W.G., Neumann,H., Walther,M., Linehan,W.M., and Zbar,B. (1998). 
Two North American families with hereditary papillary renal carcinoma and identical 
novel mutations in the MET proto-oncogene. Cancer Res. 58, 1719-1722. 
Schmidt,L.S., Warren,M.B., Nickerson,M.L., Weirich,G., Matrosova,V., Toro,J.R., 
Turner,M.L., Duray,P., Merino,M., Hewitt,S., Pavlovich,C.P., Glenn,G., Greenberg,C.R., 
Linehan,W.M., and Zbar,B. (2001). Birt-Hogg-Dube syndrome, a genodermatosis 
associated with spontaneous pneumothorax and kidney neoplasia, maps to chromosome 
17p11.2. Am. J. Hum. Genet. 69, 876-882. 
Schoenfeld,A., Davidowitz,E.J., and Burk,R.D. (1998). A second major native von 
Hippel-Lindau gene product, initiated from an internal translation start site, functions as a 
tumor suppressor. Proc. Natl. Acad. Sci. U. S. A 95, 8817-8822. 
Schoenfeld,A.R., Davidowitz,E.J., and Burk,R.D. (2001). Endoplasmic 
reticulum/cytosolic localization of von Hippel-Lindau gene products is mediated by a 64-
amino acid region. Int. J. Cancer 91, 457-467. 
Scott,V.E., Rettig,J., Parcej,D.N., Keen,J.N., Findlay,J.B., Pongs,O., and Dolly,J.O. 
(1994). Primary structure of a beta subunit of alpha-dendrotoxin-sensitive K+ channels 
from bovine brain. Proc. Natl. Acad. Sci. U. S. A 91, 1637-1641. 
Segaloff,D.L. and Ascoli,M. (1993). The lutropin/choriogonadotropin receptor ... 4 years 
later. Endocr. Rev. 14, 324-347. 
Sejima,T. and Miyagawa,I. (1999). Expression of bcl-2, p53 oncoprotein, and 
proliferating cell nuclear antigen in renal cell carcinoma. Eur. Urol. 35, 242-248. 
Shahin,M.S., Hughes,J.H., Sood,A.K., and Buller,R.E. (2000). The prognostic 
significance of p53 tumor suppressor gene alterations in ovarian carcinoma. Cancer 89, 
2006-2017. 
Shiao,Y.H., Resau,J.H., Nagashima,K., Anderson,L.M., and Ramakrishna,G. (2000). The 
von Hippel-Lindau tumor suppressor targets to mitochondria. Cancer Res. 60, 2816-2819. 
Shuin,T., Kondo,K., Torigoe,S., Kishida,T., Kubota,Y., Hosaka,M., Nagashima,Y., 
Kitamura,H., Latif,F., Zbar,B., and . (1994). Frequent somatic mutations and loss of 
heterozygosity of the von Hippel-Lindau tumor suppressor gene in primary human renal 
cell carcinomas. Cancer Res. 54, 2852-2855. 
Sies,H. (1999). Glutathione and its role in cellular functions. Free Radic. Biol. Med 27, 
916-921. 
Simonetti,R.G., Camma,C., Fiorello,F., Cottone,M., Rapicetta,M., Marino,L., 
Fiorentino,G., Craxi,A., Ciccaglione,A., Giuseppetti,R., and . (1992). Hepatitis C virus 
infection as a risk factor for hepatocellular carcinoma in patients with cirrhosis. A case-
control study. Ann. Intern. Med. 116, 97-102. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 183

Simonetti,R.G., Camma,C., Fiorello,F., Politi,F., D'Amico,G., and Pagliaro,L. (1991). 
Hepatocellular carcinoma. A worldwide problem and the major risk factors. Dig. Dis. 
Sci. 36, 962-972. 
Slagle,B.L., Zhou,Y.Z., Birchmeier,W., and Scorsone,K.A. (1993). Deletion of the E-
cadherin gene in hepatitis B virus-positive Chinese hepatocellular carcinomas. 
Hepatology 18, 757-762. 
Smith,N.D., Rubenstein,J.N., Eggener,S.E., and Kozlowski,J.M. (2003). The p53 tumor 
suppressor gene and nuclear protein: basic science review and relevance in the 
management of bladder cancer. J. Urol. 169, 1219-1228. 
