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4 Abstract 

Raine Toivonen 

Targeting adenoviral gene therapy vectors to HNSCC and heart 

 

Department of Medical Biochemistry and Genetics, University of Turku, Turku Centre 

for Biotechnology and Turku Graduate School of Biomedical Sciences, Turku, Finland 

 

Abstract 

Gene therapy aims to treat diseases by introducing genetic material to the diseased 

tissue. For cancer treatment it is important to destroy cancerous cells; this can be 

achieved by introducing a gene, which induces cell death or by allowing viral vectors 

to replicate, which also results in destruction of cancerous cells. For cardiac diseases 

the approach is more like the former, except the gene produces beneficial effects, like 

angiogenesis. 

Adenoviruses have many beneficial qualities, which make the virus an interesting gene 

therapy vector; it can be produced relatively easily, its manipulation is quite easy and it 

has naturally broad tropism. By removing or replacing certain genes in the adenoviral 

genome, it can be made non-replicative. 

In this study, adenoviral receptor expression patterns were characterized in both head 

and neck squamous cell carcinoma and the human heart. Adenovirus serotype 5 

receptor expression in head and neck cancer cell lines was found to be highly variable 

between cell lines and overall at lower levels, while Ad35 receptor expression was 

more uniform and at higher levels in all analyzed cell lines. It was also shown that a 

hybrid virus Ad5/35 is able to infect cells refractory to Ad5, which correlates with 

receptor expression in these cells. Furthermore, this difference in infection properties 

extends to cell killing efficiency in case of conditionally replicative viruses. Expression 

levels of adenoviral receptors CAR, CD46, CD86 and αv-integrins were found to be 

high both in normal and dilated cardiomyopathy heart tissue. The receptor levels also 

correlate with transduction efficiency after intracardiac injection. Ad5 showed superior 

transduction ability compared with Ad5/35, but evoked also a more profound immune 

reaction when administered this way. 

Adenoviral gene therapy vectors are the most used delivery vehicles in clinical trials to 

date. These vectors have proven to be well tolerated and positive results have been 

obtained when combined with traditional treatments, although poor transduction 

efficiency has often been reported due to low-level expression of viral receptors on 

target cells. In spite of this, the results are encouraging and merit for further research. 

 

Key words: gene therapy, adenovirus, targeting 
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Adenovirus geeniterapia vektoreiden kohdentaminen pään ja kaulan alueen 
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Tiivistelmä 

Geeniterapialla pyritään hoitamaan sairauksia lisäämällä geneettistä materiaalia 

sairastuneeseen kudokseen. Syövän hoidossa on tärkeää tuhota syöpäsolut; tämä 

toteutetaan ”itsemurhageenin” avulla, joka aikaansaa solukuoleman, tai sallimalla 

virusvektorin replikoitua, jolloin solukko tuhoutuu viruksen toiminnan myötä. 

Sydänsairauksien hoidossa ei pyritä tuhoamaan kudosta, vaan käytettävällä geenillä on 

myönteisiä vaikutuksia sydämen toimintaan, kuten verisuonien uudismuodostuksen 

aikaansaaminen. 

Adenoviruksillla on monia hyviä ominaisuuksia, joita geeniterapiavektorilta vaaditaan: 

helppo tuotettavuus, yksinkertainen manipulointi ja laaja tropismi. Poistamalla tiettyjä 

geenejä adenoviruksen genomista sen replikaatiokykyä pystytään säätelemään. 

Tässä tutkimuksessa tarkasteltiin adenovirusreseptoreiden ekspressiota sekä pään ja 

kaulan alueen syövässä että sydänkudoksessa. Ad5-reseptorin eli coxsackie-

adenovirus-reseptorin ilmentyminen pään ja kaulan alueen syövässä todettiin olevan 

hyvin vaihtelevaa solulinjojen välillä ja kaiken kaikkiaan alentunut normaaliin 

verrattuna. Päinvastaisesti Ad35-reseptorin, CD46:n, ilmentymisen todettiin olevan 

yhdenmukaisempaa solulinjojen välillä ja korkeaa kaikissa analysoiduissa 

solulinjoissa. Tutkimuksessa osoitettiin myös, että hybridivirus Ad5/35 pystyy 

infektoimaan soluja, joita Ad5 ei pysty. Lisäksi tämä ero ulottuu myös solujen 

tuhoamiskykyyn ehdollisesti lisääntyvillä adenoviruksilla. Eri adenovirusreseptoreiden 

ilmentymistasojen todettiin olevan yhdenmukaisempaa ihmisen sydänkudoksessa kuin 

syöpäsolulinjojen välillä. Lisäksi coxsackie-adenovirus-reseptorin ilmentymisen 

todettiin olevan voimakkainta sydänkudoksessa muihin adenovirusreseptoreihin 

verrattuna. Kudoksen reseptoritasot vaikuttavat adenovirusten infektiivisyyteen myös 

sydänkudoksessa, mutta Ad5 todettiin hyvin toksiseksi suoran sydänlihasinjektion 

jälkeen. 

Adenovirus-geeniterapiavektorit ovat eniten käytettyjä vektoreita kliinisissä kokeissa. 

Niiden on osoitettu olevan hyvin siedettyjä ja ne kykenevät parantamaan nykyisten 

hoitomuotojen tehoa. Tosin heikko infektiivisyys kliinisissä olosuhteissa kertoo 

lisätutkimusten tarpeesta. 

 

Avainsanat: geeniterapia, adenovirus, kohdentaminen 
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1. Introduction 

Gene therapy holds great potential and can be used for treatment of both cancer and 

cardiovascular disease. Despite the recent advances in treatment modalities, cancer and 

cardiovascular diseases are the leading causes of death in the western world. The 

mortality of both diseases has been steadily declining in the past decades, but recently 

the decrease has significantly slowed down and a plateau has been reached. Currently 

available treatment methods are invasive and lack in efficacy, especially for cancer. 

Unfortunately both diseases comprise of a plethora of variable conditions and gene 

therapy must be designed for each case individually, from the vector to the transgene 

used. 

Two facts make head and neck squamous cell carcinoma (HNSCC) one of the most 

promising targets for cancer gene therapy; HNSCC tumors are usually relatively easily 

accessible for intratumoral injection and local treatment (Fuller, C. D., et al. 2007, 

Khuri, F. R., et al. 2000), and metastasis is a late-stage occurrence and could be 

avoided by local treatment of early tumors (Goebel, E. A., et al. 1996, Blackwell, J. L., 

et al. 1999). About 500 000 new cases of HNSCC are diagnosed annually worldwide 

(Parkin, D. M., et al. 2005). Diagnosed patients usually have already local advanced 

tumors and are in need of surgery and/or radiotherapy. Even after treatment tumors 

recur in over 30 % of patients. Recurring tumors respond very poorly on current 

treatment methods and are considered incurable (Vokes, E. E., et al. 1993, van 

Dongen, G. A. and Snow. 1997).  

Cardiovascular diseases are one of the leading causes of death in the western world. 

Available treatment modalities for end-stage heart failure caused by either ischemic or 

dilated cardiomyopathy (DCM) are limited and include lifestyle changes, medicines, 

surgery and implantation of electronic devices. These treatments deal mainly with 

symptoms and prevent disease progression, but will not cure the disease. In some cases 

DCM is an inherited condition in which case the only treatment available is medication 

to alleviate the symptoms and prevention of disease progression. Gene therapy could 

present a way to introduce long lasting effects and more efficient disease control. Most 

gene therapy applications aimed at treating cardiac diseases involve the promotion of 

angiogenesis in the damaged area of the heart. Many preclinical studies, including both 

viral and non-viral methods, have shown the importance of efficient gene delivery to 

the target tissue, in order to achieve reasonable therapeutic efficacy (Asaoka, K., et al. 

2000, Douglas, J. T., et al. 2001, Dirven, C. M., et al. 2002, Joung, I., et al. 2005). 

Adenoviruses (Ads) are natural human pathogens and can induce from mild to 

severe side effects. Also, the fact that most people have suffered an Ad infection and 

thus have neutralizing antibodies (NAbs) in their antibody repertoire, contributes to Ad 

toxicity and the effects after Ad vector administration vary greatly in different 

individuals. Adenovirus vector toxicity has been discussed ever since the first 

preclinical experiments were conducted. Although Ads can potentially cause even 

systemic inflammatory response, the most common side effects reported in clinical 
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studies are flu-like symptoms, such as fever, nausea and pain in the injected area 

(Nemunaitis, J., et al. 2001, Hamid, O., et al. 2003, Small, E. J., et al. 2006). A more 

severe side effect is the inflammation of the liver or spleen, which can occur when liver 

cells are infected by Ad or the Ad vector is actively taken up by liver cells (Huard, J., 

et al. 1995, Kalyuzhniy, O., et al. 2008). Retargeting Ad vectors effectively reduce the 

risk of liver infection, but since there are other mechanisms that result in liver 

transduction than specific receptor recognition, it may be necessary to “mask” or hide 

the viral vector from the host immune system and blood factors that bind the vector. 

The toxicity and infection of unwanted organs can be reduced by using modified Ad 

vectors (Shayakhmetov, D. M., et al. 2004), choosing carefully the administration 

strategy and keeping the vector doses within safe limits (Raper, S. E., et al. 2003).  

Retargeting of adenoviruses has been shown to be of utmost importance for 

achieving safer and more efficient gene therapy vectors. The most commonly used 

adenovirus serotype 5 (Ad5) can readily infect liver cells, but in many cases it infects 

poorly the target tissue (Smith, T. A., et al. 1993, Hemmi, S., et al. 1998, Li, D., et al. 

1999). Ad5 has been used extensively and has many advantages over other viral 

vectors and non-viral gene delivery methods. Ad5 can be readily produced in high 

titers, manufacturing processes have been well established, Ads readily infect both 

dividing and quiescent cell types, gene expression is transient and Ad genome does not 

integrate into the host genome. Broad tropism, however, is also a problem; too many 

unwanted organs and cell types can be infected leading to detrimental side effects. 

Thus, many strategies for retargeting the Ad vector have been developed. Three main 

retargeting systems are discussed here: 1) fiber exchange, part of a different serotype 

fiber protein is cloned to replace the corresponding native part; 2) fiber engineering, 

parts of fiber protein are mutated or sequences are added, and 3) two-component 

approach, where a separate molecule is used as a bridge between the vector and target 

receptor. All three retargeting systems have advantages and limitations and depending 

on the application one might be better suited than another. It is very unlikely that we 

will see a “universal” vector construction in the future but instead, many tailor-made 

constructs for each disease or patient group. 
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2. Review of the Literature 

2.1. Adenoviral gene therapy vectors 

Adenovirus serotype 5 is an interesting vector for gene therapy applications. Ad5 

naturally infects a broad range of host cells, including both dividing and quiescent 

cells. This natural human pathogen is known to cause from mild to severe diseases 

depending on the site of infection and the serotype involved. Major syndromes caused 

by Ads are: 1) acute respiratory syndrome, 2) pharyngoconjunctival fever, 3) epidemic 

keratoconjunctivitis, 4) acute hemorrhagic cystis, and 5) gastroenteritis. Transmission 

of Ad can be via droplet inhalation, fecal-oral route, or exposure to infected blood or 

tissue. Even though Ad can survive prolonged periods outside the host severe 

morbidity is rare in immunocompetent adults. Ad is a non-enveloped icosahedral virus. 

It has been shown to tolerate modifications quite well and these modifications to the 

capsid, which consists mainly of three major capsid proteins hexon, penton and fiber, 

can be done relatively easily. Also the production and purification methods of Ad5 are 

well established. Unfortunately, there are also some major drawbacks in using native 

Ad5 as a gene therapy vector. Major problems and some solutions are discussed below. 

2.1.1. Adenovirus life cycle 

To date there are 52 different serotypes of Ads, divided in six different subgroups from 

A to G (Jones, M. S.,2nd, et al. 2007). Each subgroup has natural tropism for specific 

tissue and the physiological symptoms depend on the site of infection. Adenoviruses 

attach to cell-surface receptors when starting their infection cycle (Figure 1). These 

receptors vary between different Ad serotypes. The most common Ad receptor is 

coxsackie and adenovirus receptor (CAR). Ads from all subgroups other than subgroup 

B have been found to utilize this receptor for primary attachment. Subgroup B has been 

further divided into two groups; B1 and B2 and CD46 has been shown to be a common 

receptor for these groups (Segerman, A., et al. 2003b, Gaggar, A., et al. 2003, Sirena, 

D., et al. 2004). Group B1 has been shown to use the cell-surface molecules CD80 and 

CD86 as attachment receptors (Short, J. J., et al. 2004). In addition, various Ad 

serotypes utilize sialic acid, and heparan sulfate glycosaminoglycans for cellular 

attachment. After initial attachment the virus binding triggers clustering of αvβ3- and 

αvβ5-integrins. These integrins take part in the internalization of virus particles as viral 

protein penton base binds to these integrins (Chiu, C. Y., et al. 1999). Activation of αv-

integrins induces endocytosis. Once the virus is inside the cell, in a vesicle, it needs to 

escape. The insides of the vesicle are destroyed by low pH. The Ad particle resists 

complete destruction and instead, it starts to disassemble and eventually escapes the 

vesicle into the cytosol. Ad remains attached to the microtubules and is transported to 

the nuclear membrane where the viral capsid is further disassembled and the viral 

DNA is released into the nucleus (Leopold, P. L., et al. 2000, Suomalainen, M., et al. 

2001). Within a few hours after infection the first Ad genes are transcribed. 
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After infecting a cell the virus must protect the cell from host responses. Normally, 

when a cell is infected by a virus it undergoes apoptosis to prevent the virus from 

spreading into other parts of the organism. This is normally done by activation of a 

controlled cell death program. One major signaling molecule in this program is p53, 

which acts as a promoter of cell death. Adenovirus prevents apoptosis by interfering with 

this cell death program. The first expressed Ad genes are E1A, E1B, and E3. E1A codes 

for a protein which binds to human retinoblastoma protein (pRb). pRb prevents the 

replication of damaged DNA (and foreign DNA) by halting the cell cycle to the G1 phase 

and the cell eventually undergoes p53-mediated apoptosis, if DNA damage cannot be 

repaired (Figure 2). When the E1A gene product binds pRb, it cannot function properly 

and the cell cycle is allowed to continue regardless of the presence of foreign DNA.  

 

Figure 1. Adenovirus replication cycle. 1.) A virus particle attaches to a cell-surface receptor 

(CAR in case of Ad5). After attachment, signaling from the receptor leads to clustering of 

integrins αvβ3 and αvβ5. These integrins recognize penton base on the Ad and start the 

internalization of the virus. 2.) Ad is transported into the cell in a vesicle. Low pH destabilizes 

the viral coat and Ad is partially degraded. Partial degradation allows the virus to escape the 

vesicle. 3.) The vesicle is disrupted and Ad is able to escape into the cytosol. 4.) In the cytosol 

Ad is transported to the nuclear membrane via microtubules. At the nuclear membrane viral 

DNA is released into the nucleus. In the nucleus viral DNA is copied to make more viral 

genomes and viral genes are transcribed into mRNA (red). 5.) Viral mRNA acts in the same 

way as host mRNA and is recognized by cellular protein synthesis machinery, which will 

produce viral proteins. 6.) Viral structural proteins are transported back to nucleus, where 

assembly of virions takes place and viral DNA is packaged into virions. 7.) Viral particles are 

transported to the cellular membrane and after either overload of viruses or active disruption of 

cell membrane by adenoviral death protein, the cell bursts and new a batch of viral particles are 

released into extracellular space. 
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The gene product of E1B binds to the aforementioned cellular p53 and effectively 

prevents the infected cell from undergoing apoptosis, allowing the virus time to 

replicate and complete its life cycle (Liu, Y., et al. 2000). Ad gene E3 has similar 

functions as E1B. The gene product of E3, 10.4K/14.5K complex, removes the CD95 

receptors from the cell surface. This prevents the cell from undergoing Fas-induced 

TNF-dependent apoptosis (Shisler, J., et al. 1997). These three early genes inhibit cell 

death during the virus replication cycle and can be exploited in gene therapy 

applications. In addition, the product of the fourth early gene, E4, has two different 

splice variants: the first one inhibits the destruction of infected cells by targeting 

cellular p53 for destruction thus augmenting the effects of E1B (Querido, E., et al. 

2001). The second splice variant interferes with the host INF-α and INF-  signaling 

which inhibits host antiviral responses (Ullman, A. J., et al. 2007). Other Ad genes 

produce all the necessary proteins needed for replication of the Ad genome and 

production and assembly of new virions. Ad capsid proteins are synthesized in the 

cytoplasm by the host translation machinery, after which these structural proteins are 

transferred to the nucleus by viral protein VI, where the assembly of new virions takes 

place. Copies of Ad genomes are packaged into the virions and immature viruses 

mature while being transported through the cytosol to the plasma membrane. New 

viruses are released to the extracellular space when the adenovirus death protein (ADP) 

facilitates the lysis of the host cell. ADP is also coded by gene E3, but as a different 

splice variant and under MLP promoter at a late stage of the infection cycle (Tollefson, 

A. E., et al. 1996). 

 

Figure 2. Simplified schematic description of E1A and E1B function. 1) Normally, when p53 is 

active it induces apoptosis by activating Bax. When adenoviral E1B binds to p53 it cannot 

activate the apoptotic pathway. 2) When DNA is damaged pRb stays bound to transcription 

factor E2F and the cell cycle is arrested in G1 phase. If no DNA damage is detected pRb is 

phosphorylated and E2F is released and the cell cycle is allowed to proceed. When pRb is 

bound by E1A it cannot associate with E2F and the cell cycle cannot be arrested. 
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2.1.2. Adenoviral receptors 

Adenoviruses of different serotypes utilize various cellular receptors for primary 

attachment, when starting the infection of a host cell ( able 1). These receptors are 

specifically recognized by the fiber proteins protruding from the Ad capsids (Levine, 

A. J. and Ginsberg. 1967, Philipson, L., et al. 1968). 

T

Table 1. Adenoviral receptors. 

Receptor Native function Reference 

CAR Tight junction structural protein (Cohen, C. J., et al. 2001) 

CD46 Complement regulatory protein (Liszewski, M. K., et al. 1991) 

CD80 T-cell activation costimulatory molecule (Freeman, G. J., et al. 1989) 

CD86 T-cell activation costimulatory molecule (Caux, C., et al. 1994) 

Sialic acid Ubiquitous cell surface receptor  

Heparan sulfate 

glycosaminoglycans 

Varies from structural to cell-to-cell 

signaling 

(Kolset, S. O., et al. 2004) 

αvβ3- and αvβ5-integrins Cell adhesion molecule and endocytosis 

activation signaling 

(Smith, J. W., et al. 1990) 

2.1.2.1. Coxsackie and Adenovirus Receptor 

Coxsackie and adenovirus receptor is a common receptor for group B coxsackie 

viruses and various Ad serotypes (Bergelson, J. M., et al. 1997). CAR is a 46 kDa cell 

adhesion molecule belonging to immunoglobulin superfamily. After being identified as 

a virus attachment receptor CAR has been shown to be located in tight junctions and 

takes part in the  regulation of junction formation (Cohen, C. J., et al. 2001, Coyne, C. 

