
 

ONCOLYTIC ADENOVIRUSES  
FOR TREATMENT OF  
OVARIAN CANCER  

 

Mari Pauliina Raki 
 
 

Cancer Gene Therapy Group 
 
 

Molecular Cancer Biology Program 
and 

Transplantation Laboratory 
and 

Haartman Institute 
and 

Finnish Institute for Molecular Medicine 
 
 

University of Helsinki  
and 

Helsinki University Central Hospital 
 
 

ACADEMIC DISSERTATION 
 

Helsinki University Biomedical Dissertations No. 122 
 

 
 

To be publicly discussed with the permission of  
the Faculty of Medicine of the University of Helsinki, 

in Biomedicum Helsinki lecture hall 2, Haartmaninkatu 8, Helsinki 
on May 22nd 2009 at 13.00 

 
Helsinki 2009 



SUPERVISOR 
 
Research Professor Akseli Hemminki MD, PhD 
Cancer Gene Therapy Group 
Molecular Cancer Biology Program and 
Transplantation Laboratory, Haartman Institute and 
Finnish Institute for Molecular Medicine 
University of Helsinki and 
Helsinki University Central Hospital 
Helsinki, Finland 
 
 
 
REVIEWERS 
 
Docent Anu Jalanko, PhD 
Department of Molecular Medicine 
National Institute for Health and Welfare 
Helsinki, Finland 
 
and 
 
Docent Mika Jokinen, DSc 
DelSiTech Ltd 
Turku, Finland 
 
 
 
OPPONENT 
 
Professor Leonard W. Seymour, PhD 
Department of Clinical Pharmacology 
University of Oxford 
Oxford, United Kingdom  
 
 
 
 
 
 
 
 
 
 
 
ISBN 978-952-10-5483-9 (paperback) 
ISBN 978-952-10-5484-6 (PDF) 
ISSN 1457-8433 
http://ethesis.helsinki.fi 
Yliopistopaino 
Helsinki 2009 

 
 

http://ethesis.helsinki.fi/


 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
 
                 

to Vilma Angervo

 
 



TABLE OF CONTENTS 
 
ABBREVIATIONS ...................................................................................................... 6 
ABSTRACT ................................................................................................................ 8 
LIST OF ORIGINAL PUBLICATIONS ..................................................................... 10 
REVIEW OF THE LITERATURE .............................................................................. 11 

1. Introduction ..................................................................................................... 11 
2. Adenoviral cancer gene therapy .................................................................... 12 

2.1 Adenovirus .................................................................................................. 12 
2.2 Targeting adenoviral vectors to cancer cells ............................................... 15 

2.2.1 Transductional targeting via adapter molecules .................................................. 15 
2.2.2 Transductional targeting via genetic manipulation ............................................. 16 
2.2.3 Transcriptional targeting ..................................................................................... 18 
2.2.4 Obstacles to systemic targeting ........................................................................... 19 

3. Oncolytic virotherapy ..................................................................................... 20 
3.1 Type I oncolytic adenoviruses ..................................................................... 21 
3.2 Type II oncolytic adenoviruses .................................................................... 23 
3.3 Clinical trials with oncolytic adenoviruses .................................................... 23 

4. Improving safety and efficacy of oncolytic virotherapy .............................. 27 
4.1 Targeting oncolytic adenoviruses to cancer cells ........................................ 27 
4.2 Combination with conventional therapies .................................................... 28 
4.3 Armed oncolytic adenoviruses ..................................................................... 29 
4.4 Safety switch strategies ............................................................................... 31 
4.5 Other approaches ........................................................................................ 32 

5. Ovarian cancer ................................................................................................ 32 
5.1 Adenoviral gene therapy trials for ovarian cancer ....................................... 33 

AIMS OF THE STUDY ............................................................................................. 36 
MATERIALS AND METHODS ................................................................................. 37 

1. Cell lines and fresh human liver tissue ......................................................... 37 
2. Recombinant adenoviruses ........................................................................... 37 
3. Agents .............................................................................................................. 39 
4. In vitro experiments ........................................................................................ 39 

4.1 Cytotoxicity assay (I-IV) ............................................................................... 39 
4.2 Quantitation of viral replication (I, III-IV) ...................................................... 39 
4.3 Correlation of viral replication and GFP expression (III) .............................. 40 

5. Murine models of ovarian cancer .................................................................. 40 
5.1 Mice (I-IV) .................................................................................................... 40 
5.2 Comparison of single and weekly delivery (II) ............................................. 40 
5.3 Determination of lowest effective dose (II) ................................................... 41 
5.4 Combination with chemotherapy (I-II) .......................................................... 41 
5.5 Combination with ganciclovir (III) ................................................................. 41 
5.6 Noninvasive imaging (III) ............................................................................. 41 
5.7 Inhibition of viral replication (IV) .................................................................. 42 
5.8 Histopathology (I-II, IV) ................................................................................ 42 

6. Statistical analysis (I-IV) ................................................................................. 42 
RESULTS AND DISCUSSION ................................................................................. 44 

1. Tropism modified oncolytic adenovirus Ad5/3-∆24 in combination with 
chemotherapy (I-II) .............................................................................................. 44 

1.1 Combination of Ad5/3-∆24 and gemcitabine in vitro and in vivo (I-II) .......... 44 
1.2 Effect of gemcitabine on Ad5/3-∆24 replication (I) ...................................... 46 
1.3 Combination of Ad5/3-∆24 and epirubicin in vitro and in vivo (II) ................ 46 

4 
 



1.4 Possible mechanisms for synergistic interactions (I-II) ................................ 47 
2. Evaluation of dose and scheduling of intraperitoneally delivered Ad5/3-∆24 
in ovarian cancer xenografts (II) ........................................................................ 49 

2.1 Comparison of single and weekly delivery of Ad5/3-∆24 (II) ....................... 49 
2.2 Determination of lowest effective dose of Ad5/3-∆24 (II) ............................. 50 

3. Tropism modified oncolytic adenovirus Ad5/3-∆24-TK-GFP and utility of 
TK/GCV suicide gene system (III) ...................................................................... 51 

3.1 Verification of virus replication and transgene production (III) ..................... 51 
3.2 Effect of GCV on virus replication (III) ......................................................... 52 
3.3 Oncolytic potency in the presence of ganciclovir in vitro (III) ....................... 53 
3.4 Antitumor efficacy in subcutaneous and intraperitoneal murine models of 
ovarian cancer (III) ............................................................................................ 54 
3.5 Noninvasive imaging of tumor growth and virus replication (III) .................. 55 

4. Inhibition of virus replication and associated toxicity with pharmacological 
agents (IV) ............................................................................................................ 57 

4.1 Reduction of replication in normal tissues in vitro (IV) ................................. 57 
4.2 Reduction of replication in cancer cells in vitro (IV) ..................................... 58 
4.3 Reduction of replication and toxicity in vivo (IV) .......................................... 58 

SUMMARY AND CONCLUSIONS ........................................................................... 60 
ACKNOWLEDGMENTS........................................................................................... 62 
REFERENCES ......................................................................................................... 64 

5 
 



ABBREVIATIONS 
 

5-FC 5-fluorocytosine 
5-FU 5-fluorouracil 
ACE angiotensin-converting enzyme 
Ad3 adenovirus serotype 3 
Ad5  adenovirus serotype 5 
ADP adenovirus death protein 
AP-2 clathrin adapter protein 2 
ATCC American Type Culture Collection 
bp base pair 
C4BP complement C4-binding protein 
CAR coxsackie-adenovirus receptor 
CD cytosine deaminase 
CE  carboxylesterase 
CEA carcinoembryonic antigen 
cGMP current good manufacturing practices 
CMV cytomegalovirus 
cox-2 cyclooxygenase-2 
CPE cytopathic effect 
CPT-11 irinotecan 
CR2 constant region 2 
CXCR4 CXC chemokine receptor 4 
dCTP deoxycytidine triphosphate 
ECM  extracellular matrix 
EGF epidermal growth factor 
Ep-CAM epithelial cellular adhesion molecule 
Fab antibody fragment 
FCS fetal calf serum 
FGF2 basic fibroblast growth factor 
FIX factor IX 
GCV ganciclovir 
GFP green fluorescent protein 
Gy gray 
HRV5 hypervariable region 5 
HSPG heparan sulfate proteoglycan 
hTERT human telomerase reverse transcriptase 
i.a. intra-arterial 
i.p. intraperitoneal 
i.t. intratumoral 
i.v. intravenous 
kb kilobase 
kD kilodalton 
KKTK motif lysine-lysine-threonine-lysine motif 
KOH potassium hydroxide 
LP-P leukocyte plastin promoter 
LRP low-density lipoprotein receptor-related protein 
luc firefly luciferase 
MK midkine 

6 
 



MLP major late promoter 
MTS 3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)- 
 2H-tetrazolium 
NAb neutralizing antibody 
NMRI Naval Medical Research Institute 
OSP1 ovarian-specific promoter-1 
PARP poly(ADP-ribose) polymerase 
PEG polyethylene glycol 
PET positron emission tomography 
pfu plaque-forming unit 
pRb retinoblastoma protein 
PSA prostate-specific antigen 
RGD motif arginine-glycine-aspartic acid motif 
s.c. subcutaneous 
sCAR soluble CAR 
SCCHN squamous cell carcinoma of the head and neck 
SCID severe combined immunodeficiency 
SLPI  secretory leukoprotease inhibitor 
SPECT single-photon emission tomography 
TAG-72 tumor-associated glycoprotein 72 
TK thymidine kinase 
TSP tumor/tissue-specific promoter 
VEGF vascular endothelial growth factor 
VP viral particle 
 

7 
 



ABSTRACT 
 
Virotherapy, the use of oncolytic properties of viruses for eradication of tumor cells, is an 
attractive strategy for treating cancers resistant to traditional modalities. Adenoviruses can be 
genetically modified to selectively replicate in and destroy tumor cells through exploitation of 
molecular differences between normal and cancer cells.  The lytic life cycle of adenoviruses 
results in oncolysis of infected cells and spreading of virus progeny to surrounding cells for 
local amplification of input dose. Normal cells are spared due to lack of replication. 
Nevertheless, despite excellent preclinical data and proven safety in humans with these 
agents, several obstacles remain. 
 The potency of oncolytic adenoviruses might be limited due to poor transduction of target 
cells. Most adenoviral gene therapy strategies are based on serotype 5 (Ad5), which binds to 
the coxsackie-adenovirus receptor (CAR). However, expression of CAR is frequently low in 
many types of advanced cancers. Lack of CAR can be circumvented by substituting the knob 
domain of the Ad5 fiber with the serotype 3 (Ad3) knob. This allows binding and entry 
through the Ad3 receptor, which is expressed at high levels in most cancers. 
 Clinical trials with early-generation oncolytic viruses have indicated that complete 
elimination of solid tumor masses rarely occurs. A powerful approach for improving the 
efficacy of virotherapy is utilization of oncolytic adenoviruses in combination with 
conventional therapies such as chemotherapeutic agents. We evaluated the use of Ad5/3-Δ24, 
a serotype 3 receptor-targeted oncolytic adenovirus, in combination with gemcitabine or 
epirubicin against ovarian cancer. The combination of these agents showed synergistic cell 
killing in vitro compared with single treatments. Our results also indicate that gemcitabine 
reduces the initial rate of Ad5/3-Δ24 replication without affecting the total amount of virus 
produced. In an orthotopic murine model of peritoneally disseminated ovarian cancer, 
combining Ad5/3-Δ24 with either gemcitabine or epirubicin resulted in greater therapeutic 
benefit than either agent alone, and 60% of mice were cured. However, dose and sequencing 
of the agents were critical for efficacy versus toxicity, as some mice treated with Ad5/3-Δ24 
and gemcitabine succumbed to treatment-related liver damage. 
 Another useful approach for increasing the efficacy of oncolytic agents is to arm viruses 
with therapeutic transgenes such as genes encoding prodrug-converting enzymes. We 
constructed Ad5/3-Δ24-TK-GFP, an infectivity-enhanced oncolytic adenovirus encoding the 
thymidine kinase (TK) – green fluorescent protein (GFP) fusion protein. This novel virus 
replicated efficiently on ovarian cancer cells, which correlated with increased GFP 
expression. Delivery of prodrug ganciclovir (GCV) immediately after infection abrogated 
viral replication, which might have utility as a safety switch mechanism. Oncolytic potency in 
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vitro was enhanced by GCV in one cell line, and the interaction was not dependent on 
scheduling of the treatments. However, in murine models of metastatic ovarian cancer, 
administration of GCV did not add therapeutic benefit to this highly potent oncolytic agent. 
Detection of tumor progression and virus replication with bioluminescence and fluorescence 
imaging provided insight into the in vivo kinetics of oncolysis. 
 For optimizing protocols for upcoming clinical trials, we utilized orthotopic murine 
models of ovarian cancer to analyze the effect of dose and scheduling of intraperitoneally 
delivered Ad5/3-Δ24. Weekly administration of Ad5/3-Δ24 did not significantly enhance 
antitumor efficacy over a single treatment. Our results also demonstrate that even a single 
intraperitoneal injection of only 100 viral particles significantly increased the survival of mice 
compared with untreated animals. 
 Improved knowledge of adenovirus biology has resulted in creation of more effective 
oncolytic agents for cancer gene therapy. However, with more potent therapy regimens an 
increase in unwanted side-effects is also possible. Therefore, inhibiting viral replication when 
necessary would be beneficial. We studied the antiviral activity of chlorpromazine and 
apigenin on adenovirus replication and associated toxicity in vitro in fresh human liver 
samples, normal cells, and ovarian cancer cells. Further, human xenografts in mice were 
utilized to evaluate antitumor efficacy, viral replication, and liver toxicity in vivo. Our data 
suggest that these agents can reduce replication of adenoviruses, which could provide a safety 
switch in case of replication-associated side-effects. 
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REVIEW OF THE LITERATURE 
 

1. Introduction 
 
Cancer is a major health problem, affecting the lives of millions of people globally. An 
estimated 11 million new cases are diagnosed each year, and almost 7 million cancer patients 
will eventually succumb to their disease (Parkin et al. 2005). Although knowledge of 
molecular background, diagnostic methods, and therapies for cancer has improved over the 
past decades, most cancer types continue to have a poor prognosis, and metastatic disease can 
be cured rarely. More efficient approaches and novel tools are therefore needed for the 
treatment of advanced cancer. 
 An increasing understanding of the molecular mechanisms that cause cancer has revealed 
the nature of cancer as a disease of the genes (Hanahan & Weinberg 2000). Human 
carcinogenesis is a multistep process. Most tumors arise from a series of accumulated, 
acquired genetic and epigenetic alterations, typically involving mutations in proto-oncogenes, 
and downregulation of tumor suppressor genes. A logical result of these findings is the idea to 
correct molecular defects to eliminate tumor cells. Alternatively, specific differences between 
malignant and normal cells could be utilized for targeting the antitumor effect to cancer cells.  
 Gene therapy aims at transfer of genes for correction of either genetic or somatic disease 
phenotypes, or for expression of molecules within or near target cells for a therapeutic effect 
(Brand 2009). In recent years, gene therapy has become a widely studied strategy for the 
treatment of diverse diseases. Although gene therapy was initially thought to be more suitable 
for the treatment of hereditary diseases, it has been increasingly exploited for the treatment of 
more complex diseases such as cancer. Cancer gene therapy involves a variety of 
heterogeneous approaches, the common factor of which is the transfer of genes encoding for 
proteins to deliver a therapeutic antitumor effect. Vehicles for gene transfer include both 
nonviral and viral vectors, such as adenovirus, retrovirus, adeno-associated virus, and herpes 
simplex virus (Pereboeva & Curiel 2004). Nonviral gene transfer is most commonly based on 
plasmid DNA, particle bombardment, or cationic liposomes. Viral gene delivery has already 
been optimized by evolution and is therefore generally more effective, while nonviral 
approaches are pharmacologically more attractive. Instead of delivering therapeutic 
transgenes, oncolytic potential of various viruses can be directly utilized for targeted 
destruction of tumor cells in an intriguing strategy called virotherapy. 
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2. Adenoviral cancer gene therapy 
 
Since their first isolation from adenoid tissue in 1953 (Rowe et al. 1953), adenoviruses have 
become one of the most widely studied gene transfer tools in human gene therapy (McConnell 
& Imperiale 2004). At the moment, adenovirus-based systems are the most common vector 
type used in clinical studies worldwide (www.wiley.co.uk/genmed/clinical), representing 25% 
of all gene therapy trials. 
 Adenoviruses possess several features that render them attractive vectors for cancer gene 
therapy (Kanerva & Hemminki 2005). Adenoviruses are capable of efficient gene delivery to 
various cell types, including both dividing and quiescent cells. The molecular biology of 
adenovirus has been well characterized, and its safety has been demonstrated in a large 
number of clinical trials. Adenoviruses are ubiquitous viruses whose native pathogenesis 
typically involves mild upper respiratory tract, ocular, and gastrointestinal infections. 
Adenoviral vectors are stable, easy to manipulate, and production of high titers according to 
current good manufacturing practices (cGMP) is well established. Additionally, adenoviral 
DNA does not integrate into the host genome, resulting in a low risk of mutagenesis. Limited 
duration of viral gene expression may render adenoviruses less desirable for the treatment of 
hereditary diseases, where long-term expression is needed, but is adequate for cancer gene 
therapy, where the purpose is to kill target cells.  
 Adenoviruses are highly immunogenic, which can be advantageous if it leads to an 
antitumor immune response, but can be a disadvantage if the immune response blocks viral 
propagation or leads to toxicity. Variable expression of the adenovirus primary receptor on 
the surface of tumor cells presents another challenge for effective cancer gene therapy. 
Finally, adenoviruses do not inherently possess a mechanism for inactivation. 
   

2.1 Adenovirus 
The adenovirus virion is a nonenveloped icosahedral particle with an outer protein shell 
surrounding an inner nucleoprotein core (Stewart et al. 1991, Stewart et al. 1993). The main 
structural components of the capsid include hexon, penton base, and fiber, along with a 
number of other minor proteins (figure 1). The triangular facets of the capsid are mainly 
composed of hexon trimers (Rux & Burnett 2004). Penton base units are located at each of the 
twelve vertices of the capsid anchoring homotrimeric protruding fibers responsible for the 
virus attachment to the cell surface. The linear, double-stranded 38-kb DNA genome is 
packaged within the capsid and is associated with histon-like core proteins.   
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Figure 1. Structure of the adenovirus particle (Volpers & Kochanek 2004). 

 
Over 50 different serotypes of human adenovirus have been classified into six subgroups (A-
F) based on sequence homology and their ability to agglutinate red blood cells (McConnell & 
Imperiale 2004). The most commonly used vector for gene therapy, adenovirus serotype 5 
(Ad5), belongs to subgroup C. Infection of Ad5 (figure 2) starts by high-affinity binding of 
the fiber globular knob domain to the cell surface coxsackie-adenovirus receptor (CAR), a 
type I transmembrane protein of the immunoglobulin superfamily (Bergelson et al. 1997). 
Members of all subgroups, except group B adenoviruses, utilize CAR as a primary receptor 
(Roelvink et al. 1998).  Recently, members of subgroup B have been shown to bind either 
CD46, CD80/86, unidentified glycoprotein “receptor X”, or combinations of these receptors 
(Gaggar et al. 2003, Short et al. 2004, Sirena et al. 2004, Marttila et al. 2005, Tuve et al. 
2006). Sialic acid is also involved in the uptake of some subgroup D adenoviruses (Wu et al. 
2003). In addition, heparan sulfate proteoglycans (HSPGs) have been suggested to promote 
adenovirus virion attachment to certain cell types, including liver cells, via the putative 
lysine-lysine-threonine-lysine (KKTK) motif on the fiber shaft (Dechecchi et al. 2001, Smith 
et al. 2003). However, recent studies argue against the role of the KKTK motif in determining 
infectivity towards hepatic cells in vivo (Shayakhmetov et al. 2005, Parker et al. 2006, Di 
Paolo et al. 2007). Further, mutation of the KKTK motif seems to affect more than just HSPG 
binding and might interfere with the correct folding of the fiber (Bayo-Puxan et al. 2006, 
Kritz et al. 2007). 
  Initial attachment is followed by internalization of the virus, mediated by secondary 
interaction of a penton base arginine-glycine-aspartic acid (RGD) motif and cellular αvβ 
integrins, which triggers endocytosis of the virion via clathrin-coated pits (Wickham et al. 
1993, Stewart et al. 1997). In the endosome, the virus is disassembled followed by endosomal 
lysis (Greber et al. 1993). Thereafter, viral DNA is transported to the nucleus through a 
microtubule-mediated process, and viral genes are expressed (Leopold et al. 2000).  
  

13 
 



 
 
 
 
 
 
 
 
 
 
Figure 2. Schematic illustration of the Ad5 infection pathway. Initial attachment is mediated by coxsackie-
adenovirus receptor (CAR), followed by an interaction with cellular integrins resulting in internalization of the 
virus via clathrin-mediated endocytosis. In the endosomes, viral genome is released and transported to nucleus 
for DNA replication (Kanerva & Hemminki 2005). 

 
The adenoviral genome can be divided into immediate early (E1A), early (E1B, E2, E3, E4), 
intermediate (IX, IVa2), and late (L1-L5) genes (figure 3). Transcription of these genes can be 
defined as a two-phase event, early and late, occurring before and after virus DNA replication 
(Russell 2000). The first transcription unit to be expressed is E1A, whose products function to 
transactivate other early genes and to induce the cell to enter the S phase for replication of the 
viral genome (Berk 1986). The early gene region encodes mainly regulatory proteins 
necessary for viral replication, alteration of the host cell cycle, prevention of apoptosis, and 
interference with the host cell defense mechanisms (Russell 2000). After DNA replication, 
intermediate genes are produced, followed by expression of late genes driven by the major 
late promoter (MLP). These genes encode structural components of the virus as well as 
proteins involved in virion assembly. 
 
 
 
 
 

 

 
 
 
 
Figure 3. Map of the Ad5 genome and transcription units. Promoters are depicted by arrowheads; early (E) and 
late (L) genes are depicted by thin and heavy arrows, respectively. Arrows indicate the direction of transcription. 
MLP; major late promoter (Volpers & Kochanek 2004). 
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2.2 Targeting adenoviral vectors to cancer cells 
The key to successful cancer gene therapy lies in the efficient delivery of transgenes 
specifically to target cells. As viral tropism is mainly determined by the degree of receptor 
expression, cells producing low levels of CAR are refractory to Ad5 infection and gene 
transfer (Kim et al. 2002). Although CAR is ubiquitously expressed on a broad range of 
normal epithelial cells, production of CAR is frequently low in many tumor types, including 
ovarian cancer (Dmitriev et al. 1998, Miller et al. 1998, Cripe et al. 2001, Kanerva et al. 
2002b, Shayakhmetov et al. 2002). Increased CAR expression appears to have a growth 
inhibitory effect on some cancer cell lines, while loss of CAR expression correlates with 
tumor progression and advanced disease (Okegawa et al. 2001). CAR is localized in tight 
junctions, which suggests a role on cell adhesion, and its expression may be cell cycle-
dependent (Cohen et al. 2001, Seidman et al. 2001). Various strategies have been evaluated to 
modify adenovirus tropism in order to circumvent CAR deficiency, to enhance transduction 
of cancer cells, and to reduce infectivity of normal tissues (Saukkonen & Hemminki 2004, 
Glasgow et al. 2006, Campos & Barry 2007).  
       

2.2.1 Transductional targeting via adapter molecules 

Transductional targeting can be achieved by utilizing bispecific adapter molecules that block 
the interaction with CAR and redirect the virus to a novel receptor. Various molecules have 
been evaluated to physically bridge the vector to cell surface receptors: 1) bispecific 
antibodies, 2) chemical conjugates between antibody fragments (Fab) and cell-specific 
ligands, 3) Fab-antibody conjugates using antibodies against target cell receptors, 4) Fab-
peptide ligand conjugates, and 5) recombinant fusion proteins that incorporate Fabs and 
peptide ligands.  
 The first demonstration of adapter-based retargeting was carried out by utilizing 
bispecific conjugate consisting of an anti-fiber neutralizing Fab chemically linked to folate 
(Douglas et al. 1996). This approach resulted in CAR-independent uptake of virus via folate 
receptors highly expressed on the surface of a variety of malignant cells. Several other Fab-
ligand conjugates targeted against, for instance, basic fibroblast growth factor (FGF2) 
receptor (Goldman et al. 1997, Rancourt et al. 1998, Gu et al. 1999), epidermal growth factor 
(EGF) receptor (Miller et al. 1998), epithelial cellular adhesion molecule (Ep-CAM) (Haisma 
et al. 1999, Heideman et al. 2001), tumor-associated glycoprotein 72 (TAG-72) (Kelly et al. 
2000), or CD40 (Tillman et al. 1999, Hakkarainen et al. 2003) have been linked to an Ad5 
fiber for enhanced transduction of cancer cells. Reynolds et al. (2000) succeeded in targeting 
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pulmonary endothelial cells in vivo after systemic administration of a virus modified with 
bispecific antibody against Ad5 fiber and angiotensin-converting enzyme (ACE).  
 An alternative approach to chemical conjugates utilized a single recombinant fusion 
molecule formed by a truncated, soluble form of CAR (sCAR) fused to either anti-CD40 
antibody or EGF (Dmitriev et al. 2000, Hemminki et al. 2001b, Pereboev et al. 2002). To 
further increase the stability of the complex, a trimeric sCAR-fibritin-anti-erbB2 single-chain 
antibody molecule was created for targeting c-erbB2-positive cancer cells (Kashentseva et al. 
2002). Recently, sCAR was fused to a single-chain antibody directed against 
carcinoembryonic antigen (CEA), resulting in increased gene expression in CEA-positive 
lung cells and reduced liver transduction after systemic delivery in mice (Everts et al. 2005, 
Li et al. 2007).   
 

2.2.2 Transductional targeting via genetic manipulation 

Another strategy for transductional targeting involves genetic manipulation of viral capsid 
proteins. Based on native adenovirus receptor recognition, the development of genetically 
targeted viruses has mainly concentrated on structural modifications of the fiber knob domain 
including: 1) peptide incorporation into the fiber knob, 2) pseudotyping of the fiber, and 3) 
deknobbing of the fiber. In addition, other capsid locales have recently been evaluated for 
inclusion of targeting moieties.  
 Structural analysis of the major capsid proteins has facilitated the genetic incorporation of 
foreign peptides into exposed regions of the adenovirus capsid. Initial studies have 
demonstrated that short peptides can be inserted into the C terminus and HI loop of the fiber 
knob (Wickham et al. 1996a, Dmitriev et al. 1998, Krasnykh et al. 1998), the RGD-containing 
loop of the penton base (Wickham et al. 1996b), the hypervariable region 5 (HVR5) loop of 
the hexon (Crompton et al. 1994, Wu et al. 2005), and the C terminus of protein IX (Dmitriev 
et al. 2002). Adenoviruses with an integrin-binding RGD motif or heparan sulphate-binding 
polylysine residues (pK7) incorporated into the C terminus of the fiber knob have yielded 
positive results in vitro and in vivo, but insertion of larger peptides may result in inefficient 
packaging of the virion (Wickham et al. 1997, Wu et al. 2002). The HI loop can tolerate 
peptide insertions of up to 100 amino acids, with variable effects on virion integrity. 
Incorporation of RGD-4C peptide into the HI loop enhanced the transduction of Ad5 to a 
wide range of tumor cells, including ovarian cancer cells (Dmitriev et al. 1998, Vanderkwaak 
et al. 1999, Hemminki et al. 2001a, Hemminki et al. 2002b). Wu et al. (2002) created a double 
modified virus with a RGD motif in the HI loop and a pK7 motif in the C terminus. This virus 
resulted in enhanced infectivity towards ovarian cancer cells compared with viruses carrying a 
single targeting moiety (Wu et al. 2004). Other peptides have been incorporated into the HI 
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loop as well (Mizuguchi et al. 2001, Nicklin et al. 2001). In addition, the RGD motif has been 
successfully inserted into HRV5 of the hexon (Vigne et al. 1999) and into the C terminus of 
protein IX (Vellinga et al. 2004). Recently, the C terminus of protein IX has gained attention 
due to its ability to display large polypeptides and proteins on the surface of the virion. 
Instead of targeting, incorporation of large reporter enzymes allows noninvasive monitoring 
of viral functions (Le et al. 2004, Li et al. 2005, Matthews et al. 2006). However, most of the 
strategies utilizing direct ligand incorporation have resulted in vectors with expanded, rather 
than restricted, tropism. Incorporation of cell binding ligands isolated by phage display 
technique, or inserting mutations that ablate CAR binding could produce vectors with more 
specificity towards target cells (Nicklin et al. 2001, Nicklin et al. 2004, Work et al. 2004a).  
  Adenovirus fiber pseudotyping is a strategy that exploits the natural diversity of the 
adenovirus family. Genetic replacement of the entire fiber or the knob region of Ad5 with its 
structural counterpart from another serotype results in CAR-independent transduction of a 
variety of cell types (Havenga et al. 2002). Most of the studies have evaluated Ad5- or Ad2-
based vectors with the fiber or knob derived from subgroup B or D adenoviruses. Adenovirus 
serotype 3 (Ad3) is a member of subgroup B and therefore recognizes a different receptor 
than Ad5 (Stevenson et al. 1995). Substitution of the knob domain of Ad5 with the 
corresponding domain of Ad3 allows binding and entry through the Ad3 receptor, which is 
expressed to a high degree on tumor cells (Krasnykh et al. 1996, Stevenson et al. 1997, 
Kanerva et al. 2002a). Ad5/3 chimeric virus displayed enhanced infectivity towards ovarian 
cancer cells and was able to partially avoid the effect of pre-existing neutralizing anti-Ad5 
antibodies (Kanerva et al. 2002a, Kanerva et al. 2002b). Further, the biodistribution, liver 
toxicity, and blood clearance rates were comparable with wild-type Ad5 virus, suggesting 
excellent preclinical safety of this approach. Various pseudotyped adenoviruses, including 
fiber regions from serotypes Ad7 (Gall et al. 1996), Ad11 (Stecher et al. 2001), Ad16 
(Goossens et al. 2001, Havenga et al. 2001), Ad17 (Chillon et al. 1999, Zabner et al. 1999), 
Ad35 (Shayakhmetov et al. 2000, Rea et al. 2001, Mizuguchi & Hayakawa 2002), and several 
others (Denby et al. 2004, Parker et al. 2007), have been constructed for improved 
transduction of a broad range of clinically relevant cell types. Moreover, this approach has 
exploited fiber elements from nonhuman viruses (Glasgow et al. 2004, Stoff-Khalili et al. 
2005, Nakayama et al. 2006) and the fiber-like σ1 reovirus attachment protein (Mercier et al. 
2004, Tsuruta et al. 2005, Tsuruta et al. 2007). 
 Finally, deletion of the entire knob region results in knobless fibers and total ablation of 
CAR binding. Addition of targeting ligand to such fibers allows more specific recognition of 
target cells. However, trimerization of the fiber protein, which is required for proper function 
of the fiber, is normally mediated by the knob domain. This problem has been solved by 
utilizing external trimerization signals, such as MoMuLV envelope glycoprotein trimerization 
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motif (van Beusechem et al. 2000), a neck region peptide of human lung surfactant protein D 
(Magnusson et al. 2001), or the foldon domain of bacteriophage T4 fibritin protein (Krasnykh 
et al. 2001).  
 