Sobczak,K. and Krzyzosiak,W.J. (2002). Structural determinants of BRCA1 translational 
regulation. J Biol. Chem. 277, 17349-17358. 
Soyupak,B., Erdogan,S., Ergin,M., Seydaoglu,G., Kuzgunbay,B., and Tansug,Z. (2005). 
CA9 expression as a prognostic factor in renal clear cell carcinoma. Urol. Int 74, 68-73. 
Spiessl B, Beahrs OH, Hermanek P, Hutter RVP, Scheibe O, Sobin LH, and Wagner G 
(1992). TNM - Atlas. In Illustrated Guide to the TNM/pTNM Classification of Malignant 
Tumours, Springer Verlag, Berlin Heidelberg New York; 1989; 357 pp.), pp. 104-111. 
Srivastava,P., Russo,J., and Russo,I.H. (1997). Chorionic gonadotropin inhibits rat 
mammary carcinogenesis through activation of programmed cell death. Carcinogenesis 
18, 1799-1808. 
Srivastava,S. and Gopal-Srivastava,R. (2002). Biomarkers in cancer screening: a public 
health perspective. J. Nutr. 132, 2471S-2475S. 
Staib,F., Hussain,S.P., Hofseth,L.J., Wang,X.W., and Harris,C.C. (2003). TP53 and liver 
carcinogenesis. Hum. Mutat. 21, 201-216. 
Stein,I., Itin,A., Einat,P., Skaliter,R., Grossman,Z., and Keshet,E. (1998). Translation of 
vascular endothelial growth factor mRNA by internal ribosome entry: implications for 
translation under hypoxia. Mol. Cell Biol. 18, 3112-3119. 
Stenman,U.H., Alfthan,H., and Hotakainen,K. (2004). Human chorionic gonadotropin in 
cancer. Clin. Biochem. 37, 549-561. 
Stolle,C., Glenn,G., Zbar,B., Humphrey,J.S., Choyke,P., Walther,M., Pack,S., Hurley,K., 
Andrey,C., Klausner,R., and Linehan,W.M. (1998). Improved detection of germline 
mutations in the von Hippel-Lindau disease tumor suppressor gene. Hum. Mutat. 12, 417-
423. 
Stoneley,M., Subkhankulova,T., Le Quesne,J.P., Coldwell,M.J., Jopling,C.L., 
Belsham,G.J., and Willis,A.E. (2000). Analysis of the c-myc IRES; a potential role for 
cell-type specific trans-acting factors and the nuclear compartment. Nucleic Acids Res. 
28, 687-694. 
Stoneley,M. and Willis,A.E. (2004). Cellular internal ribosome entry segments: 
structures, trans-acting factors and regulation of gene expression. Oncogene 23, 3200-
3207. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 184

Stouffer,R.L. (2003). Progesterone as a mediator of gonadotrophin action in the corpus 
luteum: beyond steroidogenesis. Hum. Reprod. Update. 9, 99-117. 
Su,T.S., Lin,L.H., Lui,W.Y., Chang,C.M., Chou,C.K., Ting,L.P., Hu,C.P., Han,S.H., and 
P'eng,F.K. (1985). Expression of c-myc gene in human hepatoma. Biochem. Biophys. 
Res. Commun. 132, 264-268. 
Sugo,H., Takamori,S., Kojima,K., Beppu,T., and Futagawa,S. (1999). The significance of 
p53 mutations as an indicator of the biological behavior of recurrent hepatocellular 
carcinomas. Surg. Today 29, 849-855. 
Susin,S.A., Lorenzo,H.K., Zamzami,N., Marzo,I., Brenner,C., Larochette,N., 
Prevost,M.C., Alzari,P.M., and Kroemer,G. (1999a). Mitochondrial release of caspase-2 
and -9 during the apoptotic process. J Exp. Med. 189, 381-394. 
Susin,S.A., Lorenzo,H.K., Zamzami,N., Marzo,I., Snow,B.E., Brothers,G.M., 
Mangion,J., Jacotot,E., Costantini,P., Loeffler,M., Larochette,N., Goodlett,D.R., 
Aebersold,R., Siderovski,D.P., Penninger,J.M., and Kroemer,G. (1999b). Molecular 
characterization of mitochondrial apoptosis-inducing factor. Nature 397, 441-446. 