B., et al. 2004, Raschperger, E., et al. 2006). It has also been hypothesized that CAR 

acts as a pathfinder molecule during fetal development. Interestingly, for example, 

after cardiac damage CAR is up-regulated. In contrast, many cancer types express 

CAR at lower than normal levels (Hemmi, S., et al. 1998, Li, D., et al. 1999, 

Matsumoto, K., et al. 2005). Since reduced adhesion is a major factor for tumor to 

become invasive and metastatic, the loss of CAR may play a significant role in this 

occurrence. CAR expression would thus also have a tumor suppressive role. 

2.1.2.2. CD46 

Before identification of this receptor, it was observed that group B Ads do not compete 

with commonly used serotypes Ad2 and Ad5 for the cellular attachment sites during 

infection, which led to the conclusion that group B Ads do not interact with CAR. The 

group B Ad receptor has been identified as CD46 (Segerman, A., et al. 2003b, Gaggar, 

A., et al. 2003, Sirena, D., et al. 2004). CD46 is a membrane cofactor protein and a 

regulator of complement activation. This receptor is expressed by all nucleated cells in 

the human body. Interestingly, CD46 has been identified as a receptor for many other 

viruses as well, including measles and some herpes viruses (Manchester, M., et al. 

2000, Santoro, F., et al. 1999). 
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2.1.2.3. Integrins αvβ3 and αvβ5 

Integrins are cell adhesion molecules, which take part also in cell motility. These cell-

surface receptors are heterodimers composed of alpha and beta subunits. While αvβ3 

and αvβ5 may act as attachment receptors, especially with engineered viral vectors, their 

main function is the internalization of attached viruses. The virus attachment to the 

primary receptor on the cell surface leads to clustering of integrins. The integrins αvβ3 

and αvβ5 recognize a RGD motif in the viral penton base protein and this signal starts 

the internalization process (Wickham, T. J., et al. 1993). Integrin signaling leads 

eventually to phagocytosis of the attached virus. In the endosome αvβ3 and αvβ5 

integrins also help the virus to escape from the vesicle into the cytoplasm (Wickham, 

T. J., et al. 1994). Interestingly, although the integrins have important roles to play in 

the infection cycle of Ad they are not a prerequisite for cell entry. It has been shown 

that when the RGD motif in the penton is destroyed by mutation the virus is still able 

to enter the cell, although at a reduced efficiency (Bai, M., et al. 1993). 

2.1.2.4. CD80 and CD86 

It has been shown that all group B Ads can utilize CD46 as attachment receptor. Early 

receptor studies revealed that there are at least two different receptors for group B Ads 

(Segerman, A., et al. 2003a). Since then it has been shown that subgroup B Ads can 

also use CD80 and CD86 receptors for primary attachment. This was first 

demonstrated for group B1 member Ad3 (Short, J. J., et al. 2004) and later for both 

group B1 and B2 serotypes as well (Short, J. J., et al. 2006). Receptors CD80 (B7-1) 

and CD86 (B7-2) are commonly expressed by mature B cells and dendritic cells. Their 

function is to activate T-cells by recognizing ligands CD28 and CTLA-4, respectively 

(Freeman, G. J., et al. 1989, Caux, C., et al. 1994, Lanier, L. L., et al. 1995). 

2.1.2.5. Sialic acid 

Commonly found on cell-surface glycoproteins and glycolipids, sialic acid has been 

shown to act as an attachment receptor for Ad serotypes 8, 19a and 37 (Arnberg, N., et 

al. 2000a, Arnberg, N., et al. 2000b). Crystallographic studies show conservation of 

amino acid residues involved in sialic acid binding in many group D serotypes 

(Burmeister, W. P., et al. 2004). Since sialic acid can be found in various animal 

tissues of different species and to some extent in plants, fungi and bacteria, it seems 

very unlikely that a human Ad would have evolved to attach primarily on these cell-

surface receptors. 

2.1.2.6. Heparan sulfate glycosaminoglycans 

Long heavily sulfated carbohydrate chains which are found in the extracellular matrix 

are called heparan sulfate glycosaminoglycans (HS-GAGs). Ads 2 and 5 have been 

found to use HS-GAG as attachment receptors in addition to CAR (Dechecchi, M. C., 

et al. 2001). As HS-GAGs are similar to sialic acid in abundance it is more likely that 

HS-GAGs can be used as secondary receptors to gain cell entry in case primary 
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receptor CAR is not readily available. The amino acid sequence KKTK constitutes an 

HS-GAG binding motif. Interestingly, KKTK is found in shafts of the serotypes in 

subgroup C, but not on the shafts of serotypes in any other subgroup. When this motif 

is mutated in the Ad5 fiber shaft the virus tropism changes and importantly, liver 

transduction is impaired (Smith, T. A., et al. 2003). Because liver transduction has 

been recognized as one of the major problems in using Ad vectors, abolishing HS-

GAG binding is an important aspect to consider when retargeting Ad-based gene 

therapy vectors. 

2.1.3. Transductional retargeting of adenoviral vectors 

Adenoviruses have specific receptors to which they attach via virus capsid fiber protein 

when infecting a target cell (Levine, A. J. and Ginsberg. 1967, Philipson, L., et al. 1968). 

These receptors are usually expressed in a broad range of cells and tissues in the human 

body. While this can be advantageous in some gene therapy applications, it can also lead 

to unwanted side effects. Also, the expression of native virus receptor may be decreased 

in the target tissue. Decreased receptor expression has especially been reported for Ad5 

receptor CAR in various cancers (Hemmi, S., et al. 1998, Li, D., et al. 1999). 

Liver transduction is also a major problem with Ad based vectors. The liver has been 

reported to express CAR abundantly and is susceptible to adenovirus infection and virus-

mediated tissue damage (Everett, R. S., et al. 2003). Furthermore, it was recently 

reported that Ads are taken up by liver cells in a CAR-independent way. Blood 

coagulation factors bind to the major Ad capsid protein, hexon, which leads to the uptake 

of Ad particles by liver cells (Kalyuzhniy, O., et al. 2008, Waddington, S. N., et al. 

2008). This finding suggests that not only must Ad vectors be transductionally targeted 

but also “masked” from other Ad-binding mechanisms in the host body to avoid the 

transduction of unwanted tissues. Without engineering the hexon Diaconu et al. (2009) 

successfully decreased liver transduction in a renal carcinoma model by swapping the 

fiber of Ad5 to that of Ad19p and inserting kidney targeting motif into the swapped 

fibers (Diaconu, I., et al. 2009). Interestingly, without affecting the hexon, and swapping 

the fiber to another CAR binding fiber (Table 2), but with different natural tropism, the 

liver transduction ability of the novel vector was almost completely abolished. This 

indicates that insertions to the Ad fiber may be sufficient to hide the vector from 

mechanisms involving liver uptake. There are three major systems which can be used to 

alter virus tropism to be better suited for gene therapy applications 1) Fiber replacement 

or fiber swapping, 2) Fiber engineering, and 3) Two-component systems. 

2.1.3.1. Fiber replacement technology 

This method of adenovirus retargeting makes use of different tropism of different 

serotypes of adenoviruses. There are more than 50 different serotypes of Ads, divided 

into six different subgroups (A- ), with varying target tissues and associated 

pathological conditions (Table 1). Viruses in each group prefer a different set of 

primary receptors and thus are naturally targeted to different target tissues. Fiber 

G



 Review of the Literature 19 

 

replacement technology takes advantage of this fact and engineering viruses to contain 

parts of different serotypes results in novel hybrid viruses. 

When a hybrid virus is produced successfully it has the binding characteristics of 

the fiber serotype, while the rest of the viral particle is derived from another serotype, 

usually Ad5. Hybrid viruses can still be produced and purified similarly to Ad5. This is 

a relatively straightforward method to achieve two goals in virus retargeting; first, the 

tropism of virus is changed and second, the native receptor recognition is abolished. 

Also, the hybrid virus usually has high affinity to cell receptors because the binding 

capability has been tested by Mother Nature in the course of evolution and no 

engineering is done to the fiber per se. Several different hybrid viruses have been 

manufactured to date. These hybrids are usually based on Ad5 with fibers introduced 

from other serotypes. The most commonly used “fiber donor” serotypes are subgroup 

B members 3, 7, 11, 16, and 35 (Krasnykh, V. N., et al. 1996, Gall, J., et al. 1996, 

Stone, D., et al. 2005, Goossens, P. H., et al. 2001, Shayakhmetov, D. M., et al. 2000). 

The common primary receptor for subgroup B serotypes has been identified as CD46 

(Gaggar, A., et al. 2003). CD46 is a membrane cofactor protein which is expressed by 

all nucleated cells in the human body and functions as a regulator of complement 

activation (Liszewski, M. K., et al. 1991). 

Table 2. Adenovirus groups. 

Group Serotypes Primary receptor Tropism Reference 

A  12, 18, 31 CAR Gastrointestinal mucosa (Roelvink, P. W., et 

al. 1998) 

B B1 3, 7, 16, 21, 50 CD46, CD80, 

CD86 

Respiratory mucosa / 

Epithelium 

(Gaggar, A., et al. 

2003, Sirena, D., et 

al. 2004, Short, J. J., 

et al. 2004, Marttila, 

M., et al. 2005) 

B2 11, 14, 35, 36 CD46 Respiratory mucosa / 

Epithelium / Kidney* / 

Urinary tract* 

(Gaggar, A., et al. 

2003, Marttila, M., et 

al. 2005, Segerman, 

A., et al. 2000) 

C  1, 2, 5, 6 CAR Respiratory mucosa (Roelvink, P. W., et 

al. 1998) 

D  8-10, 13, 15, 17, 

19, 20, 22-30, 

32, 33, 36-39, 

42-49, 51 

CAR, sialic acid Ocular mucosa (Arnberg, N., et al. 

2000b, Roelvink, P. 

W., et al. 1998) 

E  4 CAR Respiratory mucosa (Roelvink, P. W., et 

al. 1998) 

F  40L, 40S, 41L, 

41S 

CAR** Gastrointestinal mucosa (Roelvink, P. W., et 

al. 1998) 

G  52 unknown Gastrointestinal mucosa (Jones, M. S.,2nd, et 

al. 2007) 

* Ad14 has not been found in these tissues 

** CAR is the receptor for 40L and 41L. 40S and 41S receptors unknown (non-CAR) 
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Although fiber replacement is a straightforward and relatively easy way to retarget 

Ad vectors, there are also a few limitations to this method. As the table 2 shows, the 

number of different Ad receptors is limited. Even though there are 52 different 

serotypes of Ads, most of them bind CAR. Interchanging fibers of these serotypes does 

not produce an Ad vector with novel binding characteristics. Another issue is the 

naturally broad tropism of Ads. This may be beneficial for some applications, but also 

detrimental to others.  

While hybrid Ads have been retargeted in regard to the native virus, the novel 

attachment receptor is usually expressed by a broad range of cells and tissues in the 

human body as well. Although, one vector might decrease the infection of liver, which 

is a major concern with Ad5 vectors, the novel vector might induce a severe infection 

of another tissue as a side effect. Replacing only the Ad fibers is not sufficient to 

prevent liver transduction. It has been shown that many, but not all, serotypes bind 

blood coaculation factor X (fX) via hexon and this leads to liver uptake of Ad 

(Waddington, S. N., et al. 2008). Furthermore, the shaft length has been associated 

with liver transduction efficiency. Hybrid viruses with fibers from serotypes with 

shorter fiber shafts have been shown to infect liver cells with reduced efficacy both in 

vitro and in vivo, when compared with Ad5 (Shayakhmetov, D. M., et al. 2004, Vigne, 

E., et al. 2003, Nakamura, T., et al. 2003). Fiber replacement combined with hexon 

swapping might further lessen the hepatotoxicity of Ad vectors and yield less toxic, 

better tolerated and more effective Ad vectors. 

2.1.3.2. Fiber engineering 

More specific retargeting may be done by genetically engineering the fiber to alter the 

binding properties. There are two distinct sites which have been proven to tolerate 

insertions well without the loss of fiber trimerization; the C-terminus and HI-loop. 

Both sites are located in the fiber knob. Early experiments included the insertion of a 

polylysine chain to the C-terminus and insertion of an RGD motif to the HI-loop 

(Yoshida, Y., et al. 1998, Wickham, T. J., et al. 1997). The polylysine modification 

resulted in redirecting of the vector from CAR to heparin sulfates on various cell types. 

The RGD insertion redirected the vector from CAR to αvβ integrins and was observed 

to allow the infection of cell types which had been previously refractory to native Ad5 

infection. Recently the RGD insertion showed some more success when Li et. al. 

(2010) successfully targeted tumor vascular endothelial cells (Li, P., et al. 2010). The 

fiber knob was first mutated to ablate native CAR binding activity and an RGD peptide 

was inserted to the HI-loop to redirect the vector to vascular endothelium expressing 

αv-integrins. The resulting vector was effective against both breast cancer and 

melanoma in animal models without observed toxicity in the normal tissues. 

The major problem with this method of retargeting is the size limitation of 

insertions and the fact that the inserted molecule must be able to fold correctly in the 

cell cytoplasm. The early reported maximal size for insertion to the C-terminus was 

only up to 25 amino acids. Larger insertions prevent the correct trimerization of the 

fiber protein which is necessary for the production of functional viral particles (Hong, 
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J. S. and Engler. 1996). The HI-loop tends to allow insertions of larger size than the C-

terminus. Insertions within the size limitations have been shown to be effective in 

targeting various cancer types including glioma, pancreatic, meningioma and ovarian 

cancer (Dirven, C. M., et al. 2002, Grill, J., et al. 2001, Wesseling, J. G., et al. 2001, 

Hemminki, A., et al. 2001). 

In order to target cardiac vasculature Nicol et. al. (2009) combined fiber 

replacement and fiber engineering techniques (Nicol, C. G., et al. 2009). The Ad5 fiber 

was first swapped for Ad19p fiber. Hybrid Ad5/19p displays as efficient transduction 

properties as Ad5 on vascular endothelial and smooth muscle cells, but significantly 

lower transduction levels on liver cells (Denby, L., et al. 2004). A cardiac specific 

peptide was inserted into the HI-loop of this hybrid fiber knob. The resulting 

engineered hybrid vector was analyzed in both in vitro and in vivo models and was 

shown to be more specific for endothelial cells and cardiac tissue than either Ad5 or 

Ad5/19p without peptide (Nicol, C. G., et al. 2009). Similarly Ad5/19p with insertion 

of kidney targeting peptide showed transduction levels comparable to wild type on 

renal cancer cells, but only minimal transduction of the liver cells (Diaconu, I., et al. 

2009). The works of Nicol et al. and Diaconu et al. show that it is feasible to use more 

than one method simultaneously to modify an Ad vector. This is probably even 

mandatory for achieving vectors which have the best possible safety and efficacy 

profiles. 

Recently the fiber protein has been engineered more extensively. Myhre et. al. 

(2009) have inserted different affibodies (58 amino acid molecules) to the fiber HI-

loop separately and in tandem without loss of virus function (Myhre, S., et al. 2009). 

The ability of different sites in the Ad capsid to tolerate insertions has been evaluated, 

and the HI-loop seems to be the best site in this sense when compared with fiber C-

terminus, hexon or pIX (Campos, S. K. and Barry. 2006, Kurachi, S., et al. 2007). 

Studies have also shown the importance of the fiber knob. It seems that, in addition to 

being in a key role in receptor recognition, the knob coding nucleotide sequence is 

needed for efficient fiber mRNA synthesis and subsequent protein synthesis. The 

correct folding and trimerization of the fiber protein is also impaired in virions with 

knobless fibers (Henning, P., et al. 2006). 

As discussed above, when manipulating the virus capsid it is paramount to retain 

the ability of capsid proteins to fold correctly. It would be possible to genetically delete 

parts of capsid proteins at the nucleotide level and thus add room for bigger insertions, 

but this would most likely interfere with correct protein folding and be deleterious to 

vector production. The other methods of targeting Ad vectors, discussed previously in 

chapter 2.1.3.1. and below in chapter 2.1.3.3., do not usually suffer from misfolding or 

loss of functionality problems since no engineering is done to the fiber per se. One 

might also try to manufacture “synthetic fibers” based on any suitable protein frame 

and incorporate these to the Ad vector genome in place of the native fiber. A single-

chain Fv fragment (scFv) has already been used as this kind of a “synthetic fiber”. 

Since antibodies and antibody fragments are not compatible with Ad capsids an 
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interesting specific complexing system was developed. Instead of the fiber gene, the 

vector genome codes for a secreted form of scFv. These secreted scFvs are then 

specifically associated with virions after cell lysis in the extracellular space (Glasgow, 

J. N., et al. 2009). This system allows the screening and affinity maturation of specific 

scFv fragments by powerful in vitro or in vivo screening methods separately, as with 

two-component systems. After finding a target specific scFv, it can be introduced into 

the viral genome to make a complete retargeted Ad vector system. It must be noted that 

Glasgow’s system could also be categorized under section 2.1.3.3. as it is much like a 

two-component system, with an important “upgrade”: the bridging component is 

genetically incorporated into the vector genome and its association with virions is 

specific. Importantly, one of the major drawbacks associated with two-component 

systems (discussed below) has been removed in Glasgow’s system. 

2.1.3.3. Two-component adenoviral systems 

One important aspect of retargeting Ad vectors is the ablation of native binding 

specificity. This can be done quite easily by blocking the receptor binding site on the 

Ad surface. For example, by binding an antibody against the fiber knob the virus can 

no longer bind to its target receptor. Targeting to a new set of host cells can be 

achieved if the antibody is conjugated with a target specific receptor ligand. This was 

in fact the first method used for targeting Ad gene therapy vectors. 

Watkins et. al. (1997) constructed a bispecific ligand containing an Ad fiber 

binding scFv and endothelial growth factor (EGF) for retargeting the Ad vector to EGF 

receptors (EGFR). The scFv, named S11, alone has been shown to inhibit Ad infection 

in cells otherwise readily infected by Ad (Watkins, S. J., et al. 1997, Haisma, H. J., et 

al. 2010). S11 has been fused with many peptides and ligands to target Ad vectors to 

different receptors on various cell types, including EGFR on squamous carcinoma 

cells, CD105 on epithelial cells, carcinoembryonic antigen on breast cancer and 

melanoma cells and VEGFR2 and Tie2 on endothelial cells (Watkins, S. J., et al. 1997, 

Haisma, H. J., et al. 2010, Nettelbeck, D. M., et al. 2001, Korn, T., et al. 2004). 