2.2.3 Transcriptional targeting 

Instead of changing tropism of adenoviruses, expression of viral genes or transgenes can be 
restricted to tumor cells by placing the desired gene under the control of tumor- or tissue-
specific promoter (TSP). The gene is therefore expressed selectively in cells with high 
promoter activity.  Additionally, promoters induced by the unique tumor environment, 
treatment, or certain chemicals can be used to regulate gene expression.  
 Several TSPs have been explored in order to limit the expression of transgenes 
specifically to ovarian cancer cells (Casado et al. 2001b, Saukkonen & Hemminki 2004). 
Leukocyte plastin (L-plastin) is expressed during tumorigenesis, especially in the context of 
gynecological cancers arising from estrogen-dependent tissues (Lin et al. 1993). 
Transcriptional control of adenovirus with the L-plastin promoter (LP-P) induced expression 
of a reporter gene in ovarian cancer cell lines and ascites samples, but little activity was seen 
in normal human tissues (Chung et al. 1999). In another study, suppression of ovarian tumor 
growth in mice was achieved when the suicide gene was placed under the control of LP-P 
(Peng et al. 2001).  
 Expression of cyclooxygenase-2 (cox-2) is normally low in most tissues, but can be 
highly induced in response to cell activation by hormones, proinflammatory cytokines, 
growth factors, and tumor promoters (Saukkonen et al. 2003). The cox-2 promoter has been 
investigated in the context of ovarian cancer, with promising results (Casado et al. 2001a). 
 The secretory leukoprotease inhibitor (SLPI) gene is expressed in several different 
carcinomas, while its expression in normal organs is low (Abe et al. 1997). High activity of 
the SLPI promoter was demonstrated in ovarian cancer cell lines, in primary ovarian tumor 
cells isolated from patient samples, and in an orthotopic murine model of ovarian cancer 
(Barker et al. 2003a). Intraperitoneal (i.p.) delivery of adenovirus armed with the SLPI-driven 
suicide gene resulted in increased survival of tumor-bearing mice after administration of a 
prodrug. 
 Various other TSPs have also been evaluated for the selectivity towards ovarian cancer 
cells, including CXC chemokine receptor 4 (CXCR4) (Zhu et al. 2004), DF3/MUC1 (Tai et 
al. 1999), mesothelin (Breidenbach et al. 2005), midkine (MK) (Casado et al. 2001a), and 
ovarian-specific promoter-1 (OSP1) (Bao et al. 2002). 
 Although TSPs have the potential to increase specificity and decrease toxicity of 
adenoviral gene therapy, vectors targeted with TSPs are still dependent on CAR for cell entry. 
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Therefore, viruses combining both transductional and transcriptional targeting moieties have 
been developed (Reynolds et al. 2001, Barker et al. 2003b, Work et al. 2004b). 
   

2.2.4 Obstacles to systemic targeting 

Despite advances in vector retargeting, several obstacles that inhibit the systemic delivery of 
adenoviruses remain. Although mechanisms of adenovirus attachment and uptake are 
relatively well understood in vitro, less is known about mechanisms governing in vivo 
infection. Studies have shown that CAR expression levels do not correlate with the virus 
biodistribution, and ablation of CAR binding does not have a significant impact on infectivity 
in vivo (Fechner et al. 1999, Alemany & Curiel 2001).  
 The majority of intravascularly administered adenovirus is rapidly cleared from the blood 
circulation, accumulating in liver tissues (Alemany et al. 2000). Uptake of vector particles by 
Kupffer cells, resident macrophages in the liver, decreases the amount of virus available for 
therapeutic purposes. Therefore, high viral doses are required for effective transduction of 
target tissues, which can result in acute toxicity and compromise the safety of the patient. 
Recently, several blood factors were identified that promote CAR-independent infection of 
murine hepatocytes (Shayakhmetov et al. 2005, Parker et al. 2006, Baker et al. 2007). 
Intravascularly delivered adenovirus interacts directly with vitamin K-dependent coagulation 
zymogens (FVII, FIX, FX, protein C) and complement C4-binding protein (C4BP), which 
form a bridge between virus particles and hepatic HSPGs or low-density lipoprotein receptor-
related protein (LRP). Recent studies suggest that adenovirus binding to FIX occurs via Ad5 
hexon protein instead of the fiber knob (Kalyuzhniy et al. 2008, Waddington et al. 2008). 
Besides plasma proteins, adenovirus can also have direct interactions with host blood cells, 
preventing access of the vector to target cells (Cotter et al. 2005, Lyons et al. 2006, Stone et 
al. 2007). 
 In addition to sequestration by nontarget tissues, systemic delivery of adenovirus triggers 
innate immunity, including induction of cytokines, inflammation, transient liver toxicity, and 
thrombocytopenia (Muruve 2004). These responses represent a major barrier for clinical gene 
therapy and result in part from the uptake of vector particles by Kupffer cells. Initial 
responses are triggered by the actual viral capsids, which are independent of the transcription 
of viral genes. Innate host responses are followed by activation of the adaptive immune 
system and production of neutralizing antibodies (NAbs) (Bessis et al. 2004). Pre-existing 
NAbs derived from previous exposure to adenovirus through either natural infection or 
administration of the vector can significantly reduce the effect of therapy. 
 Furthermore, viral spread in the solid tumor mass can be limited by physical barriers, 
including extracellular matrix (ECM) and connective tissue (Harrison et al. 2001, Cheng et al. 
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2007a). In addition to physical limitations, solid tumors contain physiologically different sub-
compartments, such as necrotic, hypoxic, or hyperbaric regions, which can restrict the 
dissemination of the virus.  
 

3. Oncolytic virotherapy 
 
Due to safety concerns, gene therapy approaches have traditionally been based on viruses that 
are unable to replicate in infected cells. Although replication-deficient viruses expressing 
therapeutic transgenes have provided high preclinical efficacy and good clinical safety data, 
trials have demonstrated that the utility of these agents may be limited when faced with 
advanced and wide-spread disease. Viruses that replicate and spread specifically inside the 
tumor have been suggested as a way of improving penetration of and dissemination within 
solid tumor masses (Liu & Kirn 2008). Oncolytic viruses used in various cancer gene therapy 
approaches take advantage of tumor-specific changes that allow preferential replication of the 
virus in target cells (figure 4). The viral replication cycle causes oncolysis of the cell, 
resulting in the release of newly generated virions and subsequent infection of neighboring 
cells. Normal tissue is spared due to lack of replication. Thus, the antitumor effect is delivered 
by the actual replication of the virus. Therefore, a transgene is not necessarily required, but 
can be used for additional efficacy. The viral replication cycle allows dramatic local 
amplification of the input dose, and in theory, the oncolytic process continues as long as 
target cells persist. 
 
 
 
 
  
 
 
 
 
 
 
 
 
 
 
 
Figure 4. Principle of oncolytic virotherapy. Viral infection of cancer cells results in replication, oncolysis and 
release of virions to surrounding cells. Normal cells are spared due to lack of replication. 

20 
 



Various approaches exist for achieving selective viral replication in tumor cells. As the 
cellular changes induced by viral infection are often similar to changes acquired during tumor 
development, it is not surprising that some viruses, such as measles and vesicular stomatitis 
virus, have inherent selectivity for cancer cells. However, many popular oncolytic viruses, 
including adenovirus, are genetically modified to replicate specifically in tumor cells 
(Kanerva & Hemminki 2005). One way to restrict replication of adenoviruses to malignant 
tissues is to limit the expression of the viral E1A gene product to cancer cells with TSPs. 
Another strategy involves engineering deletions in viral genes critical for efficient replication 
in normal cells but not in cancer cells.  
 

3.1 Type I oncolytic adenoviruses 
With type I oncolytic adenoviruses, tumor-specific replication is achieved by introduction of 
loss-of-function mutations to the virus genome that require specific cellular factors to 
compensate for the effects of these mutations. Most approaches are based on deletions in E1A 
or E1B adenoviral genes, resulting in mutant proteins unable to bind the cellular proteins 
necessary for viral replication in normal cells, but not in cancer cells (Kanerva & Hemminki 
2005).  
 The first and most widely studied oncolytic adenovirus, ONYX-015 (dl1520), carries two 
deletions in the gene coding for the E1B-55 kD protein (Bischoff et al. 1996). One purpose of 
this protein is binding and inactivation of tumor suppressor protein p53 in infected cells, for 
induction of the S phase, which is required for effective virus replication (figure 5). Thus, this 
virus may have selectivity for cells with an aberrant p53-p14ARF pathway, a common feature 
of human tumors (Hollstein et al. 1991). Initial studies suggested that this agent replicates 
selectively in cancer cells lacking functional p53 (Bischoff et al. 1996, Heise et al. 1997, 
Heise et al. 1999, Rogulski et al. 2000a). However, contradicting studies have suggested that 
cells with functional p53 also support ONYX-015 replication (Goodrum & Ornelles 1998, 
Rothmann et al. 1998). Clearly, factors independent of p53 play critical roles in determining 
the sensitivity of cells to ONYX-015. Loss of function of p14ARF, which normally stabilizes 
p53, can result in inactivation of p53 (Ries et al. 2000). Adenoviral proteins other than E1B-
55 kD, including E4orf6, E1B-19 kD, and E1A, have effects on p53 function (Dobner et al. 
1996). Further, the functions of E1B-55 kD are not limited to p53 binding, but include also 
mRNA transport (Yew et al. 1994), and therefore, the virus replicates inefficiently compared 
with the wild-type adenovirus. Nevertheless, taken together, ONYX-015 data seem to suggest 
more effective replication in tumor cells than in normal cells (Kirn 2001).  
 Ad5-Δ24 and dl922-947 are closely related viruses that carry a 24-bp deletion in constant 
region 2 (CR2) of the E1A gene (Fueyo et al. 2000, Heise et al. 2000a). This domain of the 
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E1A protein is responsible for binding of the retinoblastoma protein (pRb) for induction of the 
S phase and DNA replication (Whyte et al. 1988, Whyte et al. 1989). In normal cells, pRb 
acts as a tumor suppressor by inhibiting cell cycle progression via binding to E2F, a 
transcriptional activator that promotes expression of genes necessary for driving the cell into 
S phase (Nevins 1992). Adenoviral E1A binds to pRb and releases repression of E2F, 
allowing it to activate its target genes. However, viruses with CR2 deletion in E1A are unable 
to bind pRb and have reduced ability to overcome the G1/S checkpoint. Therefore, they 
replicate selectively in cells deficient in the pRb-p16 pathway, including most cancer cells 
(Sherr 1996, D'Andrilli et al. 2004). These viral agents are promising anticancer agents, as 
they are not attenuated in comparison with wild-type viruses, and some reports suggest that 
they may be even more oncolytic than wild-type viruses in tumor cells (Heise et al. 2000a). 
However, safety of this approach has not yet been demonstrated in currently ongoing human 
trials (www.wiley.co.uk/genmed/clinical).  
 
 
 
 
 
 
 
 
 
 

 

 

 

 
Figure 5. Intervention by viral proteins leads to loss of cell cycle control. Tumor suppressor protein p53 is 
upregulated and activated upon stress signals such as DNA damage or viral infection. p53 can act as a 
transcription factor to activate expression of genes that induce apoptosis or cell cycle arrest. Adenoviral E1B-55 
kD binds to and inactivates p53 leading to progression into the S phase. Retinoblastoma protein (pRb) regulates 
the G1/S cell cycle checkpoint. pRb exerts its effects by binding to and inhibiting transcription factor E2F, which 
induces expression of genes needed for DNA synthesis. Adenoviral E1A binds to pRb releasing repression of 
E2F, allowing it to activate its target genes and leading to progression into the S phase. However, targeted 
deletions in E1B-55 kD or E1A result in mutant proteins unable to bind p53 or pRb, respectively. Therefore, 
modified viruses replicate only in cells deficient in these pathways, including most cancer cells (Everts & van 
der Poel 2005).  
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3.2 Type II oncolytic adenoviruses 
With type II oncolytic adenoviruses, TSPs replace endogenous viral promoters, restricting 
viral replication to target tissues expressing the TSP. Usually, the promoter is placed to 
control E1A, but alternatively, or in addition, other early genes can also be regulated. Various 
TSPs have been used to limit viral replication to desired tissues, including alpha-fetoprotein 
(Hallenbeck et al. 1999, Li et al. 2001), cox-2 (Yamamoto et al. 2003, Kanerva et al. 2004), 
CXCR4 (Rocconi et al. 2007), DF3/MUC1 (Kurihara et al. 2000), E2F (Tsukuda et al. 2002, 
Jakubczak et al. 2003, Ryan et al. 2004), human telomerase reverse transcriptase (hTERT) 
(Uchino et al. 2005), IAI.3B (Hamada et al. 2003), mesothelin (Tsuruta et al. 2008), MK (Ono 
et al. 2005), prostate-specific antigen (PSA) (Rodriguez et al. 1997, Yu et al. 1999), SLPI 
(Maemondo et al. 2004, Rein et al. 2005), survivin (Zhu et al. 2005), and tyrosinase 
(Nettelbeck et al. 2002, Banerjee et al. 2004, Ulasov et al. 2007). 
 Oncolytic adenoviruses combining both type I and type II strategies have been 
constructed (Doloff et al. 2008). Such double-control of viral replication is advantageous over 
a single-control approach because specificity may be gained without loss of efficacy. 
 

3.3 Clinical trials with oncolytic adenoviruses 
The first cancer trials with replicating adenoviruses were done already in the 1950s (Smith et 
al. 1956). Ten different serotypes of wild-type adenoviruses were applied intratumorally (i.t.), 
intra-arterially (i.a.), by both routes, or intravenously (i.v.) into patients with cervical 
carcinoma. No significant toxicity was reported. A “marked to moderate local tumor 
response” was described in over half of the patients. However, systemic responses were not 
detected, and all patients eventually had tumor progression. Although these clinical studies 
were not performed according to current clinical research standards, they suggest that 
oncolytic adenoviruses can be safely administered to humans, and that viruses can replicate in 
tumors for therapeutic effect.  
 The safety and antitumor efficacy of ONYX-015 has been tested in numerous clinical 
trials with various tumor types and several routes of administration, with and without 
concomitant conventional treatments (table 1). The goal has been to sequentially increase 
systemic exposure to the virus after safety with localized delivery has been shown. Following 
demonstration of safety and biological activity by the i.t. route, trials were initiated to study 
intracavitary, i.a., and eventually i.v. administration of ONYX-015 (Kirn 2001). In summary, 
ONYX-015 has been well tolerated even at the highest doses administered by any route of 
administration. The lack of clinically significant toxicity has been remarkable. Flu-like 
symptoms have been the most common toxicities, and have been more frequent in patients 
receiving intravascular treatment. Unfortunately, single-agent antitumoral activity has mostly 
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been limited to head and neck cancers (Nemunaitis et al. 2000, Nemunaitis et al. 2001b). 
However, favorable and potentially synergistic interaction with chemotherapy has been 
discovered in multiple tumor types, and by multiple routes of administration (Khuri et al. 
2000, Lamont et al. 2000, Reid et al. 2001, Reid et al. 2002, Hecht et al. 2003, Galanis et al. 
2005). 
 Recently, i.t. injection of H101, an oncolytic adenovirus closely related to ONYX-015, 
was evaluated in a phase III trial against squamous cell carcinoma of the head and neck 
(SCCHN) or esophagus in China (Xia et al. 2004). Combination treatment with 5-fluorouracil 
(5-FU) and cisplatin resulted in a doubling of the response rate compared with chemotherapy 
alone (78.8% versus 39.6%). This is the first randomized demonstration of safety and efficacy 
of oncolytic viruses in humans. The virus dose, chemotherapy regimen, injection procedure, 
and results were very similar to an earlier independent phase II trial performed in USA (Khuri 
et al. 2000). As a result, H101 has been approved by the Chinese government for use in 
combination with chemotherapy for the treatment of head and neck cancers. 
 
  
Table 1. Clinical trials with ONYX-015 and H101. 

Phase Cancer Pts Route Combination Results Ref. 
I SCCHN 22 i.t. - 1x1011 pfu 

3 PR, 2 MR 
 

Ganly et al.  
2000 

I pancreatic 23 i.t. - 1x1011 pfu 
no responses 
 

Mulvihill et al. 
2001 

I metastatic solid 
tumor 

10  i.v. - 2x1013 VP  
no responses 
 

Nemunaitis et al. 
2001a 

I CLM 11 i.ha. 5-FU and 
leukovorin 

2x1012 VP  
1 PR with combination 
 

Reid et al.  
2001 

I ovarian 16 i.p. - 1x1011 pfu for 5d 
no responses 
 

Vasey et al.  
2002 

I colon 5 i.v. 5-FU and CPT-11 2x1012 VP 
no responses 
 

Nemunaitis et al. 
2003 

I metastatic solid 
tumor 

5  i.v. IL-2 2x1011 VP 
no responses  
 

Nemunaitis et al. 
2003 

I malignant 
glioma 
 

24 intra- 
cerebral 

- 1x1010 pfu 
no responses 

Chiocca et al. 
2004 

I metastatic solid 
tumor 

9 i.v. enbrel 1x1012 VP 
weekly for 4w 
no responses 
 

Nemunaitis et al. 
2007 

I-II HCC and CLM 16 i.t 
i.ha. 
i.v. 
 

5-FU in phase II 3x1011 pfu 
no responses 
 

Habib et al.  
2001 

24 
 



 

I-II pancreatic 21 i.t. gemcitabine 2x1011 VP  
8 injections over 8w 
2 PR 
 

Hecht et al.  
2003 

I-II premalignant 
oral dysplasia 

22  m.w. - 1x1011 pfu for 5d 
followed by 1 dose/w 
for 5w 
2 CR, 1 PR 
 

Rudin et al.  
2003 

I-II advanced 
sarcoma 

6 i.t. MAP 5x1010 pfu 
1 PR 
 

Galanis et al. 
2005 

I-II metastatic 
colorectal 

24 i.ha 5-FU and 
leukovorin 

2 PR  
 
 

Reid et al.  
2005 

II SCCHN 37  i.t. 5-FU and cisplatin 1x1010 pfu for 5d 
8 CR, 11 PR 
 

Khuri et al.  
2000 

II SCCHN 14 i.t. 5-FU and cisplatin 1x1010 pfu for 5 d 
3 CR, 3 PR 
 

Lamont et al. 
2000 

II SCCHN 37 i.t. - 1x 1010 pfu twice/d for 
10d  
2 CR, 3 PR 
 

Nemunaitis et al. 
2000 

II SCCHN 40 i.t. - 2x1011 VP twice/d for 
10d 
3CR, 2 PR 
 

Nemunaitis et al. 
2001b 

II HCC 10 i.t. 
i.v. 

- 3x1011 pfu 
1 PR 
 

Habib et al.  
2002 

II gastrointestinal 
cancer 
metastatic to 
liver 

27 i.ha. 5-FU and 
leukovorin 

2x1012 VP 
3 PR 

Reid et al.  
2002 

II hepatobiliary 
carcinoma 

20 i.t. 
i.p. 

- 3x1010 pfu 
1 PR 
 

Makower et al. 
2003 

II metastatic 
colorectal 

18 i.v. 
 

- 2x1012 VP every 2w 
no responses 
 

Hamid et al.  
2003 

II SCCHN 15 i.t. - 1x1010 pfu 
virus detected in 10/15 
tumors 
 

Morley et al.  
2004 

II  
(H101) 

late stage cancer 50 i.t.  5-FU and cisplatin 5x1011 VP daily for 5d 
3 CR and 11 PR 
 

Lu et al.  
2004 

III 
(H101) 

SCCHN 123 i.t. 5-FU and cisplatin 
or adriamycin 

1.5x1012 VP daily for 
5d 
79% response in 
combination treatment 

Xia et al.  
2004 

Abbreviations: Pts, patients; SCCHN, squamous cell carcinoma of the head and neck; CLM, colorectal  liver 
metastasis; HCC, hepatocellular carcinoma; i.t., intratumoral; i.p., intraperitoneal; i.v., intravenous; i.ha., 
intrahepatic artery; m.w., mouth wash; 5-FU, 5-fluorouracil; CPT-11, irinotecan; IL-2, interleukin 2;  MAP, 
mitomycin-C-doxorubicin-cisplatin; pfu, plaque forming units; VP, viral particle; CR, complete response; PR, 
partial response; d, days; w, weeks. 
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In general, clinical data with E1B-55 kD-deleted viruses point to the need for more effective 
and selective viruses. Two phase I trials have been completed with a derivative of ONYX-015 
that expresses bacterial cytosine deaminase (CD) and herpes simplex virus thymidine kinase 
(TK) suicide genes (Freytag et al. 2002a, Freytag et al. 2003) (table 2). Intraprostatic Ad5-
CD/TKrep combined with prodrug treatment resulted in a transient drop in PSA levels, but no 
long-term responses were observed. Recently, Freytag et al. (2007b) carried out a phase I trial 
with their second-generation oncolytic adenovirus armed with improved suicide genes and 
adenovirus death protein (ADP) in combination with radiotherapy. No dose-limiting toxicities 
were observed after the treatment. 
 PSA and rat probasin promoters have been utilized for prostate cancer-specific 
replication. CG7060 has a PSA promoter and enhancer controlling E1A expression 
(Rodriguez et al. 1997). In a phase I trial of locally recurrent prostate cancer, CG7060 was 
well tolerated following intraprostatic injection and resulted in dose-dependent reductions in 
PSA in some patients (DeWeese et al. 2001). Similar results were obtained in a phase I/II 
dose escalation trial with intraprostatic CG7870 (DeWeese et al. 2003), which has a rat 
probasin promoter to control E1A and a PSA promoter and enhancer to drive E1B (Yu et al. 
1999). In contrast to CG7060, this virus has an intact E3 region. CG7870 was recently 
delivered i.v. to patients with hormone-refractory metastatic prostate cancer (Small et al. 
2006). Although PSA levels decreased in some patients, neither partial nor complete formal 
PSA responses were observed. 
 
 
Table 2. Clinical trials with other oncolytic adenoviruses. 

Virus Phase Cancer Pts Route Combination Results Ref. 
Ad5- 
CD/TKrep 

I prostate  16 i.t. GCV and 5-FC 1x1012 VP 
≥50% PSA decrease in 
3/16 patients 

Freytag et al. 
2002a, 
Freytag et al. 
2007c 

Ad5-
CD/TKrep 

I prostate 15 i.t. GCV, 5-FC and 
radiation 

1x1012 VP  
significant decline in PSA 
level in all patients 
 

Freytag et al. 
2003 

Ad5-yCD/ 
mutTKSR39 
rep-ADP 

I prostate 9 i.t. GCV, 5-FC and 
radiation 

1x1012 VP x 2 
significant decline in PSA 
level in all patients 
 

Freytag et al. 
2007b 

CG7060 
(CV706) 

I prostate 20 i.t. - 1x1013 VP 
50% PSA decrease in two 
highest dose levels 
 

DeWeese et 
al. 2001 

CG7870 
(CV787) 

I prostate 23 i.v. - 6x1012 VP 
no responses 

Small et al. 
2006 

Abbreviations: Pts, patients; i.t., intratumoral; i.v., intravenous; GCV, ganciclovir; 5-FC, 5-fluorocytosine; PSA, 
prostate specific antigen; VP, viral particle. 
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4. Improving safety and efficacy of oncolytic virotherapy 
 
Oncolytic adenoviruses have demonstrated tremendous efficacy as single agents in preclinical 
model systems featuring human xenograft tumors in immune-deficient mice. Unfortunately, 
while the safety of this approach has been excellent in human clinical trials, complete 
eradication of solid tumors rarely occurs (Liu & Kirn 2008). Therefore, efforts are underway 
to improve the potency of these agents. Several strategies are currently being explored to 
enhance the transduction of target cells and effective penetration of tumor masses. 
Furthermore, maximizing the clinical benefits to patients might require combination therapies 
with conventional approaches. Finally, an important aspect for the future is to improve safety 
of oncolytic agents, as treatment with more potent viruses and combination regimens may 
increase the risk for undesired side-effects.  
 

4.1 Targeting oncolytic adenoviruses to cancer cells 
Various previously described targeting moieties have been introduced into oncolytic 
adenoviruses to increase the transduction of tumor cells. Ad5-Δ24-RGD features a 24-bp 
deletion in E1A and a RGD motif in the fiber (Suzuki et al. 2001). This virus has displayed 
enhanced oncolytic potency in many tumor types, especially against glioma (Lamfers et al. 
2002, Fueyo et al. 2003, Lamfers et al. 2007, Alonso et al. 2008)  and gynecological cancers 
(Bauerschmitz et al. 2002, Lam et al. 2003, Bauerschmitz et al. 2004). Ad5-Δ24-RGD was 
able to replicate efficiently in ovarian cancer primary cell spheroids and resulted in improved 
survival in an orthotopic model of ovarian cancer. Recently, the safety profile of i.p.-delivered 
Ad5-Δ24-RGD was evaluated (Page et al. 2007), and the virus is currently in clinical trials for 
the treatment of recurrent malignant glioma and ovarian cancer 
(www.wiley.co.uk/genmed/clinical).  
 Ad5/3-Δ24 is another pRb-p16 pathway selective adenovirus, whose knob region has 
been pseudotyped from Ad5 to Ad3. This Ad3 receptor-targeted oncolytic agent has 
previously been demonstrated to deliver a powerful antitumor effect to ovarian cancer cells in 
vitro, to clinical ovarian cancer specimens, and in orthotopic models of ovarian cancer 
(Kanerva et al. 2003, Lam et al. 2004). In addition, Ad5/3-Δ24 has shown increased 
therapeutic efficacy in other tumor types as well (Kangasniemi et al. 2006, Guse et al. 2007b). 
Ad5/3 fiber chimeric oncolytic adenoviruses based on SLPI (Rein et al. 2005), CXCR4 
(Rocconi et al. 2007), survivin (Zhu et al. 2008), and mesothelin (Tsuruta et al. 2008) 
promoters have been recently studied as promising candidates for treatment of metastatic 
ovarian cancer. Further, even triple-targeted adenoviruses have been developed in order to 
enhance infectivity and specificity towards cancer cells. Bauerschmitz et al. (2006) 

27 
 

http://www.wiley.co.uk/genmed/clinical


engineered an Ad3 receptor-targeted oncolytic adenovirus featuring cox-2 promoter-driven 
variants of the E1A gene. Ad5/3-cox2LΔ24 demonstrated increased selectivity in ovarian 
cancer cells compared with normal cells and a therapeutic benefit in ovarian cancer xenografts 
(Bauerschmitz et al. 2006, Guse et al. 2007a).    
 