Takai,D. and Jones,P.A. (2002). Comprehensive analysis of CpG islands in human 
chromosomes 21 and 22. Proc Natl. Acad. Sci. U. S. A 99, 3740-3745. 
Takenaka,K., Kawahara,N., Yamamoto,K., Kajiyama,K., Maeda,T., Itasaka,H., 
Shirabe,K., Nishizaki,T., Yanaga,K., and Sugimachi,K. (1996). Results of 280 liver 
resections for hepatocellular carcinoma. Arch. Surg. 131, 71-76. 
Tamas,L., Kraxner,H., Mechtler,L., Repassy,G., Ribari,O., Hirschberg,A., Szentkuti,G., 
Jaray,B., and Szentirmay,Z. (2000). Prognostic significance of P53 histochemistry and 
DNA histogram parameters in head and neck malignancies. Anticancer Res. 20, 4031-
4037. 
Terris,B., Ingster,O., Rubbia,L., Dubois,S., Belghiti,J., Feldmann,G., Degott,C., and 
Henin,D. (1997). Interphase cytogenetic analysis reveals numerical chromosome 
aberrations in large liver cell dysplasia. J. Hepatol. 27, 313-319. 
Thorgeirsson,S.S. and Grisham,J.W. (2002). Molecular pathogenesis of human 
hepatocellular carcinoma. Nat. Genet. 31, 339-346. 
Timchenko,N.A., Welm,A.L., Lu,X., and Timchenko,L.T. (1999). CUG repeat binding 
protein (CUGBP1) interacts with the 5' region of C/EBPbeta mRNA and regulates 
translation of C/EBPbeta isoforms. Nucleic Acids Res. 27, 4517-4525. 
Tiniakos,D., Spandidos,D.A., Kakkanas,A., Pintzas,A., Pollice,L., and Tiniakos,G. 
(1989). Expression of ras and myc oncogenes in human hepatocellular carcinoma and 
non-neoplastic liver tissues. Anticancer Res. 9, 715-721. 
Tiniakos,D., Spandidos,D.A., Yiagnisis,M., and Tiniakos,G. (1993). Expression of ras 
and c-myc oncoproteins and hepatitis B surface antigen in human liver disease. 
Hepatogastroenterology 40, 37-40. 
Tomlinson,I.P., Alam,N.A., Rowan,A.J., Barclay,E., Jaeger,E.E., Kelsell,D., Leigh,I., 
Gorman,P., Lamlum,H., Rahman,S., Roylance,R.R., Olpin,S., Bevan,S., Barker,K., 
Hearle,N., Houlston,R.S., Kiuru,M., Lehtonen,R., Karhu,A., Vilkki,S., Laiho,P., 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 185

Eklund,C., Vierimaa,O., Aittomaki,K., Hietala,M., Sistonen,P., Paetau,A., Salovaara,R., 
Herva,R., Launonen,V., and Aaltonen,L.A. (2002). Germline mutations in FH predispose 
to dominantly inherited uterine fibroids, skin leiomyomata and papillary renal cell cancer. 
Nat. Genet. 30, 406-410. 
Toro,J.R., Glenn,G., Duray,P., Darling,T., Weirich,G., Zbar,B., Linehan,M., and 
Turner,M.L. (1999). Birt-Hogg-Dube syndrome: a novel marker of kidney neoplasia. 
Arch. Dermatol. 135, 1195-1202. 
Toro,J.R., Nickerson,M.L., Wei,M.H., Warren,M.B., Glenn,G.M., Turner,M.L., 
Stewart,L., Duray,P., Tourre,O., Sharma,N., Choyke,P., Stratton,P., Merino,M., 
Walther,M.M., Linehan,W.M., Schmidt,L.S., and Zbar,B. (2003). Mutations in the 
fumarate hydratase gene cause hereditary leiomyomatosis and renal cell cancer in 
families in North America. Am. J. Hum. Genet. 73, 95-106. 
Townsend,P.A., Cutress,R.I., Sharp,A., Brimmell,M., and Packham,G. (2003). BAG-1: a 
multifunctional regulator of cell growth and survival. Biochim. Biophys. Acta 1603, 83-
98. 