This method differs from the ones described previously mainly in the fact that this 

is not a genetically targeted system. No genetic manipulations are done to the Ad 

vector in order to retarget it. This fact means that one does not need to worry about 

disrupting a complex multiprotein structure while engineering the retargeting system. 

Single chain Fv–ligand or double scFv -molecules are much smaller and easier to work 

with than the Ad as a whole. Furthermore, scFvs can be quite easily produced in 

bacterial cultures in high quantities. However, this system has some drawbacks. 

Adding another molecule between the vector and the target increases the complexity of 

the whole system. The bridging molecule must be thoroughly purified and analyzed 

again from each produced batch, which adds steps to the manufacturing process. In 

contrast, if the retargeting information were genetically incorporated to the Ad vector 

these steps would be unnecessary. Importantly, if the two-component retargeting 

system is used for transductional targeting the vector cannot be made conditionally 

replicative, because the redirecting component is not coded in the vector genome or the 
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binding reaction between vector and directing component does not usually happen 

effectively in vivo. 

2.1.4. Transcriptional retargeting of adenoviral vectors 

Wild type Ads use a wide range of host cells for replication. This presents a problem 

when only a certain types of cells need to be addressed, e.g. only cancer cells are 

targeted for termination or only cells with a dysfunctional gene need to be introduced 

with a functional copy. As discussed previously, Ad vectors can be transductionally 

targeted to the target tissue, but especially if the end result is the destruction of infected 

tissue, like in cancer therapy, it is paramount to have a second level of control for the 

vector replication or transgene expression. Usually, even if the vector is retargeted to 

infect only target cells, there is some “leakiness” in the system and unwanted cell types 

are infected to some degree. This may or may not be a severe issue, depending on the 

vector function. If the vector aims to introduce a functional copy of a gene to a cell 

population with a non-functional copy, the infection of neighboring normal cells would 

probably not lead to any severe side effects in the patient. On the contrary, if the 

intended vector function is to target a cell population and destroy it, infection of 

normal cells could have severely detrimental side effects. Thus, the vector replication, 

and in some cases the expression of a transgene, must also be targeted to the target 

cells with its own control elements. 

2.1.4.1. Oncolytic adenoviruses 

Deletion of non-essential adenoviral genes or subjecting these genes under the control 

of a tissue-specific promoter system (discussed below) produces conditionally 

replicating adenoviruses (CRAds). As discussed in chapter 2.1.1. adenovirus infection 

results in the destruction of the host cell. This has been exploited in gene therapy of 

cancer. Viral vectors used this way are generally called oncolytic viruses. The principle 

of oncolytic viruses relies on controlling the viral replication in the host and aiming it 

specifically to the target tissue (Figure 3). Transductional targeting blocks the efficient 

transduction of normal cells. A small proportion of normal cells may become infected, 

but the virus is not able to replicate. On the other hand, the targeted cancer cells are 

effectively transduced and viral replication takes place. The released viruses infect 

neighboring cells and tumor tissue is gradually destroyed by virus action. Ideally, when 

the patient is void of target cells the oncolytic virus is flushed from the body by host 

immune system. 
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Figure 3. Principle of oncolytic viruses. A) Normal cells are not transduced by oncolytic 

viruses due to modification to the viral capsid. B) The virus is not able to replicate in normal 

cells due to transcriptional control elements even if transduction occurs. C) Cancer cells are 

efficiently transduced and destroyed by viral replication. The released viruses infect 

neighboring cells and the effect is amplified each cycle. 

2.1.4.2. Deletion of essential viral genes 

As discussed in section 2.1.1., there are a few viral genes which are necessary for the 

continuation of the virus life cycle after infection of a cell (Figure 4). These genes 

include E1A, E1B, and E3, which are discussed here. If the E1B gene is deleted from 

the viral genome, the virus cannot prevent the host immune system from reacting to the 

infection and infected cells will undergo apoptosis before the viral replication is 

complete. This fact has been exploited to design safer Ad vectors for cancer treatment. 

Many cancer types have been reported to have a non-functional p53 gene (White, E. 

1994). If E1B is removed from the virus genome, the virus cannot complete the 

replication cycle in normal cells with functional p53. In cells with non-functional p53 

the E1B gene is not needed, and the virus can replicate in these cells. Similarly, the 

interaction of gene product E1A and cellular pRb protein is a prerequisite for viral 

replication in normal cells. E1A inhibits pRb function (discussed in 2.1.1.), which 

allows the replication of viral DNA. E1A areas are usually replaced by the transgene in 

non-replicating Ad vectors. These vectors can be used to introduce a therapeutic gene 
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into tissues that are not marked for destruction. Like p53, pRb has been shown to be 

nonfunctional in many cancers (Sherr, C. J. 1996). Thus, removal of the E1A gene 

from the viral genome renders the vector selective for cancerous tissue with pRb 

mutation and unable to replicate in normal cells. 

 

Figure 4. Organization of adenovirus genome and tasks involving early and late expressing 

adenoviral genes. 

A groundbreaking viral vector in the field of gene therapy was dl1520 (better 

known as ONYX-015) (Heise, C., et al. 1997). In the year 2000 ONYX-015 was the 

first CRAd to ever enter clinical trials (Ganly, I., et al. 2000). ONYX-015 has a 55 kDa 

deletion in the E1B gene, which alters the viral replication properties as described 

above. In 2005 China approved the use of CRAd H101 as treatment for head and neck 

cancer. The H101 virus is similar to ONYX-015, as it also has the 55 kDa E1B 

deletion, but in addition, it also has a second deletion in the E3 gene, which further 

limits the virus function in normal cells and thus increases safety. As described in 

section 2.1.1., the viral ligand for cellular pRb is gene product E1A. Gene E1A was 

partially deleted to create CRAd Ad5Δ24. Ad5Δ24 was shown to be effective in killing 

glioma cells both in vitro and in vivo while being unable to replicate in quiescent 

normal cells with functional pRb (Fueyo, J., et al. 2000). This vector has been 

developed further by adding also transductional targeting to the virus via RGD 

insertion to the fiber knob (Suzuki, K., et al. 2001). More recently Ad5Δ24RGD, with 

combined transcriptional and transductional control elements, has been shown to be 

very effective in killing glioma tumor cells when combined with chemotherapy in a 

mouse model (Alonso, M. M., et al. 2008). 
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2.1.4.3. Promoter-controlled virus replication 

A different kind of replication control can be achieved by incorporating tissue-specific 

promoters into the Ad vector genome. The first reported CRAd with its replication 

regulated by a tissue-specific promoter was CN706 that has a prostate-specific 

promoter-enhancer element controlling the adenoviral E1A gene. This CRAd was 

shown to replicate preferentially in PSA-producing cell lines and to be able to inhibit 

tumor growth in a mouse xenograft model (Rodriguez, R., et al. 1997). Since then the 

virus CN706 has been in phase I clinical trials and shown to be well tolerated and to 

decrease PSA levels in patients (DeWeese, T. L., et al. 2001). 

While PSAp is specific for prostate cancer, another promoter, human telomerase 

reverse transcriptase promoter (hTERTp), has activity in various different cancer types. 

The telomerase reverse transcriptase gene has been found to be reactivated in many 

cancers (Ito, H., et al. 1998, Kawakami, Y., et al. 2000, Saito, K., et al. 2002) and it 

has been hypothesized that this occurrence might be one of the prerequisites for cancer 

cells to become immortalized (Shay, J. W., et al. 2001). Normally hTERTp is active 

only at fetal development and after birth it remains active only in stem cells (Ulaner, G. 

A., et al. 1998). Cancer cells with reactivated hTERTp can be targeted by inserting 

hTERTp into the Ad genome to control the expression of essential genes like E1A. An 

hTERTp-controlled CRAd, Adv-TERTp-E1A, was one of the first created. It has been 

tested both in vitro and in vivo models (Huang, T. G., et al. 2003). Adv-TERTp-E1A 

has been found to be as effective in killing hTERTp active hepatocellular carcinoma 

cells as wt Ad5, but unable to replicate in hTERTp inactive fibroblasts, which are 

effectively killed by the wild-type virus. Importantly, it was also demonstrated that the 

Adv-TERTp-E1A virus did not induce severe inflammation in the liver; even though it 

is an accepted fact that wt Ad5 is severely hepatotoxic. The telomerase promoter 

system has been developed further with more efficient and specific control elements to 

restrict the viral replication into the target cells. The human telomerase is a 

ribonucleoprotein composed of RNA and reverse transcriptase subunits (Weinrich, S. 

L., et al. 1997). The subunit transcripts are controlled by separate promoters, hTRp and 

hTERTp, respectively. Both promoters have been evaluated with Ads expressing a 

suicide gene or as a control element for CRAd replication. It has been reported that 

hTRp is more efficient than hTERTp in producing oncolytic effects or sensitizing 

cancer cells through transgene expression in non-replicating vector systems (Abdul-

Ghani, R., et al. 2000, Plumb, J. A., et al. 2001, Dufes, C., et al. 2005). Interestingly, 

comparisons between CRAds controlled by these promoters showed no deifferences in 

cytopathic effects or viral E1A expression (Bilsland, A. E., et al. 2007). Recently an 

interesting report was published by Onimaru et. al. (2010), where they used in 

combination CRAd and non-replicative vectors to treat pancreatic cancer in a mouse 

model (Onimaru, M., et al. 2010). When an hTERTp-controlled CRAd was 

administered in combination with non-targeted vector bearing a therapeutic gene, the 

transgene expression was observed to be enhanced. The investigators hypothesize that 

this enhancement is due to the partial restoration of replicative properties of the 

transgene vector by CRAd-expressed E1A gene in co-infected target cells.  
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Many other CRAds have also been created with different promoter systems 

targeting different tissues. These promoters include CMV (not tissue-selective), 

survivin, COX2, heparanase, SLPI, CXCR4, EPG-2, mesothelin and midkine 

promoters (Krasnykh, V. N., et al. 1996, Zhu, Z. B., et al. 2004b, Yamamoto, M., et al. 

2001, Breidenbach, M., et al. 2006, Barker, S. D., et al. 2003, Zhu, Z. B., et al. 2004a, 

Lu, B., et al. 2005, Breidenbach, M., et al. 2005, Adachi, Y., et al. 2000). Each 

promoter has its own properties and can be chosen according to target tissue or 

application. 

2.1.4.4. MicroRNA based transcriptional targeting 

Gene expression in eukaryotes is partly under the control of microRNAs (miRNAs) 

and are one of the key regulators of gene expression also in humans (Ambros, V., et al. 

2003, John, B., et al. 2004). It has been shown that miRNAs can be tissue-specific and 

are expressed differentially in cancers (Chang, J., et al. 2004, Jay, C., et al. 2007). This 

presents a possibility to control Ad replication using miRNAs. MicroRNA122 has been 

identified as liver-specific (Chang, J., et al. 2004). This allows for specific down-

regulation of genes in the liver. The miRNA122 target sequence was incorporated into 

the Ad E1A gene in non-coding region by Ylösmäki et al. (2008). A novel CRAd 

Ad5/3K-122 was tested in tissue culture analyses and about 10,000 fold attenuation of 

viral replication in liver cells was observed (Ylosmaki, E., et al. 2008). More recently 

this control mechanism was used in combination with a tissue-specific promoter. 

CRAd Ad[CgA-E1A-miR122] is targeted to neuroendocrine tumor cells and 

simultaneously detargeted from the liver. This CRAd was shown to replicate in 

endocrine pancreatic tumor cells at levels similar to wild type Ad5. In hepatic cells the 

replication was attenuated over 1000 fold when compared with wild type Ad5, and 

over 50 fold when compared with promoter-controlled CRAd (Leja, J., et al. 2010). 

The work of Leja et al. shows the feasibility of combining two control mechanisms in 

the same Ad vector. Importantly, utilization of miRNAs does not prevent the use of 

tissue-specific promoters but, on the contrary, adds another level of control. With 

addition of capsid modification, the resulting CRAd would have a total of three control 

levels: 1) transductional control, 2) transcriptional control, and post-transcriptional 

control, which all cumulatively add to the safety profile of the Ad vector in question. 

2.1.5. Adenoviral vectors in clinical trials 

Adenoviral vectors are the most commonly used vectors in clinical trials. By the end of 

the year 2009, adenoviral vectors were used in 392 (24%) out of 1644 clinical trials. 

Two of the most studied diseases involving adenoviral vectors are cancers (n = 1060) 

and cardiovascular diseases (n = 143). Apart from Ads, other viral vectors have been 

used in clinical trials as well. Retroviruses, Vaccinia virus, Poxvirus, Adeno-associated 

virus, Herpes simplex virus and Lentiviruses have all entered clinical trials mainly in 

cancer research. (www.wiley.co.uk/genmed/clinical, accessed October 26, 2010) All 

viral vectors have different properties with their own pros and cons. Ideally the 

application would dictate the viral vector to be used, but to date Ads and retroviruses 
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are significantly most utilized and researched, although lentiviruses and especially 

adeno-associated viruses have been used more and more in pre-clinical settings. 

Adenoviruses have been proven to be well tolerated in clinical trials. Usually mild 

flu-like symptoms (fever, fatigue, chills, nausea and vomiting) have been reported as 

adverse effects (with doses up to 2 × 1013 vp) (Nemunaitis, J., et al. 2001, Hamid, O., 

et al. 2003, Small, E. J., et al. 2006). Most adverse effects, including serious ones, have 

been reported as transient and dose-related. An extreme case occurred in 1999 when a 

patient in clinical trials died after systemic administration of Ad vectors intravenously 

(Raper, S. E., et al. 2003). This unfortunate case teaches valuable lessons: 1) pre-

existing levels of NAbs must be measured for each patient, 2) dosage must be carefully 

selected, 3) delivery route must be selected to minimize vector exposure to unwanted 

organs. For example, in case of HNSCC intratumoral injection should be preferred 

over intravenous injection. However, it must be noted that cancer metastases are hard 

to reach without systemic administration. And 4) a more advanced vector with inserted 

control elements should be used. 

Neutralizing antibodies against Ad vectors rise after administration of the vector, 

and usually within four weeks all patients have detectable levels of NAbs. No 

correlations between NAb levels and toxicity have been observed in clinical trials 

(Nemunaitis, J., et al. 2001). However, vector-induced immunity can reduce transgene 

expression to less than 10 % of the original levels after systemic delivery (Barcia, C., et 

al. 2006). 

Partial and complete responses are frequently observed in Ad clinical trials for 

various cancers (Ganly, I., et al. 2000, DeWeese, T. L., et al. 2001, Khorana, A. A., et 

al. 2003, Lu, W., et al. 2004, Dummer, R., et al. 2004, Dummer, R., et al. 2010). 

Freytag et. al. (2007) observed good tolerance and promising results from phase I 

studies with oncolytic Ad for treatment of prostate cancer (Freytag, S. O., et al. 2007). 

Doses of 1011, 1012 or 1012 × 2 viral particles were well tolerated, with grade 4 adverse 

event reported only in 1 out of 9 patients (hypoglycemia of unknown reason in a 

patient suffering from diabetes). All patients had decreased PSA levels and 7 patients 

had prostate biopsies free of cancer after one year. More recently Nokisalmi et. al. 

(2010) published a report describing treatment of solid progressive metastatic tumors 

of various origin and refractory to conventional treatments (Nokisalmi, P., et al. 2010). 

Patients were injected with CRAd doses ranging from 0.4 × 1011 to 1 × 1012 viral 

particles. Most patients developed NAbs over time, but these antibody levels did not 

correlate with toxicity. The observed adverse effects were of levels 1-3 and similar to 

what has been published previously, no level 4 or more serious adverse effects were 

observed. Five out of 12 patients showed decreased tumor size or tumor density. In 

another recent study Cerullo et. al. (2010) showed for the first time virus-induced 

antitumor immunity being raised in humans after treatment with non-replicating Ad 

vectors in addition to the expected antitumoral effects due to the viral vector carrying 

granulocyte macrophage colony-stimulating factor (GMCSF) gene. Fifty percent of 

evaluable patients showed positive responses (12% complete, 6% partial, and 31% 
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stable disease) in both injected and non-injected tumors (Cerullo, V., et al. 2010). This 

finding supports the theory that viral gene therapy vectors have potential to induce 

beneficial bystander effects, which further enhance the therapeutic potential of this 

kind of treatment. 

There is a clear similarity in results observed in Ad-vector-based gene therapy 

clinical trials. These results indicate rather clearly, what must be taken into account 

when Ad vectors are considered as a treatment method: Ads are well tolerated vectors, 

but the administered dose must be selected carefully. The immune system will 

recognize the vector and arising NAbs can reduce the therapeutic effect of the 

administered vector dose. The Ad vector must be targeted to infect the target tissue and 

natural tropism towards the liver must be reduced or ablated. To avoid side effects 

related to Ad and transgene function, the transgene expression and / or viral replication 

must be restricted to the target tissue as strictly as possible. Overall, the clinical trials 

done thus far using Ad vectors, show varying efficacy between trials and often the 

differences between control and vector groups remain quite low. On the other hand, 

results from clinical trials encourage for further vector development as the bullseye has 

not been hit yet. 

2.2. Head and neck squamous cell carcinoma and gene therapy 

About 940 new cancer cases per 100,000 people and over 500,000 cancer-related 

deaths are reported annually in the United States alone. These numbers translate to 

1500 deaths per day and over $228 billion used for cancer treatment and care annually 

(www.cancer.org, accessed June 11, 2010). In Finland in the year 2008 over 530 new 

cancer cases per 100,000 residents were diagnosed and over 11,000 cancer-related 

deaths were reported. The incidence rate has more than doubled over the last 30 years 

(www.cancerregistry.fi/tilastot, accessed July 20,2010). 

2.2.1. Head and neck squamous cell carcinoma 

Over 35,000 new cases and 7600 deaths due to HNSCC are reported annually in the 

U.S. Incidences are two times more common in men than in women. HNSCC has been 

associated with smoking and alcohol use, with combined use raising the risk factor 

over 30 fold. A different type of HNSCC can develop also due to human papilloma 

virus (HPV) infection. HPV-induced HNSCC usually has a better prognosis, less 

genetic alterations and less cell differentiation. Relative survival rates for diagnosed 

HNSCC patients are 83% for 1-year, 60 % for 5-year, and 49 % for 10-year survival. 