4.2 Combination with conventional therapies 
A powerful approach for increasing the efficacy of virotherapy is utilization of oncolytic 
adenoviruses in combination with traditional anticancer therapies in a multimodal antitumor 
approach (Post et al. 2003). Oncolytic tumor killing differs mechanistically from conventional 
therapies, and therefore, additive or even synergistic effects are possible. The toxicity profiles 
of the treatments may be different and could result in enhanced therapeutic efficacy without 
increased side-effects. Cross-resistance, common for chemotherapeutics, is unlikely since 
agents have different mechanisms of cell killing.  Finally, it may be possible to use lower 
treatment doses and still achieve efficacy.  
 Several preclinical studies with various tumor models have demonstrated improved 
therapeutic efficacy when ONYX-015 has been combined with standard chemotherapeutic 
drugs such as 5-FU, cisplatin, paclitaxel, or doxorubicin (Heise et al. 1997, Heise et al. 2000b, 
You et al. 2000, Portella et al. 2002). Heise et al. (2000b) suggested that the synergistic 
effects were highly dependent on sequencing of the agents. Treatment of SCCHN and ovarian 
cancer xenografts with ONYX-015 prior to or simultaneously with chemotherapy was 
superior to chemotherapy followed by virus treatment. ONYX-015 has also been used in 
conjunction with chemotherapy in several human clinical trials, providing evidence of 
synergistic interactions and safety of the approach (table 1). The most encouraging results 
were seen in a phase II trial of i.t.-delivered ONYX-015 in combination with 5-FU and 
cisplatin against SCCHN (Khuri et al. 2000). The treatment resulted in 27% complete and 
36% partial responses. The combined treatment was well tolerated, with no apparent increase 
in toxicity compared with a single treatment. Similar results were obtained with the related 
virus H101 (Lu et al. 2004, Xia et al. 2004). Ad5-Δ24 has been successfully combined with 
CPT-11 for the treatment of glioma cells in vitro and in vivo (Gomez-Manzano et al. 2006). 
Administration of Ad5-Δ24 potentiated the chemotherapy-mediated antitumor effect without 
modifying the replicative phenotype of the virus. The use of Ad5-Δ24-RGD and everolimus 
has also been evaluated (Alonso et al. 2008). Combination treatment resulted in induction of 
autophagy in vitro and an enhanced antiglioma effect in tumor-bearing animals. Icovir-5 is an 
Ad5-Δ24-RGD-based oncolytic adenovirus containing an insulated form of the E2F-1 
promoter and the Kozak sequence upstream of viral E1A (Alonso et al. 2007a, Cascallo et al. 
2007). Recently, Icovir-5 was given in conjunction with everolimus and temozolomide 
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against glioma, with promising results (Alonso et al. 2007b). Numerous other preclinical 
studies have suggested enhanced cell killing and synergistic activity when oncolytic 
adenoviruses and chemotherapeutic agents are combined (Li et al. 2001, Yu et al. 2001, 
Fujiwara et al. 2006, Hoffmann et al. 2006, Mantwill et al. 2006, Pan et al. 2007a, Pan et al. 
2007b, Ganesh et al. 2008a, Lei et al. 2008).   
 The combination of ONYX-015 and radiotherapy has exhibited an additive antitumor 
effect in colon carcinoma (Rogulski et al. 2000a) and glioma (Geoerger et al. 2002) animal 
models, as well as in thyroid cancer cells in vitro (Portella et al. 2003) Importantly, the level 
of viral replication in vitro after radiation exposure was not significantly reduced even with 20 
Gy. Other oncolytic adenoviruses that have been studied with radiotherapy include Ad5-
CD/TKrep and its second-generation variant (Freytag et al. 1998, Rogulski et al. 2000b, 
Freytag et al. 2002b, Freytag et al. 2003, Freytag et al. 2007a, Freytag et al. 2007b), CG7060 
(Chen et al. 2001), CG787 (Dilley et al. 2005), Ad5-Δ24 (Idema et al. 2007), and Ad5-Δ24-
RGD (Lamfers et al. 2002, Lamfers et al. 2007). 
 

4.3 Armed oncolytic adenoviruses 
A useful approach for further enhancing the oncolytic potency of replicating agents is to arm 
viruses with therapeutic transgenes such as genes encoding prodrug-converting enzymes 
(figure 6), a.k.a. suicide genes (Hermiston & Kuhn 2002). The TK/GCV system is one of the 
most studied prodrug strategies in gene therapy. The approach is based on delivery of a gene 
encoding herpes simplex virus TK, which can convert systemically administered nonharmful 
prodrug ganciclovir (GCV) into a cytotoxic metabolite. TK phosphorylates GCV to its 
corresponding monophosphate, and cellular kinases further phosphorylate it into a toxic 
triphosphate form (Miller & Miller 1980). This can be incorporated into DNA, resulting in 
chain termination, DNA damage, and ultimately cell death (Ilsley et al. 1995, Haynes et al. 
1996, Thust et al. 1996). This system is associated with killing of uninfected neighboring cells 
(bystander effect) (van Dillen et al. 2002). Reports combining the TK/GCV system with 
replicating adenoviruses have been rather controversial. Some studies demonstrate that the 
antitumor efficacy of TK-expressing oncolytic adenoviruses is enhanced by treatment with 
GCV (Wildner et al. 1999a, Wildner et al. 1999b, Nanda et al. 2001). Other reports suggest 
that GCV does not further improve the oncolytic potential of replicating adenoviruses, at least 
not in vivo (Morris & Wildner 2000, Rogulski et al. 2000b, Wildner & Morris 2000, 
Lambright et al. 2001, Hakkarainen et al. 2006). Interestingly, most studies showing enhanced 
efficacy with the TK/GCV system have been performed with viruses with low oncolytic 
potential, but its utility in combination with highly effective infectivity-enhanced viruses is 
unknown.  
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 Other common prodrug-converting enzymes utilized in the context of replicating 
adenoviruses include bacterial or yeast CD (Bernt et al. 2002, Fuerer & Iggo 2004, Conrad et 
al. 2005, Liu & Deisseroth 2006) and rabbit carboxylesterase (CE) (Stubdal et al. 2003, 
Oosterhoff et al. 2005), which are combined with 5-fluorocytosine (5-FC) and irinotecan 
(CPT-11), respectively. Double suicide gene therapy with the TK and CD fusion gene has 
proven useful both preclinically (Freytag et al. 1998, Rogulski et al. 2000b, Freytag et al. 
2002b, Barton et al. 2006, Freytag et al. 2007a), and in clinical trials (Freytag et al. 2002a, 
Freytag et al. 2003, Freytag et al. 2007b). 
 Finally, transgenes encoding tumor suppressor proteins (p53), immunostimulatory factors 
(cytokines), or proteins that target the tumor microenvironment (relaxin, matrix 
metalloproteinases) have been successfully coupled with the lytic capability of the replicating 
adenovirus (Sauthoff et al. 2002, van Beusechem et al. 2002, Geoerger et al. 2004, Kim et al. 
2006, Ramesh et al. 2006, Su et al. 2006, Zhao et al. 2006, Cheng et al. 2007b, Ganesh et al. 
2007, Lei et al. 2008, Luo et al. 2008) . 
 
 

 

 

 

 

 

 

 

 

 
Figure 6. Principle of gene-directed enzyme prodrug therapy. Delivery and expression of a suicide gene results 
in conversion of a non-toxic prodrug into a cytotoxic metabolite. This leads to cell death and eradication of 
surrounding cells (bystander effect).    
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4.4 Safety switch strategies 
Improved understanding of adenovirus biology and its interactions with cellular proteins and 
the immune system has allowed creation of more potent viruses for cancer gene therapy. 
However, with more effective therapy regimens, an increase in undesired side-effects may 
occur. The potential for adenovirus-associated toxicity is corroborated by reports of severe 
toxicity in immunocompromised patients (Kojaoghlanian et al. 2003), and a fatality in an 
adenoviral gene therapy trial (Raper et al. 2003). Therefore, termination of viral replication 
when necessary would be useful (safety switch). 
 Adenoviruses do not inherently possess a mechanism for inactivation. Further, no 
formally approved antiviral therapy exists for adenovirus infections, although some promising 
agents have emerged. Most compounds reported to have anti-adenovirus activity, such as 
cidofovir and ribavirin, are nucleoside or nucleotide analogs that target the adenovirus DNA 
polymerase and subsequently inhibit DNA replication (Naesens et al. 2005, Lenaerts & 
Naesens 2006). Cidofovir has been successfully used in clinical studies for adenovirus 
infections (Ljungman et al. 2003), and its antiviral activity against oncolytic adenovirus 
Telomelysin has been evaluated in vitro (Ouchi et al. 2008). Administration of cidofovir 
suppressed the cytopathic effect and decreased the E1A copy number in lung cancer cells. 
Other pharmacological agents with antiviral activities include the antipsychotic agent 
chlorpromazine and the natural bioflavonoid apigenin. Chlorpromazine prevents endosomal 
uptake of viruses by inhibiting the assembly of clathrin adapter protein AP-2 on clathrin 
coated pits, which causes the pits to disappear from the cell surface (Wang et al. 1993). 
Apigenin is a potent cytostatic agent (Patel et al. 2007) that exerts its effects on the cell cycle 
by activating a reversible G2/M and G0/G1 arrest, inhibiting the induction of S phase and 
DNA synthesis (Sato et al. 1994, Lepley & Pelling 1997, Wang et al. 2000, Yin et al. 2001). 
 Another mechanism for increasing safety is to use regulatable gene expression systems 
(Goverdhana et al. 2005). Promoters that are responsive to a variety of environmental or 
physiological changes can be placed to drive expression of a transgene or viral genes. 
Promoters activated by radiation or hypoxia have been commonly used in gene therapy 
(Hallahan et al. 1995, Ido et al. 2001, Binley et al. 2002, Greco et al. 2006, Mezhir et al. 
2006). Regulation can also be achieved by inducing promoters with certain chemical agents 
such as tetracycline (Hillen & Berens 1994, Fechner et al. 2003). Recently, Kanerva et al. 
(2008) evaluated the effect of anti-inflammatory agents on the activity of cox-2 and vascular 
endothelial growth factor (VEGF) promoters.    
 Finally, as many common prodrugs act by inhibiting DNA synthesis, suicide genes may 
also be utilized as a fail-safe mechanism in the case of uncontrolled viral replication (Wildner 
et al. 2003).  
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4.5 Other approaches 
Adenoviruses are highly immunogenic in nature, and immune responses towards the vector 
are a major hurdle for long-term gene expression and oncolytic potency. Successful gene 
transfer applications usually require readministration of virus, the efficacy of which may be 
inhibited by induction of NAbs. A serotype switch is a straightforward strategy for facilitating 
retreatment with adenoviruses. Treatment is based on alternating related viruses with capsids 
from different serotypes or even different species with the rationale that second administration 
would not encounter a neutralizing response (Mastrangeli et al. 1996, Moffatt et al. 2000, 
Sarkioja et al. 2008). Adenoviruses can be masked with synthetic molecules to circumvent 
recognition by the immune system. Vectors coated with polyethylene glycol polymers (PEGs) 
(O'Riordan et al. 1999, Croyle et al. 2001, Fisher et al. 2001) or encapsulated into silica gel 
implants (Kangasniemi et al. 2009) have been utilized to evade the neutralizing effect. An 
intriguing recent approach to improve the bioavailability of vectors while remaining hidden 
from the immune system takes advantage of tumor-homing cells as carriers of oncolytic 
adenoviruses (Komarova et al. 2006, Hakkarainen et al. 2007). Further, pre/co-administration 
of vector with immunosuppressive agents, such as cyclophosphamide, results in transient 
block of NAbs and can increase the duration of transgene expression (Smith et al. 1996, 
Lamfers et al. 2006). Other methods that have been explored to avoid immune attack towards 
adenovirus involve depletion of Kupffer cells (Schiedner et al. 2003, Ranki et al. 2007) and 
physical removal of NAbs by using immunopheresis, or an adenovirus capsid protein column 
(Rahman et al. 2001). 
  An alternative approach to ECM-modifying transgenes is pre/co-treatment with 
proteolytic enzymes or vaso-active compounds that alter the tumor microenvironment 
(Kuriyama et al. 2001, Cairns et al. 2006, Ganesh et al. 2008b). Furthermore, increasing 
oxygenation of tumors to relieve hypoxia and to lower the interstitial pressure has been 
proposed to facilitate drug delivery and dissemination by normalizing the vasculature 
(Minchinton & Tannock 2006).  
  

5. Ovarian cancer 
 
Ovarian cancer is the leading cause of mortality from gynecological malignancies in 
developed countries (Parkin et al. 2005). In Finland, it is the ninth most common cancer 
among women, with 457 new cases in 2006, and the fifth cancer-related cause of death 
(www.cancerregistry.fi). The median age at diagnosis is 62 years, and the risk for disease 
increases with age.  
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 Ovarian carcinomas, tumors originating from the surface epithelium, account for 
approximately 85% of all malignant ovarian tumors and exhibit several histological subtypes 
with different pathogenesis and outcome (Heintz et al. 2001). The most common histological 
types of epithelial ovarian carcinoma are serous, endometroid, and mucinous carcinoma, 
representing 50%, 15%, and 15% of all cases, respectively. Due to mild early symptoms and 
lack of available screening methods, most cases of ovarian cancer are diagnosed at an 
advanced stage resulting in poor prognosis. Approximately 75% of patients are at 
International Federation of Gynecology and Obstetrics (FIGO) stages II-IV at the time of 
diagnosis. Long-term survival of patients with metastatic disease rarely exceeds 15-30%.   
   The most common approach for the treatment of ovarian cancer is cytoreductive surgery, 
followed by systemic chemotherapy (McGuire & Markman 2003). Today, a combination 
therapy with carboplatin and paclitaxel is utilized as a first-line chemotherapy regimen in 
most cases. Although these therapies often provide initial responses, drug resistance 
eventually occurs and disseminated disease cannot be cured. Therefore, the management of 
recurrent ovarian cancer remains difficult, and novel treatment approaches are needed. 
Adenoviral cancer gene therapy is an attractive modality for ovarian cancer, as tumor tissues 
preferentially disseminate throughout the peritoneal cavity, allowing a degree of 
compartmentalization and creating a rationale for direct locoregional delivery. Some of the 
harmful side-effects of systemic treatment may thus be circumvented. Growing evidence 
suggests that patients with microscopic residual disease might benefit from i.p. treatment 
(Armstrong et al. 2006).  
 

5.1 Adenoviral gene therapy trials for ovarian cancer 
Most adenoviral gene therapy trials for ovarian cancer have been carried out with replication-
deficient vectors encoding a therapeutic transgene. Mutation of the p53 tumor suppressor 
gene is one of the most frequent genetic changes in cancer. Alterations of the p53 gene have 
been found in nearly 60% of advanced ovarian cancers (Shahin et al. 2000). Preclinical 
studies have demonstrated that adenovirus-mediated delivery of wild-type p53 inhibits growth 
of ovarian cancer cells both in vitro and in vivo (Santoso et al. 1995, Mujoo et al. 1996). 
Adp53, a recombinant adenovirus encoding human wild-type p53, was evaluated in a phase 
I/II trial, and i.p. virus treatment was well tolerated (Buller et al. 2002a, Buller et al. 2002b). 
In phase I trial, patients received a single injection of the virus, while in phase I/II they were 
treated with multiple doses of up to 7.5 x 1013 viral particles (VP) for five consecutive days. 
Gene transfer and biological acitivity were also demonstrated (Wen et al. 2003). Promising 
data led to a randomized phase II/III trial, where Adp53 was given i.p. in combination with 
chemotherapy (Zeimet & Marth 2003). However, the first interim analysis suggested a lack of 
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therapeutic effect and increased toxicity, and the study was closed. Recently, Wolf et al. 
(2004) completed a phase I trial of multiple-dose Adp53 given i.p. to patients with chemo-
resistant ovarian cancer. Again, the treatment was well tolerated, but no response was 
detected.  
 Growth factor receptors can be utilized as a target for replacement or inactivation. 
Deshane et al. (1994) constructed a gene that encodes an intracellular single-chain antibody 
(intrabody) against the growth factor receptor erbB2 (HER-2/neu). The receptor is highly 
expressed in 10-15% of ovarian cancers and has a correlation with poor prognosis (Slamon et 
al. 1989). Adenovirus (Ad21)-mediated transfer of an anti-erbB2 intrabody to ovarian tumors 
resulted in induction of apoptosis and cytotoxicity in vitro, and enhanced efficacy and 
survival in animal models of ovarian cancer (Deshane et al. 1995a, Deshane et al. 1995b, 
Deshane et al. 1996). The intrabody strategy was also evaluated in a phase I trial (Alvarez et 
al. 2000a). Treatment with Ad21 i.p. up to a dose of 1 x 1011 plaque-forming units (pfu) was 
well tolerated without dose-limiting toxicity. Gene transfer and expression of transgene were 
demonstrated, but no response was detected.  
 Based on promising preclinical results (Rosenfeld et al. 1995, Tong et al. 1996), Alvarez 
et al. (2000b) utilized i.p. delivery of a replication-deficient adenovirus (AdHSV-TK) 
combined with i.v. GCV. A single viral dose from 1 x 109 to 1 x 1011 pfu was followed by 14 
days of GCV. No dose-limiting virus-related side-effects were seen, and 38% of patients had 
stable disease. However, no objective responses were detected. The presence of transgene 
could be detected from ascites samples of patients. Another phase I study combined i.p. 
delivery of AdHSV-TK with i.v. administration of acyclovir and topotecan (Hasenburg et al. 
2000). With doses ranging from 2 x 1010 to 2 x 1013 VP, no dose-limiting adverse effects were 
seen, and the most common side-effect was myelosuppression, with grade 3-4 
thrombocytopenia and neutropenia most likely related to chemotherapy. The median survival 
of these patients was 18.5 months (Hasenburg et al. 2001). 
 The only completed ovarian cancer trial with oncolytic adenovirus was carried out with 
ONYX-015 (Vasey et al. 2002).  In the phase I trial, 16 patients received 1-4 cycles of 
ONYX-015 i.p. on five consecutive days at doses from 1 x 109 to 1 x 1011 pfu. Treatment 
resulted in grade 3 abdominal pain and diarrhea in one patient, but the maximum-tolerated 
dose was not reached. The presence of viral DNA was detected for up to 10 days after the 
final infusion, suggesting viral replication. Disappointingly, no clinical or radiological 
responses were observed in any of the patients.  
 Importantly, none of the above-described trials were randomized. Recent randomized, 
controlled trials with i.t.-delivered AdHSV-TK + GCV (Immonen et al. 2004) and Adp53 + 
radiation (Pan et al. 2008) against glioma and nasopharyngeal carcinoma, respectively, 
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demonstrate that even treatment with replication-deficient first-generation vectors can result 
in enhanced antitumor efficacy and increased survival. 
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AIMS OF THE STUDY 
 
1. To evaluate the antitumor efficacy of Ad5/3-Δ24 in combination with conventional 

chemotherapeutic agents against ovarian cancer in vitro and in vivo (I-II).  
 
2. To analyze the effect of dose and scheduling of i.p.-delivered Ad5/3-Δ24 in vivo. We 

investigated whether multiple i.p. injections are superior to a single dose, and 
determined the lowest effective dose of the virus (II). 

 
3. To construct Ad5/3-Δ24-TK-GFP, a serotype 3 receptor-targeted pRb-p16 pathway-

selective oncolytic adenovirus containing the herpes simplex virus thymidine kinase-
green fluorescent protein (TK-GFP) fusion gene in the partly deleted E3 region. 
Functionality of the virus was examined in vitro as well as in vivo (III). 

 
4. To evaluate the effect of chlorpromazine, an inhibitor of clathrin-dependent 

endocytosis, and apigenin, a cell cycle regulator, on adenovirus replication and 
associated toxicity in vitro and in vivo (IV). 
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MATERIALS AND METHODS 
 

1. Cell lines and fresh human liver tissue 
 
All cell lines (table 3) were cultured in the recommended growth medium supplemented with 
10% FCS, 2 mM L-glutamine, and penicillin-streptomycin solution. Cells were maintained in 
a humified atmosphere at 37°C and 5% CO2. 
  
Table 3. Human cell lines used in this study. 

Cell line Description Source Study 
293 Transformed embryonic 

kidney cells 
ATCC (Manassas, VA, USA) I-IV 

A549 Lung adenocarcinoma cells ATCC (Manassas, VA, USA) I-IV 

MDAH 2774 Ovarian adenocarcinoma cells ATCC (Manassas, VA, USA) III 

SKOV3.ip1 Ovarian adenocarcinoma cells Dr. J Price (M.D. Anderson Cancer Center, 
Houston, TX, USA) 

I-IV 

SKOV3-luc Ovarian adenocarcinoma cells 
expressing firefly luciferase 

Dr. R Negrin (Stanford Medical School, 
Stanford, CA, USA) 

III 

Hey  Ovarian adenocarcinoma Dr. J Wolf (M.D. Anderson Cancer Center, 
Houston, TX, USA)  

I-IV 

OV-4 Ovarian adenocarcinoma Dr. TJ Eberlein (Harvard Medical School, 
Boston, MA, USA) 

III-IV 

 

Permission for studies on human tissue was obtained from the ethics committee prior to 
experiments. Fresh liver samples (IV) were received from healthy donor livers that were to be 
transplanted into recipients (Department of Surgery, Helsinki University Central Hospital). 
Livers were kept on ice with ViaSpan solution (Bristol-Myers Squibb Ab, Bromma, Sweden) 
until slicing. Precision-cut slices (250 μm) were cut with a Vibratome 1000 Plus sectioning 
system (Vibratome, St. Louis, MO, USA) and cultured on a rocker at 37°C and 5% CO2 in 
oxygenated William’s Medium E supplemented with 25 mM D-glucose and 50 μg/ml 
gentamycin. 
 

2. Recombinant adenoviruses 
 
To create oncolytic Ad5/3-∆24-TK-GFP, we utilized a plasmid pTHSN-TGL. Briefly, the 
plasmid was constructed by digesting pTHSN (Kanerva et al. 2005), a plasmid containing the 
E3 region of the adenoviral genome, with SunI/MunI, and inserting TK-GFP (Loimas et al. 
1998) into the resulting 965-bp 6.7K/gp19K deletion of E3A (Hawkins et al. 2001). pAdEasy-
1.5/3-∆24-TGL was generated by homologous recombination in Escherichia coli BJ5183 
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cells (Qbiogene Inc., Irvine, CA, USA) between FspI-linearized pTHSN-TGL and SrfI-
linearized pAdEasy-1.5/3-∆24, a rescue plasmid containing the Ad3 knob and a 24-bp 
deletion in E1A (Kanerva et al. 2005).  The genome of Ad5/3-∆24-TK-GFP was released by 
PacI digestion and subsequent transfection of A549 cells. 
 To construct the E1-deleted control virus Ad5/3-TK-GFP, we used PCR amplification to 
engineer BglII/XhoI restriction sites around the TK-GFP gene: 5’-
ACAGATCTCTAGAGGATCTTGGTGGCGTGAA-3’ and 5’-TACTC 
GAGCTAGAGGATCCCCGGCCG-3’. pShuttle-CMV (He et al. 1998) was digested with 
BglII/XhoI, and the TK-GFP fragment was ligated into the multiple cloning site under the 
control of the CMV immediate early promoter to generate pShuttle-CMV-TGL. Homologous 
recombination was performed between pAdEasy-1.5/3 and PmeI-linearized pShuttle-CMV-
TGL to construct pAdEasy-1.5/3-TGL. The genome of Ad5/3-TK-GFP was released by PacI 
and transfected into 293 cells.  
 Ad5/3-∆24-∆gp19K, an oncolytic virus containing a 965-bp deletion in E3A, was 
constructed as above, but without ligating TK-GFP into pTHSN. Characterization and 
production of Ad5/3luc1 and Ad5/3-∆24 have been previously described (Kanerva et al. 
2002a, Kanerva et al. 2003). 
 All recombinant adenoviruses are listed in table 4. Oncolytic and replication-deficient 
viruses were amplified on A549 and 293 cells, respectively, and purified on double cesium 
chloride gradients. The VP concentration was measured at 260 nm, and infectious particles 
were determined by standard plaque assay or TCID50 on 293 cells. Modified viral regions 
were confirmed by polymerase chain reaction (PCR) and sequencing. 
 
Table 4. Recombinant adenoviruses used in this study.  

Virus Description Source Study 
Ad5/3luc1 Ad5 virus with deleted E1/E3 

luciferase gene under CMV promoter replacing E1 
chimeric fiber with receptor-binding knob domain of Ad3 
   

(Kanerva et 
al. 2002a) 

I-II 

Ad5/3-TK-GFP Ad5 virus with deleted E1/E3 
TK-GFP gene under CMV promoter replacing E1 
chimeric fiber with receptor-binding knob domain of Ad3 
   

This study III 

Ad5/3-∆24 Ad5 virus with 24-bp deletion in CR2 of E1A 
chimeric fiber with receptor-binding knob domain of Ad3 
   

(Kanerva et 
al. 2003) 

I-IV 

Ad5/3-∆24-TK-
GFP 

Ad5 virus with 24-bp deletion in CR2 of E1A 
TK-GFP gene under E3 promoter in partly deleted E3  
chimeric fiber with receptor-binding knob domain of Ad3  

This study III 

Ad5/3-∆24-
∆gp19K 

Ad5 virus with 24-bp deletion in CR2 of E1A 
partly deleted E3 
chimeric fiber with receptor-binding knob domain of Ad3  

This study III 
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3. Agents 
 
Gemcitabine (Gemzar®) was purchased from Eli Lilly and Company (Indianapolis, IN, USA) 
(I-II). The stock solution was prepared in 0.9% NaCl. Epirubicin (Farmorubicin®) 2 mg/ml 
solution was obtained from Pharmacia (Vantaa, Finland) (II). GCV was purchased from 
Roche (Espoo, Finland) (III). Stock solution 50 mg/ml was prepared in sterilized water. 
Apigenin and chlorpromazine were purchased from Sigma-Aldrich Finland (Helsinki, 
Finland) (IV). Apigenin stock solution 50 mg/ml was prepared in 1M KOH for in vitro 
studies. For in vivo experiments, 25 mg/ml stocks of chlorpromazine and apigenin were 
prepared in 1% Tween 80 and 0% growth medium, respectively. All agents were further 
diluted in growth medium immediately before use. 
 

4. In vitro experiments 
 

4.1 Cytotoxicity assay (I-IV) 
Cells were seeded at a density of 1 x 104 cells/well on 96-well plates and cultured overnight. 
Briefly, cells were either infected with variable concentrations of viruses or treated with 
agents, or treated with a combination of both. Detailed description of doses and schedules 
utilized in different studies can be found in the original publications. Cells were incubated at 
37°C until almost complete cell killing was visually evident. Thereafter, cell viability was 
measured with the CellTiter 96 AQueous One Solution Cell Proliferation Assay (MTS assay) 
(Promega, Madison, WI, USA).  
 

4.2 Quantitation of viral replication (I, III-IV) 
Ovarian adenocarcinoma cells were seeded on 6-well plates. The next day, cell monolayers 
were infected with viruses at 10 VP/cell in 1 ml of growth medium with 2% FCS. Detailed 
descriptions of administration of gemcitabine (I), GCV (III), chlorpromazine or apigenin (IV) 
can be found in the original publications. Cells and medium were harvested 24-96 h post-
infection, lysed by three freeze-thaw cycles, and centrifuged at 4000 rpm for 10 min. The 
amount of infectious particles present in the resulting supernatants was determined by plaque 
assay or TCID50 on 293 cells.    
 Liver slices were preincubated with chlorpromazine or apigenin for 1h before 
administration of 107 VP of viruses (IV). Slices and supernatant were frozen separately at the 
indicated time-points. After gradual thaw on ice, slices were minced, combined with 
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supernatant, and freeze-thawed three times. After centrifugation, supernatant was titered on 
293 cells.   
 