Toyooka,K.O., Toyooka,S., Virmani,A.K., Sathyanarayana,U.G., Euhus,D.M., 
Gilcrease,M., Minna,J.D., and Gazdar,A.F. (2001). Loss of expression and aberrant 
methylation of the CDH13 (H-cadherin) gene in breast and lung carcinomas. Cancer Res 
61, 4556-4560. 
Trichopoulos,D., Hsieh,C.C., MacMahon,B., Lin,T.M., Lowe,C.R., Mirra,A.P., 
Ravnihar,B., Salber,E.J., Valaoras,V.G., and Yuasa,S. (1983). Age at any birth and breast 
cancer risk. Int J Cancer 31, 701-704. 
Trichopoulos,D., MacMahon,B., Sparros,L., and Merikas,G. (1980). Smoking and 
hepatitis B-negative primary hepatocellular carcinoma. J. Natl. Cancer Inst. 65, 111-114. 
Tuzel,E., Kirkali,Z., Yorukoglu,K., Mungan,M.U., and Sade,M. (2001). Metallothionein 
expression in renal cell carcinoma: subcellular localization and prognostic significance. J 
Urol. 165, 1710-1713. 
Urbano,A., Lakshmanan,U., Choo,P.H., Kwan,J.C., Ng,P.Y., Guo,K., 
Dhakshinamoorthy,S., and Porter,A. (2005). AIF suppresses chemical stress-induced 
apoptosis and maintains the transformed state of tumor cells. EMBO J. 
Vahsen,N., Cande,C., Briere,J.J., Benit,P., Joza,N., Larochette,N., Mastroberardino,P.G., 
Pequignot,M.O., Casares,N., Lazar,V., Feraud,O., Debili,N., Wissing,S., Engelhardt,S., 
Madeo,F., Piacentini,M., Penninger,J.M., Schagger,H., Rustin,P., and Kroemer,G. 
(2004). AIF deficiency compromises oxidative phosphorylation. EMBO J 23, 4679-4689. 
Vainio,H. and Wilbourn,J. (1993). Cancer etiology: agents causally associated with 
human cancer. Pharmacol. Toxicol. 72 Suppl 1, 4-11. 
Van Kessel,A.G., Wijnhoven,H., Bodmer,D., Eleveld,M., Kiemeney,L., Mulders,P., 
Weterman,M., Ligtenberg,M., Smeets,D., and Smits,A. (1999). Renal cell cancer: 
chromosome 3 translocations as risk factors. J. Natl. Cancer Inst. 91, 1159-1160. 
Venter,J.C., Adams,M.D., Myers,E.W., Li,P.W., Mural,R.J., Sutton,G.G., Smith,H.O., 
Yandell,M., Evans,C.A., Holt,R.A., Gocayne,J.D., Amanatides,P., Ballew,R.M., 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 186

Huson,D.H., Wortman,J.R., Zhang,Q., Kodira,C.D., Zheng,X.H., Chen,L., Skupski,M., 
Subramanian,G., Thomas,P.D., Zhang,J., Gabor Miklos,G.L., Nelson,C., Broder,S., 
Clark,A.G., Nadeau,J., McKusick,V.A., Zinder,N., Levine,A.J., Roberts,R.J., Simon,M., 
Slayman,C., Hunkapiller,M., Bolanos,R., Delcher,A., Dew,I., Fasulo,D., Flanigan,M., 
Florea,L., Halpern,A., Hannenhalli,S., Kravitz,S., Levy,S., Mobarry,C., Reinert,K., 
Remington,K., Abu-Threideh,J., Beasley,E., Biddick,K., Bonazzi,V., Brandon,R., 
Cargill,M., Chandramouliswaran,I., Charlab,R., Chaturvedi,K., Deng,Z., Di,F., V, 
Dunn,P., Eilbeck,K., Evangelista,C., Gabrielian,A.E., Gan,W., Ge,W., Gong,F., Gu,Z., 
Guan,P., Heiman,T.J., Higgins,M.E., Ji,R.R., Ke,Z., Ketchum,K.A., Lai,Z., Lei,Y., Li,Z., 
Li,J., Liang,Y., Lin,X., Lu,F., Merkulov,G.V., Milshina,N., Moore,H.M., Naik,A.K., 
Narayan,V.A., Neelam,B., Nusskern,D., Rusch,D.B., Salzberg,S., Shao,W., Shue,B., 
Sun,J., Wang,Z., Wang,A., Wang,X., Wang,J., Wei,M., Wides,R., Xiao,C., Yan,C., 