However, with metastatic HNSCC the 5-year survival drops to 28 % (www.cancer.org, 

accessed 11.6.2010). This shows that patients with metastases have severely worse 

prognoses and early detection and treatment is paramount. Unfortunately, the majority 

of patients diagnosed with HNSCC already have late-stage disease. Furthermore, 

HNSCC has a high recurrence rate and up to 40% of tumors treated with surgery and 

chemotherapy recur (Argiris, A., et al. 2008).  
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HNSCC is histologically characterized by nests of squamous cells and intercellular 

bridges within stromal fibrosis. Progressing carcinoma breaks through basal membrane 

and infiltrates subepithelial connective tissue. Invasive HNSCC can further infiltrate 

skeletal muscle, craniofacial bones and facial skin. The histology of HNSCC changes 

as the disease progresses and cells differentiate. Although HNSCC comprises of a 

heterogeneous group of tumors, depending on the origin, the vast majority has 

nullifying mutations in genes involved in p53 and / or pRb function. It has been shown 

that over 50% of HNSCC tumors have mutations in the p53 gene and these mutations 

contribute to reduced survival after surgery (Olshan, A. F., et al. 1997, Poeta, M. L., et 

al. 2007). Disruption of the pRb pathway in HNSCC occurs by inactivation of p16 due 

to mutation, promoter hypermethylation or loss of heterozygosity at chromosome 

region 9p21 (Olshan, A. F., et al. 1997). Loss of heterozygosity at chromosome region 

9p21 has been reported in 75% of HNSCC cases (Gonzalez, M. V., et al. 1995). The 

uniform loss of gene function represents a target for gene therapy applications and an 

Ad vector targeting the p53 function has been extensively tested in clinical settings 

(discussed in 2.2.2.). Even though therapy with Ad vectors targeting the p53 function 

has been successful, the disease progression is not as simple. There are at least three 

recognized specific mutations which are required for development of HNSCC: 1) 

inactivating mutation of pRb pathway (loss of p16), 2) inactivating mutation of p53 

gene or pathway, and 3) amplification of cyclin D. The first two mutations can be 

absent in HPV-induced HNSCC and function of these pathways are inhibited by HPV-

coded oncoproteins (Scheffner, M., et al. 1990, Hafkamp, H. C., et al. 2003). 

2.2.2. Gene therapy of squamous cell carcinoma of the head and neck 

HNSCC is an excellent target for Ad-mediated gene therapy. As previously discussed, 

Ad vectors induce immune reactions more efficiently when the vector is injected 

intravenously. HNSCC tumors are usually quite easily accessible for intratumoral 

injection to allow for local treatment. Clinical studies with Ad vectors for treatment of 

HNSCC have mainly centered on Ads expressing p53 cDNA (Ad5-p53). It has been 

shown that p53 is mutated and inactivated in 40-60 % of HNSCC patients. Also, active 

p53 has been shown to sensitize tumor tissue to chemo- and radiotherapy (Brennan, J. 

A., et al. 1995). Ad5-p53 has been tested in phase I-III clinical trials (Clayman, G. L., 

et al. 1998, Clayman, G. L., et al. 1999, Han, D. M., et al. 2003, Zhang, S. W., et al. 

2003, Zhang, S. W., et al. 2005, Pan, J. J., et al. 2009). Ad5-p53 has been well 

tolerated with most common side effects being fever and pain at the injection site. 

Clinical efficacy of this vector has been shown for various patient groups, recurrent 

tumors, resectable, non-resectable, higher grades (III and IV) and in combination with 

radiotherapy. The overall response rate for Ad5-p53 has been up to 93 %. Patients 

treated with Ad5-p53 also had higher rates of complete response. Two separate studies 

show that about two thirds of the patients with any response have complete response, 

while only one fourth of the patients with any response have complete response in 

groups receiving only radiation therapy. In follow-ups the patients who received Ad5-

p53 showed increased time being disease-free, although overall survival time was not 

always prolonged. Since then, the Chinese government has approved the use of Ad5-
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p53 (Gendicine) in combination with radiation therapy for treatment of solid tumors. 

(Rewieved in (Peng, Z. 2005)) 

2.3. Cardiovascular disease and gene therapy 

Cardiovascular disease (CVD) includes all diseases of the heart and the vasculature. 

Although, the occurrence of the most common CVD, the coronary heart disease, has 

decreased in the last 40 years, cases of other CVDs have steadily increased. Highest 

mortality from coronary heart disease in Finland was in 1967: 508 deaths for every 

100,000 people. Since then the mortality has decreased 64% and in the year 2005 the 

corresponding number was 109. In spite of this significant decrease over the past years 

Finland is still a country with one of the highest rates of incidence in the western 

world, along with the UK. In 2007 in the UK CVD was the number one cause of death 

with over 190 000 cases (313 cases per 100,000 people). In comparison, all cancers 

combined were responsible of just below 160,000 deaths. Additionally, the treatment 

costs for CVD were over 3.2 billion pounds (www.ktl.fi/attachments/suomi/julkaisut/ 

julkaisusarja_b/2008/ 2008b02_2.pdf accessed July 6, 2010, www.bhf.org.uk/ 

publications accessed June 8, 2010).  

2.3.1. Dilated cardiomyopathy 

Dilated cardiomyopathy (DCM) is generally recognized as a hereditary condition and 

can show autosomal dominant, autosomal recessive or X-linked inheritance pattern. 

Instead of being inherited DCM can also be acquired; for example extensive alcohol 

use can lead to DCM and mothers can develop DCM during pregnancy or shortly after 

delivery. In DCM the heart muscle becomes weak and chamber walls thinner, which 

results in impaired heart function. Usually the left ventricle is dilated and its contractile 

ability has become weak. Symptoms of DCM range from none to those described for 

heart failure, which include shortness of breath, tiredness, palpitations and swelling of 

ankles. Currently there is no curative treatment for DCM. Patients can suppress the 

symptoms with correct medication, but the condition remains throughout life.  

Over 30 DCM-related genes have been discovered to date, showing vast genetic 

heterogeneity in this disease. Mutations in these associated genes can cause the 

development of DCM, but the highest frequency for a single gene (lamin A/C) is only 

6%. Lamin A/C mutations also show autosomal dominant DCM, progressive disease, 

poor prognosis and many times prevalence of other muscular dystrophies, making it 

one of the most important genes in DCM (Taylor, M. R., et al. 2003). Other important 

genes associated with DCM include MYH7, AnkRD1, LDB3, MYBPC3, SCN5A, and 

TNNT2 (Villard, E., et al. 2005, Duboscq-Bidot, L., et al. 2009, Daehmlow, S., et al. 

2002, Hershberger, Ray E., et al. 2008). 

2.3.2. Gene therapy of the heart 

Gene therapy presents a novel treatment method for DCM by allowing the introduction 

of correcting or therapeutic genes into the heart. Although no clinical trials targeting 
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heart failure specifically caused by DCM have been completed to date, there are a 

number of gene therapy trials for heart failure (HF). Adenylylcyclase type VI (ACVI) is 

one promising therapeutic gene, the function of which could improve cardiac function 

after damage by heart disease. It has been shown that intracoronary injection of Ad- 

ACVI can improve left ventricular function in an animal model with dilating hearts 

(Rebolledo, B., et al. 2006). This work is important in the fact that Rebolledo et. al. 

were able to actually improve the heart functionality, as others have reported only 

reduction or arrest of heart failure progression (Hoshijima, M., et al. 2002, Lai, N. C., 

et al. 2004). Another interesting gene which has potential in improving the 

functionality of a failing heart is SERCA2a. One commonly recognized defect in 

failing hearts is abnormal function of the sarcoplastic reticulum (SR). Defect in SR 

leads to problems in intracellular Ca2+ handling. SERCA2a is a key regulator of Ca2+  

fluctuations in muscle contraction in the heart and many studies have shown decreased 

SERCA2a expression in late stage HF (de la Bastie, D., et al. 1990, Arai, M., et al. 

1993, Hasenfuss, G., et al. 1994, Schwinger, R. H., et al. 1995). Thus, introduction of 

active SERCA2a into heart muscle could reinstate appropriate contractile function of 

the heart. An adeno-associate virus (AAV) carrying SERCA2a cDNA is being 

currently tested in clinical trials for treatment of HF (Jaski, B. E., et al. 2009). In 

preclinical studies the AAV-SERCA2a has been shown to be well tolerated and has 

shown promise in improving the function of failing hearts by introducing functional 

SERCA2a levels. 

Clinical trials have mostly concentrated on coronary heart disease, where blood 

flow is impaired to parts of the myocardium causing ischemic areas. Many genes can 

be introduced to damaged myocardium to improve the functionality of a failing heart. 

This may be done either by introducing a working copy of the malfunctioning gene that 

causes the disease or by using a gene that otherwise improves functionality of the 

heart. The ischemic areas could be rescued by re-establishing blood flow. Therefore, 

one of the most studied applications in gene therapy of the heart is improvement of 

cardiac function by angiogenesis in damaged areas. Neovascularization has been 

induced by both hepatocyte growth factor (HGF) and vascular endothelial growth 

factors (VEGFs). 

Adenovirus bearing HGF (Ad-HGF) has been tested on human patients with 

coronary heart disease in phase I safety assessment studies (Yuan, B., et al. 2008). The 

virus was well tolerated after intracoronary administration and 78% of patients showed 

improved cardiac function after treatment. The response rate was also observed to be 

dose-dependent, with the group receiving the highest dose showing positive response. 

In a similar study with the same virus, patients were given Ad-HGF and stent into the 

coronary artery. Compared with the control group the treatment group had significantly 

higher HGF, VEGF and monocyte attractant protein-1 serum levels (Yang, Z. J., et al. 

2009). Both studies show good tolerance for Ad vectors when administered via 

intracoronary injection and beneficial properties of HGF for patients with coronary 

heart disease. Effects of Ad-VEGF have been evaluated in phase II clinical trials with 

encouraging results. The viral vector was well tolerated after administration during 
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percutaneous coronary intervention. Compared with the control group, the only 

significant treatment-related side effects were fever, elevated serum C-reactive protein, 

and rise of anti-Ad antibody levels. One Ad-VEGF-treated patient showed significantly 

improved myocardial perfusion. Functional capacity and exercise time improved in all 

groups with no significant differences between groups (Hedman, M., et al. 2003). 

Recently Huusko et. al. (2009) compared the angiogenic properties of different 

VEGFs and evaluated their effects in an animal model (Huusko, J., et al. 2010). As in 

our work (discussed in 5.4.), after intracardiac injection all Ad groups showed 

moderate tissue damage and inflammation, with one group showing progressive 

toxicity, even though in contrast with our experiments all vectors were of Ad serotype 

5 with varying transgenes. This may have been caused by the transgene or as a 

combined effect as VEGF enlarged the capillaries and induced endothelial cell 

proliferation resulting in more inflammatory cells migrating to the site of the vector. 

There has been only limited amount of reports addressing the Ad-induced toxicity in 

heart tissue as most toxicity experiments have focused on tissues like liver, spleen, 

kidney and lungs. A number of biodistribution studies have been reported which 

include an analysis of the heart; these studies have mainly concentrated on the 

transduction efficiency and report the transgene expression levels or viral genomes 

detected in various tissues (Wright, M. J., et al. 2001, Ni, S., et al. 2005). It has been 

shown that the Ad5/35 hybrid virus is able to transduce efficiently the heart, lungs and 

ovaries of the tgCD46 mouse. Also, in this mouse strain the hybrid Ad is less toxic 

than Ad5 as measured by increase in IL-6, TNF-α and liver enzyme levels. 

Interestingly, for liver enzymes, the situation is opposite in wt mice (Ganesh, S., et al. 

2009). The liver infection by Ad5/35 observed in wt mice, is likely to be due to lack of 

receptors in mouse tissues, which results in virus accumulation in the liver. As it has 

been shown Ad5 is scavenged by liver cells by interaction with the Ad5 hexon 

(Waddington, S. N., et al. 2008). The presence of appropriate receptor in transgenic 

mouse tissues presents targets for Ad5/35 attachment and fewer viral particles are 

available for liver uptake. 

One important aspect concerning the use of Ad vectors is the transient expression of 

transgene of about 2-3 weeks due to the fact that Ad genome does not integrate into the 

host genome. This can be viewed both as an advantage and as a weakness of the vector. 

Transient expression is an advantage because there is no fear of onset of oncogenes by 

vector integration. On the other hand, it is a weakness because it may take a significant 

amount of time before physiological effects are seen after initiation of transgene 

expression and in certain applications continuous expression is sought but is usually 

not gained with Ad vectors. With non-replicating Ad vectors carrying therapeutic 

genes, such as Serca2a or VEGF, the transient expression may present limitations for 

effective gene therapy of the heart. There might be several strategies that could be 

employed to increase Ad-mediated transgene expression time: 1) The Ad vector could 

be engineered to integrate into the host genome. This is probably not feasible due to 

increased risk of setting off oncogenes. 2) Making the Ad less immunogenic or 
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masking infected cells from the host immune system would extend the vector’s 

expression time. 3) Engineering the Ad genome more stable as an episomal element in 

the host cell would also prolong the vector-mediated transgene expression time. 

Transient expression is usually not an issue with CRAds, because the initial viral load 

is multiplied within the target tissue. 
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3. Aims of the Study 

The overall aim of this study was to analyze the transduction efficiency of capsid-

modified adenovirus vector in comparison with non-modified vector both in cancer and 

cardiovascular models. The specific aims were: 

1. To evaluate the differences in transduction efficiencies between non-modified 

Ad5 and capsid-modified Ad5/35 gene therapy vectors in HNSCC cells (I). 

2. To evaluate the HNSCC cell killing properties of CRAds Ad5-TERT and 

Ad5/35-TERT in both in vitro and in vivo models (II). 

3. To study the expression patterns of various Ad receptors in normal and diseased 

human heart tissue (III). 

4. To evaluate the differences between Ad5 and Ad5/35 vectors in transgene 

expression efficiency and vector toxicity in heart after intramyocardial 

administration (IV). 
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4. Materials and Methods 

More detailed descriptions of the methodologies used in this study can be found in the 

original publications (I-IV). 

The human heart tissue samples were a generous gift from Dr. Mikko Mäyränpää 

and Dr. Petri Kovanen, Wihuri Institute, Helsinki. Left ventricle samples of failing 

hearts were harvested at the time of transplantation surgery from seven patients with 

end-stage heart failure due to idiopathic dilated cardiomyopathy (DCM). Normal heart 

samples were collected from donor heart left ventricles from patients whose hearts 

could not be used for transplantation. All heart tissue samples were frozen at the time 

of harvesting. More detailed description can be found in publication III. 

Adenovirus construction was done using a two plasmid system. Transgene is 

inserted into a shuttle plasmid which is co-transformed together with backbone plasmid 

into a high-recombinase strain of E. coli. Homologous sequences in the plasmids allow 

homologous recombination to take place. Recombined plasmid, containing an intact 

Ad genome (except the E1A region) is isolated and propagated in low-recombinase E. 

coli strain. The bacterial control elements are removed and linearized Ad genome is 

transformed into HEK293 cells, which provide the missing E1A region transcripts and 

allow virus production. Viral vectors are produced and collected from HEK293 

cultures. Finally Ad vectors are purified by CsCl gradient centrifugation and dialysis. 

Figure 5 shows the schematic presentation of key modification to the Ad genome of 

each vector used in this study. 

Figure 5. Schematic presentation of the 

genomes of Ad vectors used in this 

study. 1) Wild type Ad5, 2) Ad5-lacZ, 

E1A region has been replaced with E. 

coli β-galactosidase gene, 3) Ad5/35-

lacZ, E1A region has been replaced 

with E. coli β-galactosidase gene and 

the fiber is a hybrid with that of 

serotype 35, 4) CRAd5, wt promoter of 

E1A has been replaced with hTERTp, 

5) CRAd5, wt promoter of E1A has 

been replaced with hTERTp and the 

fiber is a hybrid with that of serotype 

35. 
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Viruses and viral vectors 

1Transgene cloned to Ad gene E1A area 

Methodology 

Method Used in 

Cell culture I, II 

DNA cloning I, IV 

Flow cytometry I, II 

Immunofluorescence microscopy III 

Immunohistochemistry I, II, III, IV 

In vivo animal models I, II, IV 

Live cell microscopy I, II 

Marker gene transfer assays I, IV 

MTT assay II 

Q-RT-PCR III 

Statistical analysis I, II, III, IV 

Trypan Blue exclusion assay II 

Western blot III 

Reagents and compounds 

Reagent Description Used in 

DAB Substrate for HRP, (IHC staining) I, II, III, IV 

DAPI Nuclei staining III 

Eosin Cytosol staining IV 

Hematoxylin Nuclei staining I, II, III, IV 

Hoechst Nuclei staining III 

MTT reagent Cell dye reacting with live cells II 

Trypan Blue Cell dye specific for dead cells II 

X-gal Substrate for β-galactosidase I, IV 

Animals 

Strain Description Used in 

scid/scid A homozygous mouse strain with severe combined immune 
deficiency, lacks T and B lymphocytes and immunoglobulins 

I, II 

nod/scid A heterozygous mouse strain, non-obese diabetic with severe 
combined immune deficiency 

II 

huCD46tg* A homozygous transgenic mouse strain which expresses human CD46 
receptor 

IV 

*huCD46tg mouse strain was a generous gift from Dr. Ann-Beth Jonsson, Uppsala University, 
Sweden 

Vector Capsid Promoter Transgene Replication Used in 

Ad5-lacZ wt RSV β-galactosidase1 non-replicative I, II 

Ad5/35-lacZ Ad5 w/ serotype 
35 fiber 

RSV β-galactosidase1 non-replicative I 

Ad5-TERT wt hTERTp none conditional II 

Ad5/35-TERT Ad5 w/ serotype 
35 fiber 

hTERTp none conditional II 

Ad5 wt wt wt none replicative II 
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Cell lines 

1Purchased from American Type Culture Collection (ATCC), Manassas, VA, USA 
2Established at the time of operation 