4.3 Correlation of viral replication and GFP expression (III) 
Ovarian adenocarcinoma cells were plated at 1 x 104 cells/well on 96-well plates and cultured 
overnight. Cells in 10 replicates were infected with viruses at 0.0001-1000 VP/cell in 100 μl 
of growth medium with 2% FCS. Cells were followed daily for 10 days for CPE, and the 
amount of infectious particles was calculated based on CPE data by the modified TCID50 

method. Cells were imaged daily with a Typhoon 9400 variable mode imager (GE Healthcare 
Life Sciences, Helsinki, Finland) for expression of GFP and images were analyzed with 
ImageQuant 5.20 software (GE Healthcare Life Sciences, Helsinki, Finland). 
 

5. Murine models of ovarian cancer 
 

5.1 Mice (I-IV) 
Three to four-week-old female mice were obtained from Taconic (Ejby, Denmark) and 
quarantined for 2 weeks. All animal experiments were approved by the Experimental Animal 
Committee of the University of Helsinki and the Provincial Government of Southern Finland.  
 Tumors were inoculated i.p. in C.B-17 SCID (severe combined immunodeficiency) mice 
and followed for survival. The health of the mice was monitored daily, and mice were killed 
when there was evidence of pain or distress. Subcutaneous (s.c.) tumors were established in 
flanks of NMRI (Naval Medical Research Institute) nude mice and followed for tumor 
growth. Tumors were measured with a caliper, and mice were killed when tumors reached a 
diameter of 10 mm. Tumor size was calculated by using the formula 0.5 x length x width2. All 
agents were diluted in 500 μl of growth medium for i.p. and 50 μl for i.t. injections. Untreated 
control mice received only growth medium. 
 

5.2 Comparison of single and weekly delivery (II) 
An orthotopic model of ovarian cancer was developed by injecting 3 x 106 Hey cells i.p. On 
day 3 after cell injection, mice were treated i.p. with 1 x 108 VP, or the same dose was given 
weekly on days 3, 10, 17, and 24. In another experiment, the tumors were established by 
injecting 1 x 107 SKOV3.ip1 cells i.p. and treated with a single i.p. injection of 1 x 108 VP on 
day 10, or the same dose was administered weekly on days 10, 17, 24, and 31. 
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5.3 Determination of lowest effective dose (II) 
Mice were injected i.p. with 1 x 107 SKOV3.ip1 cells, and carcinomatosis was allowed to 
develop. On day 10, the control group received growth medium i.p., and treatment groups 
were injected i.p. with 102-106 VP. 
 

5.4 Combination with chemotherapy (I-II) 
Mice were injected i.p. with 1 x 107 SKOV3.ip1 cells and randomized into six treatment 
groups: 1) growth medium i.p. on day 10, 2) 3 x 107 VP of virus i.p. on day 10, 3) 80 mg/kg 
gemcitabine i.p. on days 10, 13 and 16. 4) virus and gemcitabine simultaneously at the same 
doses and schedules as above, 5) virus on day 10 and gemcitabine on days 11, 14, and 17, and 
6) gemcitabine on days 10, 13, and 16 and virus on day 11 (I).  
 In another study, mice received 3 x 106 Hey cells i.p. On days 3, 10, 17, and 24, 40 mg/kg 
gemcitabine and 1 x 108 VP were administered i.p. either alone or together. Alternatively, 1 
mg/kg epirubicin and 1 x 108 VP were given i.p. alone or in combination on days 3, 10, and 
17 (II). 
   
5.5 Combination with ganciclovir (III) 
S.c. xenografts were established by inoculating 5 x 106 SKOV3-luc cells in both flanks of 
nude mice. When tumors reached a diameter of approximately 4-5 mm, mice were 
randomized into six treatment groups.  1 x 108 VP were delivered i.t. on days 7, 8, and 9. A 
second round of viruses was given on days 19, 20, and 21. 50 mg/kg GCV was administered 
i.p. daily, starting 48h after the last virus injection, over one-week periods on days 11-17 and 
23-29.  
 An i.p. model was developed by injecting 5 x 106 SKOV3-luc cells i.p. into SCID mice. 
On day 5, mice were treated i.p. with 1 x 108 VP. 50 mg/kg GCV was given daily for 14 days, 
starting 48h after virus delivery.  
 

5.6 Noninvasive imaging (III)  
Mice were imaged using an IVIS 100 imaging system (Xenogen, Alameda, CA, USA) to 
detect expression of luciferase or GFP. For bioluminescence imaging, 150 mg/kg D-luciferin 
(Promega, Madison, WI, USA) was injected i.p., and images were captured 10 min after 
injection. Photographic and bioluminescence/fluorescence images were overlaid by using 
Living Image software 2.50 (Xenogen, Alameda, CA, USA). Total flux (photons/s) was 
measured by drawing regions of interest (ROIs) around tumor areas, enclosing all emitted 
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signals. Background was subtracted by measuring same-sized ROIs in areas without light 
emission. 
 

5.7 Inhibition of viral replication (IV) 
5 x 106 Hey cells were injected in both flanks of nude mice. Mice were treated i.t. with 3 x 
108 VP on days 0, 2, and 4. Mice received 200 μg chlorpromazine or 250 μg apigenin i.p. 
daily.  
 In replication assay, Hey tumors were established as above. Mice were treated i.t. with 3 
x 108 VP on day 0. Chlorpromazine or apigenin was given as above. Tumors were harvested 
and homogenized, and virions were released by three freeze-thaw cycles. Infectious particles 
were determined by TCID50. 
 For development of a toxicity model, 1 x 107 SKOV3.ip1 cells were injected i.p., after 
which mice received 3 x 107 VP i.p. on day 10. Chlorpromazine or apigenin was thereafter 
administered daily. Further, all mice received 80 mg/kg gemcitabine i.p. on days 11, 14, 21, 
and 24.   
 

5.8 Histopathology (I-II, IV) 
Livers and residual tumors were collected and fixed in buffered formalin (10%), embedded in 
paraffin, and cut into 5 μm sections. Deparaffinized specimens were stained with hematoxylin 
and eosin. Histopathology was scored blinded by an independent pathologist. 
 

6. Statistical analysis (I-IV) 
 
In combination studies in vitro (I-II), Chou and Talalay’s (1983) median-effect method was 
used to calculate combination index (CI) values under the assumption of mutually 
nonexclusive drug interactions using S-PLUS 6.0 (Insightful Corporation, Seattle, WA, 
USA). CI <1 indicates synergism, CI=1 additivity, and CI>1 antagonism. One sample t-test 
was performed to determine whether the mean CI values from separate experiments at 
multiple-effects levels were significantly different from a value of 1.0.  
 One-way analysis of variance with Bonferroni’s post-hoc test for multiple comparisons 
was used for statistical analysis of the effect of GCV on cell viability and tumor GFP 
expression data (III) with SPSS 14.0 (SPSS Inc., Chicago, IL, USA).  
 The effects of chlorpromazine or apigenin on replication and cell viability (IV) were 
analyzed by using bootstrap multiple comparisons of means in analysis of variance (PROC 
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MULTITEST SAS 9.1 (SAS Institute Inc., Cary, NC, USA). The levels of viral replication 
were log-transformed for normality.  
 Survival data (I-IV) were plotted in a Kaplan-Meier curve, and groups were compared 
pair-wise with log-rank test using SPSS 14.0. A analyse of tumor volume (III-IV) and photon 
emission (III) were performed using a repeated measures model with PROC MIXED using 
SAS 9.1. Measurements were log-transformed for normality. The effects of treatment group, 
time in days, and the interaction of treatment group and time were evaluated by F-tests.  
Curvature in the models was tested by a quadratic term for time.  The a priori planned 
comparisons of specific differences in predicted treatment means averaged over time and at 
the last time-point were computed by t-statistics. For all analyses, P<0.05 was deemed 
statistically significant.  
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RESULTS AND DISCUSSION 
 

1. Tropism modified oncolytic adenovirus Ad5/3-∆24 in combination 
with chemotherapy (I-II) 
 
Ad5/3-Δ24 is a serotype 3 receptor-targeted pRb-p16 pathway-selective oncolytic adenovirus, 
which has previously been shown to have enhanced antitumor effect in the context of ovarian 
cancer (Kanerva et al. 2003, Lam et al. 2004). Nevertheless, when tested in a highly sensitive 
in vivo imaging assay, evidence emerged that tumors may be able to gain resistance even to 
this highly potent treatment (Kanerva et al. 2005). Therefore, we hypothesized that the 
therapeutic efficacy of Ad5/3-Δ24 might be improved when used in combination with 
chemotherapeutic agents.  
 Most patients with advanced epithelial ovarian cancer will relapse after first-line 
chemotherapy with platinum and taxane compounds. Thus, we chose gemcitabine and 
epirubicin in our experiments as examples of commonly used second-line treatment options 
for platinum/taxane-resistant ovarian cancer (Harries & Gore 2002).   
 

1.1 Combination of Ad5/3-∆24 and gemcitabine in vitro and in vivo (I-II) 
The deoxycytidine analog gemcitabine has been used to treat solid tumors, and the drug has 
demonstrated a therapeutic response in a variety of malignancies, including ovarian cancer 
(Lund et al. 1995, Shapiro et al. 1996, Fowler & Van Le 2003, Markman et al. 2003). The 
drug acts through several different mechanisms that result in self-potentiation of its activity 
(Plunkett et al. 1995). Specifically, gemcitabine is phosphorylated by cellular deoxycytidine 
kinase to mono-, di- and triphosphate forms, of which the latter is the major cellular 
metabolite. It competes with endogenous deoxycytidine triphosphate (dCTP) for 
incorporation into DNA, resulting in chain termination and subsequent inhibition of DNA 
replication and repair mechanisms (Huang et al. 1991). In addition, the diphosphate form of 
the drug decreases the pool of cellular DNA precursors, including dCTP, available for DNA 
synthesis. Reduction in dCTP increases incorporation of the drug into DNA and potentiates its 
cytotoxicity. Reduction of dCTP may also release more deoxycytidine kinase from feedback 
inhibition and increase phosphorylation of gemcitabine (Heinemann et al. 1992). 
 To determine the potential interaction between Ad5/3-Δ24 and gemcitabine in vitro, the 
cell killing effect of the combination treatment was compared with single treatments on 
established ovarian adenocarcinoma cell lines, and synergism was quantitated with Chou and 
Talalay’s (1983) median-effect method. On SKOV3.ip1 cells, analysis revealed significant 
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synergy (P=0.003) when gemcitabine was given concomitantly with Ad5/3-Δ24 (figure 1c in 
I). Infection of cells at 10 VP/cell resulted in 95% survival, whereas 0.2 μg/ml gemcitabine 
showed 62% survival. However, when Ad5/3-Δ24 and gemcitabine were administered 
simultaneously at these concentrations, cell survival decreased to 32%. We also evaluated 
whether sequencing of the agents would have an effect on cytotoxicity. Synergistic activity 
was not seen when the virus was given 24h before or after gemcitabine (P>0.2) (figure 1d and 
1e in I). With regard to Hey cells, viral infection 24h after gemcitabine yielded synergy at a 
dose of 0.2 μg/ml (Figure 2e in I), but when other doses were taken into the analysis, 
significant overall synergy was not evident (P>0.1). This was also the case when cells were 
infected simultaneously or before gemcitabine treatment (P>0.2). Ad5/3luc1 was used as a 
replication-deficient control, and it did not cause oncolysis or potentiation of gemcitabine. 
  As human adenoviruses do not replicate productively in murine tissues (Blair et al. 1989), 
human xenografts in mice were utilized for in vivo studies. The antitumor efficacy of 
combination treatment was evaluated in orthotopic murine models of ovarian cancer. Mice 
were followed for survival and livers were collected and processed for histopathological 
analysis. In the SKOV3.ip1 model (figure 4 in I), the median survival of untreated mice was 
30 days, and gemcitabine increased the median survival to 39 days (P<0.0001). Mice in these 
groups died due to disease progression. In groups receiving the combination regimen, a 
number of early deaths were seen. These were probably due to liver toxicity, manifested as 
either centrilobular or total necrosis of the liver (figure 5 in I). In one mouse treated with 
Ad5/3-Δ24 24h prior to gemcitabine administration, we also saw evidence of hepatic 
extramedullary hematopoiesis. One possible reason for this finding is bone marrow damage 
(Harada et al. 1999). Nevertheless, simultaneous administration of Ad5/3-Δ24 with 
gemcitabine improved the survival of mice in comparison with no treatment (P<0.0001) or 
gemcitabine alone (P=0.0084). While the median survival of mice treated with Ad5/3-Δ24 
was 89 days (P<0.0001 for both mock and gemcitabine), the median survival was not reached 
for Ad5/3-Δ24 given 24h after gemcitabine, as 60% of the mice were alive at the end of the 
experiment on day 130 (P=0.0003 and P=0.0002 for mock and gemcitabine, respectively). 
None of the mice treated with virus alone or in combination with gemcitabine died due to i.p. 
relapse. Instead, mice died due to toxicity of the treatment or were killed because of s.c. 
tumors at the injection site.  
 Combination treatment was also tested in a more aggressive Hey ovarian carcinoma 
model (figure 5a in II). All treatment schedules resulted in significantly enhanced survival 
(P<0.001) compared with untreated mice, whose median survival was 23 days. Animals 
receiving Ad5/3-Δ24 and gemcitabine as a single treatment had an improved median survival 
of 31 and 38 days, respectively, and these treatments did not differ significantly (P=0.096). 
The combination resulted in superior antitumor efficacy compared with Ad5/3-Δ24 (P<0.001) 
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or gemcitabine (P=0.012) alone, and median survival increased to 54 days. In 
histopathological studies (figure 5b and 5c in II), such changes as apoptosis, diffuse necrosis, 
and fibrotic strias were more prominent in the treated tumors, while the group injected with 
growth medium only showed reticular necrosis and necrotic foci (tumor necrosis). However, 
treatment-related deaths were circumvented by utilizing lower doses of gemcitabine. In the 
immune-deficient mice used here, antiviral antibodies are not formed, and liver damage is 
possible. Virus replication might be more abrogated in immunocompetent systems, resulting 
in less hepatic toxicity, while antitumor efficacy might remain due to relative protection from 
the immune system provided by the tumor environment. 
 

1.2 Effect of gemcitabine on Ad5/3-∆24 replication (I) 
One possible mechanism for synergy between Ad5/3-Δ24 and gemcitabine might be that 
chemotherapeutic agents increase the level of viral replication (Yu et al. 2001). Therefore, we 
evaluated the effect of gemcitabine on Ad5/3-Δ24 replication on ovarian cancer cells. Cells 
were infected with the virus alone or in combination with gemcitabine, and the amount of the 
virus at different time-points was determined. The number of infectious particles increased 
more rapidly after infection with Ad5/3-Δ24 alone than with combination treatment (figure 3 
in I). The difference was more than 1000-fold 24h after infection and approximately 100-fold 
after 48h and 72h. However, a plateau was reached for Ad5/3-Δ24 already after 48h, whereas 
viral replication continued to increase in cells treated with the combination regimen. The total 
amount of virus production was similar in both cases approximately 96 h post-infection. Viral 
infection 24h after administration of gemcitabine was also performed, and the number of 
infectious particles measured as above. Again, Ad5/3-Δ24 alone resulted in more than 1000-
fold and 100-fold virus production at 24h and 48h after infection, respectively. Instead of 
increasing the level of viral replication, our results suggest that gemcitabine reduces the rate 
of Ad5/3-Δ24 replication early after infection.  
 

1.3 Combination of Ad5/3-∆24 and epirubicin in vitro and in vivo (II) 
Epirubicin is a derivative of a commonly used anthracycline, doxorubicin, but causes less 
cardiotoxicity (Minotti et al. 2004). The drug has been utilized to treat various cancer types, 
including platinum-resistant ovarian cancer (Pelaez et al. 1996, Vermorken et al. 1999, 
Vermorken et al. 2000). The precise mechanism of action of epirubicin, like other 
anthracyclines, is a matter of controversy. Briefly, the drug intercalates into DNA strands, 
resulting in a complex formation that prevents DNA synthesis (Minotti et al. 2004). It also 
inhibits topoisomerase II activity by stabilizing the DNA-topoisomerase II complex (Tewey et 
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al. 1984). Prevention of religation of cleaved DNA leads to double-strand breaks and cell 
death.  
 The cytotoxicity of Ad5/3-Δ24 and epirubicin in vitro was analyzed on established 
ovarian adenocarcinoma cells. Ad5/3-Δ24 infection of cells with 0.1 VP/cell resulted in 88% 
cell survival, whereas 0.25 μg/ml epirubicin resulted in 63% viability (figure 3b in II). 
However, when both agents were administered together at these doses, the amount of living 
cells decreased to 37%. Thus, the combination resulted in significantly improved cancer cell 
killing compared with single treatments (P=0.002). Again, Ad5/3luc1 was used as a 
replication-deficient control and it did not cause oncolysis (figure 3a in II). 
 To examine whether the combination works synergistically also in vivo, mice with 
advanced ovarian cancer were treated either with single agents or the combination regimen 
(figure 4 in II). All treatment schedules resulted in significantly improved survival (P<0.001) 
compared with untreated mice, which had a median survival of 25 days. Treatment with 
Ad5/3-Δ24 or epirubicin alone enhanced the survival to 32 or 37 days, respectively. No 
significant difference existed between single therapies (P=0.565). However, the combination 
resulted in greater efficacy than the virus (P=0.030) or epirubicin (P=0.022) alone. Median 
survival increased to 42 days and two mice were alive at the end of the experiment on day 50. 
 

1.4 Possible mechanisms for synergistic interactions (I-II) 
The mechanism for synergistic activity between oncolytic adenoviruses and chemotherapeutic 
agents is currently unknown, but several hypotheses can be put forth. First, chemotherapeutic 
agents may affect the level of viral replication. Increased viral production was reported when 
oncolytic adenovirus CV787 was combined with taxane compounds (Yu et al. 2001). Low 
concentration of paclitaxel has also been shown to improve transduction of recombinant 
adenovirus in a dose-dependent manner, resulting in more efficient viral replication (Nielsen 
et al. 1998).  On the other hand, several other studies have demonstrated that cytotoxic drugs, 
such as cisplatin or CPT-11, have no effect on the replication kinetics of oncolytic viruses 
(Heise et al. 2000b, Khuri et al. 2000, Gomez-Manzano et al. 2006, Ganesh et al. 2008a). 
These results are logical since different agents work by different mechanisms of action. Our 
findings suggest that gemcitabine reduces the rate of Ad5/3-Δ24 replication early after 
infection, but does not affect the total virus yield. It is not clear how slower replication 
increases antitumor efficacy, but perhaps enhanced tumor penetration and dissemination 
before oncolysis, and formation of subsequent necrotic areas that are unpenetrable to the virus 
are involved. Further, slower replication could be advantageous with regard to toxicity, 
resulting in less liver damage. However, slow replication could be disadvantageous when 
faced with a mounting immune response.  
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 Second, oncolytic virus may augment the antitumor activity of chemotherapeutics. 
Adenoviral E1A protein expression has been shown to increase cellular sensitivity to 
chemotherapeutic agents in both a p53-dependent and a p53-independent manner (Lowe & 
Ruley 1993, Sanchez-Prieto et al. 1996). The initial molecular mechanism of E1A-mediated 
tumor suppression was downregulation of HER-2/neu proto-oncogene (Yu et al. 1991). Ueno 
et al. (2000) demonstrated that taxane-resistant HER-2/neu-overexpressing SKOV3.ip1 cells 
became sensitive to paclitaxel treatment after downregulation of HER-2/neu by E1A. 
Suppression of NF-κB activation is another mechanism by which E1A promotes apoptosis in 
cells exposed to apoptotic stimuli (Shao et al. 1997). NF-κB is inactive in association with 
unphosphorylated IκB. In response to harmful stimuli, such as chemotherapy, IκB is 
phosphorylated and degraded, leading to activation of NF-κB, which functions as a 
transcriptional factor for the expression of survival genes. E1A inhibits NF-κB activation by 
stabilizing the unphosphorylated form of IκB (Shao et al. 1999). E1A also suppresses the 
expression of poly(ADP-ribose) polymerase (PARP), which plays an important role in DNA 
repair. Recently, E1A was shown to sensitize hepatocellular carcinoma cells to gemcitabine 
(Lee et al. 2003). Interestingly, as a mechanism for gaining resistance, NF-κB and PARP are 
induced in cancer cells treated with gemcitabine, while E1A inhibits NF-κB and PARP, 
consecutively resulting in sensitization of cells to gemcitabine (Lee et al. 2003). These aspects 
may also partially account for the hepatic toxicity seen here. Although human adenoviruses 
do not productively replicate in murine cells, E1A expression and protein production do ensue 
(Hallden et al. 2003). Theoretically, this could sensitize normal cells to gemcitabine-mediated 
damage.  
 Expression of CAR has been reported to be induced with certain chemotherapeutic agents 
such as gemcitabine and etoposide (Hemminki et al. 2003). Although increased receptor 
expression has not been shown for the Ad3 receptor, it could potentially play a role. CD46 has 
been suggested as a possible Ad3 receptor (Sirena et al. 2004, Fleischli et al. 2007), but other 
reports disagree (Gaggar et al. 2003, Short et al. 2004, Marttila et al. 2005). Once the Ad3 
receptor is identified, possible upregulation mediated by chemotherapeutic agents can be 
investigated.  
 Finally, and more unlikely, each agent could work independently on different cell 
populations. Chemotherapeutics may also be able to kill tumor-surrounding stromal cells of 
murine origin, particularly when sensitized with E1A.  
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2. Evaluation of dose and scheduling of intraperitoneally delivered 
Ad5/3-∆24 in ovarian cancer xenografts (II) 
 
Ad5/3-Δ24 is currently under development for human clinical testing. To optimize protocols 
for upcoming clinical trials, determination of wheter multiple rounds of treatment are superior 
to a single dose is warranted. Each ovarian cancer cell infected in vitro rapidly produces 
thousands of new virions. Therefore, we performed in vivo dose de-escalation to test whether 
virus amplification would translate into efficacy at very small doses, which would be 
promising with regard to clinical trials for patients suffering from advanced ovarian cancer. 
To mimic the clinical situation, we utilized orthotopic murine models of peritoneally 
disseminated ovarian cancer to compare survival of mice treated i.p. with either a single viral 
dose or weekly delivery. Further, the lowest effective dose of i.p.-delivered Ad5/3-Δ24 was 
determined. 
 

2.1 Comparison of single and weekly delivery of Ad5/3-∆24 (II) 
Adenoviruses are common pathogens and pre-existing immunity is thought to rapidly clear 
the viruses, and thus, multiple dosing is probably required for successful virotherapy (Bessis 
et al. 2004). Gene therapy trials for ovarian cancer have usually relied on i.p. delivery of the 
agents to patients with peritoneally disseminated disease. The peritoneal cavity of most 
ovarian cancer patients contains malignant ascites fluid with NAbs against adenovirus 
(Hemminki et al. 2002a). These antibodies might inhibit the initial viral infection and further 
spreading of virions. However, previous studies have suggested partial escape of Ad5/3 
pseudotyped viruses from pre-existing Nabs, perhaps due to the chimeric nature of the fiber 
(Kanerva et al. 2002b). Further, repeated delivery of highly potent, infectivity-enhanced viral 
agents might lead to toxicity. Therefore, we evaluated in vivo whether the therapeutic efficacy 
of a single Ad5/3-Δ24 injection differs from that of the weekly delivery schedule.  
 Treatment with a single Ad5/3-Δ24 injection was compared with multiple injections in 
orthotopic murine models of ovarian cancer. Peritoneally disseminated carcinomatosis was 
allowed to develop, and Ad5/3-Δ24 was given i.p. either as a single or a weekly dose of 1 x 
108 VP (figure 1 in II). Both treatment schedules resulted in significantly improved survival 
compared with untreated mice (P<0.001) in both Hey and SKOV3.ip1 in vivo models. 
However, administration of a single viral dose did not differ significantly from several doses 
in either model (P=0.900 and P=0.654, respectively), suggesting effective in vivo replication. 
In aggressively growing Hey xenografts, the median survival of untreated mice was 23 days, 
while single and weekly virus treatments increased the median survival to 35 and 31 days, 
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respectively. All mice died due to tumor progression in the peritoneal cavity. In the 
SKOV3.ip1 model, untreated mice achieved a median survival of 37 days, while single and 
weekly injection schedules enhanced the median survival to 58 and 75 days, respectively. 
Most of the treated mice died due to disease progression, but in a few cases there was 
evidence of hepatic toxicity in both treated groups, a known side-effect of persistent virus 
replication. Our results are consistent with a previous report where single treatment with 
Ad5/3-Δ24 was suggested to be as effective as delivery on three consecutive days (Kanerva et 
al. 2003). However, these survival studies were not carried out in the same experiment, which 
makes direct comparison difficult.   
 

2.2 Determination of lowest effective dose of Ad5/3-∆24 (II) 
The lytic life cycle of adenoviruses results in oncolysis of infected cells and spreading of 
virus progeny to surrounding cells and, at least in theory, this process would be expected to 
continue as long as target cells persist. Further, the intensity of immune responses induced by 
adenoviruses is highly dependent on the vector dose (Bessis et al. 2004). Therefore, we 
examined whether Ad5/3-Δ24 infection with very small doses could lead to therapeutic 
efficacy.   
 The lowest effective i.p. dose of Ad5/3-Δ24 was evaluated in mice with orthotopic 
SKOV3.ip1 tumors. Because 108 VP had previously been found to be effective, dose de-
escalation started from 106 and was continued to 102 VP. Although not significant, there 
seemed to be a trend towards dose-dependency since treatment with the highest dose of 106 
VP resulted in the highest survival rates and a median survival of 83 days (figure 2 in II). 
However, even the lowest viral dose of 102 VP with a median survival of 54 days was 
sufficient to increase the survival of mice significantly compared with untreated animals 
(P=0.001). Slight variations in median survival did not result in different long-term survival, 
as treatment with all doses enhanced the survival significantly compared with untreated 
animals.  

 These findings are consistent with potent amplification of the agent. However, the 
survival curves appear to somewhat favor the higher dose. Although not demonstrated before 
in vivo, even a small amount of virus can amplify exponentially and kill large numbers of 
tumor cells. Nevertheless, given the different tumor characteristics, these findings might have 
been different for other cancer cell lines. Further, results obtained from immune-deficient 
mice do not correlate with the actual situation in clinics, where low doses might be rapidly 
cleared by the immune system. 
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3. Tropism modified oncolytic adenovirus Ad5/3-∆24-TK-GFP and 
utility of TK/GCV suicide gene system (III)   
 
Arming oncolytic adenoviruses with therapeutic transgenes and enhancing transduction of 
tumor cells are useful strategies for eradication of advanced tumor masses (Hermiston & 
Kuhn 2002, Kanerva & Hemminki 2005). The TK/GCV prodrug system is a classic strategy 
based on conversion of systemically administered prodrug GCV to cytotoxic metabolite by 
cellular TK. This approach has been promising when coupled with viruses featuring 
considerably low oncolytic potential (Wildner et al. 1999a, Wildner et al. 1999b), but its 
utility in the context of highly effective infectivity-enhanced viruses is unknown. Therefore, 
we constructed a serotype 3 receptor-targeted, pRb-p16 pathway-selective oncolytic 
adenovirus containing a fusion gene encoding TK and GFP in the partly deleted E3 region 
under the control of endogenous adenoviral gene expression machinery. The aim was to 
examine whether the TK/GCV system increases the oncolytic potency of our newly generated 
virus. Further, we hypothesized that we can follow tumor progression and virus spreading by 
noninvasive imaging technology. 
  

3.1 Verification of virus replication and transgene production (III) 
An approximately 2-kb TK-GFP fusion gene (Loimas et al. 1998) was inserted into the 
6.7K/gp19K-deleted E3A region of a serotype 5-based oncolytic adenovirus featuring the 
serotype 3 fiber knob, resulting in a novel virus Ad5/3-Δ24-TK-GFP (figure 1a in III). This 
insertion site has previously been demonstrated to be ideal for expression of transgenes 
because of tight linkage to virus replication (Hawkins et al. 2001, Kanerva et al. 2005). 
Transgene production begins approximately 8h post-infection, and a heterologous promoter or 
poly-A is not required. Both of these features are useful for retaining the highest possible 
virus replication, and space is saved for maximal transgene size. Ad5/3-TK-GFP, a virus with 
a CMV promoter-driven transgene in the deleted E1 region, was constructed as a replication-
deficient control.  
 To determine whether insertion of the fusion gene had an effect on virus replication, 
Ad5/3-Δ24-TK-GFP was compared with Ad5/3-Δ24-Δgp19K and Ad5/3-Δ24 (figure 1b in 
III). The former is an isogenic virus featuring the corresponding deletion without a transgene, 
and the latter contains an intact E3 region. Ad5/3-Δ24-TK-GFP replicated efficiently and 
resulted in complete killing of all analyzed ovarian cancer lines. However, the replication rate 
was slightly slower, and total production of functional virions remained 1-2 log lower levels 
when compared with the other oncolytic viruses. This may have been due to transgene 
production competing for the cellular resources needed for amplification of the viral genome. 
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Alternatively, because our transgene is 1 kb longer than the deleted E3 fragment, the larger 
genome size may have slowed replication to some extent. Slower replication was not caused 
by deletion of the 6.7K/gp19K gene. In contrast, infection with the isogenic Ad5/3-Δ24-
Δgp19K harboring the same deletion but lacking a transgene resulted in higher replication 
levels and more efficient oncolysis than Ad5/3-Δ24, whose genome is closer to a wild-type 
adenovirus. These results highlight the impact of genome size on speed of adenovirus 
replication.   
 To confirm expression of the TK-GFP fusion product, Ad5/3-Δ24-TK-GFP- and Ad5/3-
TK-GFP-infected ovarian cancer cells were imaged daily for GFP expression (supplementary 
figure 1 in III). Ad5/3-Δ24-TK-GFP-infected cells expressed more GFP than cells infected 
with the replication-deficient virus, and the proportion of GFP-positive cells increased over 
time. By day 10, expression of GFP was seen in cells infected with only 0.001 VP/cell. These 
data suggest that higher amounts of fusion protein are produced from replicating viruses, and 
that coupling of transgene expression to replication allowed detection of replication by 
analysis of GFP.  
 