Yao,A., Ye,J., Zhan,M., Zhang,W., Zhang,H., Zhao,Q., Zheng,L., Zhong,F., Zhong,W., 
Zhu,S., Zhao,S., Gilbert,D., Baumhueter,S., Spier,G., Carter,C., Cravchik,A., 
Woodage,T., Ali,F., An,H., Awe,A., Baldwin,D., Baden,H., Barnstead,M., Barrow,I., 
Beeson,K., Busam,D., Carver,A., Center,A., Cheng,M.L., Curry,L., Danaher,S., 
Davenport,L., Desilets,R., Dietz,S., Dodson,K., Doup,L., Ferriera,S., Garg,N., 
Gluecksmann,A., Hart,B., Haynes,J., Haynes,C., Heiner,C., Hladun,S., Hostin,D., 
Houck,J., Howland,T., Ibegwam,C., Johnson,J., Kalush,F., Kline,L., Koduru,S., Love,A., 
Mann,F., May,D., McCawley,S., McIntosh,T., McMullen,I., Moy,M., Moy,L., 
Murphy,B., Nelson,K., Pfannkoch,C., Pratts,E., Puri,V., Qureshi,H., Reardon,M., 
Rodriguez,R., Rogers,Y.H., Romblad,D., Ruhfel,B., Scott,R., Sitter,C., Smallwood,M., 
Stewart,E., Strong,R., Suh,E., Thomas,R., Tint,N.N., Tse,S., Vech,C., Wang,G., 
Wetter,J., Williams,S., Williams,M., Windsor,S., Winn-Deen,E., Wolfe,K., Zaveri,J., 
Zaveri,K., Abril,J.F., Guigo,R., Campbell,M.J., Sjolander,K.V., Karlak,B., Kejariwal,A., 
Mi,H., Lazareva,B., Hatton,T., Narechania,A., Diemer,K., Muruganujan,A., Guo,N., 
Sato,S., Bafna,V., Istrail,S., Lippert,R., Schwartz,R., Walenz,B., Yooseph,S., Allen,D., 
Basu,A., Baxendale,J., Blick,L., Caminha,M., Carnes-Stine,J., Caulk,P., Chiang,Y.H., 
Coyne,M., Dahlke,C., Mays,A., Dombroski,M., Donnelly,M., Ely,D., Esparham,S., 
Fosler,C., Gire,H., Glanowski,S., Glasser,K., Glodek,A., Gorokhov,M., Graham,K., 
Gropman,B., Harris,M., Heil,J., Henderson,S., Hoover,J., Jennings,D., Jordan,C., 
Jordan,J., Kasha,J., Kagan,L., Kraft,C., Levitsky,A., Lewis,M., Liu,X., Lopez,J., Ma,D., 
Majoros,W., McDaniel,J., Murphy,S., Newman,M., Nguyen,T., Nguyen,N., and 
Nodell,M. (2001). The sequence of the human genome. Science 291, 1304-1351. 
Vilela,C., Linz,B., Rodrigues-Pousada,C., and McCarthy,J.E. (1998). The yeast 
transcription factor genes YAP1 and YAP2 are subject to differential control at the levels 
of both translation and mRNA stability. Nucleic Acids Res 26, 1150-1159. 
Vilela,C., Ramirez,C.V., Linz,B., Rodrigues-Pousada,C., and McCarthy,J.E. (1999). 
Post-termination ribosome interactions with the 5'UTR modulate yeast mRNA stability. 
EMBO J 18, 3139-3152. 
Vogelzang,N.J. and Stadler,W.M. (1998). Kidney cancer. Lancet 352, 1691-1696. 
Walther,M.M., Lubensky,I.A., Venzon,D., Zbar,B., and Linehan,W.M. (1995). 
Prevalence of microscopic lesions in grossly normal renal parenchyma from patients with 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 187

von Hippel-Lindau disease, sporadic renal cell carcinoma and no renal disease: clinical 
implications. J. Urol. 154, 2010-2014. 
Wang,T., Xia,D., Li,N., Wang,C., Chen,T., Wan,T., Chen,G., and Cao,X. (2004). Bone 
marrow stromal cell-derived growth inhibitor, BDGI, inhibits growth and migration of 
breast cancer cells via induction of cell cycle arrest and apoptosis. J. Biol. Chem. 