Antibodies 

1Conditioned medium collected from ATCC HB-8448 hybridoma cell line 

Cell line Description Source Used in 

HEK293 Transformed human embryonic kidney cells ATCC1 II, IV 

UT-SCC-5 Human squamous cell carcinoma cells, 

tongue 

Turku University 

Central Hospital2 

I 

UT-SCC-7 Human squamous cell carcinoma cells, 

temporal skin 

Turku University 

Central Hospital2 

II 

UT-SCC-8 Human squamous cell carcinoma cells, 

epiglottis and hypopharynx 

Turku University 

Central Hospital2 

I 

UT-SCC-9 Human squamous cell carcinoma cells, glottis 

larynx 

Turku University 

Central Hospital2 

I 

UT-SCC-10 Human squamous cell carcinoma cells, 

tongue 

Turku University 

Central Hospital2 

I, II 

UT-SCC-12A Human squamous cell carcinoma cells, skin 

of nose 

Turku University 

Central Hospital2 

I 

UT-SCC-13 Human squamous cell carcinoma cells, glottis 

larynx 

Turku University 

Central Hospital2 

I 

UT-SCC-16B Human squamous cell carcinoma cells, neck, 

metastasis 

Turku University 

Central Hospital2 

I 

UT-SCC-18 Human squamous cell carcinoma cells, 

gingiva 

Turku University 

Central Hospital2 

I 

UT-SCC-29 Human squamous cell carcinoma cells, glottis 

larynx 

Turku University 

Central Hospital2 

I 

Epitope Clone Manufacturer Application Used in 

CAR E1-1 Abcam, UK WB, IHC III 

CAR RmcB Upstate, USA FC I, II 

CD46  Sigma-Aldrich, USA WB III 

CD46 MEM-258 Biolegend, USA FC, IHC I, II 

CD80 2D10 Abcam, UK WB, FC, IHC III 

CD86 2F7 Abcam, UK WB, FC, IHC III 

αv-integrin L230 N/A1 WB, FC, IHC I, II, III 

β-actin AC-74 Sigma-Aldrich, USA WB III 

Hsc70 SPA-815 StressGen Biotechnologies, Canada WB III 
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Oligonucleotides 

Name Gene Direction Sequence (5’-3’) Used in 

Ad_CMV CMV promoter forward CGTTACATAACTTACGGTAAATGGC IV 

Ad_tg_seul human Serca2a reverse CGGATATCTTATCTAGAAGCTTAGGC IV 

MS-173 CD46 forward TGACAATTCAGTGTGGAGTCG III 

MS-174 CD46 reverse TGGAAATCGACATTTGACCA III 

MS-175 CAR forward ATGAAAAGGAAGTTCATCACGATA III 

MS-176 CAR reverse AATGATTACTGCCGATGTAGCTT III 

MS-177 αv-integrin forward TTATACAATTTTACTGGCGAGCAG III 

MS-178 αv-integrin reverse ACACATCTGCATAATCATCTCCA III 

MS-181 CD80 forward TGGGCCATTACCTTAATCTCA III 

MS-182 CD80 reverse CATCTTGGGGCAAAGCAG III 

MS-183 CD86 forward CAAGACGCGGCTTTTATCTT III 

MS-184 CD86 reverse ATCCAAGGAATGTGGTCTGG III 

MS-185 CD80 forward AAGCAAGGGGCTGAAAAGAT III 

MS-186 CD80 reverse TGGGGTAATCTTGTCCATCTG III 

MS-187 CD80 forward GCTGTTCATGTTACTCATGACTCC III 

MS-188 CD80 reverse GTTGCGTCCACTTCTGGTCT III 

UPL8 CD80 forward CTGCCTTC III 

UPL10 CD80 forward CCACCTCC III 

UPL27 CD80 forward GCTGCCTG III 

UPL30 CD86 forward CCTCAGCC III 

UPL50 CD46 forward GCTCCAGA III 

UPL59 αv-integrin forward TGCCACTG III 

UPL86 CAR forward CCACCTCC III 

UPL = Universal probe library 
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5. Results and Discussion 

5.1. Expression of Adenovirus Receptors 

Adenovirus infection begins with the recognition of a cellular receptor. Different Ad 

serotypes use various receptors for primary attachment, many of which have been 

identified. Two of the most studied Ad receptors are CAR (group C) and CD46 (group 

B) and these receptors will also be the main focus here. Efficient gene delivery to the 

target tissue has been shown to be of great importance in order to achieve the desired 

level of therapeutic effect with gene therapy applications. When using Ad vectors that 

harbor native or chimeric fiber proteins it is possible to identify the level of Ad 

receptors expressed on the target tissue. Several primary Ad receptors have been 

identified for different serotypes, and antibodies against these receptors are usually 

readily available for use in tissue characterization experiments. It has been previously 

shown that potential Ad target tissues have reduced CAR expression levels leading to 

poor transduction efficiency in these tissues (Hemmi, S., et al. 1998, Li, D., et al. 

1999). Determining Ad primary receptor levels on target tissues would give an 

estimate on the transduction efficiency of the vector and guide in selecting the best Ad 

construct to be used on a specific target. 

5.1.1. Head and Neck Squamous Cell Cancer (I) 

Head and neck cancer cell lines used in this study have been established in Turku 

University Hospital during surgery of primary and metastatic tumors. These cell lines 

are named UT-SCC with running numbering distinguishing each histologically 

different cell line. These cells have not been previously characterized for their Ad 

receptor expression profile. In this work we analyzed various Ad primary receptor 

levels on several HNSCC cell lines (n = 9) with different clinical and histopathological 

characteristics (I: Table 1). Similarly, as reported earlier for different cell types, also 

our analysis showed greatly varying CAR levels between cell lines (Table 3). Two out 

of nine cell lines presented extremely low CAR expression and would most likely be 

refractory to Ad5 infection. Also, the highest detected CAR expression was only 61.5 

%, but as seen from our transduction studies, this level already allows quite efficient 

Ad infection. In addition to CAR we also analyzed CD46 and αv-integrin levels on 

these cells. Contrary to CAR, we found that both CD46 and αv-integrin levels are 

expressed more uniformly and at a higher level. CD46 was expressed between 84.5–

99.8 %. This consistent and high-level receptor expression should make these cells 

readily susceptible to Ad5/35 hybrid virus infection. αv-integrin was expressed mostly 

at high levels with two exceptions showing only 39.4 % and 50.5 %. These levels 

should allow efficient internalization of all attached Ads. These results indicate vast 

heterogeneity in receptor profiles in HNSCC cancer. Similar results have been 

previously reported with other cancer types, such as osteosarcoma, ovarian cancer, and 

bladder cancer (Matsumoto, K., et al. 2005, Witlox, M. A., et al. 2002, Zeimet, A. G., 

et al. 2002). Our receptor analysis involved only a fraction of the different UT-SCC 

cell lines available. The observed difference in CAR expression in our sample group 
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suggests extremely high variance of CAR between patients, which makes unmodified 

Ad5 capsid-based vectors a very poor choice when designing a gene therapy vector for 

HNSCC. On the contrary, Ad5/35 hybrid vectors seem more suitable for HNSCC 

targeting. As stated above, the high level and low variance in CD46 expression pattern 

should allow for efficient transduction for vectors harboring group B fibers that 

recognize this receptor.  

Table 3. Adenoviral receptor expression levels on head and neck cancer cell lines. HEK 293 

cell line was included as control. Values indicate percentage of positive cells as measured using 

FACS. 

 UT-SCC-5 UT-SCC-7 UT-SCC-8 UT-SCC-9 UT-SCC-10 UT-SCC-12A 

CAR 47,4 55,2 37,9 41,1 3,2 28,8 

CD46 84,5 90,0 96,3 99,7 94,0 99,8 

αv-integrin 39,4 91,3 89,5 96,3 76,6 94,7 

 UT-SCC-13 UT-SCC-16B UT-SCC-18 UT-SCC-29 HEK-293  

CAR 61,5 28,6 18,2 1,6 99,8  

CD46 97,7 99,4 99,4 96,3 99,5  

αv-integrin 50,5 98,0 98,3 91,3 99,7  

5.1.2. Human Cardiac Tissue (III) 

Human cardiac tissue has been scarcely studied for expression of Ad receptors other 

than CAR. Following the same line of thought as with HNSCC, we analyzed various 

Ad receptor expression levels on 14 human cardiac samples (7 normal, 7 DCM) (III: 

table 1). Contrary to HNSCC studies, we found that CAR was significantly up-

regulated in the diseased tissue when compared to normal samples (Figure 6). CD46 

was expressed slightly less in DCM (non-significant) and αv-integrin levels were lower 

in the diseased than in the normal samples. We also analyzed two other Ad receptors, 

CD80 and CD86. CD86 was up-regulated in DCM according to receptor staining 

studies on tissue sections, but down-regulated according to gene expression studies by 

detection of mRNA, although both results were statistically non-significant, which 

suggests that CD86 expression is not affected by onset of DCM. The lack of difference 

between healthy and diseased tissue makes CD86 less than an optimal receptor for 

targeted gene therapy. Observed discrepancy between assay results also suggests that 

CD86 is quite stable at the cell surface and is not continuously transcribed, but further 

studies are needed to corroborate this hypothesis. CD80 levels seemed to be up-

regulated in the DCM, but unfortunately overall expression of this receptor was barely 

detectable and the difference was non-significant. Extremely low expression levels do 

not make CD80 an interesting candidate for targeting Ads to the heart, even if the 

receptor is differentially expressed in normal heart tissue and in DCM. As discussed 

earlier, efficient transduction of target cells is paramount for achieving therapeutic 

efficacy when using Ad vectors in gene therapy applications. Very low receptor 

expression levels would most likely not allow for efficient transduction as shown in 

study I for Ad5 with cell lines UT-SCC-10 and -29. 
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Figure 6. Relative receptor expression quantified from western blot analysis of normal and 

DCM human heart samples (n = 7, statistical significance *p < 0.05). Value for healthy tissue 

set as 0.  

It is interesting that CAR expression was found up-regulated in DCM samples but 

not in non-DCM samples and further investigations might shed more light on CAR’s 

specific function. CAR has been identified as part of the tight junction and is also 

involved in formation of the junction by recruiting other macromolecules to the site of 

the junction formation (Cohen, C. J., et al. 2001, Coyne, C. B., et al. 2004). More 

specific role of CAR as part of the tight junction or other functions are still unknown. It 

has been proposed that CAR would regulate tissue permeability and homeostasis 

(Raschperger, E., et al. 2006). If CAR has a signaling property which guides for 

correct organization of specific cells in tissues, increasing the expression of CAR 

would be reasonable in DCM. In DCM, heart tissue is abnormal, which could trigger 

the need for cellular reorganization as heart tissue tries to regain the normal state. Cell-

to-cell recognition properties of CAR has been reported previously in the context of 

embryogenesis, where CAR is strongly expressed (Ito, M., et al. 2000). It has also been 

shown in a rat model that CAR expression decreases up to 190-fold after birth 

(Fechner, H., et al. 2003). 

Our immunofluorescence staining of CAR and CD46 in human heart tissue revealed 

differences between CAR and CD46 expression localization in the cardiac tissue. 

CD46 was found to be more ubiquitously expressed in the heart and CAR more 

localized in blood vessels. Interestingly, both receptors are localized seven times more 

frequently to vessel wall endothelium in DCM hearts than in non-DCM hearts. In 

normal hearts CAR was localized to subendothelial layer over 16 times and CD46 over 

24 times more frequently than in DCM tissue (III: Figure 7). CAR has previously been 

reported to be expressed also in sarcolemma and intercalated disk in DCM heart tissue 

and with very low expression on normal heart tissue. This differential CAR expression 

has also direct impact on heart susceptibility for Ad infection; normally a healthy heart 

is quite refractory to Ad infection, but DCM hearts have been shown to be 15 times 

more vulnerable for Ad5 infection (Noutsias, M., et al. 2001). 

* 



 Results and Discussion 43 

 

The difference between both CAR and CD46 expression pattern in non-DCM and 

DCM presents interesting implications for gene therapy. The heart can be targeted with 

engineered viruses carrying a therapeutic gene. Our results show that both CAR and 

CD46 expression shift from subendothelial layer to endothelial cells in DCM, but only 

CAR expression is up-regulated. These results indicate that it would be more feasible 

to infect DCM hearts via intravascular administration. The choice of the therapeutic 

gene can be evaluated taking into account the expression sites of these receptors, e.g. 

tight junctions (CAR) and vein endothelial cells (both CAR and CD46). For example, 

using either Ad5-VEGF or Ad5/35-VEGF vectors one could target the VEGF 

expression directly to the vein endothelium, where the angiogenesis takes place. This 

should result in vascularization of surrounding areas of the heart and blood flow would 

be reinstated into oxygen depleted areas. Unfortunately, there is a number of other 

issues yet to be resolved before this kind of straightforward model is feasible, starting 

with choosing the correct therapeutic gene. 

5.2. Adenovirus mediated transgene expression in HNSCC (I) 

Ad receptor analysis on HNSCC cells suggested that Ad5/35 hybrid vector would be 

more efficient in transducing these cells than non-targeted Ad5. Four cell lines were 

chosen for the transduction studies. Cells were grown in vitro and infected with either 

Ad5-lacZ or Ad5/35-lacZ reporter viruses. Transgene expression was observed in cell 

cultures and was found to correlate with Ad receptor levels, higher receptor level cells 

were transduced more efficiently than low receptor level cells (quantified in Figure 7 

and visualized in I: Figure 2). 

Figure 7. In vitro transduction efficiency of Ad5-lacZ and Ad5/35-lacZ in selected UT-SCC 

cell lines. 

As expected, cell line UT-SCC-13, with the highest detected CAR expression 

(61.5%), was fairly efficiently infected with Ad5-lacZ virus. The observed correlation 

between receptor levels and Ad transfection efficiency in UT-SCC in vitro studies led 

to the hypothesis of a receptor threshold level, since UT-SCC-13 was transduced quite 

efficiently, about half of the cells were infected, and yet UT-SCC-18 with 18.2% CAR 

expression was transduced poorly, showing only a few individual infected cells. 

Overall Ad5-lacZ was very poor in infecting the UT-SCC-10, -18 and -29 cell lines, 

with the highest infection percentage less than 30 with the highest virus concentration. 

On the contrary, Ad5/35-lacZ was able to infect 60-100% of the cells with the virus 

concentration dropped to only one third. These findings were further investigated in 
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vivo. UT-SCC tumors grown in the flanks of scid mice were injected with Ad5-lacZ or 

Ad5/35-lacZ. Sections of tumors were immunostained and evaluated for transgene 

expression. The results corroborated those obtained from in vitro experiments. Ad5/35-

lacz induced β-galactosidase expression was observed throughout the sections, while 

Ad5-lacZ transduced only a few separate areas within the tumor section (I: Figure 6). 

The Ad5 versus Ad5/35 setting was taken through experiments from in vitro to in 

vivo and all studies show the superior transduction ability of the hybrid vector when 

compared to Ad5. Further experiments, for example with larger study groups or with 

more cell lines, could further provide more insight to questions like: what is the 

receptor level allowing for efficient infection and what is the exact minimum amount 

of virus needed for efficient transgene expression. It should be possible to change the 

transgene of vectors Ad5-lacZ and Ad5/35-lacZ to a therapeutic gene with no 

significant change to the expression patterns observed here for the reporter vectors. 

Receptor analysis and transduction studies suggest that hybrid Ad5/35 capsid 

construction is better suited for targeting HNSCC than Ad5. From this perspective, the 

performance of vector Ad5-p53 (discussed in part 2.2.2.), which has met success in 

clinical trials and has even entered pharmaceutical markets in China (Zhang, S. W., et 

al. 2005), would benefit from fiber swapping technology. By changing fibers to those 

of Ad35 and creating Ad5/35-p53, the safety profile of the vector should improve, 

since smaller doses of the hybrid vector could be used to achieve the same level of 

therapeutic effect. On the other hand, capsid structure is also the main determinant for 

how immunogenic the vector is. Thus, the immunogenic properties will change when 

the fiber is swapped and new safety studies would be mandatory. 

5.3. Cytotoxic effects (II) 

To evaluate the cytotoxic properties of CRAds Ad5-TERT and Ad5/35-TERT, we 

selected two UT-SCC cell lines, which represent high and low CAR expression, but 

similar levels of CD46 expression. UT-SCC-7 and UT-SCC-10 cell lines were used 

both in vitro and in vivo experiments. We hypothesized that the hybrid virus would be 

able to lyse both cell lines more efficiently than Ad5-TERT and that Ad5-TERT-

induced cytopathic effect (CPE) would be greater on UT-SCC-7 cell line than on UT-

SCC-10. Our hypothesis was proven true both in vitro cell culture (Figure 8) and in 

vivo xenograft model (Figure 9). As shown previously for transduction studies, primary 

receptor expression levels on target cells correlated with CRAd mediated cell killing 

efficacy. Also the viruses were able to replicate in HNSCC cells even with their 

replication restricted due to tissue-specific promoter. The human telomerase promoter 

system can be used to target Ad replication to the HNSCC tumors. 
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Figure 8. Cytotoxic effects of Ad5-TERT (solid triangle) and Ad5/35-TERT (solid box) viruses 

on UT-SCC-7 (A) and UT-SCC-10 (B) cell lines. Wild type Ad5 (minus sign) was included to 

assess maximal cell death at given time points. PBS control (x) was included to represent the 

maximal non-hindered cell growth. Statistical significance**p < 0.01, ***p < 0.005 (II: Figure 

4 C and F). 

Figure 9. Tumor growth in an in vivo mouse model. Ad5/35-TERT, Ad5-TERT or PBS mock 

infected tumor cells were injected into mice subcutaneously. 

We analyzed the correlation between cytopathic effect (CPE) formation and primary 

receptor level expression. Four UT-SCC cell lines representing varying levels of CAR 

expression were analyzed in a simple MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl 

tetrazolium bromide) cell survival assay using both Ad5-TERT and Ad5/35-TERT 

viruses. Ad5/35-TERT is clearly more efficient in reducing cell growth on low-CAR 

cells. On the contrary, with mid-CAR cell lines, UT-SCC-7 and UT-SCC-13, both 

viruses are almost equally effective (Table 4). Since CD46 is expressed at a high level 

by all four cell lines, survival after Ad5/35-TERT treatment can be used as the 

“maximal viral effect” with these hTERTp controlled CRADs for each cell line. 

Looking at the survival differences between viruses in cell lines UT-SCC-7 and UT-

SCC-13 we can make the following cautious statement: the threshold of primary 

receptor expression needed for efficient transduction is higher than 60%. More UT-

SCC cell lines should be analyzed and ideally a high-CAR (over 90% expression) cell 
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line would be found and subjected to the same experiments. The results would allow 

for more specific statements of receptor threshold needed for efficient adenoviral 

infection. It must also be noted that different UT-SCC cell lines have vastly different 

growth rates even without any treatment. The cellular growth rate also influences the 

survival after viral treatments. A higher growth rate allows the viruses to work faster 

and slow-growing cells show a more modest effect at the same time point, as long as 

the cell growth does not counteract the cell killing effect of the virus. 

Table 4. Percentage of cells surviving after virus treatment compared with PBS control in UT-

SCC cell lines expressing different levels of CAR. Growth rate: +++ robust, ++ average, + slow 

and +/- very slow. 