3.2 Effect of GCV on virus replication (III) 
It has been proposed that GCV might block viral proliferation and subsequent spreading of 
oncolytic viruses (Morris & Wildner 2000, Rogulski et al. 2000b, Wildner & Morris 2000, 
Nanda et al. 2001). These proposals are not surprising since the toxic form of the drug acts by 
incorporating into DNA, thus competing with endogenous DNA precursors. Thereafter, 
elongation of DNA strands is prevented and further DNA synthesis inhibited (Ilsley et al. 
1995, Haynes et al. 1996, Thust et al. 1996). 
 We evaluated the kinetics of Ad5/3-Δ24-TK-GFP in the presence of GCV. Ovarian 
cancer cells were infected with Ad5/3-Δ24-TK-GFP and GCV was added according to 
different schedules (figure 2 in III). When GCV was given 1h post-infection, practically no 
infectious particles were formed, indicating that GCV has a dramatic inhibitory effect on viral 
replication when given immediately after the virus. Such a safety switch mechanism might be 
useful if it becomes necessary to abrogate virus replication (Wildner 2003)  Administration of 
GCV 24h post-infection resulted in a 10-fold reduction in the amount of viable virus at 48h 
and 72h after infection. A plateau was reached for Ad5/3-Δ24-TK-GFP after 48h and 
therefore, it was logical that GCV added at this time-point did not decrease the number of 
infectious particles. These results are in parallel with previous studies suggesting GCV-
induced inhibition of viral replication (Morris & Wildner 2000, Rogulski et al. 2000b, 
Wildner & Morris 2000, Nanda et al. 2001). Further, our results indicate the importance of 
GCV scheduling in order to achieve a balance between a GCV-mediated decrease in 
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cytotoxicity by inhibition of viral replication and a GCV-mediated increase in cytotoxicity by 
bystander effect. 
 

3.3 Oncolytic potency in the presence of ganciclovir in vitro (III) 
To evaluate whether the TK/GCV system can improve the efficacy of oncolytic virotherapy in 
vitro, ovarian cancer cells were infected with Ad5/3-∆24-TK-GFP or Ad5/3-TK-GFP and 
exposed to GCV at 1h, 24h, 48h, 72h or 96h post-infection. MTS assay was used as an 
indicator of cell viability. On SKOV3.ip1 cells, Ad5/3-∆24-TK-GFP infection in combination 
with GCV resulted in significantly enhanced cell killing compared with virus alone in all 
analyzed treatment schedules (supplementary figure 2 in III). When GCV was given 48h after 
infection with 1 VP/cell of Ad5/3-∆24-TK-GFP, virus alone resulted in 87% cell viability, 
whereas combination treatment decreased the proportion of living cells to 10% (P<0.001)  
(figure 3a in III). SKOV3.ip1 cells are known to be sensitive to the bystander effect 
(Hakkarainen et al. 2005), which may explain why GCV increased cell killing despite 
abrogation of virus replication.  
 With Hey and OV-4 cells (figure 3b and 3c in III), replication of Ad5/3-∆24-TK-GFP was 
rapid and administration of GCV 48h post-infection did not significantly increase 
cytotoxicity. Other time-points yielded similar data. In a recent study, infection with another 
oncolytic adenovirus, Ad5-Δ24TK-GFP, resulted in enhanced cell killing of both Hey and 
OV-4 cells when combined with GCV (Hakkarainen et al. 2006).  Entry of Ad5-Δ24TK-GFP 
into target cells is dependent on CAR expression, which has been demonstrated to be low in 
Hey and OV-4 cells (Kanerva et al. 2002a). Therefore, less cells were infected by the CAR-
binding Ad5-Δ24TK-GFP, and the need for the GCV-induced bystander effect was more 
urgent. Further, expression of TK-GFP was driven by the CMV promoter placed in the 
deleted E3 region, which might not be optimal for effective replication because both deletion 
of the entire E3 and CMV-directed expression are known to reduce production of new virions 
(Suzuki et al. 2002).   
 GCV was useful in combination with replication-deficient Ad5/3-TK-GFP with all cell 
lines and schedules compared with virus alone (P<0.001 at 100 VP/cell). However, oncolytic 
virus alone led to more efficient cell killing than E1-deleted virus combined with GCV. Our 
in vitro data suggest that the utility of TK/GCV-mediated cell killing is most evident in the 
context of replication-deficient viruses. In contrast to the effect on virus replication, GCV 
timing did not influence cell killing dramatically. However, allowing the virus to replicate 
prior to GCV treatment is useful because of the inhibitory effect on replication and the 
subsequently reduced transgene production.  
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3.4 Antitumor efficacy in subcutaneous and intraperitoneal murine 
models of ovarian cancer (III) 
The antitumor efficacy of Ad5/3-Δ24-TK-GFP and feasibility of TK/GCV system was 
analyzed in human xenografts of ovarian cancer. To study whether flank tumor growth in 
nude mice might be inhibited, s.c. SKOV3-luc tumor-bearing mice were treated i.t. with two 
cycles of Ad5/3-∆24-TK-GFP or replication-deficient Ad5/3-TK-GFP, and GCV was 
administered i.p. for one week starting 48h after the last viral injections (figure 4a in III). Both 
viruses alone and together with GCV reduced tumor growth significantly compared with 
untreated animals (all P<0.006). Further, both Ad5/3-Δ24-TK-GFP alone and coupled with 
GCV were more efficient in inhibiting tumor growth than E1-deleted Ad5/3-TK-GFP with 
GCV (P<0.001). Interestingly, GCV did not provide an additional therapeutic benefit when 
combined with Ad5/3-Δ24-TK-GFP (P=0.495).  
 Therapeutic efficacy was also evaluated in an orthotopic murine model of ovarian cancer. 
SCID mice with peritoneal SKOV3-luc carcinomatosis were injected i.p. with Ad5/3-∆24-
TK-GFP or Ad5/3-TK-GFP followed by daily GCV for two weeks starting 48h after virus 
injection (figure 6a in III). The median survival of untreated mice was 32 days, and treatment 
with replication-deficient Ad5/3-TK-GFP together with GCV increased it to 36 days 
(P=0.001). Oncolytic Ad5/3-Δ24-TK-GFP alone or in combination with GCV resulted in 
median survival of 46 and 47 days, respectively, both of which were significantly improved 
compared with untreated animals (P<0.001). However, GCV did not add a significant 
survival benefit relative to Ad5/3-Δ24-TK-GFP alone (P=0.481). Again, treatment with 
Ad5/3-Δ24-TK-GFP alone led to significantly enhanced survival compared with E1-deleted 
Ad5/3-TK-GFP combined with GCV (P=0.023).  
 In summary, our in vivo data demonstrate that TK/GCV does not augment antitumor 
efficacy, as delivery of GCV failed to reduce tumor growth or increase survival compared 
with oncolytic virus alone. This data is in accordance with other studies combining oncolytic 
adenoviruses with the TK/GCV system (Morris & Wildner 2000, Rogulski et al. 2000b, 
Wildner & Morris 2000, Lambright et al. 2001, Hakkarainen et al. 2006).  High oncolytic 
potency might reduce the utility of prodrug conversion because of the strong lytic effect 
caused by virus dissemination. Prodrug conversion might also affect virus replication, which 
could work against oncolysis. Other arming approaches could therefore be more useful in the 
context of highly potent oncolytic adenoviruses (Boland et al. 2000, Erbs et al. 2000, 
Lukashev et al. 2005, Oosterhoff et al. 2005, Ramesh et al. 2006).  
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3.5 Noninvasive imaging of tumor growth and virus replication (III)  
Noninvasive imaging techniques provide a useful tool for preclinical and clinical gene therapy 
research as well as for diagnostic use (Min & Gambhir 2004). In this approach, reporter gene 
expression is monitored in living organisms, which allows more efficient utilization of 
orthotopic model systems and offers the possibility of performing repeated measurements. We 
utilized noninvasive bioluminescence and fluorescence imaging to follow tumor development 
and virus dissemination in mice. 
 Luciferase-expressing SKOV3-luc ovarian cancer cells were detected with 
bioluminescence imaging after administration of D-luciferin. The advantage of 
bioluminescence is minimal background noise, as luciferase is not a natural constituent of 
mammalian organisms (Min & Gambhir 2004). The total flux of emitted light was measured 
(figures 4b and 6b in III), and the extent of disease was visualized with pseudocolor images of 
luciferase expression (figures 7 and 9, figures 4c and 6c in III). In s.c. model, good correlation 
was seen between tumor size and photon emission data. Administration of GCV did not 
significantly affect photon flux compared with viruses alone (P=0.899 for Ad5/3-Δ24-TK-
GFP and P=0.061 for Ad5/3-TK-GFP). Results with i.p. xenografts were in accordance with 
survival data, as photon flux from mice treated with Ad5/3-Δ24-TK-GFP alone or in 
combination with GCV did not differ significantly (P=0.707). However, both treatments 
resulted in a smaller tumor load than in untreated mice (P<0.002). 
 Replication and spreading of TK-GFP expressing viruses in flank tumors were followed 
with fluorescence imaging of GFP expression (figure 8, figure 5 in III). Signals emitted from 
Ad5/3-Δ24-TK-GFP-treated tumors seemed higher than in tumors injected with Ad5/3-TK-
GFP, indicating effective replication of the virus, although differences were not statistically 
significant. Utilization of fluorescence imaging to monitor transgene expression might be 
problematic. Since mammalian tissues absorb light that is used to excite GFP, the tissues also 
fluoresce when excited at these wavelengths known to have limited penetration in mammalian 
tissues. The combination of absorption of specific signal and autofluorescence can result in a 
poor and noisy signal (Bogdanov & Weissleder 2002). This phenomenon was also evident in 
our studies, as we were unable to detect GFP at all time-points due to high background 
fluorescence levels. In addition to its therapeutic value, TK could also be used as a reporter 
gene. Radionuclide imaging with positron emission tomography (PET) or single photon 
emission tomography (SPECT) allows noninvasive detection of TK gene transfer and 
expression (Tjuvajev et al. 1996, Tjuvajev et al. 1998). 
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Figure 7. Bioluminescence imaging of luciferase-expressing ovarian cancer cells in subcutaneous model of 
ovarian cancer. Pseudocolor images of s.c. tumors in flanks of nude mice treated with two rounds of 1 x 108 VP 
Ad5/3-Δ24-TK-GFP or Ad5/3-TK-GFP i.t. on days 7-9 and 19-21. 50 mg/kg GCV was injected i.p. 48h after 
viral injections (days 11-17 and 23-29). Color scale minimum and maximum have been adjusted so that they are 
identical in each image. 
 

Figure 8. Fluorescence emitted from Ad5/3-Δ24-TK-GFP- or 
Ad5/3-TK-GFP-injected tumors on day 22. Color scale minimum 
and maximum have been adjusted so that they are identical in 
each image. 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 9. Bioluminescence imaging of luciferase-expressing ovarian cancer cells in a murine model of 
peritoneally disseminated ovarian cancer. Pseudocolor images of i.p. tumor burden in SCID mice treated with 1 
x 108 VP Ad5/3-Δ24-TK-GFP or Ad5/3-TK-GFP i.p. on day 5 followed by 50 mg/kg GCV i.p. daily for two 
weeks starting on day 7. Color scale minimum and maximum have been adjusted so that they are identical in 
each image. 
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4. Inhibition of virus replication and associated toxicity with 
pharmacological agents (IV) 
 
Oncolytic adenoviruses have been well tolerated in cancer trials at doses of up to 2 x 1013 VP 
(Nemunaitis et al. 2001a). However, most studies have been carried out with E1B-55 kD-
deleted ONYX-015, which is somewhat attenuated even in tumor cells compared with the 
Ad5 wild-type (Kirn 2001). Newer generation agents replicate similarly or even more rapidly 
than the wild-type adenovirus (Fueyo et al. 2000, Heise et al. 2000a, Kanerva et al. 2003). 
More potent oncolytic adenoviruses could mean more unwanted side-effects, especially in 
immunosuppressed patients. We hypothesized that we may be able to increase the safety of 
oncolytic adenoviruses by developing means for pharmacological intervention for reduction 
of replication, which might be useful in the event of severe side-effects in trials. 
 We evaluated the antiviral activity of the antipsychotic agent chlorpromazine and the 
natural bioflavonoid apigenin. Chlorpromazine has been used for decades in millions of 
humans and its safety and side-effect profile are well known (Lehman et al. 2004). Apigenin 
has also been studied in clinical trials, with good safety data (Nielsen et al. 1999). These 
agents possess different mechanisms of action since chlorpromazine works at the 
transductional level by inhibiting clathrin-mediated endocytosis (Wang et al. 1993), and 
apigenin blocks DNA synthesis (Sato et al. 1994, Lepley & Pelling 1997, Wang et al. 2000, 
Yin et al. 2001). 
 

4.1 Reduction of replication in normal tissues in vitro (IV) 
The in vitro replication of Ad5 wild-type adenovirus and oncolytic adenovirus Ad5/3-∆24 in 
combination with drugs was analyzed in fresh human liver explants. Wild-type virus alone 
displayed replication over 48h, and chlorpromazine reduced the titer 8-fold (P=0.0271) at the 
last time-point (figure 1a in IV). Further, lower liver aspartate transaminase (AST) levels 
measured from chlorpromazine-treated livers suggested reduced hepatocyte damage (figure 1e 
in IV). Importantly, as Ad5/3-∆24 is in development for human trials, it did not replicate 
productively in the human liver explants (figure 1b in IV). Nevertheless, even marginal 
replication was further attenuated by chlorpromazine, as evidenced by decreasing titer at later 
time-points. In nonmalignant E1-transformed 293 cells, both viruses replicated efficiently, 
and administration of chlorpromazine reduced replication up to 1960-fold (P=0.0056 for wild-
type, and P=0.0040 for Ad5/3-∆24) at 48h post-infection (figures 1c and 1d in IV).   
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4.2 Reduction of replication in cancer cells in vitro (IV) 
Next, viral replication coupled with pharmacological agents was examined in tumor cells. In 
ovarian adenocarcinoma Hey cells, apigenin reduced replication of both wild-type and Ad5/3-
∆24, with a significant difference (P=0.0156 and P=0.0478, respectively) at 72h post-
infection (figures 2a and 2b in IV). However, the effect was less pronounced in another 
ovarian cancer cell line, OV-4 (figures 2c and 2d in IV). Presumably, genetic heterogeneity 
between OV-4 and Hey resulted in variation in replication attenuation with the drugs. The 
close association of replication with cell killing was corroborated in a longitudinal assay, 
where apigenin reduced the activity of Ad5/3-∆24, resulting in increased cell viability (figure 
2e in IV). Carette et al. (2005) reported a reduction of 3 to 4 orders of magnitude in oncolytic 
adenovirus DNA copy number with apigenin treatment in a quantitative PCR assay, and also 
the expression of transgene was reduced up to 4 logs in various cancer cell lines. Of note, in 
those experiments, the apigenin concentration was 8 times higher than the concentration that 
we utilized. 
 Interestingly, although chlorpromazine inhibited viral replication in normal tissues, an 
inhibitory effect was not evident in cancer cells. Administration of apigenin, by contrast, had 
the opposite effect. This could be explained by molecular differences between normal and 
malignant cells. Hey cells are known to proliferate very rapidly and efficiently in vitro, which 
might partly explain the stronger inhibitory effect by apigenin since it arrests the cell cycle, 
thus preventing DNA synthesis.   
 

4.3 Reduction of replication and toxicity in vivo (IV) 
In a s.c. human xenograft of ovarian cancer, both apigenin and chlorpromazine were found to 
decrease the antitumor efficacy of Ad5/3-∆24 (both P<0.0001) (figure 3a in IV). This was due 
to reduced replication of the virus (figure 3b in IV). Production of new viruses was reduced 
36-fold with chlorpromazine. An 11-fold decrease was seen also with apigenin. Neither 
apigenin nor chlorpromazine resulted in therapeutic benefit by itself, although apigenin has 
been proposed to possess anticancer activity in several cancer types (Patel et al. 2007). We do 
not fully understand the reason for the discrepancy in the effect of chlorpromazine on Hey 
cells with Ad5/3-∆24 in vitro and in vivo. However, because this virus replicates very rapidly 
in vitro, the speed of replication may actually become counterproductive to packaging of 
functional virions. Theoretically, cells might be lysed before producing the maximum number 
of virions. Thus, slowing of the speed of replication may not necessarily be seen as reduction 
of in vitro virion production. Nevertheless, tumor penetration and i.t. dissemination might be 
improved by rapid replication and release, and these aspects cannot be assessed in vitro. 
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Therefore, we feel that the in vivo data gives a more complete and relevant picture of the 
actions of the drugs.  
 To assess adenovirus-associated toxicity, we utilized a murine model where peritoneally 
disseminated human ovarian cancer is first inoculated and then cured by injecting Ad5/3-∆24 
and gemcitabine, a combination that has previously resulted in toxicity and liver damage. In 
this study, mice succumbed to liver necrosis, foamy degeneration, and steatosis. Further, the 
few surviving hepatocytes displayed large nuclei (figure 4b in IV). Of note, apigenin- or 
chlorpromazine-treated mice displayed less liver damage (figure 4c and 4d in IV). When all 
evaluable livers were analyzed in a blinded manner, liver toxicity was present more often in 
the control group than in mice receiving apigenin or chlorpromazine (P=0.0213).  
 These data suggest that apigenin and chlorpromazine can reduce the replication of 
adenoviruses in vitro and in vivo, which could provide a safety switch in case of unwanted 
side-effects. Compounding the need for an antidote, virus replication may persist for weeks, 
as opposed to most conventional medicines that have short half-lives.  
 

59 
 



SUMMARY AND CONCLUSIONS 
 
In this study, we evaluated different approaches for improving safety and efficacy of 
oncolytic virotherapy against human ovarian adenocarcinoma.  
 We examined the antitumor efficacy of Ad5/3-Δ24, a serotype 3 receptor-targeted pRb-
p16 pathway-selective oncolytic adenovirus, in combination with conventional 
chemotherapeutic agents. We observed synergistic activity in ovarian cancer cells in vitro 
when Ad5/3-Δ24 was given with either gemcitabine or epirubicin, common second-line 
treatment options for ovarian cancer. Our results also suggest that gemcitabine decreases the 
level of Ad5/3-Δ24 replication early after infection. In murine xenografs of peritoneally 
disseminated ovarian cancer, delivery of Ad5/3-Δ24 with either gemcitabine or epirubicin 
resulted in a greater therapeutic efficacy than single agents. However, dosage and timing of 
gemcitabine treatment played a major role in defining the treatment outcome, as some mice 
with certain schedules died due to treatment-related liver damage. This was especially the 
case when Ad5/3-Δ24 was given 24h prior to gemcitabine treatment, indicating that toxicity 
might result due to chemosensitizing activity of adenoviral E1A. Importantly, administration 
of Ad5/3-Δ24 24h after gemcitabine resulted in dramatically enhanced survival, and 60% of 
mice were tumor-free at the end of the experiment. Considering the synergistic effect that 
many gene therapy approaches have with existing treatments, it is likely that the first routine 
clinical applications will be combination treatments with traditional modalities. 
 We analyzed the feasibility of the TK/GCV system in the context of infectivity-enhanced 
oncolytic adenoviruses. Infection with Ad5/3-Δ24-TK-GFP, a novel virus harboring the TK-
GFP fusion gene, resulted in complete killing of ovarian cancer cells. However, Ad5/3-Δ24-
TK-GFP replicated at slightly lower levels than control viruses, possibly due to transgene 
expression. Alternatively, the larger genome size may have slowed replication. Replication 
was associated with increased GFP expression, indicating effective production of the 
transgene. Administration of GCV immediately after Ad5/3-Δ24-TK-GFP infection caused 
almost total inhibition of DNA replication. However, oncolytic potency in vitro was enhanced 
after exposure to the GCV cell line-dependently and regardless of timing. Unfortunately, 
administration of GCV did not further improve therapeutic efficacy of this highly potent 
oncolytic agent in murine models of metastatic ovarian cancer. Finally, we utilized 
noninvasive bioluminescence and fluorescence imaging to monitor tumor development and 
virus replication in living mice.  
 As many common chemotherapeutic agents and prodrugs act through inhibition of DNA 
synthesis, optimizing treatment protocols becomes an important issue. Our results 
demonstrate that correct scheduling of the agents is required to achieve the maximum benefit 
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from both agents. The key factor appears to be a balance between a drug-induced increase in 
cell killing due to its cytotoxic mechanisms and a drug-induced reduction in cell killing due to 
inhibition of viral replication.  
 Orthotopic murine models of ovarian cancer were utilized to study the effect of dose and 
scheduling of intraperitoneally delivered Ad5/3-Δ24. Treatment outcome after administration 
of a single dose did not differ significantly from delivery of multiple rounds of Ad5/3-Δ24. 
Dose de-escalation suggested a trend towards dose-dependency since treatment with the 
highest dose resulted in the highest survival rates. However, even the lowest viral dose of 100 
VP was sufficient to increase the survival of mice significantly compared with untreated 
animals. These results are in accordance with the potent amplification of the agent. 
 Finally, we evaluated whether safety of Ad5/3-Δ24 could be improved by developing 
means for pharmacological intervention for reduction of replication, which might be useful in 
the event of severe side-effects in trials. The antiviral effect of chlorpromazine and apigenin 
was analyzed in fresh human liver samples as well as in established normal cells and cancer 
cells in vitro. Further, we utilized murine models of ovarian cancer to evaluate antitumor 
efficacy, viral replication, and liver toxicity in the presesence of drugs in vivo. Our data show 
that these agents can decrease the rate of adenoviral replication, which could provide a safety 
switch in case of treatment-associated side-effects. 
 In conclusion, we demonstrate that Ad5/3-Δ24 is a useful oncolytic agent for treatment of 
ovarian cancer either alone or in combination with conventional chemotherapeutic drugs. 
Insertion of genes encoding prodrug-converting enzymes into the genome of Ad5/3-Δ24 
might not lead to enhanced antitumor efficacy with this highly potent oncolytic virus. As a 
safety feature, viral activity can be inhibited with pharmacological substances. Clinical trials 
are however needed to confirm if these preclinical results can be translated into efficacy in 
humans. Promising safety data seen here, and in previous publications suggest that clinical 
evaluation of the agent is feasible. Importantly, Ad5/3-Δ24 is currently heading towards 
clinical trial against recurrent ovarian cancer. 

61 
 



ACKNOWLEDGMENTS 
 
This work was carried out in the Cancer Gene Therapy Group (CGTG) at Biomedicum 
Helsinki between February 2003 and January 2009. My sincere gratitude is owed to the 
numerous people who participated in this project. 
 
I am grateful to Professor Risto Renkonen, former coordinator of the Rational Drug Design 
Research Program and current head of the Transplantation Laboratory, Professor Pekka 
Häyry, former head of the Transplantation Laboratory, Professor Jorma Keski-Oja, 
coordinator of the Molecular Cancer Biology Research Program, Professor Seppo Meri, head 
of Haartman Institute, and Professor Olli Jänne, head of Biomedicum Helsinki, for providing 
excellent research facilities. I also thank Professor Tomi Mäkelä, head of the Helsinki 
Biomedical Graduate School, for maintaining an outstanding school for graduate students. 

 
I am most thankful to my supervisor, Research Professor Akseli Hemminki, for offering me 
the possibility to carry out my PhD studies in his group. I thank Akseli for introducing me to 
the world of cancer gene therapy, for an inexhaustible supply of new ideas, and for being such 
a fun and flexible boss. Your never-ending optimism and enthusiasm never cease to amaze 
me. 

 
I am also grateful to my other supervisor, Docent Anna Kanerva, for guidance and friendship 
throughout this project. I thank Anna for providing help whenever needed and for teaching 
me all of the practical skills required in the lab. 

 
I am indebted to Docent Mika Jokinen and Docent Anu Jalanko for reviewing this thesis and 
for providing valuable comments. Anu Jalanko is also thanked for her constructive evaluation 
of my work over the years as a member of my thesis committee. I also thank Kirmo 
Wartiovaara, the other member of my thesis committee, for his interest in my projects and for 
helpful comments.  
 
Ari Ristimäki, Renee A Desmond, Dung-Tsa Chen, Krister Höckerstedt, Helena Isoniemi, 
Ulf-Håkan Stenman, Aija Helin, and Ralf Bützow are thanked for fruitful collaboration and 
their contributions to this work. 

 
I thank Carol Ann Pelli for linguistic revision of the thesis manuscript. 

 

62 
 



My warmest gratitude is owed to the current and former members of the CGTG group. 
Akseli, Anna, Sari, Vince, Sophie, Laura, Kilian, Maria, João, Sergio, Iulia, Petri, Anniina, 
Marko, Otto, Ilkka, Marta, Topi, Theresia, Matteo, Cristina, Federica, Minna O, Elina, Eerika, 
Aila, Kikka, Päivi, Tanja, Minna E, Gerd, and Kirsi are thanked for scientific help, good 
laughs, and unforgettable coffee moments, and for creating the atmosphere that made the lab 
such a fun place to work. I’m especially thankful to the other three original “Akseli’s 
Angels”, Tuuli, Lotta, and Merja, for their friendship inside and outside the lab starting 
already from the early days when we were all young and beautiful...which we still are. 

 
Finally, I express my deepest gratitude to my family and friends. Members of our high-school 
gang, Hanna, Eikku, Tiina, Jenni, and Mira, are thanked for being such great friends over the 
years. My parents Aija and Matti, and brother Rami are thanked for their encouragement and 
support throughout my life. Last, but not least, my special thanks go to Niko and my lovely 
daughter Vilma for bringing joy and sunshine into my life. 

 
This study was financially supported by Helsinki Biomedical Graduate School, the K. Albin 
Johansson Foundation, the Finnish Cancer Organization, the Biomedicum Helsinki 
Foundation, the Research Foundation of Virus Diseases, the Finnish-Norwegian Medical 
Foundation, and the Regional Funds of the Finnish Cultural Foundation. 
 
Porvoo, April 2009 
 

63 
 



REFERENCES 
 

Abe T, Tominaga Y et al. Bacterial pneumonia causes augmented expression of the secretory leukoprotease 
inhibitor gene in the murine lung. Am J Respir Crit Care Med 1997; 156, 1235-1240.  

Alemany R & Curiel DT. CAR-binding ablation does not change biodistribution and toxicity of adenoviral 
vectors. Gene Ther 2001; 8, 1347-1353.  

Alemany R, Suzuki K & Curiel DT. Blood clearance rates of adenovirus type 5 in mice. J Gen Virol 2000; 81, 
2605-2609.  

Alonso MM, Jiang H et al. Delta-24-RGD in combination with RAD001 induces enhanced anti-glioma effect via 
autophagic cell death. Mol Ther 2008; 16, 487-493.  

Alonso MM, Cascallo M et al. ICOVIR-5 shows E2F1 addiction and potent antiglioma effect in vivo. Cancer 
Res 2007a; 67, 8255-8263.  

Alonso MM, Gomez-Manzano C et al. Combination of the oncolytic adenovirus ICOVIR-5 with chemotherapy 
provides enhanced anti-glioma effect in vivo. Cancer Gene Ther 2007b; 14, 756-761.  

Alvarez RD, Barnes MN et al. A cancer gene therapy approach utilizing an anti-erbB-2 single-chain antibody-
encoding adenovirus (AD21): a phase I trial. Clin Cancer Res 2000a; 6, 3081-3087.  