Wang,Z., Fang,P., and Sachs,M.S. (1998). The evolutionarily conserved eukaryotic 
arginine attenuator peptide regulates the movement of ribosomes that have translated it. 
Mol. Cell Biol. 18, 7528-7536. 
Wasserman,S.M., Mehraban,F., Komuves,L.G., Yang,R.B., Tomlinson,J.E., Zhang,Y., 
Spriggs,F., and Topper,J.N. (2002). Gene expression profile of human endothelial cells 
exposed to sustained fluid shear stress. Physiol Genomics 12, 13-23. 
Wilkinson,M.L., Portmann,B., and Williams,R. (1983). Wilson's disease and 
hepatocellular carcinoma: possible protective role of copper. Gut 24, 767-771. 
Williams,Jr.C.H. (1995). In Chemistry and BIochemistry of Flavoenzymes, F.Muller, ed. 
(Boca Raton: CRC Press), pp. 121-211. 
Willis,A.E. (1999). Translational control of growth factor and proto-oncogene 
expression. Int. J. Biochem. Cell Biol. 31, 73-86. 
Wong,N., Lai,P., Pang,E., Fung,L.F., Sheng,Z., Wong,V., Wang,W., Hayashi,Y., 
Perlman,E., Yuna,S., Lau,J.W., and Johnson,P.J. (2000). Genomic aberrations in human 
hepatocellular carcinomas of differing etiologies. Clin. Cancer Res. 6, 4000-4009. 
Wu,C.G., Salvay,D.M., Forgues,M., Valerie,K., Farnsworth,J., Markin,R.S., and 
Wang,X.W. (2001). Distinctive gene expression profiles associated with Hepatitis B virus 
x protein. Oncogene 20, 3674-3682. 
Wu,M., Xu,L.G., Li,X., Zhai,Z., and Shu,H.B. (2002). AMID, an apoptosis-inducing 
factor-homologous mitochondrion-associated protein, induces caspase-independent 
apoptosis. J Biol. Chem. 277, 25617-25623. 
Wu,M., Xu,L.G., Su,T., Tian,Y., Zhai,Z., and Shu,H.B. (2004). AMID is a p53-inducible 
gene downregulated in tumors. Oncogene 23, 6815-6819. 
Wynder,E.L., Dodo,H., and Barber,H.R. (1969). Epidemiology of cancer of the ovary. 
Cancer 23, 352-370. 
Xie,Q., Lin,T., Zhang,Y., Zheng,J., and Bonanno,J.A. (2005). Molecular cloning and 
characterization of a human AIF-like gene with ability to induce apoptosis. J Biol. Chem. 
280, 19673-19681. 
Yakicier,M.C., Legoix,P., Vaury,C., Gressin,L., Tubacher,E., Capron,F., Bayer,J., 
Degott,C., Balabaud,C., and Zucman-Rossi,J. (2001). Identification of homozygous 
deletions at chromosome 16q23 in aflatoxin B1 exposed hepatocellular carcinoma. 
Oncogene 20, 5232-5238. 
Yakushiji,H., Mukai,S., Matsukura,S., Sato,S., Ogawa,A., Sasatomi,E., and Miyazaki,K. 
(1999). DNA mismatch repair deficiency in curatively resected sextuple primary cancers 
in different organs: a molecular case report. Cancer Lett. 142, 17-22. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 188

Yaman,I., Fernandez,J., Liu,H., Caprara,M., Komar,A.A., Koromilas,A.E., Zhou,L., 
Snider,M.D., Scheuner,D., Kaufman,R.J., and Hatzoglou,M. (2003). The zipper model of 
translational control: a small upstream ORF is the switch that controls structural 
remodeling of an mRNA leader. Cell 113, 519-531. 
Ye,H., Cande,C., Stephanou,N.C., Jiang,S., Gurbuxani,S., Larochette,N., Daugas,E., 
Garrido,C., Kroemer,G., and Wu,H. (2002). DNA binding is required for the apoptogenic 
action of apoptosis inducing factor. Nat. Struct. Biol. 9, 680-684. 