 UT-SCC-10 UT-SCC-18 UT-SCC-7 UT-SCC-13 

Survival w/Ad5-TERT 85 % 76 % 63 % 83 % 

Survival w/ Ad5/35-TERT 47 % 45 % 48 % 70 % 

Growth rate +++ + ++ +/- 

CAR expression 3 % 18 % 55 % 62 % 

CD46 expression 94 % 99 % 90 % 98 % 

 

5.4. Adenoviral transduction and toxicity in the heart (IV) 

As discussed in section 5.1.2., we analyzed Ad receptors in human cardiac tissues and 

observed CAR to be up-regulated in DCM. Next, we wanted to study the effects of 

Ad5-lacZ and hybrid Ad5/35-lacZ reporter viruses on a mouse model after intracardiac 

injection. A transgenic mouse strain was used, which expresses human CD46 gene in a 

similar pattern as observed for humans. Details on intracardiac injection can be found 

in study IV. 

As expected after receptor studies, we observed significantly more profound 

transgene expression with Ad5-lacZ (Figure 10). The vector with native capsid was 

able to induce transgene expression in over 3 times larger area than Ad5/35-lacZ 

hybrid virus (p = 0.01). Surprisingly though, we also observed more severe tissue 

damage due to immune reactions with Ad5-lacZ when compared with the hybrid virus 

(Figure 10).  



 Results and Discussion 47 

 

 

Figure 10. Ad5-lacZ transduces significantly more effectively heart tissue than Ad5/35-lacZ 

(A) p < 0.01, but also induces more severe immune reactions (B) p = ns. 

This Ad5-lacZ-provoked toxicity can undermine the benefits gained for efficient 

gene expression. Most likely this level of immunoreactions would lead to severe 

complications and impaired heart function. However, it must be mentioned that our 

results for the difference in cytotoxicity are statistically non-significant and the groups 

were very small (n = 4). To corroborate the suggested difference in cytotoxicity 

between Ad5 and Ad5/35, a larger study must be carried out. In addition to direct 

analysis of heart sections, other inflammatory markers should also be analyzed, such as 

IL-6, IL-12 and IFN- . This more thorough study would answer the question of 

cytotoxicity decisively, either confirming our suggested results or indicating no 

difference between the two viruses. Whichever the case, these results shown here 

implicate severe toxicity of Ad5 when administered intramyocardially. Combined with 

already compromised cardiac function in DCM, the Ad5 treatment may even be more 

harmful than helpful with some patients. If Ad5 vectors are to be used for treatment of 

heart disease, the vector must be made far less immunoreactive than the native serotype 

5 adenovirus. 

Most studies involving adenoviral activity in the heart compose of biodistribution 

studies after intravenous (i.v.) administration. It has previously been shown that both 

Ad5-lacZ and Ad5/35-lacZ genomes are present at relatively high concentrations in the 

hearts of hCD46Ge mice and baboons. For Ad5/35-lacZ, the heart is one of the most 

effectively transduced tissues in both models (Ni, S., et al. 2005, Ganesh, S., et al. 

2009). Interestingly, with the primate model no transgene activity was reported in the 

heart tissue for any vector despite the presence of viral genomes. Analysis of genome 

copies in tissues does not discriminate between active or inactive viral particles or 

between intracellular genomes and viruses in extracellular space. Unfortunately, only 

this method of analysis was employed by Ganesh et. al. (2009). Here we show the 

expression and activity of viral transgene in hCD46Ge mice. The results indicate that 

both vectors are transcribed in this murine model. Ganesh et. al. (2009) also analyzed 

vector-mediated toxicity by measuring serum IL-6 and liver enzyme levels and showed 
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decreased overall toxicity with Ad5/35-lacZ vector after i.v. administration. Our results 

together with previous studies suggest that changing Ad5 fiber to those of Ad35 

increases the safety profile of gene therapy vectors. Also, vector administration by i.v. 

instead of direct intramyocardial injection may be better suited for gene therapy 

targeting the heart. 
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6. Summary and Conclusions 

The goals of this study were to characterize target-tissue Ad receptor levels and after 

selection of a proper vector to analyze the difference in efficacy of a targeted vector in 

both cancer and cardiovascular models. 

It has been shown that Ad receptors may be down-regulated in various diseases 

leading to impaired therapeutic effects with Ad vectors. We have shown with different 

HNSCC cell lines, that CAR levels vary significantly even within a cancer type, while 

another Ad receptor, CD46, remains at higher and more constant levels. It may also be 

that there is an as-yet-unknown threshold level of Ad receptors which allows for 

effective infection of target tissue. On the other hand, it is clear that tissues not 

expressing the correct Ad receptor are refractory to Ad transfection. These tissues can 

be targeted and effectively transduced by a hybrid Ad vector with changed tropism.  

In cancer treatment the basic goal is to rid the patient from the cancer cells without 

killing normal cells. One way of doing this with viral vectors is to utilize the natural 

ability of viruses to kill their host cells. We used an hTERT promoter to control and 

target the replication of the Ad vector. By combining the transductional targeting of a 

hybrid virus and the transcriptional control implemented by the insertion hTERT, we 

constructed a CRAd and characterized its tumor-killing properties both in vitro and in 

vivo model systems. In comparison with non-targeted Ad5-TERT vector and wt Ad5 

virus the Ad5/35-TERT hybrid virus was more efficient in killing HNSCC cells. The 

efficacy is largely dependent on expression of primary Ad receptors on target cells. 

In case of cardiovascular diseases the approach is quite different. The goal 

obviously is not to kill target cells, but to transfect them and get them to start 

producing some beneficial peptide or protein which helps the functionality of heart 

tissue. The efficient transfection of target tissue is, again, of paramount importance. 

We investigated expression of various Ad receptors in human heart tissue. Contrary to 

previous studies with HNSCC, CAR was found to be expressed at a high level and up-

regulated in DCM. A subsequent hypothesis based on these findings was that Ad5 is 

more efficient in transducing cardiac tissue than hybrid Ad5/35. This hypothesis was 

tested in a transgenic mouse model with ultrasound-guided intracardiac injection using 

reporter viruses of both capsid configurations. As expected, we observed more 

extensive transgene expression with Ad5 than with Ad5/35. Interestingly, we also 

observed more severe vector-induced inflammation and tissue damage in mice treated 

with the Ad5 virus. This suggests that native Ad5 is poorly tolerated when injected 

directly into the cardiac wall. 

To date numerous clinical trials have been conducted using Ad vectors for many 

diseases. Ads have been shown to be well tolerated, but dosage and the delivery 

method must be carefully chosen. Most problems involve transduction efficiency as 

transgene expression or viral function tends to remain lower in clinical settings than in 
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the laboratory. Also the advantage offered by gene therapy has varied greatly between 

trials and individuals, and often the benefit gained is modest although definitive. 

More work and research on viral vectors is needed before the breakthrough in gene 

therapy will be achieved. Research on diseases and growing understanding of disease 

mechanisms will help in the design and construction of the best vector configuration 

for each particular application. Based on our studies and work done by others, it is 

clear that the vector selection must be based on the intended application. Different 

possible combinations for viral vectors are innumerous; selection of the virus, capsid 

modifications, promoters, transgene / suicide gene, replicating / non-replicating 

characteristics, etc. Each combination will have its own pros and cons, which will be 

more pronounced in some ailments than others. The door is open and the tools are 

there, now it is time to choose the right tool for the right job. 



 Acknowledgements 51 

 

7. Acknowledgements 

This study was carried out at the Turku Centre for Biotechnology. I would like to thank 

the leader of the institute, Professor Riitta Lahesmaa for providing excellent facilities 

with an enthusiastic atmosphere. 

I want to thank my supervisor, Mikko Savontaus for believing in me and giving me 

the opportunity to be part of this project. Being part of a small group has given me the 

possibility also to get a peek at the management and the responsibilities involved. 

I would like to thank all the co-authors, especially Elina Suominen for all the work 

cells and viruses and Reidar Grenman for providing the cell lines, and Petri Kovanen 

and Mikko Mäyränpää for providing the heart samples. I thank Mari Merentie for the 

invaluable help on heart injections and Mirva Söderström for expertise on pathological 

assessment of tissues. I owe thanks to the previous and present group members for 

their questions and comments as well as help provided whenever needed: Kim Eerola, 

Minttu Mattila, Heini Suvanto, Kaisa Olli, and Siru Virtanen. 

I want to thank the reviewers of the thesis, Professor Veijo Hukkanen and Docent 

Jarmo Wahlfors for taking time from their busy schedules. 

I wish to thank the Turku Centre for Biotechnology personnel for all the help and 

especially Susanna Pyökäri, Marjo Hakkarainen, and Jouko Sandholm for always 

having time for my problems. 

I have been fortunate to belong to the TuBS graduate school and receive salary 

from this position. TuBS has organized great symposia and meetings as well as various 

parties which have always been motivating and re-energizing. For this I would like to 

thank Professor Olli Lassila, Nina Widberg, and the entire TuBS personnel. 

I am very grateful for the financial support provided by: South-Eastern Finland 

Cancer Foundation, Turku University Foundation, Oskar Öflund Foundation, Finnish 

Cultural Foundation Varsinais-Suomi Regional Fund, TuBS, and University of Turku 

Department of Medical Biochemistry and Genetics. 

For great discussions during lunch and an occasional beer I wish to thank my 

“biotech” friends Erik, Siina, Anu, Ilari, Sirkku, Heidi, and Tiina. My TuBS friends 

Ville, Karoliina, Saara, Hanna, Mariaana, Kari, Tomoko, Jonna, Pekka, and Minna. 

I owe the biggest thanks to my family, my parents, Reijo and Riitta for your 

unconditional love and for teaching me the important values in life. I also want to 

thank my brothers Pasi and Rami, and Pasi’s family Karita, Patrik, and Henrik. 

Finally, I wish to thank my love Anna-Maija. I thank you for your love, 

understanding and support. 

Turku, November 2010 

Raine Toivonen 



52 References 

8. References 

ABDUL-GHANI, R., OHANA, P., MATOUK, I., AYESH, S., AYESH, B., LASTER, M., BIBI, O., GILADI, 

H., MOLNAR-KIMBER, K., SUGHAYER, M.A., DE GROOT, N. and HOCHBERG, A., 2000. Use of 

transcriptional regulatory sequences of telomerase (hTER and hTERT) for selective killing of cancer cells. 

Mol.Ther., 2(6), pp. 539-544. 

ADACHI, Y., REYNOLDS, P.N., YAMAMOTO, M., GRIZZLE, W.E., OVERTURF, K., MATSUBARA, S., 

MURAMATSU, T. and CURIEL, D.T., 2000. Midkine promoter-based adenoviral vector gene delivery for 

pediatric solid tumors. Cancer Res., 60(16), pp. 4305-4310. 

ALONSO, M.M., JIANG, H., YOKOYAMA, T., XU, J., BEKELE, N.B., LANG, F.F., KONDO, S., GOMEZ-

MANZANO, C. and FUEYO, J., 2008. Delta-24-RGD in combination with RAD001 induces enhanced anti-

glioma effect via autophagic cell death. Mol.Ther., 16(3), pp. 487-493. 

AMBROS, V., LEE, R.C., LAVANWAY, A., WILLIAMS, P.T. and JEWELL, D., 2003. MicroRNAs and other 

tiny endogenous RNAs in C. elegans. Curr.Biol., 13(10), pp. 807-818. 

ARAI, M., ALPERT, N.R., MACLENNAN, D.H., BARTON, P. and PERIASAMY, M., 1993. Alterations in 

sarcoplasmic reticulum gene expression in human heart failure. A possible mechanism for alterations in 

systolic and diastolic properties of the failing myocardium. Circ.Res., 72(2), pp. 463-469. 

ARGIRIS, A., KARAMOUZIS, M.V., RABEN, D. and FERRIS, R.L., 2008. Head and neck cancer. Lancet, 

371(9625), pp. 1695-1709. 

ARNBERG, N., EDLUND, K., KIDD, A.H. and WADELL, G., 2000a. Adenovirus type 37 uses sialic acid as a 

cellular receptor. J.Virol., 74(1), pp. 42-48. 

ARNBERG, N., KIDD, A.H., EDLUND, K., OLFAT, F. and WADELL, G., 2000b. Initial interactions of 

subgenus D adenoviruses with A549 cellular receptors: sialic acid versus alpha(v) integrins. J.Virol., 74(16), 

pp. 7691-7693. 

ASAOKA, K., TADA, M., SAWAMURA, Y., IKEDA, J. and ABE, H., 2000. Dependence of efficient 

adenoviral gene delivery in malignant glioma cells on the expression levels of the Coxsackievirus and 

adenovirus receptor. J.Neurosurg., 92(6), pp. 1002-1008. 

BAI, M., HARFE, B. and FREIMUTH, P., 1993. Mutations that alter an Arg-Gly-Asp (RGD) sequence in the 

adenovirus type 2 penton base protein abolish its cell-rounding activity and delay virus reproduction in flat 

cells. J.Virol., 67(9), pp. 5198-5205. 

BARCIA, C., GERDES, C., XIONG, W.D., THOMAS, C.E., LIU, C., KROEGER, K.M., CASTRO, M.G. and 

LOWENSTEIN, P.R., 2006. Immunological thresholds in neurological gene therapy: highly efficient 

elimination of transduced cells might be related to the specific formation of immunological synapses between 

T cells and virus-infected brain cells. Neuron.Glia Biol., 2(4), pp. 309-322. 

BARKER, S.D., DMITRIEV, I.P., NETTELBECK, D.M., LIU, B., RIVERA, A.A., ALVAREZ, R.D., CURIEL, 

D.T. and HEMMINKI, A., 2003. Combined transcriptional and transductional targeting improves the 

specificity and efficacy of adenoviral gene delivery to ovarian carcinoma. Gene Ther., 10(14), pp. 1198-1204. 

BERGELSON, J.M., CUNNINGHAM, J.A., DROGUETT, G., KURT-JONES, E.A., KRITHIVAS, A., HONG, 

J.S., HORWITZ, M.S., CROWELL, R.L. and FINBERG, R.W., 1997. Isolation of a common receptor for 

Coxsackie B viruses and adenoviruses 2 and 5. Science, 275(5304), pp. 1320-1323. 

BILSLAND, A.E., MERRON, A., VASSAUX, G. and KEITH, W.N., 2007. Modulation of telomerase promoter 

tumor selectivity in the context of oncolytic adenoviruses. Cancer Res., 67(3), pp. 1299-1307. 

BLACKWELL, J.L., MILLER, C.R., DOUGLAS, J.T., LI, H., REYNOLDS, P.N., CARROLL, W.R., PETERS, 

G.E., STRONG, T.V. and CURIEL, D.T., 1999. Retargeting to EGFR enhances adenovirus infection 

efficiency of squamous cell carcinoma. Arch.Otolaryngol.Head.Neck.Surg., 125(8), pp. 856-863. 

BREIDENBACH, M., REIN, D.T., SCHONDORF, T., KHAN, K.N., HERRMANN, I., SCHMIDT, T., 

REYNOLDS, P.N., VLODAVSKY, I., HAVIV, Y.S. and CURIEL, D.T., 2006. A new targeting approach for 

breast cancer gene therapy using the heparanase promoter. Cancer Lett., 240(1), pp. 114-122. 

BREIDENBACH, M., REIN, D.T., EVERTS, M., GLASGOW, J.N., WANG, M., PASSINEAU, M.J., 

ALVAREZ, R.D., KOROKHOV, N. and CURIEL, D.T., 2005. Mesothelin-mediated targeting of adenoviral 

vectors for ovarian cancer gene therapy. Gene Ther., 12(2), pp. 187-193. 



 References 53 

 

BRENNAN, J.A., MAO, L., HRUBAN, R.H., BOYLE, J.O., EBY, Y.J., KOCH, W.M., GOODMAN, S.N. and 

SIDRANSKY, D., 1995. Molecular assessment of histopathological staging in squamous-cell carcinoma of 

the head and neck. N.Engl.J.Med., 332(7), pp. 429-435. 

BURMEISTER, W.P., GUILLIGAY, D., CUSACK, S., WADELL, G. and ARNBERG, N., 2004. Crystal 

structure of species D adenovirus fiber knobs and their sialic acid binding sites. J.Virol., 78(14), pp. 7727-

7736. 

CAMPOS, S.K. and BARRY, M.A., 2006. Comparison of adenovirus fiber, protein IX, and hexon capsomeres 

as scaffolds for vector purification and cell targeting. Virology, 349(2), pp. 453-462. 

CAUX, C., VANBERVLIET, B., MASSACRIER, C., AZUMA, M., OKUMURA, K., LANIER, L.L. and 

BANCHEREAU, J., 1994. B70/B7-2 is identical to CD86 and is the major functional ligand for CD28 

expressed on human dendritic cells. J.Exp.Med., 180(5), pp. 1841-1847. 

CERULLO, V., PESONEN, S., DIACONU, I., ESCUTENAIRE, S., ARSTILA, P.T., UGOLINI, M., 

NOKISALMI, P., RAKI, M., LAASONEN, L., SARKIOJA, M., RAJECKI, M., KANGASNIEMI, L., GUSE, 

K., HELMINEN, A., AHTIAINEN, L., RISTIMAKI, A., RAISANEN-SOKOLOWSKI, A., HAAVISTO, E., 

OKSANEN, M., KARLI, E., KARIOJA-KALLIO, A., HOLM, S.L., KOURI, M., JOENSUU, T., 

KANERVA, A. and HEMMINKI, A., 2010. Oncolytic adenovirus coding for granulocyte macrophage 

colony-stimulating factor induces antitumoral immunity in cancer patients. Cancer Res., 70(11), pp. 4297-

4309. 

CHANG, J., NICOLAS, E., MARKS, D., SANDER, C., LERRO, A., BUENDIA, M.A., XU, C., MASON, 

W.S., MOLOSHOK, T., BORT, R., ZARET, K.S. and TAYLOR, J.M., 2004. miR-122, a mammalian liver-

specific microRNA, is processed from hcr mRNA and may downregulate the high affinity cationic amino acid 

transporter CAT-1. RNA Biol., 1(2), pp. 106-113. 

CHIU, C.Y., MATHIAS, P., NEMEROW, G.R. and STEWART, P.L., 1999. Structure of adenovirus complexed 

with its internalization receptor, alphavbeta5 integrin. J.Virol., 73(8), pp. 6759-6768. 

CLAYMAN, G.L., FRANK, D.K., BRUSO, P.A. and GOEPFERT, H., 1999. Adenovirus-mediated wild-type 

p53 gene transfer as a surgical adjuvant in advanced head and neck cancers. Clin.Cancer Res., 5(7), pp. 1715-

1722. 

CLAYMAN, G.L., EL-NAGGAR, A.K., LIPPMAN, S.M., HENDERSON, Y.C., FREDERICK, M., MERRITT, 

J.A., ZUMSTEIN, L.A., TIMMONS, T.M., LIU, T.J., GINSBERG, L., ROTH, J.A., HONG, W.K., BRUSO, 

P. and GOEPFERT, H., 1998. Adenovirus-mediated p53 gene transfer in patients with advanced recurrent 

head and neck squamous cell carcinoma. J.Clin.Oncol., 16(6), pp. 2221-2232. 