Alvarez RD, Gomez-Navarro J et al. Adenoviral-mediated suicide gene therapy for ovarian cancer. Mol Ther 
2000b; 2, 524-530.  

Armstrong DK, Bundy B et al. Intraperitoneal cisplatin and paclitaxel in ovarian cancer. N Engl J Med 2006; 
354, 34-43.  

Baker AH, Mcvey JH, Waddington SN, Di Paolo NC & Shayakhmetov DM. The influence of blood on in vivo 
adenovirus bio-distribution and transduction. Mol Ther 2007; 15, 1410-1416.  

Banerjee NS, Rivera AA et al. Analyses of melanoma-targeted oncolytic adenoviruses with tyrosinase 
enhancer/promoter-driven E1A, E4, or both in submerged cells and organotypic cultures. Mol Cancer Ther 2004; 
3, 437-449.  

Bao R, Selvakumaran M & Hamilton TC. Targeted gene therapy of ovarian cancer using an ovarian-specific 
promoter. Gynecol Oncol 2002; 84, 228-234.  

Barker SD, Coolidge CJ et al. The secretory leukoprotease inhibitor (SLPI) promoter for ovarian cancer gene 
therapy. J Gene Med 2003a; 5, 300-310.  

Barker SD, Dmitriev IP et al. Combined transcriptional and transductional targeting improves the specificity and 
efficacy of adenoviral gene delivery to ovarian carcinoma. Gene Ther 2003b; 10, 1198-1204.  

Barton KN, Paielli D et al. Second-generation replication-competent oncolytic adenovirus armed with improved 
suicide genes and ADP gene demonstrates greater efficacy without increased toxicity. Mol Ther 2006; 13, 347-
356.  

Bauerschmitz GJ, Guse K et al. Triple-targeted oncolytic adenoviruses featuring the Cox2 promoter, E1A 
transcomplementation, and serotype chimerism for enhanced selectivity for ovarian cancer cells. Mol Ther 2006; 
14, 164-174.  

Bauerschmitz GJ, Kanerva A et al. Evaluation of a selectively oncolytic adenovirus for local and systemic 
treatment of cervical cancer. Int J Cancer 2004; 111, 303-309.  

Bauerschmitz GJ, Lam JT et al. Treatment of ovarian cancer with a tropism modified oncolytic adenovirus. 
Cancer Res 2002; 62, 1266-1270.  

Bayo-Puxan N, Cascallo M, Gros A, Huch M, Fillat C & Alemany R. Role of the putative heparan sulfate 
glycosaminoglycan-binding site of the adenovirus type 5 fiber shaft on liver detargeting and knob-mediated 
retargeting. J Gen Virol 2006; 87, 2487-2495.  

64 
 



Bergelson JM, Cunningham JA et al. Isolation of a common receptor for Coxsackie B viruses and adenoviruses 
2 and 5. Science 1997; 275, 1320-1323.  

Berk AJ. Functions of adenovirus E1A. Cancer Surv 1986; 5, 367-387.  

Bernt KM, Steinwaerder DS, Ni S, Li ZY, Roffler SR & Lieber A. Enzyme-activated Prodrug Therapy Enhances 
Tumor-specific Replication of Adenovirus Vectors. Cancer Res 2002; 62, 6089-6098.  

Bessis N, GarciaCozar FJ & Boissier MC. Immune responses to gene therapy vectors: influence on vector 
function and effector mechanisms. Gene Ther 2004; 11 Suppl 1, S10-7.  

Binley K, Askham Z et al. Long-term reversal of chronic anemia using a hypoxia-regulated erythropoietin gene 
therapy. Blood 2002; 100, 2406-2413.  

Bischoff JR, Kirn DH et al. An adenovirus mutant that replicates selectively in p53-deficient human tumor cells. 
Science 1996; 274, 373-376.  

Blair GE, Dixon SC, Griffiths SA & Zajdel ME. Restricted replication of human adenovirus type 5 in mouse cell 
lines. Virus Res 1989; 14, 339-346.  

Bogdanov A,Jr & Weissleder R. In vivo imaging of gene delivery and expression. Trends Biotechnol 2002; 20, 
S11-S18.  

Boland A, Ricard M et al. Adenovirus-mediated transfer of the thyroid sodium/iodide symporter gene into 
tumors for a targeted radiotherapy. Cancer Res 2000; 60, 3484-3492.  

Brand K. Gene therapy for cancer - in: Templeton NS. (edit.). Gene and cell therapy: Therapeutic mechanisms 
and strategies. 2009; 761-799. CRC Press. Florida. USA.  

Breidenbach M, Rein DT et al. Mesothelin-mediated targeting of adenoviral vectors for ovarian cancer gene 
therapy. Gene Ther 2005; 12, 187-193.  

Buller RE, Runnebaum IB et al. A phase I/II trial of rAd/p53 (SCH 58500) gene replacement in recurrent 
ovarian cancer. Cancer Gene Ther 2002a; 9, 553-566.  

Buller RE, Shahin MS et al. Long term follow-up of patients with recurrent ovarian cancer after Ad p53 gene 
replacement with SCH 58500. Cancer Gene Ther 2002b; 9, 567-572.  

Cairns R, Papandreou I & Denko N. Overcoming physiologic barriers to cancer treatment by molecularly 
targeting the tumor microenvironment. Mol Cancer Res 2006; 4, 61-70.  

Campos SK & Barry MA. Current advances and future challenges in Adenoviral vector biology and targeting. 
Curr Gene Ther 2007; 7, 189-204.  

Carette JE, Graat HC, Schagen FH, Abou El Hassan MA, Gerritsen WR & van Beusechem VW. Replication-
dependent transgene expression from a conditionally replicating adenovirus via alternative splicing to a 
heterologous splice-acceptor site. J Gene Med 2005; 7, 1053-1062.  

Casado E, Gomez-Navarro J et al. Strategies to accomplish targeted expression of transgenes in ovarian cancer 
for molecular therapeutic applications. Clin Cancer Res 2001a; 7, 2496-2504.  

Casado E, Nettelbeck DM et al. Transcriptional targeting for ovarian cancer gene therapy. Gynecol Oncol 2001b; 
82, 229-237.  

Cascallo M, Alonso MM, Rojas JJ, Perez-Gimenez A, Fueyo J & Alemany R. Systemic toxicity-efficacy profile 
of ICOVIR-5, a potent and selective oncolytic adenovirus based on the pRB pathway. Mol Ther 2007; 15, 1607-
1615.  

Chen Y, DeWeese T et al. CV706, a prostate cancer-specific adenovirus variant, in combination with 
radiotherapy produces synergistic antitumor efficacy without increasing toxicity. Cancer Res 2001; 61, 5453-
5460.  

Cheng J, Sauthoff H & Hay JG. How do changes in tumor matrix affect the outcome of virotherapy? Cancer 
Biol Ther 2007a; 6, 290-292.  

Cheng J, Sauthoff H et al. Human matrix metalloproteinase-8 gene delivery increases the oncolytic activity of a 
replicating adenovirus. Mol Ther 2007b; 15, 1982-1990.  

65 
 



Chillon M, Bosch A et al. Group D adenoviruses infect primary central nervous system cells more efficiently 
than those from group C. J Virol 1999; 73, 2537-2540.  

Chiocca EA, Abbed KM et al. A phase I open-label, dose-escalation, multi-institutional trial of injection with an 
E1B-Attenuated adenovirus, ONYX-015, into the peritumoral region of recurrent malignant gliomas, in the 
adjuvant setting. Mol Ther 2004; 10, 958-966.  

Chou TC & Talalay P. Analysis of combined drug effects: a new look at a very old problem. Trends Pharmacol 
Sci 1983; 4, 450-454.  

Chung I, Schwartz PE, Crystal RG, Pizzorno G, Leavitt J & Deisseroth AB. Use of L-plastin promoter to 
develop an adenoviral system that confers transgene expression in ovarian cancer cells but not in normal 
mesothelial cells. Cancer Gene Ther 1999; 6, 99-106.  

Cohen CJ, Shieh JT, Pickles RJ, Okegawa T, Hsieh JT & Bergelson JM. The coxsackievirus and adenovirus 
receptor is a transmembrane component of the tight junction. Proc Natl Acad Sci U S A 2001; 98, 15191-15196.  

Conrad C, Miller CR et al. Delta24-hyCD adenovirus suppresses glioma growth in vivo by combining oncolysis 
and chemosensitization. Cancer Gene Ther 2005; 12, 284-294.  

Cotter MJ, Zaiss AK & Muruve DA. Neutrophils interact with adenovirus vectors via Fc receptors and 
complement receptor 1. J Virol 2005; 79, 14622-14631.  

Cripe TP, Dunphy EJ et al. Fiber knob modifications overcome low, heterogeneous expression of the 
coxsackievirus-adenovirus receptor that limits adenovirus gene transfer and oncolysis for human 
rhabdomyosarcoma cells. Cancer Res 2001; 61, 2953-2960.  

Crompton J, Toogood CI, Wallis N & Hay RT. Expression of a foreign epitope on the surface of the adenovirus 
hexon. J Gen Virol 1994; 75 ( Pt 1), 133-139.  

Croyle MA, Chirmule N, Zhang Y & Wilson JM. "Stealth" adenoviruses blunt cell-mediated and humoral 
immune responses against the virus and allow for significant gene expression upon readministration in the lung. 
J Virol 2001; 75, 4792-4801.  

D'Andrilli G, Kumar C, Scambia G & Giordano A. Cell cycle genes in ovarian cancer: steps toward earlier 
diagnosis and novel therapies. Clin Cancer Res 2004; 10, 8132-8141.  

Dechecchi MC, Melotti P, Bonizzato A, Santacatterina M, Chilosi M & Cabrini G. Heparan sulfate 
glycosaminoglycans are receptors sufficient to mediate the initial binding of adenovirus types 2 and 5. J Virol 
2001; 75, 8772-8780.  

Denby L, Work LM et al. Adenoviral serotype 5 vectors pseudotyped with fibers from subgroup D show 
modified tropism in vitro and in vivo. Hum Gene Ther 2004; 15, 1054-1064.  

Deshane J, Grim J, Loechel S, Siegal GP, Alvarez RD & Curiel DT. Intracellular antibody against erbB-2 
mediates targeted tumor cell eradication by apoptosis. Cancer Gene Ther 1996; 3, 89-98.  

Deshane J, Cabrera G et al. Targeted eradication of ovarian cancer mediated by intracellular expression of anti-
erbB-2 single-chain antibody. Gynecol Oncol 1995a; 59, 8-14.  

Deshane J, Siegal GP et al. Targeted tumor killing via an intracellular antibody against erbB-2. J Clin Invest 
1995b; 96, 2980-2989.  

Deshane J, Loechel F, Conry RM, Siegal GP, King CR & Curiel DT. Intracellular single-chain antibody directed 
against erbB2 down-regulates cell surface erbB2 and exhibits a selective anti-proliferative effect in erbB2 
overexpressing cancer cell lines. Gene Ther 1994; 1, 332-337.  

DeWeese T, Anterbery E & Michalski J. A phase I/II dose escalation trial of the intraprostatic injection of 
CG7870, a prostate specific antigen-dependent oncolytic adenovirus, in patients with locally recurred prostate 
cancer following definitive radiotherapy. Mol Ther 2003; 7, S446.  

DeWeese TL, van der Poel H et al. A phase I trial of CV706, a replication-competent, PSA selective oncolytic 
adenovirus, for the treatment of locally recurrent prostate cancer following radiation therapy. Cancer Res 2001; 
61, 7464-7472.  

Di Paolo NC, Kalyuzhniy O & Shayakhmetov DM. Fiber shaft-chimeric adenovirus vectors lacking the KKTK 
motif efficiently infect liver cells in vivo. J Virol 2007; 81, 12249-12259.  

66 
 



Dilley J, Reddy S et al. Oncolytic adenovirus CG7870 in combination with radiation demonstrates synergistic 
enhancements of antitumor efficacy without loss of specificity. Cancer Gene Ther 2005; 12, 715-722.  

Dmitriev I, Kashentseva E & Curiel DT. Engineering of adenovirus vectors containing heterologous peptide 
sequences in the C terminus of capsid protein IX. J Virol 2002; 76, 6893-6899. 

Dmitriev I, Kashentseva E, Rogers BE, Krasnykh V & Curiel DT. Ectodomain of coxsackievirus and adenovirus 
receptor genetically fused to epidermal growth factor mediates adenovirus targeting to epidermal growth factor 
receptor-positive cells. J Virol 2000; 74, 6875-6884.  

Dmitriev I, Krasnykh V et al. An adenovirus vector with genetically modified fibers demonstrates expanded 
tropism via utilization of a coxsackievirus and adenovirus receptor-independent cell entry mechanism. J Virol 
1998; 72, 9706-9713.  

Dobner T, Horikoshi N, Rubenwolf S & Shenk T. Blockage by adenovirus E4orf6 of transcriptional activation 
by the p53 tumor suppressor. Science 1996; 272, 1470-1473.  

Doloff JC, Waxman DJ & Jounaidi Y. hTERT-promoter driven oncolytic adenovirus with E1B-19 kDa and 
E1B-55 kDa gene deletions. Hum Gene Ther 2008;  

Douglas JT, Rogers BE, Rosenfeld ME, Michael SI, Feng M & Curiel DT. Targeted gene delivery by tropism-
modified adenoviral vectors. Nat Biotechnol 1996; 14, 1574-1578.  

Erbs P, Regulier E et al. In vivo cancer gene therapy by adenovirus-mediated transfer of a bifunctional yeast 
cytosine deaminase/uracil phosphoribosyltransferase fusion gene. Cancer Res 2000; 60, 3813-3822.  

Everts B & van der Poel HG. Replication-selective oncolytic viruses in the treatment of cancer. Cancer Gene 
Ther 2005; 12, 141-161. 

Everts M, Kim-Park SA et al. Selective induction of tumor-associated antigens in murine pulmonary vasculature 
using double-targeted adenoviral vectors. Gene Ther 2005; 12, 1042-1048.  

Fechner H, Wang X et al. A novel tetracycline-controlled transactivator-transrepressor system enables external 
control of oncolytic adenovirus replication. Gene Ther 2003; 10, 1680-1690.  

Fechner H, Haack A et al. Expression of coxsackie adenovirus receptor and alphav-integrin does not correlate 
with adenovector targeting in vivo indicating anatomical vector barriers. Gene Ther 1999; 6, 1520-1535.  

Fisher KD, Stallwood Y, Green NK, Ulbrich K, Mautner V & Seymour LW. Polymer-coated adenovirus permits 
efficient retargeting and evades neutralising antibodies. Gene Ther 2001; 8, 341-348.  

Fleischli C, Sirena D et al. Species B adenovirus serotypes 3, 7, 11 and 35 share similar binding sites on the 
membrane cofactor protein CD46 receptor. J Gen Virol 2007; 88, 2925-2934.  

Fowler WC,Jr & Van Le L. Gemcitabine as a single-agent treatment for ovarian cancer. Gynecol Oncol 2003; 
90, S21-3.  

Freytag SO, Barton KN et al. Replication-competent adenovirus-mediated suicide gene therapy with radiation in 
a preclinical model of pancreatic cancer. Mol Ther 2007a; 15, 1600-1606.  

Freytag SO, Movsas B et al. Phase I trial of replication-competent adenovirus-mediated suicide gene therapy 
combined with IMRT for prostate cancer. Mol Ther 2007b; 15, 1016-1023.  

Freytag SO, Stricker H et al. Five-year follow-up of trial of replication-competent adenovirus-mediated suicide 
gene therapy for treatment of prostate cancer. Mol Ther 2007c; 15, 636-642.  

Freytag SO, Stricker H et al. Phase I study of replication-competent adenovirus-mediated double-suicide gene 
therapy in combination with conventional-dose three-dimensional conformal radiation therapy for the treatment 
of newly diagnosed, intermediate- to high-risk prostate cancer. Cancer Res 2003; 63, 7497-7506.  

Freytag SO, Khil M et al. Phase I study of replication-competent adenovirus-mediated double suicide gene 
therapy for the treatment of locally recurrent prostate cancer. Cancer Res 2002a; 62, 4968-4976.  

Freytag SO, Paielli D et al. Efficacy and toxicity of replication-competent adenovirus-mediated double suicide 
gene therapy in combination with radiation therapy in an orthotopic mouse prostate cancer model. Int J Radiat 
Oncol Biol Phys 2002b; 54, 873-885.  

67 
 



Freytag SO, Rogulski KR, Paielli DL, Gilbert JD & Kim JH. A novel three-pronged approach to kill cancer cells 
selectively: concomitant viral, double suicide gene, and radiotherapy. Hum Gene Ther 1998; 9, 1323-1333.  

Fuerer C & Iggo R. 5-Fluorocytosine increases the toxicity of Wnt-targeting replicating adenoviruses that 
express cytosine deaminase as a late gene. Gene Ther 2004; 11, 142-151.  

Fueyo J, Alemany R et al. Preclinical characterization of the antiglioma activity of a tropism-enhanced 
adenovirus targeted to the retinoblastoma pathway. J Natl Cancer Inst 2003; 95, 652-660.  

Fueyo J, Gomez-Manzano C et al. A mutant oncolytic adenovirus targeting the Rb pathway produces anti-glioma 
effect in vivo. Oncogene 2000; 19, 2-12.  

Fujiwara T, Kagawa S et al. Enhanced antitumor efficacy of telomerase-selective oncolytic adenoviral agent 
OBP-401 with docetaxel: preclinical evaluation of chemovirotherapy. Int J Cancer 2006; 119, 432-440.  

Gaggar A, Shayakhmetov DM & Lieber A. CD46 is a cellular receptor for group B adenoviruses. Nat Med 2003; 
9, 1408-1412.  

Galanis E, Okuno SH et al. Phase I-II trial of ONYX-015 in combination with MAP chemotherapy in patients 
with advanced sarcomas. Gene Ther 2005; 12, 437-445.  

Gall J, Kass-Eisler A, Leinwand L & Falck-Pedersen E. Adenovirus type 5 and 7 capsid chimera: fiber 
replacement alters receptor tropism without affecting primary immune neutralization epitopes. J Virol 1996; 70, 
2116-2123.  

Ganesh S, Gonzalez-Edick M et al. Combination therapy with radiation or cisplatin enhances the potency of 
Ad5/35 chimeric oncolytic adenovirus in a preclinical model of head and neck cancer. Cancer Gene Ther 2008a;  

Ganesh S, Gonzalez-Edick M, Gibbons D, Van Roey M & Jooss K. Intratumoral coadministration of 
hyaluronidase enzyme and oncolytic adenoviruses enhances virus potency in metastatic tumor models. Clin 
Cancer Res 2008b; 14, 3933-3941.  

Ganesh S, Gonzalez Edick M et al. Relaxin-expressing, fiber chimeric oncolytic adenovirus prolongs survival of 
tumor-bearing mice. Cancer Res 2007; 67, 4399-4407.  

Ganly I, Kirn D et al. A phase I study of Onyx-015, an E1B attenuated adenovirus, administered intratumorally 
to patients with recurrent head and neck cancer. Clin Cancer Res 2000; 6, 798-806.  

Geoerger B, Vassal G et al. Oncolytic activity of p53-expressing conditionally replicative adenovirus 
AdDelta24-p53 against human malignant glioma. Cancer Res 2004; 64, 5753-5759.  

Geoerger B, Grill J et al. Oncolytic activity of the E1B-55 kDa-deleted adenovirus ONYX-015 is independent of 
cellular p53 status in human malignant glioma xenografts. Cancer Res 2002; 62, 764-772.  

Glasgow JN, Everts M & Curiel DT. Transductional targeting of adenovirus vectors for gene therapy. Cancer 
Gene Ther 2006; 13, 830-844.  

Glasgow JN, Kremer EJ, Hemminki A, Siegal GP, Douglas JT & Curiel DT. An adenovirus vector with a 
chimeric fiber derived from canine adenovirus type 2 displays novel tropism. Virology 2004; 324, 103-116.  

Goldman CK, Rogers BE et al. Targeted gene delivery to Kaposi's sarcoma cells via the fibroblast growth factor 
receptor. Cancer Res 1997; 57, 1447-1451.  

Gomez-Manzano C, Alonso MM et al. Delta-24 increases the expression and activity of topoisomerase I and 
enhances the antiglioma effect of irinotecan. Clin Cancer Res 2006; 12, 556-562.  

Goodrum FD & Ornelles DA. p53 status does not determine outcome of E1B 55-kilodalton mutant adenovirus 
lytic infection. J Virol 1998; 72, 9479-9490.  

Goossens PH, Havenga MJ et al. Infection efficiency of type 5 adenoviral vectors in synovial tissue can be 
enhanced with a type 16 fiber. Arthritis Rheum 2001; 44, 570-577.  

Goverdhana S, Puntel M et al. Regulatable gene expression systems for gene therapy applications: progress and 
future challenges. Mol Ther 2005; 12, 189-211.  

Greber UF, Willetts M, Webster P & Helenius A. Stepwise dismantling of adenovirus 2 during entry into cells. 
Cell 1993; 75, 477-486.  

68 
 



Greco O, Joiner MC, Doleh A, Powell AD, Hillman GG & Scott SD. Hypoxia- and radiation-activated Cre/loxP 
'molecular switch' vectors for gene therapy of cancer. Gene Ther 2006; 13, 206-215.  

Gu DL, Gonzalez AM et al. Fibroblast growth factor 2 retargeted adenovirus has redirected cellular tropism: 
evidence for reduced toxicity and enhanced antitumor activity in mice. Cancer Res 1999; 59, 2608-2614.  

Guse K, Dias JD et al. Luciferase imaging for evaluation of oncolytic adenovirus replication in vivo. Gene Ther 
2007a; 14, 902-911.  

Guse K, Ranki T et al. Treatment of metastatic renal cancer with capsid-modified oncolytic adenoviruses. Mol 
Cancer Ther 2007b; 6, 2728-2736.  

Habib N, Salama H et al. Clinical trial of E1B-deleted adenovirus (dl1520) gene therapy for hepatocellular 
carcinoma. Cancer Gene Ther 2002; 9, 254-259.  

Habib NA, Sarraf CE et al. E1B-deleted adenovirus (dl1520) gene therapy for patients with primary and 
secondary liver tumors. Hum Gene Ther 2001; 12, 219-226.  

Haisma HJ, Pinedo HM et al. Tumor-specific gene transfer via an adenoviral vector targeted to the pan-
carcinoma antigen EpCAM. Gene Ther 1999; 6, 1469-1474.  

Hakkarainen T, Sarkioja M et al. Human mesenchymal stem cells lack tumor tropism but enhance the antitumor 
activity of oncolytic adenoviruses in orthotopic lung and breast tumors. Hum Gene Ther 2007; 18, 627-641.  

Hakkarainen T, Hemminki A, Curiel DT & Wahlfors J. A conditionally replicative adenovirus that codes for a 
TK-GFP fusion protein (Ad5Delta24TK-GFP) for evaluation of the potency of oncolytic virotherapy combined 
with molecular chemotherapy. Int J Mol Med 2006; 18, 751-759.  

Hakkarainen T, Wahlfors T, Merilainen O, Loimas S, Hemminki A & Wahlfors J. VP22 does not significantly 
enhance enzyme prodrug cancer gene therapy as a part of a VP22-HSVTk-GFP triple fusion construct. J Gene 
Med 2005; 7, 898-907.  

Hakkarainen T, Hemminki A et al. CD40 is expressed on ovarian cancer cells and can be utilized for targeting 
adenoviruses. Clin Cancer Res 2003; 9, 619-624.  

Hallahan DE, Mauceri HJ et al. Spatial and temporal control of gene therapy using ionizing radiation. Nat Med 
1995; 1, 786-791.  

Hallden G, Hill R et al. Novel immunocompetent murine tumor models for the assessment of replication-
competent oncolytic adenovirus efficacy. Mol Ther 2003; 8, 412-424.  

Hallenbeck PL, Chang YN et al. A novel tumor-specific replication-restricted adenoviral vector for gene therapy 
of hepatocellular carcinoma. Hum Gene Ther 1999; 10, 1721-1733.  

Hamada K, Kohno S et al. Identification of the human IAI.3B promoter element and its use in the construction of 
a replication-selective adenovirus for ovarian cancer therapy. Cancer Res 2003; 63, 2506-2512.  

Hamid O, Varterasian ML et al. Phase II trial of intravenous CI-1042 in patients with metastatic colorectal 
cancer. J Clin Oncol 2003; 21, 1498-1504.  

Hanahan D & Weinberg RA. The hallmarks of cancer. Cell 2000; 100, 57-70.  

Harada T, Enomoto A, Boorman GA & Maronpot RR. Pathology of the mouse: Reference and atlas. 1999;  

Harries M & Gore M. Part II: chemotherapy for epithelial ovarian cancer-treatment of recurrent disease. Lancet 
Oncol 2002; 3, 537-545.  

Harrison D, Sauthoff H, Heitner S, Jagirdar J, Rom WN & Hay JG. Wild-type adenovirus decreases tumor 
xenograft growth, but despite viral persistence complete tumor responses are rarely achieved--deletion of the 
viral E1b-19-kD gene increases the viral oncolytic effect. Hum Gene Ther 2001; 12, 1323-1332.  

Hasenburg A, Tong XW et al. Adenovirus-mediated thymidine kinase gene therapy in combination with 
topotecan for patients with recurrent ovarian cancer: 2.5-year follow-up. Gynecol Oncol 2001; 83, 549-554.  

Hasenburg A, Tong XW et al. Thymidine kinase gene therapy with concomitant topotecan chemotherapy for 
recurrent ovarian cancer. Cancer Gene Ther 2000; 7, 839-844.  

69 
 



Havenga MJ, Lemckert AA et al. Exploiting the natural diversity in adenovirus tropism for therapy and 
prevention of disease. J Virol 2002; 76, 4612-4620.  

Havenga MJ, Lemckert AA et al. Improved adenovirus vectors for infection of cardiovascular tissues. J Virol 
2001; 75, 3335-3342.  

Hawkins LK, Johnson L et al. Gene delivery from the E3 region of replicating human adenovirus: evaluation of 
the 6.7 K/gp19 K region. Gene Ther 2001; 8, 1123-1131.  

Haynes P, Lambert TR & Mitchell ID. Comparative in-vivo genotoxicity of antiviral nucleoside analogues; 
penciclovir, acyclovir, ganciclovir and the xanthine analogue, caffeine, in the mouse bone marrow micronucleus 
assay. Mutat Res 1996; 369, 65-74.  

He TC, Zhou S, da Costa LT, Yu J, Kinzler KW & Vogelstein B. A simplified system for generating 
recombinant adenoviruses. Proc Natl Acad Sci U S A 1998; 95, 2509-2514.  

Hecht JR, Bedford R et al. A phase I/II trial of intratumoral endoscopic ultrasound injection of ONYX-015 with 
intravenous gemcitabine in unresectable pancreatic carcinoma. Clin Cancer Res 2003; 9, 555-561.  

Heideman DA, Snijders PJ et al. Selective gene delivery toward gastric and esophageal adenocarcinoma cells via 
EpCAM-targeted adenoviral vectors. Cancer Gene Ther 2001; 8, 342-351.  

Heinemann V, Xu YZ et al. Cellular elimination of 2',2'-difluorodeoxycytidine 5'-triphosphate: a mechanism of 
self-potentiation. Cancer Res 1992; 52, 533-539.  

Heintz AP, Odicino F et al. Carcinoma of the ovary. J Epidemiol Biostat 2001; 6, 107-138.  

Heise C, Hermiston T et al. An adenovirus E1A mutant that demonstrates potent and selective systemic anti-
tumoral efficacy. Nat Med 2000a; 6, 1134-1139.  

Heise C, Lemmon M & Kirn D. Efficacy with a replication-selective adenovirus plus cisplatin-based 
chemotherapy: dependence on sequencing but not p53 functional status or route of administration. Clin Cancer 
Res 2000b; 6, 4908-4914.  

Heise C, Sampson-Johannes A, Williams A, McCormick F, Von Hoff DD & Kirn DH. ONYX-015, an E1B 
gene-attenuated adenovirus, causes tumor-specific cytolysis and antitumoral efficacy that can be augmented by 
standard chemotherapeutic agents. Nat Med 1997; 3, 639-645.  

Heise CC, Williams AM, Xue S, Propst M & Kirn DH. Intravenous administration of ONYX-015, a selectively 
replicating adenovirus, induces antitumoral efficacy. Cancer Res 1999; 59, 2623-2628.  

Hemminki A, Kanerva A et al. Modulation of coxsackie-adenovirus receptor expression for increased adenoviral 
transgene expression. Cancer Res 2003; 63, 847-853.  

Hemminki A, Wang M, Desmond RA, Strong TV, Alvarez RD & Curiel DT. Serum and ascites neutralizing 
antibodies in ovarian cancer patients treated with intraperitoneal adenoviral gene therapy. Hum Gene Ther 
2002a; 13, 1505-1514.  