Ye,Q., Qin,L., Forgues,M., He,P., Kim,J.W., Peng,A.C., Simon,R., Li,Y., Robles,A.I., 
Chen,Y., Ma,Z., Wu,Z., Ye,S., Liu,Y., Tang,Z., and Wang,X.W. (2003). Predicting 
hepatitis B virus-positive metastatic hepatocellular carcinoma using gene expression 
profiling and supervised machine learning. Nat. Med. 9, 416-423. 
Yendamuri,S., Kuroki,T., Trapasso,F., Henry,A.C., Dumon,K.R., Huebner,K., 
Williams,N.N., Kaiser,L.R., and Croce,C.M. (2003). WW domain containing 
oxidoreductase gene expression is altered in non-small cell lung cancer. Cancer Res. 63, 
878-881. 
Yoshida,K., Tosaka,A., Takeuchi,S., and Kobayashi,N. (1994). Epidermal growth factor 
receptor content in human renal cell carcinomas. Cancer 73, 1913-1918. 
Yu,S.W., Wang,H., Poitras,M.F., Coombs,C., Bowers,W.J., Federoff,H.J., Poirier,G.G., 
Dawson,T.M., and Dawson,V.L. (2002). Mediation of poly(ADP-ribose) polymerase-1-
dependent cell death by apoptosis-inducing factor. Science 297, 259-263. 
Zbar,B., Alvord,W.G., Glenn,G., Turner,M., Pavlovich,C.P., Schmidt,L., Walther,M., 
Choyke,P., Weirich,G., Hewitt,S.M., Duray,P., Gabril,F., Greenberg,C., Merino,M.J., 
Toro,J., and Linehan,W.M. (2002). Risk of renal and colonic neoplasms and spontaneous 
pneumothorax in the Birt-Hogg-Dube syndrome. Cancer Epidemiol. Biomarkers Prev. 
11, 393-400. 
Zbar,B., Glenn,G., Lubensky,I., Choyke,P., Walther,M.M., Magnusson,G., 
Bergerheim,U.S., Pettersson,S., Amin,M., and Hurley,K. (1995). Hereditary papillary 
renal cell carcinoma: clinical studies in 10 families. J. Urol. 153, 907-912. 
Zbar,B., Tory,K., Merino,M., Schmidt,L., Glenn,G., Choyke,P., Walther,M.M., 
Lerman,M., and Linehan,W.M. (1994). Hereditary papillary renal cell carcinoma. J. Urol. 
151, 561-566. 
Zeng,J.Z., Wang,H.Y., Chen,Z.J., Ullrich,A., and Wu,M.C. (2002). Molecular cloning 
and characterization of a novel gene which is highly expressed in hepatocellular 
carcinoma. Oncogene 21, 4932-4943. 
Zhang,X.K., Huang,D.P., Qiu,D.K., and Chiu,J.F. (1990). The expression of c-myc and 
c-N-ras in human cirrhotic livers, hepatocellular carcinomas and liver tissue surrounding 
the tumors. Oncogene 5, 909-914. 
Zimmer,A., Zimmer,A.M., and Reynolds,K. (1994). Tissue specific expression of the 
retinoic acid receptor-beta 2: regulation by short open reading frames in the 5'-noncoding 
region. J Cell Biol. 127, 1111-1119. 



                                                                                                                     REFERENCES 
________________________________________________________________________ 

 189

Zimmer,S.G., DeBenedetti,A., and Graff,J.R. (2000). Translational control of 
malignancy: the mRNA cap-binding protein, eIF-4E, as a central regulator of tumor 
formation, growth, invasion and metastasis. Anticancer Res. 20, 1343-1351. 
Zimmerman H.J. (1978). Hepatotoxicity: The Adverse Effects of Drugs and Other 
Chemical on the Liver. (New York: Appleton-Century-Crofts). 
Zimmerman H.J. (1999). Hepatotoxicity: The Adverse Effects of Drugs and Other 
Chemicals on the Livver. (Philadelphia: Lippincott Williams & Wilkins). 
Zisman,A., Chao,D.H., Pantuck,A.J., Kim,H.J., Wieder,J.A., Figlin,R.A., Said,J.W., and 
Belldegrun,A.S. (2002). Unclassified renal cell carcinoma: clinical features and 
prognostic impact of a new histological subtype. J Urol. 168, 950-955. 
 