COHEN, C.J., SHIEH, J.T., PICKLES, R.J., OKEGAWA, T., HSIEH, J.T. and BERGELSON, J.M., 2001. The 

coxsackievirus and adenovirus receptor is a transmembrane component of the tight junction. 

Proc.Natl.Acad.Sci.U.S.A., 98(26), pp. 15191-15196. 

COYNE, C.B., VOELKER, T., PICHLA, S.L. and BERGELSON, J.M., 2004. The coxsackievirus and 

adenovirus receptor interacts with the multi-PDZ domain protein-1 (MUPP-1) within the tight junction. 

J.Biol.Chem., 279(46), pp. 48079-48084. 

DAEHMLOW, S., ERDMANN, J., KNUEPPEL, T., GILLE, C., FROEMMEL, C., HUMMEL, M., HETZER, 

R. and REGITZ-ZAGROSEK, V., 2002. Novel mutations in sarcomeric protein genes in dilated 

cardiomyopathy. Biochem.Biophys.Res.Commun., 298(1), pp. 116-120. 

DE LA BASTIE, D., LEVITSKY, D., RAPPAPORT, L., MERCADIER, J.J., MAROTTE, F., WISNEWSKY, 

C., BROVKOVICH, V., SCHWARTZ, K. and LOMPRE, A.M., 1990. Function of the sarcoplasmic reticulum 

and expression of its Ca2(+)-ATPase gene in pressure overload-induced cardiac hypertrophy in the rat. 

Circ.Res., 66(2), pp. 554-564. 

DECHECCHI, M.C., MELOTTI, P., BONIZZATO, A., SANTACATTERINA, M., CHILOSI, M. and 

CABRINI, G., 2001. Heparan sulfate glycosaminoglycans are receptors sufficient to mediate the initial 

binding of adenovirus types 2 and 5. J.Virol., 75(18), pp. 8772-8780. 

DENBY, L., WORK, L.M., GRAHAM, D., HSU, C., VON SEGGERN, D.J., NICKLIN, S.A. and BAKER, 

A.H., 2004. Adenoviral serotype 5 vectors pseudotyped with fibers from subgroup D show modified tropism 

in vitro and in vivo. Hum.Gene Ther., 15(11), pp. 1054-1064. 

DEWEESE, T.L., VAN DER POEL, H., LI, S., MIKHAK, B., DREW, R., GOEMANN, M., HAMPER, U., 

DEJONG, R., DETORIE, N., RODRIGUEZ, R., HAULK, T., DEMARZO, A.M., PIANTADOSI, S., YU, 



54 References 

D.C., CHEN, Y., HENDERSON, D.R., CARDUCCI, M.A., NELSON, W.G. and SIMONS, J.W., 2001. 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., 61(20), pp. 7464-7472. 

DIACONU, I., DENBY, L., PESONEN, S., CERULLO, V., BAUERSCHMITZ, G.J., GUSE, K., RAJECKI, 

M., DIAS, J.D., TAARI, K., KANERVA, A., BAKER, A.H. and HEMMINKI, A., 2009. Serotype chimeric 

and fiber-mutated adenovirus Ad5/19p-HIT for targeting renal cancer and untargeting the liver. Hum.Gene 

Ther., 20(6), pp. 611-620. 

DIRVEN, C.M., GRILL, J., LAMFERS, M.L., VAN DER VALK, P., LEONHART, A.M., VAN 

BEUSECHEM, V.W., HAISMA, H.J., PINEDO, H.M., CURIEL, D.T., VANDERTOP, W.P. and 

GERRITSEN, W.R., 2002. Gene therapy for meningioma: improved gene delivery with targeted 

adenoviruses. J.Neurosurg., 97(2), pp. 441-449. 

DOUGLAS, J.T., KIM, M., SUMEREL, L.A., CAREY, D.E. and CURIEL, D.T., 2001. Efficient oncolysis by a 

replicating adenovirus (ad) in vivo is critically dependent on tumor expression of primary ad receptors. 

Cancer Res., 61(3), pp. 813-817. 

DUBOSCQ-BIDOT, L., CHARRON, P., RUPPERT, V., FAUCHIER, L., RICHTER, A., TAVAZZI, L., 

ARBUSTINI, E., WICHTER, T., MAISCH, B., KOMAJDA, M., ISNARD, R., VILLARD, E. and 

EUROGENE HEART FAILURE NETWORK., 2009. Mutations in the ANKRD1 gene encoding CARP are 

responsible for human dilated cardiomyopathy. Eur.Heart J., 30(17), pp. 2128-2136. 

DUFES, C., KEITH, W.N., BILSLAND, A., PROUTSKI, I., UCHEGBU, I.F. and SCHATZLEIN, A.G., 2005. 

Synthetic anticancer gene medicine exploits intrinsic antitumor activity of cationic vector to cure established 

tumors. Cancer Res., 65(18), pp. 8079-8084. 

DUMMER, R., EICHMULLER, S., GELLRICH, S., ASSAF, C., DRENO, B., SCHILLER, M., DEREURE, O., 

BAUDARD, M., BAGOT, M., KHAMMARI, A., BLEUZEN, P., BATAILLE, V., DERBIJ, A., 

WIEDEMANN, N., WATERBOER, T., LUSKY, M., ACRES, B. and UROSEVIC-MAIWALD, M., 2010. 

Phase II Clinical Trial of Intratumoral Application of TG1042 (Adenovirus-interferon-gamma) in Patients 

With Advanced Cutaneous T-cell Lymphomas and Multilesional Cutaneous B-cell Lymphomas. Mol.Ther.,  

DUMMER, R., HASSEL, J.C., FELLENBERG, F., EICHMULLER, S., MAIER, T., SLOS, P., ACRES, B., 

BLEUZEN, P., BATAILLE, V., SQUIBAN, P., BURG, G. and UROSEVIC, M., 2004. Adenovirus-mediated 

intralesional interferon-gamma gene transfer induces tumor regressions in cutaneous lymphomas. Blood, 

104(6), pp. 1631-1638. 

EVERETT, R.S., HODGES, B.L., DING, E.Y., XU, F., SERRA, D. and AMALFITANO, A., 2003. Liver 

toxicities typically induced by first-generation adenoviral vectors can be reduced by use of E1, E2b-deleted 

adenoviral vectors. Hum.Gene Ther., 14(18), pp. 1715-1726. 

FECHNER, H., NOUTSIAS, M., TSCHOEPE, C., HINZE, K., WANG, X., ESCHER, F., PAUSCHINGER, M., 

DEKKERS, D., VETTER, R., PAUL, M., LAMERS, J., SCHULTHEISS, H.P. and POLLER, W., 2003. 

Induction of coxsackievirus-adenovirus-receptor expression during myocardial tissue formation and 

remodeling: identification of a cell-to-cell contact-dependent regulatory mechanism. Circulation, 107(6), pp. 

876-882. 

FREEMAN, G.J., FREEDMAN, A.S., SEGIL, J.M., LEE, G., WHITMAN, J.F. and NADLER, L.M., 1989. B7, 

a new member of the Ig superfamily with unique expression on activated and neoplastic B cells. J.Immunol., 

143(8), pp. 2714-2722. 

FREYTAG, S.O., MOVSAS, B., AREF, I., STRICKER, H., PEABODY, J., PEGG, J., ZHANG, Y., BARTON, 

K.N., BROWN, S.L., LU, M., SAVERA, A. and KIM, J.H., 2007. Phase I trial of replication-competent 

adenovirus-mediated suicide gene therapy combined with IMRT for prostate cancer. Mol.Ther., 15(5), pp. 

1016-1023. 

FUEYO, J., GOMEZ-MANZANO, C., ALEMANY, R., LEE, P.S., MCDONNELL, T.J., MITLIANGA, P., 

SHI, Y.X., LEVIN, V.A., YUNG, W.K. and KYRITSIS, A.P., 2000. A mutant oncolytic adenovirus targeting 

the Rb pathway produces anti-glioma effect in vivo. Oncogene, 19(1), pp. 2-12. 

FULLER, C.D., WANG, S.J., THOMAS, C.R.,JR, HOFFMAN, H.T., WEBER, R.S. and ROSENTHAL, D.I., 

2007. Conditional survival in head and neck squamous cell carcinoma: results from the SEER dataset 1973-

1998. Cancer, 109(7), pp. 1331-1343. 

GAGGAR, A., SHAYAKHMETOV, D.M. and LIEBER, A., 2003. CD46 is a cellular receptor for group B 

adenoviruses. Nat.Med., 9(11), pp. 1408-1412. 



 References 55 

 

GALL, J., KASS-EISLER, A., LEINWAND, L. and FALCK-PEDERSEN, E., 1996. Adenovirus type 5 and 7 

capsid chimera: fiber replacement alters receptor tropism without affecting primary immune neutralization 

epitopes. J.Virol., 70(4), pp. 2116-2123. 

GANESH, S., GONZALEZ-EDICK, M., GIBBONS, D., WAUGH, J., VAN ROEY, M. and JOOSS, K., 2009. 

Evaluation of biodistribution of a fiber-chimeric, conditionally replication-competent (oncolytic) adenovirus 

in CD46 receptor transgenic mice. Hum.Gene Ther., 20(10), pp. 1201-1213. 

GANLY, I., KIRN, D., ECKHARDT, G., RODRIGUEZ, G.I., SOUTAR, D.S., OTTO, R., ROBERTSON, A.G., 

PARK, O., GULLEY, M.L., HEISE, C., VON HOFF, D.D. and KAYE, S.B., 2000. A phase I study of Onyx-

015, an E1B attenuated adenovirus, administered intratumorally to patients with recurrent head and neck 

cancer. Clin.Cancer Res., 6(3), pp. 798-806. 

GLASGOW, J.N., MIKHEEVA, G., KRASNYKH, V. and CURIEL, D.T., 2009. A strategy for adenovirus 

vector targeting with a secreted single chain antibody. PLoS One, 4(12), pp. e8355. 

GOEBEL, E.A., DAVIDSON, B.L., ZABNER, J., GRAHAM, S.M. and KERN, J.A., 1996. Adenovirus-

mediated gene therapy for head and neck squamous cell carcinomas. Ann.Otol.Rhinol.Laryngol., 105(7), pp. 

562-567. 

GONZALEZ, M.V., PELLO, M.F., LOPEZ-LARREA, C., SUAREZ, C., MENENDEZ, M.J. and COTO, E., 

1995. Loss of heterozygosity and mutation analysis of the p16 (9p21) and p53 (17p13) genes in squamous cell 

carcinoma of the head and neck. Clin.Cancer Res., 1(9), pp. 1043-1049. 

GOOSSENS, P.H., HAVENGA, M.J., PIETERMAN, E., LEMCKERT, A.A., BREEDVELD, F.C., BOUT, A. 

and HUIZINGA, T.W., 2001. Infection efficiency of type 5 adenoviral vectors in synovial tissue can be 

enhanced with a type 16 fiber. Arthritis Rheum., 44(3), pp. 570-577. 

GRILL, J., VAN BEUSECHEM, V.W., VAN DER VALK, P., DIRVEN, C.M., LEONHART, A., PHERAI, 

D.S., HAISMA, H.J., PINEDO, H.M., CURIEL, D.T. and GERRITSEN, W.R., 2001. Combined targeting of 

adenoviruses to integrins and epidermal growth factor receptors increases gene transfer into primary glioma 

cells and spheroids. Clin.Cancer Res., 7(3), pp. 641-650. 

HAFKAMP, H.C., SPEEL, E.J., HAESEVOETS, A., BOT, F.J., DINJENS, W.N., RAMAEKERS, F.C., 

HOPMAN, A.H. and MANNI, J.J., 2003. A subset of head and neck squamous cell carcinomas exhibits 

integration of HPV 16/18 DNA and overexpression of p16INK4A and p53 in the absence of mutations in p53 

exons 5-8. Int.J.Cancer, 107(3), pp. 394-400. 

HAISMA, H.J., KAMPS, G.K., BOUMA, A., GEEL, T.M., ROTS, M.G., KARIAT, A. and BELLU, A.R., 

2010. Selective targeting of adenovirus to alpha(v)beta(3) integrins, VEGFR2 and Tie2 endothelial receptors 

by angio-adenobodies. Int.J.Pharm.,  

HAMID, O., VARTERASIAN, M.L., WADLER, S., HECHT, J.R., BENSON, A.,3RD, GALANIS, E., 

UPRICHARD, M., OMER, C., BYCOTT, P., HACKMAN, R.C. and SHIELDS, A.F., 2003. Phase II trial of 

intravenous CI-1042 in patients with metastatic colorectal cancer. J.Clin.Oncol., 21(8), pp. 1498-1504. 

HAN, D.M., HUANG, Z.G., ZHANG, W., YU, Z.K., WANG, Q., NI, X., CHEN, X.H., PAN, J.H. and WANG, 

H., 2003. Effectiveness of recombinant adenovirus p53 injection on laryngeal cancer: phase I clinical trial and 

follow up. Zhonghua Yi Xue Za Zhi, 83(23), pp. 2029-2032. 

HASENFUSS, G., REINECKE, H., STUDER, R., MEYER, M., PIESKE, B., HOLTZ, J., HOLUBARSCH, C., 

POSIVAL, H., JUST, H. and DREXLER, H., 1994. Relation between myocardial function and expression of 

sarcoplasmic reticulum Ca(2+)-ATPase in failing and nonfailing human myocardium. Circ.Res., 75(3), pp. 

434-442. 

HEDMAN, M., HARTIKAINEN, J., SYVANNE, M., STJERNVALL, J., HEDMAN, A., KIVELA, A., 

VANNINEN, E., MUSSALO, H., KAUPPILA, E., SIMULA, S., NARVANEN, O., RANTALA, A., 

PEUHKURINEN, K., NIEMINEN, M.S., LAAKSO, M. and YLA-HERTTUALA, S., 2003. Safety and 

feasibility of catheter-based local intracoronary vascular endothelial growth factor gene transfer in the 

prevention of postangioplasty and in-stent restenosis and in the treatment of chronic myocardial ischemia: 

phase II results of the Kuopio Angiogenesis Trial (KAT). Circulation, 107(21), pp. 2677-2683. 

HEISE, C., SAMPSON-JOHANNES, A., WILLIAMS, A., MCCORMICK, F., VON HOFF, D.D. and KIRN, 

D.H., 1997. ONYX-015, an E1B gene-attenuated adenovirus, causes tumor-specific cytolysis and antitumoral 

efficacy that can be augmented by standard chemotherapeutic agents. Nat.Med., 3(6), pp. 639-645. 



56 References 

HEMMI, S., GEERTSEN, R., MEZZACASA, A., PETER, I. and DUMMER, R., 1998. The presence of human 

coxsackievirus and adenovirus receptor is associated with efficient adenovirus-mediated transgene expression 

in human melanoma cell cultures. Hum.Gene Ther., 9(16), pp. 2363-2373. 

HEMMINKI, A., BELOUSOVA, N., ZINN, K.R., LIU, B., WANG, M., CHAUDHURI, T.R., ROGERS, B.E., 

BUCHSBAUM, D.J., SIEGAL, G.P., BARNES, M.N., GOMEZ-NAVARRO, J., CURIEL, D.T. and 

ALVAREZ, R.D., 2001. An adenovirus with enhanced infectivity mediates molecular chemotherapy of 

ovarian cancer cells and allows imaging of gene expression. Mol.Ther., 4(3), pp. 223-231. 

HENNING, P., LUNDGREN, E., CARLSSON, M., FRYKHOLM, K., JOHANNISSON, J., MAGNUSSON, 

M.K., TANG, E., FRANQUEVILLE, L., HONG, S.S., LINDHOLM, L. and BOULANGER, P., 2006. 

Adenovirus type 5 fiber knob domain has a critical role in fiber protein synthesis and encapsidation. 

J.Gen.Virol., 87(Pt 11), pp. 3151-3160. 

HERSHBERGER, R.E., PARKS, S.B., KUSHNER, J.D., LI, D., LUDWIGSEN, S., JAKOBS, P., NAUMAN, 

D., BURGESS, D., PARTAIN, J. and LITT, M., 2008. Coding Sequence Mutations Identified in MYH7, 

TNNT2, SCN5A, CSRP3, LBD3, and TCAP from 313 Patients with Familial or Idiopathic Dilated 

Cardiomyopathy. Clinical and Translational Science, 1(1), pp. 21-26. 

HONG, J.S. and ENGLER, J.A., 1996. Domains required for assembly of adenovirus type 2 fiber trimers. 

J.Virol., 70(10), pp. 7071-7078. 

HOSHIJIMA, M., IKEDA, Y., IWANAGA, Y., MINAMISAWA, S., DATE, M.O., GU, Y., IWATATE, M., LI, 

M., WANG, L., WILSON, J.M., WANG, Y., ROSS, J.,JR and CHIEN, K.R., 2002. Chronic suppression of 

heart-failure progression by a pseudophosphorylated mutant of phospholamban via in vivo cardiac rAAV gene 

delivery. Nat.Med., 8(8), pp. 864-871. 

HUANG, T.G., SAVONTAUS, M.J., SHINOZAKI, K., SAUTER, B.V. and WOO, S.L., 2003. Telomerase-

dependent oncolytic adenovirus for cancer treatment. Gene Ther., 10(15), pp. 1241-1247. 

HUARD, J., LOCHMULLER, H., ACSADI, G., JANI, A., MASSIE, B. and KARPATI, G., 1995. The route of 

administration is a major determinant of the transduction efficiency of rat tissues by adenoviral recombinants. 

Gene Ther., 2(2), pp. 107-115. 

HUUSKO, J., MERENTIE, M., DIJKSTRA, M.H., RYHANEN, M.M., KARVINEN, H., RISSANEN, T.T., 

VANWILDEMEERSCH, M., HEDMAN, M., LIPPONEN, J., HEINONEN, S.E., ERIKSSON, U., 

SHIBUYA, M. and YLA-HERTTUALA, S., 2010. The effects of VEGF-R1 and VEGF-R2 ligands on 

angiogenic responses and left ventricular function in mice. Cardiovasc.Res., 86(1), pp. 122-130. 

ITO, H., KYO, S., KANAYA, T., TAKAKURA, M., KOSHIDA, K., NAMIKI, M. and INOUE, M., 1998. 

Detection of human telomerase reverse transcriptase messenger RNA in voided urine samples as a useful 

diagnostic tool for bladder cancer. Clin.Cancer Res., 4(11), pp. 2807-2810. 