Hemminki A, Zinn KR et al. In vivo molecular chemotherapy and noninvasive imaging with an infectivity-
enhanced adenovirus. J Natl Cancer Inst 2002b; 94, 741-749.  

Hemminki A, Belousova N et al. An adenovirus with enhanced infectivity mediates molecular chemotherapy of 
ovarian cancer cells and allows imaging of gene expression. Mol Ther 2001a; 4, 223-231.  

Hemminki A, Dmitriev I, Liu B, Desmond RA, Alemany R & Curiel DT. Targeting oncolytic adenoviral agents 
to the epidermal growth factor pathway with a secretory fusion molecule. Cancer Res 2001b; 61, 6377-6381.  

Hermiston TW & Kuhn I. Armed therapeutic viruses: strategies and challenges to arming oncolytic viruses with 
therapeutic genes. Cancer Gene Ther 2002; 9, 1022-1035.  

Hillen W & Berens C. Mechanisms underlying expression of Tn10 encoded tetracycline resistance. Annu Rev 
Microbiol 1994; 48, 345-369.  

Hoffmann D, Bangen JM, Bayer W & Wildner O. Synergy between expression of fusogenic membrane proteins, 
chemotherapy and facultative virotherapy in colorectal cancer. Gene Ther 2006; 13, 1534-1544.  

Hollstein M, Sidransky D, Vogelstein B & Harris CC. P53 Mutations in Human Cancers. Science 1991; 253, 49-
53.  

70 
 



Huang P, Chubb S, Hertel LW, Grindey GB & Plunkett W. Action of 2',2'-difluorodeoxycytidine on DNA 
synthesis. Cancer Res 1991; 51, 6110-6117.  

Idema S, Lamfers ML et al. AdDelta24 and the p53-expressing variant AdDelta24-p53 achieve potent anti-tumor 
activity in glioma when combined with radiotherapy. J Gene Med 2007; 9, 1046-1056.  

Ido A, Uto H et al. Gene therapy targeting for hepatocellular carcinoma: selective and enhanced suicide gene 
expression regulated by a hypoxia-inducible enhancer linked to a human alpha-fetoprotein promoter. Cancer Res 
2001; 61, 3016-3021.  

Ilsley DD, Lee SH, Miller WH & Kuchta RD. Acyclic guanosine analogs inhibit DNA polymerases alpha, delta, 
and epsilon with very different potencies and have unique mechanisms of action. Biochemistry 1995; 34, 2504-
2510.  

Immonen A, Vapalahti M et al. AdvHSV-tk gene therapy with intravenous ganciclovir improves survival in 
human malignant glioma: a randomised, controlled study. Mol Ther 2004; 10, 967-972.  

Jakubczak JL, Ryan P et al. An oncolytic adenovirus selective for retinoblastoma tumor suppressor protein 
pathway-defective tumors: dependence on E1A, the E2F-1 promoter, and viral replication for selectivity and 
efficacy. Cancer Res 2003; 63, 1490-1499.  

Kalyuzhniy O, Di Paolo NC et al. Adenovirus serotype 5 hexon is critical for virus infection of hepatocytes in 
vivo. Proc Natl Acad Sci U S A 2008; 105, 5483-5488.  

Kanerva A, Lavilla-Alonso S et al. Systemic therapy for cervical cancer with potentially regulatable oncolytic 
adenoviruses. PLoS ONE 2008; 3, e2917.  

Kanerva A & Hemminki A. Adenoviruses for treatment of cancer. Ann Med 2005; 37, 33-43.  

Kanerva A, Zinn KR et al. Noninvasive dual modality in vivo monitoring of the persistence and potency of a 
tumor targeted conditionally replicating adenovirus. Gene Ther 2005; 12, 87-94.  

Kanerva A, Bauerschmitz GJ et al. A cyclooxygenase-2 promoter-based conditionally replicating adenovirus 
with enhanced infectivity for treatment of ovarian adenocarcinoma. Gene Ther 2004; 11, 552-559.  

Kanerva A, Zinn KR et al. Enhanced therapeutic efficacy for ovarian cancer with a serotype 3 receptor-targeted 
oncolytic adenovirus. Mol Ther 2003; 8, 449-458.  

Kanerva A, Mikheeva GV et al. Targeting adenovirus to the serotype 3 receptor increases gene transfer 
efficiency to ovarian cancer cells. Clin Cancer Res 2002a; 8, 275-280.  

Kanerva A, Wang M et al. Gene transfer to ovarian cancer versus normal tissues with fiber-modified 
adenoviruses. Mol Ther 2002b; 5, 695-704.  

Kangasniemi L, Koskinen M et al. Extended release of adenovirus from silica implants in vitro and in vivo. Gene 
Ther 2009; 16, 103-110.  

Kangasniemi L, Kiviluoto T et al. Infectivity-enhanced adenoviruses deliver efficacy in clinical samples and 
orthotopic models of disseminated gastric cancer. Clin Cancer Res 2006; 12, 3137-3144.  

Kashentseva EA, Seki T, Curiel DT & Dmitriev IP. Adenovirus targeting to c-erbB-2 oncoprotein by single-
chain antibody fused to trimeric form of adenovirus receptor ectodomain. Cancer Res 2002; 62, 609-616.  

Kelly FJ, Miller CR et al. Selectivity of TAG-72-targeted adenovirus gene transfer to primary ovarian carcinoma 
cells versus autologous mesothelial cells in vitro. Clin Cancer Res 2000; 6, 4323-4333.  

Khuri FR, Nemunaitis J et al. a controlled trial of intratumoral ONYX-015, a selectively-replicating adenovirus, 
in combination with cisplatin and 5-fluorouracil in patients with recurrent head and neck cancer. Nat Med 2000; 
6, 879-885.  

Kim JH, Lee YS, Kim H, Huang JH, Yoon AR & Yun CO. Relaxin expression from tumor-targeting 
adenoviruses and its intratumoral spread, apoptosis induction, and efficacy. J Natl Cancer Inst 2006; 98, 1482-
1493.  

Kim M, Zinn KR et al. The therapeutic efficacy of adenoviral vectors for cancer gene therapy is limited by a low 
level of primary adenovirus receptors on tumour cells. Eur J Cancer 2002; 38, 1917-1926.  

71 
 



Kirn D. Clinical research results with dl1520 (Onyx-015), a replication-selective adenovirus for the treatment of 
cancer: what have we learned? Gene Ther 2001; 8, 89-98.  

Kojaoghlanian T, Flomenberg P & Horwitz MS. The impact of adenovirus infection on the 
immunocompromised host. Rev Med Virol 2003; 13, 155-171.  

Komarova S, Kawakami Y, Stoff-Khalili MA, Curiel DT & Pereboeva L. Mesenchymal progenitor cells as 
cellular vehicles for delivery of oncolytic adenoviruses. Mol Cancer Ther 2006; 5, 755-766.  

Krasnykh V, Belousova N, Korokhov N, Mikheeva G & Curiel DT. Genetic targeting of an adenovirus vector 
via replacement of the fiber protein with the phage T4 fibritin. J Virol 2001; 75, 4176-4183.  

Krasnykh V, Dmitriev I, Mikheeva G, Miller CR, Belousova N & Curiel DT. Characterization of an adenovirus 
vector containing a heterologous peptide epitope in the HI loop of the fiber knob. J Virol 1998; 72, 1844-1852.  

Krasnykh VN, Mikheeva GV, Douglas JT & Curiel DT. Generation of recombinant adenovirus vectors with 
modified fibers for altering viral tropism. J Virol 1996; 70, 6839-6846.  

Kritz AB, Nicol CG et al. Adenovirus 5 fibers mutated at the putative HSPG-binding site show restricted 
retargeting with targeting peptides in the HI loop. Mol Ther 2007; 15, 741-749.  

Kurihara T, Brough DE, Kovesdi I & Kufe DW. Selectivity of a replication-competent adenovirus for human 
breast carcinoma cells expressing the MUC1 antigen. J Clin Invest 2000; 106, 763-771.  

Kuriyama N, Kuriyama H, Julin CM, Lamborn KR & Israel MA. Protease pretreatment increases the efficacy of 
adenovirus-mediated gene therapy for the treatment of an experimental glioblastoma model. Cancer Res 2001; 
61, 1805-1809.  

Lam JT, Kanerva A et al. Inter-patient variation in efficacy of five oncolytic adenovirus candidates for ovarian 
cancer therapy. J Gene Med 2004; 6, 1333-1342.  

Lam JT, Bauerschmitz GJ et al. Replication of an integrin targeted conditionally replicating adenovirus on 
primary ovarian cancer spheroids. Cancer Gene Ther 2003; 10, 377-387.  

Lambright ES, Amin K et al. Inclusion of the herpes simplex thymidine kinase gene in a replicating adenovirus 
does not augment antitumor efficacy. Gene Ther 2001; 8, 946-953.  

Lamfers ML, Idema S et al. Differential effects of combined Ad5- delta 24RGD and radiation therapy in in vitro 
versus in vivo models of malignant glioma. Clin Cancer Res 2007; 13, 7451-7458.  

Lamfers ML, Fulci G et al. Cyclophosphamide increases transgene expression mediated by an oncolytic 
adenovirus in glioma-bearing mice monitored by bioluminescence imaging. Mol Ther 2006; 14, 779-788.  

Lamfers ML, Grill J et al. Potential of the conditionally replicative adenovirus Ad5-Delta24RGD in the 
treatment of malignant gliomas and its enhanced effect with radiotherapy. Cancer Res 2002; 62, 5736-5742.  

Lamont JP, Nemunaitis J, Kuhn JA, Landers SA & McCarty TM. A prospective phase II trial of ONYX-015 
adenovirus and chemotherapy in recurrent squamous cell carcinoma of the head and neck (the Baylor 
experience). Ann Surg Oncol 2000; 7, 588-592.  

Le LP, Everts M, Dmitriev IP, Davydova JG, Yamamoto M & Curiel DT. Fluorescently labeled adenovirus with 
pIX-EGFP for vector detection. Mol Imaging 2004; 3, 105-116.  

Lee WP, Tai DI et al. Adenovirus type 5 E1A sensitizes hepatocellular carcinoma cells to gemcitabine. Cancer 
Res 2003; 63, 6229-6236.  

Lehman AF, Kreyenbuhl J et al. The Schizophrenia Patient Outcomes Research Team (PORT): updated 
treatment recommendations 2003. Schizophr Bull 2004; 30, 193-217.  

Lei N, Shen FB et al. An oncolytic adenovirus expressing granulocyte macrophage colony-stimulating factor 
shows improved specificity and efficacy for treating human solid tumors. Cancer Gene Ther 2008;  

Lenaerts L & Naesens L. Antiviral therapy for adenovirus infections. Antiviral Res 2006; 71, 172-180.  

Leopold PL, Kreitzer G et al. Dynein- and microtubule-mediated translocation of adenovirus serotype 5 occurs 
after endosomal lysis. Hum Gene Ther 2000; 11, 151-165.  

72 
 



Lepley DM & Pelling JC. Induction of p21/WAF1 and G1 cell-cycle arrest by the chemopreventive agent 
apigenin. Mol Carcinog 1997; 19, 74-82.  

Li HJ, Everts M et al. Adenovirus tumor targeting and hepatic untargeting by a coxsackie/adenovirus receptor 
ectodomain anti-carcinoembryonic antigen bispecific adapter. Cancer Res 2007; 67, 5354-5361.  

Li J, Le L, Sibley DA, Mathis JM & Curiel DT. Genetic incorporation of HSV-1 thymidine kinase into the 
adenovirus protein IX for functional display on the virion. Virology 2005; 338, 247-258.  

Li Y, Yu DC et al. A hepatocellular carcinoma-specific adenovirus variant, CV890, eliminates distant human 
liver tumors in combination with doxorubicin. Cancer Res 2001; 61, 6428-6436.  

Lin CS, Chen ZP, Park T, Ghosh K & Leavitt J. Characterization of the human L-plastin gene promoter in 
normal and neoplastic cells. J Biol Chem 1993; 268, 2793-2801.  

Liu TC & Kirn D. Gene therapy progress and prospects cancer: oncolytic viruses. Gene Ther 2008; 15, 877-884.  

Liu Y & Deisseroth A. Oncolytic adenoviral vector carrying the cytosine deaminase gene for melanoma gene 
therapy. Cancer Gene Ther 2006; 13, 845-855.  

Ljungman P, Ribaud P et al. Cidofovir for adenovirus infections after allogeneic hematopoietic stem cell 
transplantation: a survey by the Infectious Diseases Working Party of the European Group for Blood and 
Marrow Transplantation. Bone Marrow Transplant 2003; 31, 481-486.  

Loimas S, Wahlfors J & Janne J. Herpes simplex virus thymidine kinase-green fluorescent protein fusion gene: 
new tool for gene transfer studies and gene therapy. BioTechniques 1998; 24, 614-618.  

Lowe SW & Ruley HE. Stabilization of the p53 tumor suppressor is induced by adenovirus 5 E1A and 
accompanies apoptosis. Genes Dev 1993; 7, 535-545.  

Lu W, Zheng S, Li XF, Huang JJ, Zheng X & Li Z. Intra-tumor injection of H101, a recombinant adenovirus, in 
combination with chemotherapy in patients with advanced cancers: a pilot phase II clinical trial. World J 
Gastroenterol 2004; 10, 3634-3638.  

Lukashev AN, Fuerer C, Chen MJ, Searle P & Iggo R. Late expression of nitroreductase in an oncolytic 
adenovirus sensitizes colon cancer cells to the prodrug CB1954. Hum Gene Ther 2005; 16, 1473-1483.  

Lund B, Hansen OP, Neijt JP, Theilade K & Hansen M. Phase II study of gemcitabine in previously platinum-
treated ovarian cancer patients. Anticancer Drugs 1995; 6 Suppl 6, 61-62.  

Luo J, Xia Q et al. Treatment of cancer with a novel dual-targeted conditionally replicative adenovirus armed 
with mda-7/IL-24 gene. Clin Cancer Res 2008; 14, 2450-2457.  

Lyons M, Onion D et al. Adenovirus type 5 interactions with human blood cells may compromise systemic 
delivery. Mol Ther 2006; 14, 118-128.  

Maemondo M, Saijo Y et al. Gene therapy with secretory leukoprotease inhibitor promoter-controlled 
replication-competent adenovirus for non-small cell lung cancer. Cancer Res 2004; 64, 4611-4620.  

Magnusson MK, Hong SS, Boulanger P & Lindholm L. Genetic retargeting of adenovirus: novel strategy 
employing "deknobbing" of the fiber. J Virol 2001; 75, 7280-7289.  

Makower D, Rozenblit A et al. Phase II clinical trial of intralesional administration of the oncolytic adenovirus 
ONYX-015 in patients with hepatobiliary tumors with correlative p53 studies. Clin Cancer Res 2003; 9, 693-
702.  

Mantwill K, Kohler-Vargas N et al. Inhibition of the multidrug-resistant phenotype by targeting YB-1 with a 
conditionally oncolytic adenovirus: implications for combinatorial treatment regimen with chemotherapeutic 
agents. Cancer Res 2006; 66, 7195-7202.  

Markman M, Webster K, Zanotti K, Kulp B, Peterson G & Belinson J. Phase 2 trial of single-agent gemcitabine 
in platinum-paclitaxel refractory ovarian cancer. Gynecol Oncol 2003; 90, 593-596.  

Marttila M, Persson D et al. CD46 is a cellular receptor for all species B adenoviruses except types 3 and 7. J 
Virol 2005; 79, 14429-14436.  

73 
 



Mastrangeli A, Harvey BG et al. "Sero-switch" adenovirus-mediated in vivo gene transfer: circumvention of 
anti-adenovirus humoral immune defenses against repeat adenovirus vector administration by changing the 
adenovirus serotype. Hum Gene Ther 1996; 7, 79-87.  

Matthews QL, Sibley DA et al. Genetic incorporation of a herpes simplex virus type 1 thymidine kinase and 
firefly luciferase fusion into the adenovirus protein IX for functional display on the virion. Mol Imaging 2006; 5, 
510-519.  

McConnell MJ & Imperiale MJ. Biology of adenovirus and its use as a vector for gene therapy. Hum Gene Ther 
2004; 15, 1022-1033.  

McGuire WP,3rd & Markman M. Primary ovarian cancer chemotherapy: current standards of care. Br J Cancer 
2003; 89 Suppl 3, S3-8.  

Mercier GT, Campbell JA, Chappell JD, Stehle T, Dermody TS & Barry MA. A chimeric adenovirus vector 
encoding reovirus attachment protein sigma1 targets cells expressing junctional adhesion molecule 1. Proc Natl 
Acad Sci U S A 2004; 101, 6188-6193.  

Mezhir JJ, Smith KD et al. Ionizing radiation: a genetic switch for cancer therapy. Cancer Gene Ther 2006; 13, 
1-6.  

Miller CR, Buchsbaum DJ et al. Differential susceptibility of primary and established human glioma cells to 
adenovirus infection: targeting via the epidermal growth factor receptor achieves fiber receptor-independent 
gene transfer. Cancer Res 1998; 58, 5738-5748.  

Miller WH & Miller RL. Phosphorylation of acyclovir (acycloguanosine) monophosphate by GMP kinase. J Biol 
Chem 1980; 255, 7204-7207.  

Min JJ & Gambhir SS. Gene therapy progress and prospects: noninvasive imaging of gene therapy in living 
subjects. Gene Ther 2004; 11, 115-125.  

Minchinton AI & Tannock IF. Drug penetration in solid tumours. Nat Rev Cancer 2006; 6, 583-592.  

Minotti G, Menna P, Salvatorelli E, Cairo G & Gianni L. Anthracyclines: molecular advances and 
pharmacologic developments in antitumor activity and cardiotoxicity. Pharmacol Rev 2004; 56, 185-229.  

Mizuguchi H & Hayakawa T. Adenovirus vectors containing chimeric type 5 and type 35 fiber proteins exhibit 
altered and expanded tropism and increase the size limit of foreign genes. Gene 2002; 285, 69-77.  

Mizuguchi H, Koizumi N et al. A simplified system for constructing recombinant adenoviral vectors containing 
heterologous peptides in the HI loop of their fiber knob. Gene Ther 2001; 8, 730-735.  

Moffatt S, Hays J, HogenEsch H & Mittal SK. Circumvention of vector-specific neutralizing antibody response 
by alternating use of human and non-human adenoviruses: implications in gene therapy. Virology 2000; 272, 
159-167.  

Morley S, MacDonald G, Kirn D, Kaye S, Brown R & Soutar D. The dl1520 virus is found preferentially in 
tumor tissue after direct intratumoral injection in oral carcinoma. Clin Cancer Res 2004; 10, 4357-4362.  

Morris JC & Wildner O. Therapy of head and neck squamous cell carcinoma with an oncolytic adenovirus 
expressing HSV-tk. Mol Ther 2000; 1, 56-62.  

Mujoo K, Maneval DC, Anderson SC & Gutterman JU. Adenoviral-mediated p53 tumor suppressor gene 
therapy of human ovarian carcinoma. Oncogene 1996; 12, 1617-1623.  

Mulvihill S, Warren R et al. Safety and feasibility of injection with an E1B-55 kDa gene-deleted, replication-
selective adenovirus (ONYX-015) into primary carcinomas of the pancreas: a phase I trial. Gene Ther 2001; 8, 
308-315.  

Muruve DA. The innate immune response to adenovirus vectors. Hum Gene Ther 2004; 15, 1157-1166.  

Naesens L, Lenaerts L et al. Antiadenovirus activities of several classes of nucleoside and nucleotide analogues. 
Antimicrob Agents Chemother 2005; 49, 1010-1016.  

Nakayama M, Both GW et al. An adenovirus serotype 5 vector with fibers derived from ovine atadenovirus 
demonstrates CAR-independent tropism and unique biodistribution in mice. Virology 2006; 350, 103-115.  

74 
 



Nanda D, Vogels R, Havenga M, Avezaat CJ, Bout A & Smitt PS. Treatment of malignant gliomas with a 
replicating adenoviral vector expressing herpes simplex virus-thymidine kinase. Cancer Res 2001; 61, 8743-
8750.  

Nemunaitis J, Senzer N et al. A phase I trial of intravenous infusion of ONYX-015 and enbrel in solid tumor 
patients. Cancer Gene Ther 2007; 14, 885-893.  

Nemunaitis J, Cunningham C et al. Pilot trial of intravenous infusion of a replication-selective adenovirus 
(ONYX-015) in combination with chemotherapy or IL-2 treatment in refractory cancer patients. Cancer Gene 
Ther 2003; 10, 341-352.  

Nemunaitis J, Cunningham C et al. Intravenous infusion of a replication-selective adenovirus (ONYX-015) in 
cancer patients: safety, feasibility and biological activity. Gene Ther 2001a; 8, 746-759.  

Nemunaitis J, Khuri F et al. Phase II trial of intratumoral administration of ONYX-015, a replication-selective 
adenovirus, in patients with refractory head and neck cancer. J Clin Oncol 2001b; 19, 289-298.  

Nemunaitis J, Ganly I et al. Selective replication and oncolysis in p53 mutant tumors with ONYX-015, an E1B-
55kD gene-deleted adenovirus, in patients with advanced head and neck cancer: a phase II trial. Cancer Res 
2000; 60, 6359-6366.  

Nettelbeck DM, Rivera AA, Balague C, Alemany R & Curiel DT. Novel oncolytic adenoviruses targeted to 
melanoma: specific viral replication and cytolysis by expression of E1A mutants from the tyrosinase 
enhancer/promoter. Cancer Res 2002; 62, 4663-4670.  

Nevins JR. E2F: a link between the Rb tumor suppressor protein and viral oncoproteins. Science 1992; 258, 424-
429.  

Nicklin SA, White SJ, Nicol CG, Von Seggern DJ & Baker AH. In vitro and in vivo characterisation of 
endothelial cell selective adenoviral vectors. J Gene Med 2004; 6, 300-308.  

Nicklin SA, Reynolds PN et al. Analysis of cell-specific promoters for viral gene therapy targeted at the vascular 
endothelium. Hypertension 2001; 38, 65-70.  

Nielsen LL, Lipari P, Dell J, Gurnani M & Hajian G. Adenovirus-mediated p53 gene therapy and paclitaxel have 
synergistic efficacy in models of human head and neck, ovarian, prostate, and breast cancer. Clin Cancer Res 
1998; 4, 835-846.  

Nielsen SE, Young JF et al. Effect of parsley (Petroselinum crispum) intake on urinary apigenin excretion, blood 
antioxidant enzymes and biomarkers for oxidative stress in human subjects. Br J Nutr 1999; 81, 447-455.  

Okegawa T, Pong RC, Li Y, Bergelson JM, Sagalowsky AI & Hsieh JT. The mechanism of the growth-
inhibitory effect of coxsackie and adenovirus receptor (CAR) on human bladder cancer: a functional analysis of 
car protein structure. Cancer Res 2001; 61, 6592-6600.  

Ono HA, Davydova JG et al. Promoter-controlled infectivity-enhanced conditionally replicative adenoviral 
vectors for the treatment of gastric cancer. J Gastroenterol 2005; 40, 31-42.  

Oosterhoff D, Pinedo HM, Witlox MA, Carette JE, Gerritsen WR & van Beusechem VW. Gene-directed enzyme 
prodrug therapy with carboxylesterase enhances the anticancer efficacy of the conditionally replicating 
adenovirus AdDelta24. Gene Ther 2005; 12, 1011-1018.  

O'Riordan CR, Lachapelle A et al. PEGylation of adenovirus with retention of infectivity and protection from 
neutralizing antibody in vitro and in vivo. Hum Gene Ther 1999; 10, 1349-1358.  

Ouchi M, Kawamura H, Urata Y & Fujiwara T. Antiviral activity of cidofovir against telomerase-specific 
replication-selective oncolytic adenovirus, OBP-301 (Telomelysin). Invest New Drugs 2008;  

Page JG, Tian B et al. Identifying the safety profile of a novel infectivity-enhanced conditionally replicative 
adenovirus, Ad5-delta24-RGD, in anticipation of a phase I trial for recurrent ovarian cancer. Am J Obstet 
Gynecol 2007; 196, 389.e1-9; discussion 389.e9-10.  

Pan JJ, Zhang SW et al. Effect of Recombinant Adenovirus-p53 Combined With Radiotherapy on Long-Term 
Prognosis of Advanced Nasopharyngeal Carcinoma. J Clin Oncol 2008;  

Pan Q, Liu B, Liu J, Cai R, Wang Y & Qian C. Synergistic induction of tumor cell death by combining cisplatin 
with an oncolytic adenovirus carrying TRAIL. Mol Cell Biochem 2007a; 304, 315-323.  

75 
 



Pan QW, Zhong SY et al. Enhanced sensitivity of hepatocellular carcinoma cells to chemotherapy with a Smac-
armed oncolytic adenovirus. Acta Pharmacol Sin 2007b; 28, 1996-2004.  

Parker AL, McVey JH et al. Influence of coagulation factor zymogens on the infectivity of adenoviruses 
pseudotyped with fibers from subgroup D. J Virol 2007; 81, 3627-3631.  

Parker AL, Waddington SN et al. Multiple vitamin K-dependent coagulation zymogens promote adenovirus-
mediated gene delivery to hepatocytes. Blood 2006; 108, 2554-2561.  

Parkin DM, Bray F, Ferlay J & Pisani P. Global cancer statistics, 2002. CA Cancer J Clin 2005; 55, 74-108.  

Patel D, Shukla S & Gupta S. Apigenin and cancer chemoprevention: progress, potential and promise (review). 
Int J Oncol 2007; 30, 233-245.  

Pelaez I, Lacave AJ et al. Phase II trial of epirubicin at standard dose in relapsed ovarian cancer. Eur J Cancer 
1996; 32A, 899-900.  

Peng XY, Won JH et al. The use of the L-plastin promoter for adenoviral-mediated, tumor-specific gene 
expression in ovarian and bladder cancer cell lines. Cancer Res 2001; 61, 4405-4413.  

Pereboev AV, Asiedu CK et al. Coxsackievirus-adenovirus receptor genetically fused to anti-human CD40 scFv 
enhances adenoviral transduction of dendritic cells. Gene Ther 2002; 9, 1189-1193.  

Pereboeva L & Curiel DT. Cellular vehicles for cancer gene therapy: current status and future potential. 
BioDrugs 2004; 18, 361-385.  

Plunkett W, Huang P, Xu YZ, Heinemann V, Grunewald, R & Gandhi V. Gemcitabine, metabolism, 
mechanisms of action, and self-potentiation. Semin Oncol 1995; 22, 3-10. 

Portella G, Pacelli R et al. ONYX-015 enhances radiation-induced death of human anaplastic thyroid carcinoma 
cells. J Clin Endocrinol Metab 2003; 88, 5027-5032.  

Portella G, Scala S, Vitagliano D, Vecchio G & Fusco A. ONYX-015, an E1B gene-defective adenovirus, 
induces cell death in human anaplastic thyroid carcinoma cell lines. J Clin Endocrinol Metab 2002; 87, 2525-
2531.  

Post DE, Khuri FR, Simons JW & Van Meir EG. Replicative oncolytic adenoviruses in multimodal cancer 
regimens. Hum Gene Ther 2003; 14, 933-946.  

Rahman A, Tsai V et al. Specific depletion of human anti-adenovirus antibodies facilitates transduction in an in 
vivo model for systemic gene therapy. Mol Ther 2001; 3, 768-778.  

Ramesh N, Ge Y et al. CG0070, a conditionally replicating granulocyte macrophage colony-stimulating factor--
armed oncolytic adenovirus for the treatment of bladder cancer. Clin Cancer Res 2006; 12, 305-313.  

Rancourt C, Rogers BE et al. Basic fibroblast growth factor enhancement of adenovirus-mediated delivery of the 
herpes simplex virus thymidine kinase gene results in augmented therapeutic benefit in a murine model of 
ovarian cancer. Clin Cancer Res 1998; 4, 2455-2461.  

Ranki T, Sarkioja M, Hakkarainen T, von Smitten K, Kanerva A & Hemminki A. Systemic efficacy of oncolytic 
adenoviruses in imagable orthotopic models of hormone refractory metastatic breast cancer. Int J Cancer 2007; 
121, 165-174.  

Raper SE, Chirmule N et al. Fatal systemic inflammatory response syndrome in a ornithine transcarbamylase 
deficient patient following adenoviral gene transfer. Mol Genet Metab 2003; 80, 148-158.  

Rea D, Havenga MJ et al. Highly efficient transduction of human monocyte-derived dendritic cells with 
subgroup B fiber-modified adenovirus vectors enhances transgene-encoded antigen presentation to cytotoxic T 
cells. J Immunol 2001; 166, 5236-5244.  

Reid T, Galanis E et al. Hepatic arterial infusion of a replication-selective oncolytic adenovirus (dl1520): phase 
II viral, immunologic, and clinical endpoints. Cancer Res 2002; 62, 6070-6079.  

Reid T, Galanis E et al. Intra-arterial administration of a replication-selective adenovirus (dl1520) in patients 
with colorectal carcinoma metastatic to the liver: a phase I trial. Gene Ther 2001; 8, 1618-1626.  

Reid TR, Freeman S, Post L, McCormick F & Sze DY. Effects of Onyx-015 among metastatic colorectal cancer 
patients that have failed prior treatment with 5-FU/leucovorin. Cancer Gene Ther 2005; 12, 673-681.  

76 
 



Rein DT, Breidenbach M et al. A fiber-modified, secretory leukoprotease inhibitor promoter-based conditionally 
replicating adenovirus for treatment of ovarian cancer. Clin Cancer Res 2005; 11, 1327-1335.  

Reynolds PN, Nicklin SA et al. Combined transductional and transcriptional targeting improves the specificity of 
transgene expression in vivo. Nat Biotechnol 2001; 19, 838-842.  

Reynolds PN, Zinn KR et al. A targetable, injectable adenoviral vector for selective gene delivery to pulmonary 
endothelium in vivo. Mol Ther 2000; 2, 562-578.  

Ries SJ, Brandts CH et al. Loss of p14ARF in tumor cells facilitates replication of the adenovirus mutant dl1520 
(ONYX-015). Nat Med 2000; 6, 1128-1133.  

Rocconi RP, Zhu ZB et al. Treatment of ovarian cancer with a novel dual targeted conditionally replicative 
adenovirus (CRAd). Gynecol Oncol 2007; 105, 113-121.  

Rodriguez R, Schuur ER, Lim HY, Henderson GA, Simons JW & Henderson DR. Prostate attenuated replication 
competent adenovirus (ARCA) CN706: a selective cytotoxic for prostate-specific antigen-positive prostate 
cancer cells. Cancer Res 1997; 57, 2559-2563.  

Roelvink PW, Lizonova A et al. The coxsackievirus-adenovirus receptor protein can function as a cellular 
attachment protein for adenovirus serotypes from subgroups A, C, D, E, and F. J Virol 1998; 72, 7909-7915.  

Rogulski KR, Freytag SO et al. In vivo antitumor activity of ONYX-015 is influenced by p53 status and is 
augmented by radiotherapy. Cancer Res 2000a; 60, 1193-1196.  

Rogulski KR, Wing MS, Paielli DL, Gilbert JD, Kim JH & Freytag SO. Double suicide gene therapy augments 
the antitumor activity of a replication-competent lytic adenovirus through enhanced cytotoxicity and 
radiosensitization. Hum Gene Ther 2000b; 11, 67-76.  

Rosenfeld ME, Feng M, Michael SI, Siegal GP, Alvarez RD & Curiel DT. Adenoviral-mediated delivery of the 
herpes simplex virus thymidine kinase gene selectively sensitizes human ovarian carcinoma cells to ganciclovir. 
Clin Cancer Res 1995; 1, 1571-1580.  

Rothmann T, Hengstermann A, Whitaker NJ, Scheffner M & zur Hausen H. Replication of ONYX-015, a 
potential anticancer adenovirus, is independent of p53 status in tumor cells. J Virol 1998; 72, 9470-9478.  

Rowe WP, Huebner RJ, Gilmore LK, Parrott RH & Ward TG. Isolation of a cytopathogenic agent from human 
adenoids undergoing spontaneous degeneration in tissue culture. Proc Soc Exp Biol Med 1953; 84, 570-573.  

Rudin CM, Cohen EE et al. An attenuated adenovirus, ONYX-015, as mouthwash therapy for premalignant oral 
dysplasia. J Clin Oncol 2003; 21, 4546-4552.  

Russell WC. Update on adenovirus and its vectors. J Gen Virol 2000; 81, 2573-2604.  

Rux JJ & Burnett RM. Adenovirus structure. Hum Gene Ther 2004; 15, 1167-1176.  

Ryan PC, Jakubczak JL et al. Antitumor efficacy and tumor-selective replication with a single intravenous 
injection of OAS403, an oncolytic adenovirus dependent on two prevalent alterations in human cancer. Cancer 
Gene Ther 2004; 11, 555-569.  

Sanchez-Prieto R, Quintanilla M et al. Carcinoma cell lines become sensitive to DNA-damaging agents by the 
expression of the adenovirus E1A gene. Oncogene 1996; 13, 1083-1092.  

Santoso JT, Tang DC et al. Adenovirus-based p53 gene therapy in ovarian cancer. Gynecol Oncol 1995; 59, 171-
178.  

Sarkioja M, Pesonen S et al. Changing the adenovirus fiber for retaining gene delivery efficacy in the presence 
of neutralizing antibodies. Gene Ther 2008; 15, 921-929.  

Sato F, Matsukawa Y, Matsumoto K, Nishino H & Sakai T. Apigenin induces morphological differentiation and 
G2-M arrest in rat neuronal cells. Biochem Biophys Res Commun 1994; 204, 578-584.  

Saukkonen K & Hemminki A. Tissue-specific promoters for cancer gene therapy. Expert Opin Biol Ther 2004; 
4, 683-696.  

Saukkonen K, Rintahaka J et al. Cyclooxygenase-2 and gastric carcinogenesis. APMIS 2003; 111, 915-925.  

77 
 



Sauthoff H, Pipiya T et al. Late expression of p53 from a replicating adenovirus improves tumor cell killing and 
is more tumor cell specific than expression of the adenoviral death protein. Hum Gene Ther 2002; 13, 1859-
1871.  

Schiedner G, Hertel S, Johnston M, Dries V, van Rooijen N & Kochanek S. Selective depletion or blockade of 
Kupffer cells leads to enhanced and prolonged hepatic transgene expression using high-capacity adenoviral 
vectors. Mol Ther 2003; 7, 35-43.  

Seidman MA, Hogan SM, Wendland RL, Worgall S, Crystal RG & Leopold PL. Variation in adenovirus 
receptor expression and adenovirus vector-mediated transgene expression at defined stages of the cell cycle. Mol 
Ther 2001; 4, 13-21.  

Shahin MS, Hughes JH, Sood AK & Buller RE. The prognostic significance of p53 tumor suppressor gene 
alterations in ovarian carcinoma. Cancer 2000; 89, 2006-2017.  

Shao R, Hu MC et al. E1A sensitizes cells to tumor necrosis factor-induced apoptosis through inhibition of 
IkappaB kinases and nuclear factor kappaB activities. J Biol Chem 1999; 274, 21495-21498.  

Shao R, Karunagaran D et al. Inhibition of nuclear factor-kappaB activity is involved in E1A-mediated 
sensitization of radiation-induced apoptosis. J Biol Chem 1997; 272, 32739-32742.  

Shapiro JD, Millward MJ et al. Activity of gemcitabine in patients with advanced ovarian cancer: responses seen 
following platinum and paclitaxel. Gynecol Oncol 1996; 63, 89-93.  

Shayakhmetov DM, Gaggar A, Ni S, Li ZY & Lieber A. Adenovirus binding to blood factors results in liver cell 
infection and hepatotoxicity. J Virol 2005; 79, 7478-7491.  

Shayakhmetov DM, Li ZY, Ni S & Lieber A. Targeting of adenovirus vectors to tumor cells does not enable 
efficient transduction of breast cancer metastases. Cancer Res 2002; 62, 1063-1068.  

Shayakhmetov DM, Papayannopoulou T, Stamatoyannopoulos G & Lieber A. Efficient gene transfer into human 
CD34(+) cells by a retargeted adenovirus vector. J Virol 2000; 74, 2567-2583.  

Sherr CJ. Cancer cell cycles. Science 1996; 274, 1672-1677.  

Short JJ, Pereboev AV, Kawakami Y, Vasu C, Holterman MJ & Curiel DT. Adenovirus serotype 3 utilizes 
CD80 (B7.1) and CD86 (B7.2) as cellular attachment receptors. Virology 2004; 322, 349-359.  

Sirena D, Lilienfeld B et al. The human membrane cofactor CD46 is a receptor for species B adenovirus 
serotype 3. J Virol 2004; 78, 4454-4462.  

Slamon DJ, Godolphin W et al. Studies of the HER-2/neu proto-oncogene in human breast and ovarian cancer. 
Science 1989; 244, 707-712.  

Small EJ, Carducci MA et al. A Phase I Trial of Intravenous CG7870, a Replication-Selective, Prostate-Specific 
Antigen-Targeted Oncolytic Adenovirus, for the Treatment of Hormone-Refractory, Metastatic Prostate Cancer. 
Mol Ther 2006; 14, 107-117.  

Smith RR, Huebner RJ, Rowe WP, Schatten WE & Thomas LB. Studies on the use of viruses in the treatment of 
carcinoma of the cervix. Cancer 1956; 9, 1211-1218.  

Smith TA, Idamakanti N et al. Adenovirus serotype 5 fiber shaft influences in vivo gene transfer in mice. Hum 
Gene Ther 2003; 14, 777-787.  

Smith TA, White BD, Gardner JM, Kaleko M & McClelland A. Transient immunosuppression permits 
successful repetitive intravenous administration of an adenovirus vector. Gene Ther 1996; 3, 496-502.  

Stecher H, Shayakhmetov DM, Stamatoyannopoulos G & Lieber A. A capsid-modified adenovirus vector devoid 
of all viral genes: assessment of transduction and toxicity in human hematopoietic cells. Mol Ther 2001; 4, 36-
44.  

Stevenson SC, Rollence M, Marshall-Neff J & McClelland A. Selective targeting of human cells by a chimeric 
adenovirus vector containing a modified fiber protein. J Virol 1997; 71, 4782-4790.  

Stevenson SC, Rollence M, White B, Weaver L & McClelland A. Human adenovirus serotypes 3 and 5 bind to 
two different cellular receptors via the fiber head domain. J Virol 1995; 69, 2850-2857.  

78 
 



Stewart PL, Chiu CY et al. Cryo-EM visualization of an exposed RGD epitope on adenovirus that escapes 
antibody neutralization. EMBO J 1997; 16, 1189-1198.  

Stewart PL, Fuller SD & Burnett RM. Difference imaging of adenovirus: bridging the resolution gap between X-
ray crystallography and electron microscopy. EMBO J 1993; 12, 2589-2599.  

Stewart PL, Burnett RM, Cyrklaff M & Fuller SD. Image reconstruction reveals the complex molecular 
organization of adenovirus. Cell 1991; 67, 145-154.  

Stoff-Khalili MA, Rivera AA et al. A human adenoviral vector with a chimeric fiber from canine adenovirus 
type 1 results in novel expanded tropism for cancer gene therapy. Gene Ther 2005; 12, 1696-1706.  

Stone D, Liu Y, Shayakhmetov D, Li ZY, Ni S & Lieber A. Adenovirus-platelet interaction in blood causes virus 
sequestration to the reticuloendothelial system of the liver. J Virol 2007; 81, 4866-4871.  

Stubdal H, Perin N et al. A prodrug strategy using ONYX-015-based replicating adenoviruses to deliver rabbit 
carboxylesterase to tumor cells for conversion of CPT-11 to SN-38. Cancer Res 2003; 63, 6900-6908.  

Su C, Peng L et al. Immune gene-viral therapy with triplex efficacy mediated by oncolytic adenovirus carrying 
an interferon-gamma gene yields efficient antitumor activity in immunodeficient and immunocompetent mice. 
Mol Ther 2006; 13, 918-927.  

Suzuki K, Alemany R, Yamamoto M & Curiel DT. The presence of the adenovirus E3 region improves the 
oncolytic potency of conditionally replicative adenoviruses. Clin Cancer Res 2002; 8, 3348-3359.  

Suzuki K, Fueyo J, Krasnykh V, Reynolds PN, Curiel DT & Alemany R. A conditionally replicative adenovirus 
with enhanced infectivity shows improved oncolytic potency. Clin Cancer Res 2001; 7, 120-126.  

Tai YT, Strobel T, Kufe D & Cannistra SA. In vivo cytotoxicity of ovarian cancer cells through tumor-selective 
expression of the BAX gene. Cancer Res 1999; 59, 2121-2126.  

Tewey KM, Rowe TC, Yang L, Halligan BD & Liu LF. Adriamycin-induced DNA damage mediated by 
mammalian DNA topoisomerase II. Science 1984; 226, 466-468.  

Thust R, Schacke M & Wutzler P. Cytogenetic genotoxicity of antiherpes virostatics in Chinese hamster V79-E 
cells. I. Purine nucleoside analogues. Antiviral Res 1996; 31, 105-113.  

Tillman BW, de Gruijl TD et al. Maturation of dendritic cells accompanies high-efficiency gene transfer by a 
CD40-targeted adenoviral vector. J Immunol 1999; 162, 6378-6383.  

Tjuvajev JG, Avril N et al. Imaging herpes virus thymidine kinase gene transfer and expression by positron 
emission tomography. Cancer Res 1998; 58, 4333-4341.  

Tjuvajev JG, Finn R et al. Noninvasive imaging of herpes virus thymidine kinase gene transfer and expression: a 
potential method for monitoring clinical gene therapy. Cancer Res 1996; 56, 4087-4095.  

Tong XW, Block A et al. In vivo gene therapy of ovarian cancer by adenovirus-mediated thymidine kinase gene 
transduction and ganciclovir administration. Gynecol Oncol 1996; 61, 175-179.  

Tsukuda K, Wiewrodt R, Molnar-Kimber K, Jovanovic VP & Amin KM. An E2F-responsive replication-
selective adenovirus targeted to the defective cell cycle in cancer cells: potent antitumoral efficacy but no 
toxicity to normal cell. Cancer Res 2002; 62, 3438-3447.  

Tsuruta Y, Pereboeva L et al. A fiber-modified mesothelin promoter-based conditionally replicating adenovirus 
for treatment of ovarian cancer. Clin Cancer Res 2008; 14, 3582-3588.  

Tsuruta Y, Pereboeva L et al. A mosaic fiber adenovirus serotype 5 vector containing reovirus sigma 1 and 
adenovirus serotype 3 knob fibers increases transduction in an ovarian cancer ex vivo system via a coxsackie and 
adenovirus receptor-independent pathway. Clin Cancer Res 2007; 13, 2777-2783.  

Tsuruta Y, Pereboeva L et al. Reovirus sigma1 fiber incorporated into adenovirus serotype 5 enhances infectivity 
via a CAR-independent pathway. Biochem Biophys Res Commun 2005; 335, 205-214.  

Tuve S, Wang H et al. A new group B adenovirus receptor is expressed at high levels on human stem and tumor 
cells. J Virol 2006; 80, 12109-12120.  

Uchino J, Takayama K et al. Infectivity enhanced, hTERT promoter-based conditionally replicative adenoviruses 
are useful for SCLC treatment. Cancer Gene Ther 2005; 12, 737-748.  

79 
 



Ueno NT, Bartholomeusz C et al. E1A-mediated paclitaxel sensitization in HER-2/neu-overexpressing ovarian 
cancer SKOV3.ip1 through apoptosis involving the caspase-3 pathway. Clin Cancer Res 2000; 6, 250-259.  

Ulasov IV, Rivera AA et al. An oncolytic adenoviral vector carrying the tyrosinase promoter for glioma gene 
therapy. Int J Oncol 2007; 31, 1177-1185.  

van Beusechem VW, van den Doel PB, Grill J, Pinedo HM & Gerritsen WR. Conditionally replicative 
adenovirus expressing p53 exhibits enhanced oncolytic potency. Cancer Res 2002; 62, 6165-6171.  

van Beusechem VW, van Rijswijk AL, van Es HH, Haisma HJ, Pinedo HM & Gerritsen WR. Recombinant 
adenovirus vectors with knobless fibers for targeted gene transfer. Gene Ther 2000; 7, 1940-1946.  

van Dillen IJ, Mulder NH, Vaalburg W, de Vries EF & Hospers GA. Influence of the bystander effect on HSV-
tk/GCV gene therapy. A review. Curr Gene Ther 2002; 2, 307-322.  

Vanderkwaak TJ, Wang M et al. An advanced generation of adenoviral vectors selectively enhances gene 
transfer for ovarian cancer gene therapy approaches. Gynecol Oncol 1999; 74, 227-234.  

Vasey PA, Shulman LN et al. Phase I trial of intraperitoneal injection of the E1B-55-kd-gene-deleted adenovirus 
ONYX-015 (dl1520) given on days 1 through 5 every 3 weeks in patients with recurrent/refractory epithelial 
ovarian cancer. J Clin Oncol 2002; 20, 1562-1569.  

Vellinga J, Rabelink MJ et al. Spacers increase the accessibility of peptide ligands linked to the carboxyl 
terminus of adenovirus minor capsid protein IX. J Virol 2004; 78, 3470-3479.  

Vermorken JB, Kobierska A, Chevallier B, Zanaboni F, Pawinski A & Bolis G. A phase II study of high-dose 
epirubicin in ovarian cancer patients previously treated with cisplatin. EORTC Gynecological Cancer 
Cooperative Group. Ann Oncol 2000; 11, 1035-1040.  

Vermorken JB, ten Bokkel Huinink WW et al. Phase I study of high-dose epirubicin in platinum-pretreated 
patients with ovarian carcinoma. Oncology 1999; 57, 10-16.  

Vigne E, Mahfouz I, Dedieu JF, Brie A, Perricaudet M & Yeh P. RGD inclusion in the hexon monomer provides 
adenovirus type 5-based vectors with a fiber knob-independent pathway for infection. J Virol 1999; 73, 5156-
5161.  

Volpers C & Kochanek S. Adenoviral vectors for gene transfer and therapy. J Gene Med 2004; 5, S164-S171. 

Waddington SN, McVey JH et al. Adenovirus serotype 5 hexon mediates liver gene transfer. Cell 2008; 132, 
397-409.  

Wang LH, Rothberg KG & Anderson RG. Mis-assembly of clathrin lattices on endosomes reveals a regulatory 
switch for coated pit formation. J Cell Biol 1993; 123, 1107-1117.  

Wang W, Heideman L, Chung CS, Pelling JC, Koehler KJ & Birt DF. Cell-cycle arrest at G2/M and growth 
inhibition by apigenin in human colon carcinoma cell lines. Mol Carcinog 2000; 28, 102-110.  

Wen SF, Mahavni V et al. Assessment of p53 gene transfer and biological activities in a clinical study of 
adenovirus-p53 gene therapy for recurrent ovarian cancer. Cancer Gene Ther 2003; 10, 224-238.  

Whyte P, Williamson NM & Harlow E. Cellular targets for transformation by the adenovirus E1A proteins. Cell 
1989; 56, 67-75.  

Whyte P, Buchkovich KJ et al. Association between an oncogene and an anti-oncogene: the adenovirus E1A 
proteins bind to the retinoblastoma gene product. Nature 1988; 334, 124-129.  

Wickham TJ, Tzeng E et al. Increased in vitro and in vivo gene transfer by adenovirus vectors containing 
chimeric fiber proteins. J Virol 1997; 71, 8221-8229.  

Wickham TJ, Roelvink PW, Brough DE & Kovesdi I. Adenovirus targeted to heparan-containing receptors 
increases its gene delivery efficiency to multiple cell types. Nat Biotechnol 1996a; 14, 1570-1573.  

Wickham TJ, Segal DM et al. Targeted adenovirus gene transfer to endothelial and smooth muscle cells by using 
bispecific antibodies. J Virol 1996b; 70, 6831-6838.  

Wickham TJ, Mathias P, Cheresh DA & Nemerow GR. Integrins alpha v beta 3 and alpha v beta 5 promote 
adenovirus internalization but not virus attachment. Cell 1993; 73, 309-319.  

80 
 



Wildner O. Comparison of replication-selective, oncolytic viruses for the treatment of human cancers. Curr Opin 
Mol Ther 2003; 5, 351-361.  

Wildner O, Hoffmann D, Jogler C & Uberla K. Comparison of HSV-1 thymidine kinase-dependent and -
independent inhibition of replication-competent adenoviral vectors by a panel of drugs. Cancer Gene Ther 2003; 
10, 791-802.  

Wildner O & Morris JC. The role of the E1B 55 kDa gene product in oncolytic adenoviral vectors expressing 
herpes simplex virus-tk: assessment of antitumor efficacy and toxicity. Cancer Res 2000; 60, 4167-4174.  

Wildner O, Blaese RM & Morris JC. Therapy of colon cancer with oncolytic adenovirus is enhanced by the 
addition of herpes simplex virus-thymidine kinase. Cancer Res 1999a; 59, 410-413.  

Wildner O, Morris JC, Vahanian NN, Ford H,Jr, Ramsey WJ & Blaese RM. Adenoviral vectors capable of 
replication improve the efficacy of HSVtk/GCV suicide gene therapy of cancer. Gene Ther 1999b; 6, 57-62.  

Wolf JK, Bodurka DC et al. A phase I study of Adp53 (INGN 201; ADVEXIN) for patients with platinum- and 
paclitaxel-resistant epithelial ovarian cancer. Gynecol Oncol 2004; 94, 442-448.  

Work LM, Nicklin SA et al. Development of efficient viral vectors selective for vascular smooth muscle cells. 
Mol Ther 2004a; 9, 198-208.  

Work LM, Ritchie N, Nicklin SA, Reynolds PN & Baker AH. Dual targeting of gene delivery by genetic 
modification of adenovirus serotype 5 fibers and cell-selective transcriptional control. Gene Ther 2004b; 11, 
1296-1300.  

Wu E, Pache L et al. Flexibility of the adenovirus fiber is required for efficient receptor interaction. J Virol 2003; 
77, 7225-7235.  

Wu H, Han T et al. Identification of sites in adenovirus hexon for foreign peptide incorporation. J Virol 2005; 
79, 3382-3390.  

Wu H, Han T et al. Preclinical evaluation of a class of infectivity-enhanced adenoviral vectors in ovarian cancer 
gene therapy. Gene Ther 2004; 11, 874-878.  

Wu H, Seki T et al. Double modification of adenovirus fiber with RGD and polylysine motifs improves 
coxsackievirus-adenovirus receptor-independent gene transfer efficiency. Hum Gene Ther 2002; 13, 1647-1653.  

Xia ZJ, Chang JH et al. Phase III randomized clinical trial of intratumoral injection of E1B gene-deleted 
adenovirus (H101) combined with cisplatin-based chemotherapy in treating squamous cell cancer of head and 
neck or esophagus. Ai Zheng 2004; 23, 1666-1670.  

Yamamoto M, Davydova J et al. Infectivity enhanced, cyclooxygenase-2 promoter-based conditionally 
replicative adenovirus for pancreatic cancer. Gastroenterology 2003; 125, 1203-1218.  

Yew PR, Liu X & Berk AJ. Adenovirus E1B oncoprotein tethers a transcriptional repression domain to p53. 
Genes Dev 1994; 8, 190-202.  

Yin F, Giuliano AE, Law RE & Van Herle AJ. Apigenin inhibits growth and induces G2/M arrest by modulating 
cyclin-CDK regulators and ERK MAP kinase activation in breast carcinoma cells. Anticancer Res 2001; 21, 413-
420.  

You L, Yang CT & Jablons DM. ONYX-015 works synergistically with chemotherapy in lung cancer cell lines 
and primary cultures freshly made from lung cancer patients. Cancer Res 2000; 60, 1009-1013.  

Yu DC, Chen Y et al. Antitumor synergy of CV787, a prostate cancer-specific adenovirus, and paclitaxel and 
docetaxel. Cancer Res 2001; 61, 517-525.  

Yu DC, Chen Y, Seng M, Dilley J & Henderson DR. The addition of adenovirus type 5 region E3 enables 
calydon virus 787 to eliminate distant prostate tumor xenografts. Cancer Res 1999; 59, 4200-4203.  

Yu DH, Scorsone K & Hung MC. Adenovirus type 5 E1A gene products act as transformation suppressors of the 
neu oncogene. Mol Cell Biol 1991; 11, 1745-1750.  

Zabner J, Chillon M et al. A chimeric type 2 adenovirus vector with a type 17 fiber enhances gene transfer to 
human airway epithelia. J Virol 1999; 73, 8689-8695.  

Zeimet AG & Marth C. Why did p53 gene therapy fail in ovarian cancer? Lancet Oncol 2003; 4, 415-422.  

81 
 



82 
 

Zhao L, Dong A et al. The antitumor activity of TRAIL and IL-24 with replicating oncolytic adenovirus in 
colorectal cancer. Cancer Gene Ther 2006; 13, 1011-1022.  

Zhu ZB, Lu B et al. Development of an optimized conditionally replicative adenoviral agent for ovarian cancer. 
Int J Oncol 2008; 32, 1179-1188.  

Zhu ZB, Makhija SK et al. Incorporating the survivin promoter in an infectivity enhanced CRAd-analysis of 
oncolysis and anti-tumor effects in vitro and in vivo. Int J Oncol 2005; 27, 237-246.  

Zhu ZB, Makhija SK et al. Transcriptional targeting of adenoviral vector through the CXCR4 tumor-specific 
promoter. Gene Ther 2004; 11, 645-648.  

 


	ABBREVIATIONS
	ABSTRACT
	LIST OF ORIGINAL PUBLICATIONS
	REVIEW OF THE LITERATURE
	1. Introduction
	2. Adenoviral cancer gene therapy
	2.1 Adenovirus
	2.2 Targeting adenoviral vectors to cancer cells
	2.2.1 Transductional targeting via adapter molecules
	2.2.2 Transductional targeting via genetic manipulation
	2.2.3 Transcriptional targeting
	2.2.4 Obstacles to systemic targeting


	3. Oncolytic virotherapy
	3.1 Type I oncolytic adenoviruses
	3.2 Type II oncolytic adenoviruses
	3.3 Clinical trials with oncolytic adenoviruses

	4. Improving safety and efficacy of oncolytic virotherapy
	4.1 Targeting oncolytic adenoviruses to cancer cells
	4.2 Combination with conventional therapies
	4.3 Armed oncolytic adenoviruses
	4.4 Safety switch strategies
	4.5 Other approaches

	5. Ovarian cancer
	5.1 Adenoviral gene therapy trials for ovarian cancer


	AIMS OF THE STUDY
	MATERIALS AND METHODS
	1. Cell lines and fresh human liver tissue
	2. Recombinant adenoviruses
	3. Agents
	4. In vitro experiments
	4.1 Cytotoxicity assay (I-IV)
	4.2 Quantitation of viral replication (I, III-IV)
	4.3 Correlation of viral replication and GFP expression (III)

	5. Murine models of ovarian cancer
	5.1 Mice (I-IV)
	5.2 Comparison of single and weekly delivery (II)
	5.3 Determination of lowest effective dose (II)
	5.4 Combination with chemotherapy (I-II)
	5.5 Combination with ganciclovir (III)
	5.6 Noninvasive imaging (III) 
	5.7 Inhibition of viral replication (IV)
	5.8 Histopathology (I-II, IV)

	6. Statistical analysis (I-IV)

	RESULTS AND DISCUSSION
	1. Tropism modified oncolytic adenovirus Ad5/3-Δ24 in combination with chemotherapy (I-II)
	1.1 Combination of Ad5/3-Δ24 and gemcitabine in vitro and in vivo (I-II)
	1.2 Effect of gemcitabine on Ad5/3-Δ24 replication (I)
	1.3 Combination of Ad5/3-Δ24 and epirubicin in vitro and in vivo (II)
	1.4 Possible mechanisms for synergistic interactions (I-II)

	2. Evaluation of dose and scheduling of intraperitoneally delivered Ad5/3-Δ24 in ovarian cancer xenografts (II)
	2.1 Comparison of single and weekly delivery of Ad5/3-Δ24 (II)
	2.2 Determination of lowest effective dose of Ad5/3-Δ24 (II)

	3. Tropism modified oncolytic adenovirus Ad5/3-Δ24-TK-GFP and utility of TK/GCV suicide gene system (III)  
	3.1 Verification of virus replication and transgene production (III)
	3.2 Effect of GCV on virus replication (III)
	3.3 Oncolytic potency in the presence of ganciclovir in vitro (III)
	3.4 Antitumor efficacy in subcutaneous and intraperitoneal murine models of ovarian cancer (III)
	3.5 Noninvasive imaging of tumor growth and virus replication (III) 

	4. Inhibition of virus replication and associated toxicity with pharmacological agents (IV)
	4.1 Reduction of replication in normal tissues in vitro (IV)
	4.2 Reduction of replication in cancer cells in vitro (IV)
	4.3 Reduction of replication and toxicity in vivo (IV)


	SUMMARY AND CONCLUSIONS
	ACKNOWLEDGMENTS
	REFERENCES