ITO, M., KODAMA, M., MASUKO, M., YAMAURA, M., FUSE, K., UESUGI, Y., HIRONO, S., OKURA, Y., 

KATO, K., HOTTA, Y., HONDA, T., KUWANO, R. and AIZAWA, Y., 2000. Expression of coxsackievirus 

and adenovirus receptor in hearts of rats with experimental autoimmune myocarditis. Circ.Res., 86(3), pp. 

275-280. 

JASKI, B.E., JESSUP, M.L., MANCINI, D.M., CAPPOLA, T.P., PAULY, D.F., GREENBERG, B., BOROW, 

K., DITTRICH, H., ZSEBO, K.M., HAJJAR, R.J. and CALCIUM UP-REGULATION BY 

PERCUTANEOUS ADMINISTRATION OF GENE THERAPY IN CARDIAC DISEASE (CUPID) TRIAL 

INVESTIGATORS., 2009. Calcium upregulation by percutaneous administration of gene therapy in cardiac 

disease (CUPID Trial), a first-in-human phase 1/2 clinical trial. J.Card.Fail., 15(3), pp. 171-181. 

JAY, C., NEMUNAITIS, J., CHEN, P., FULGHAM, P. and TONG, A.W., 2007. miRNA profiling for diagnosis 

and prognosis of human cancer. DNA Cell Biol., 26(5), pp. 293-300. 

JOHN, B., ENRIGHT, A.J., ARAVIN, A., TUSCHL, T., SANDER, C. and MARKS, D.S., 2004. Human 

MicroRNA targets. PLoS Biol., 2(11), pp. e363. 

JONES, M.S.,2ND, HARRACH, B., GANAC, R.D., GOZUM, M.M., DELA CRUZ, W.P., RIEDEL, B., PAN, 

C., DELWART, E.L. and SCHNURR, D.P., 2007. New adenovirus species found in a patient presenting with 

gastroenteritis. J.Virol., 81(11), pp. 5978-5984. 

JOUNG, I., HARBER, G., GERECKE, K.M., CARROLL, S.L., COLLAWN, J.F. and ENGLER, J.A., 2005. 

Improved gene delivery into neuroglial cells using a fiber-modified adenovirus vector. 

Biochem.Biophys.Res.Commun., 328(4), pp. 1182-1187. 



 References 57 

 

KALYUZHNIY, O., DI PAOLO, N.C., SILVESTRY, M., HOFHERR, S.E., BARRY, M.A., STEWART, P.L. 

and SHAYAKHMETOV, D.M., 2008. Adenovirus serotype 5 hexon is critical for virus infection of 

hepatocytes in vivo. Proc.Natl.Acad.Sci.U.S.A., 105(14), pp. 5483-5488. 

KAWAKAMI, Y., KITAMOTO, M., NAKANISHI, T., YASUI, W., TAHARA, E., NAKAYAMA, J., 

ISHIKAWA, F., TAHARA, H., IDE, T. and KAJIYAMA, G., 2000. Immuno-histochemical detection of 

human telomerase reverse transcriptase in human liver tissues. Oncogene, 19(34), pp. 3888-3893. 

KHORANA, A.A., ROSENBLATT, J.D., SAHASRABUDHE, D.M., EVANS, T., LADRIGAN, M., 

MARQUIS, D., ROSELL, K., WHITESIDE, T., PHILLIPPE, S., ACRES, B., SLOS, P., SQUIBAN, P., 

ROSS, M. and KENDRA, K., 2003. A phase I trial of immunotherapy with intratumoral adenovirus-

interferon-gamma (TG1041) in patients with malignant melanoma. Cancer Gene Ther., 10(4), pp. 251-259. 

KHURI, F.R., NEMUNAITIS, J., GANLY, I., ARSENEAU, J., TANNOCK, I.F., ROMEL, L., GORE, M., 

IRONSIDE, J., MACDOUGALL, R.H., HEISE, C., RANDLEV, B., GILLENWATER, A.M., BRUSO, P., 

KAYE, S.B., HONG, W.K. and KIRN, D.H., 2000. 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., 6(8), pp. 879-885. 

KOLSET, S.O., PRYDZ, K. and PEJLER, G., 2004. Intracellular proteoglycans. Biochem.J., 379(Pt 2), pp. 217-

227. 

KORN, T., NETTELBECK, D.M., VOLKEL, T., MULLER, R. and KONTERMANN, R.E., 2004. Recombinant 

bispecific antibodies for the targeting of adenoviruses to CEA-expressing tumour cells: a comparative analysis 

of bacterially expressed single-chain diabody and tandem scFv. J.Gene Med., 6(6), pp. 642-651. 

KRASNYKH, V.N., MIKHEEVA, G.V., DOUGLAS, J.T. and CURIEL, D.T., 1996. Generation of recombinant 

adenovirus vectors with modified fibers for altering viral tropism. J.Virol., 70(10), pp. 6839-6846. 

KURACHI, S., KOIZUMI, N., SAKURAI, F., KAWABATA, K., SAKURAI, H., NAKAGAWA, S., 

HAYAKAWA, T. and MIZUGUCHI, H., 2007. Characterization of capsid-modified adenovirus vectors 

containing heterologous peptides in the fiber knob, protein IX, or hexon. Gene Ther., 14(3), pp. 266-274. 

LAI, N.C., ROTH, D.M., GAO, M.H., TANG, T., DALTON, N., LAI, Y.Y., SPELLMAN, M., CLOPTON, P. 

and HAMMOND, H.K., 2004. Intracoronary adenovirus encoding adenylyl cyclase VI increases left 

ventricular function in heart failure. Circulation, 110(3), pp. 330-336. 

LANIER, L.L., O'FALLON, S., SOMOZA, C., PHILLIPS, J.H., LINSLEY, P.S., OKUMURA, K., ITO, D. and 

AZUMA, M., 1995. CD80 (B7) and CD86 (B70) provide similar costimulatory signals for T cell proliferation, 

cytokine production, and generation of CTL. J.Immunol., 154(1), pp. 97-105. 

LEJA, J., NILSSON, B., YU, D., GUSTAFSON, E., AKERSTROM, G., OBERG, K., GIANDOMENICO, V. 

and ESSAND, M., 2010. Double-detargeted oncolytic adenovirus shows replication arrest in liver cells and 

retains neuroendocrine cell killing ability. PLoS One, 5(1), pp. e8916. 

LEOPOLD, P.L., KREITZER, G., MIYAZAWA, N., REMPEL, S., PFISTER, K.K., RODRIGUEZ-BOULAN, 

E. and CRYSTAL, R.G., 2000. Dynein- and microtubule-mediated translocation of adenovirus serotype 5 

occurs after endosomal lysis. Hum.Gene Ther., 11(1), pp. 151-165. 

LEVINE, A.J. and GINSBERG, H.S., 1967. Mechanism by which fiber antigen inhibits multiplication of type 5 

adenovirus. J.Virol., 1(4), pp. 747-757. 

LI, D., DUAN, L., FREIMUTH, P. and O'MALLEY, B.W.,JR., 1999. Variability of adenovirus receptor density 

influences gene transfer efficiency and therapeutic response in head and neck cancer. Clin.Cancer Res., 5(12), 

pp. 4175-4181. 

LI, P., LIU, Y., MAYNARD, J., TANG, Y. and DEISSEROTH, A., 2010. Use of adenoviral vectors to target 

chemotherapy to tumor vascular endothelial cells suppresses growth of breast cancer and melanoma. 

Mol.Ther., 18(5), pp. 921-928. 

LISZEWSKI, M.K., POST, T.W. and ATKINSON, J.P., 1991. Membrane cofactor protein (MCP or CD46): 

newest member of the regulators of complement activation gene cluster. Annu.Rev.Immunol., 9 pp. 431-455. 

LIU, Y., COLOSIMO, A.L., YANG, X.J. and LIAO, D., 2000. Adenovirus E1B 55-kilodalton oncoprotein 

inhibits p53 acetylation by PCAF. Mol.Cell.Biol., 20(15), pp. 5540-5553. 



58 References 

LU, B., MAKHIJA, S.K., NETTELBECK, D.M., RIVERA, A.A., WANG, M., KOMAROVA, S., ZHOU, F., 

YAMAMOTO, M., HAISMA, H.J., ALVAREZ, R.D., CURIEL, D.T. and ZHU, Z.B., 2005. Evaluation of 

tumor-specific promoter activities in melanoma. Gene Ther., 12(4), pp. 330-338. 

LU, W., ZHENG, S., LI, X.F., HUANG, J.J., ZHENG, X. and LI, Z., 2004. 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., 10(24), pp. 3634-3638. 

MANCHESTER, M., NANICHE, D. and STEHLE, T., 2000. CD46 as a measles receptor: form follows 

function. Virology, 274(1), pp. 5-10. 

MARTTILA, M., PERSSON, D., GUSTAFSSON, D., LISZEWSKI, M.K., ATKINSON, J.P., WADELL, G. 

and ARNBERG, N., 2005. CD46 is a cellular receptor for all species B adenoviruses except types 3 and 7. 

J.Virol., 79(22), pp. 14429-14436. 

MATSUMOTO, K., SHARIAT, S.F., AYALA, G.E., RAUEN, K.A. and LERNER, S.P., 2005. Loss of 

coxsackie and adenovirus receptor expression is associated with features of aggressive bladder cancer. 

Urology, 66(2), pp. 441-446. 

MYHRE, S., HENNING, P., FRIEDMAN, M., STAHL, S., LINDHOLM, L. and MAGNUSSON, M.K., 2009. 

Re-targeted adenovirus vectors with dual specificity; binding specificities conferred by two different Affibody 

molecules in the fiber. Gene Ther., 16(2), pp. 252-261. 

NAKAMURA, T., SATO, K. and HAMADA, H., 2003. Reduction of natural adenovirus tropism to the liver by 

both ablation of fiber-coxsackievirus and adenovirus receptor interaction and use of replaceable short fiber. 

J.Virol., 77(4), pp. 2512-2521. 

NEMUNAITIS, J., CUNNINGHAM, C., BUCHANAN, A., BLACKBURN, A., EDELMAN, G., MAPLES, P., 

NETTO, G., TONG, A., RANDLEV, B., OLSON, S. and KIRN, D., 2001. Intravenous infusion of a 

replication-selective adenovirus (ONYX-015) in cancer patients: safety, feasibility and biological activity. 

Gene Ther., 8(10), pp. 746-759. 

NETTELBECK, D.M., MILLER, D.W., JEROME, V., ZUZARTE, M., WATKINS, S.J., HAWKINS, R.E., 

MULLER, R. and KONTERMANN, R.E., 2001. Targeting of adenovirus to endothelial cells by a bispecific 

single-chain diabody directed against the adenovirus fiber knob domain and human endoglin (CD105). 

Mol.Ther., 3(6), pp. 882-891. 

NI, S., BERNT, K., GAGGAR, A., LI, Z.Y., KIEM, H.P. and LIEBER, A., 2005. Evaluation of biodistribution 

and safety of adenovirus vectors containing group B fibers after intravenous injection into baboons. 

Hum.Gene Ther., 16(6), pp. 664-677. 

NICOL, C.G., DENBY, L., LOPEZ-FRANCO, O., MASSON, R., HALLIDAY, C.A., NICKLIN, S.A., KRITZ, 

A., WORK, L.M. and BAKER, A.H., 2009. Use of in vivo phage display to engineer novel adenoviruses for 

targeted delivery to the cardiac vasculature. FEBS Lett., 583(12), pp. 2100-2107. 

NOKISALMI, P., PESONEN, S., ESCUTENAIRE, S., SARKIOJA, M., RAKI, M., CERULLO, V., 

LAASONEN, L., ALEMANY, R., ROJAS, J., CASCALLO, M., GUSE, K., RAJECKI, M., 

KANGASNIEMI, L., HAAVISTO, E., KARIOJA-KALLIO, A., HANNUKSELA, P., OKSANEN, M., 

KANERVA, A., JOENSUU, T., AHTIAINEN, L. and HEMMINKI, A., 2010. Oncolytic adenovirus ICOVIR-

7 in patients with advanced and refractory solid tumors. Clin.Cancer Res., 16(11), pp. 3035-3043. 

NOUTSIAS, M., FECHNER, H., DE JONGE, H., WANG, X., DEKKERS, D., HOUTSMULLER, A.B., 

PAUSCHINGER, M., BERGELSON, J., WARRAICH, R., YACOUB, M., HETZER, R., LAMERS, J., 

SCHULTHEISS, H.P. and POLLER, W., 2001. Human coxsackie-adenovirus receptor is colocalized with 

integrins alpha(v)beta(3) and alpha(v)beta(5) on the cardiomyocyte sarcolemma and upregulated in dilated 

cardiomyopathy: implications for cardiotropic viral infections. Circulation, 104(3), pp. 275-280. 

OLSHAN, A.F., WEISSLER, M.C., PEI, H., CONWAY, K., ANDERSON, S., FRIED, D.B. and 

YARBROUGH, W.G., 1997. Alterations of the p16 gene in head and neck cancer: frequency and association 

with p53, PRAD-1 and HPV. Oncogene, 14(7), pp. 811-818. 

ONIMARU, M., OHUCHIDA, K., MIZUMOTO, K., NAGAI, E., CUI, L., TOMA, H., TAKAYAMA, K., 

MATSUMOTO, K., HASHIZUME, M. and TANAKA, M., 2010. hTERT-promoter-dependent oncolytic 

adenovirus enhances the transduction and therapeutic efficacy of replication-defective adenovirus vectors in 

pancreatic cancer cells. Cancer.Sci., 101(3), pp. 735-742. 



 References 59 

 

PAN, J.J., ZHANG, S.W., CHEN, C.B., XIAO, S.W., SUN, Y., LIU, C.Q., SU, X., LI, D.M., XU, G., XU, B. 

and LU, Y.Y., 2009. Effect of recombinant adenovirus-p53 combined with radiotherapy on long-term 

prognosis of advanced nasopharyngeal carcinoma. J.Clin.Oncol., 27(5), pp. 799-804. 

PARKIN, D.M., BRAY, F., FERLAY, J. and PISANI, P., 2005. Global cancer statistics, 2002. CA 

Cancer.J.Clin., 55(2), pp. 74-108. 

PENG, Z., 2005. Current status of gendicine in China: recombinant human Ad-p53 agent for treatment of 

cancers. Hum.Gene Ther., 16(9), pp. 1016-1027. 

PHILIPSON, L., LONBERG-HOLM, K. and PETTERSSON, U., 1968. Virus-receptor interaction in an 

adenovirus system. J.Virol., 2(10), pp. 1064-1075. 

PLUMB, J.A., BILSLAND, A., KAKANI, R., ZHAO, J., GLASSPOOL, R.M., KNOX, R.J., EVANS, T.R. and 

KEITH, W.N., 2001. Telomerase-specific suicide gene therapy vectors expressing bacterial nitroreductase 

sensitize human cancer cells to the pro-drug CB1954. Oncogene, 20(53), pp. 7797-7803. 

POETA, M.L., MANOLA, J., GOLDWASSER, M.A., FORASTIERE, A., BENOIT, N., CALIFANO, J.A., 

RIDGE, J.A., GOODWIN, J., KENADY, D., SAUNDERS, J., WESTRA, W., SIDRANSKY, D. and KOCH, 

W.M., 2007. TP53 mutations and survival in squamous-cell carcinoma of the head and neck. N.Engl.J.Med., 

357(25), pp. 2552-2561. 

QUERIDO, E., BLANCHETTE, P., YAN, Q., KAMURA, T., MORRISON, M., BOIVIN, D., KAELIN, W.G., 

CONAWAY, R.C., CONAWAY, J.W. and BRANTON, P.E., 2001. Degradation of p53 by adenovirus E4orf6 

and E1B55K proteins occurs via a novel mechanism involving a Cullin-containing complex. Genes Dev., 

15(23), pp. 3104-3117. 

RAPER, S.E., CHIRMULE, N., LEE, F.S., WIVEL, N.A., BAGG, A., GAO, G.P., WILSON, J.M. and 

BATSHAW, M.L., 2003. Fatal systemic inflammatory response syndrome in a ornithine transcarbamylase 

deficient patient following adenoviral gene transfer. Mol.Genet.Metab., 80(1-2), pp. 148-158. 

RASCHPERGER, E., THYBERG, J., PETTERSSON, S., PHILIPSON, L., FUXE, J. and PETTERSSON, R.F., 

2006. The coxsackie- and adenovirus receptor (CAR) is an in vivo marker for epithelial tight junctions, with a 

potential role in regulating permeability and tissue homeostasis. Exp.Cell Res., 312(9), pp. 1566-1580. 

REBOLLEDO, B., LAI, N.C., GAO, M.H., TAKAHASHI, T., ROTH, D.M., BAIRD, S.M. and HAMMOND, 

H.K., 2006. Adenylylcyclase gene transfer increases function of the failing heart. Hum.Gene Ther., 17(10), pp. 

1043-1048. 

RODRIGUEZ, R., SCHUUR, E.R., LIM, H.Y., HENDERSON, G.A., SIMONS, J.W. and HENDERSON, D.R., 

1997. Prostate attenuated replication competent adenovirus (ARCA) CN706: a selective cytotoxic for prostate-

specific antigen-positive prostate cancer cells. Cancer Res., 57(13), pp. 2559-2563. 

ROELVINK, P.W., LIZONOVA, A., LEE, J.G., LI, Y., BERGELSON, J.M., FINBERG, R.W., BROUGH, 

D.E., KOVESDI, I. and WICKHAM, T.J., 1998. 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., 72(10), 

pp. 7909-7915. 

SAITO, K., YAGIHASHI, A., NASU, S., IZAWA, Y., NAKAMURA, M., KOBAYASHI, D., TSUJI, N. and 

WATANABE, N., 2002. Gene expression for suppressors of telomerase activity (telomeric-repeat binding 

factors) in breast cancer. Jpn.J.Cancer Res., 93(3), pp. 253-258. 

SANTORO, F., KENNEDY, P.E., LOCATELLI, G., MALNATI, M.S., BERGER, E.A. and LUSSO, P., 1999. 

CD46 is a cellular receptor for human herpesvirus 6. Cell, 99(7), pp. 817-827. 

SCHEFFNER, M., WERNESS, B.A., HUIBREGTSE, J.M., LEVINE, A.J. and HOWLEY, P.M., 1990. The E6 

oncoprotein encoded by human papillomavirus types 16 and 18 promotes the degradation of p53. Cell, 63(6), 

pp. 1129-1136. 

SCHWINGER, R.H., BOHM, M., SCHMIDT, U., KARCZEWSKI, P., BAVENDIEK, U., FLESCH, M., 

KRAUSE, E.G. and ERDMANN, E., 1995. Unchanged protein levels of SERCA II and phospholamban but 

reduced Ca2+ uptake and Ca(2+)-ATPase activity of cardiac sarcoplasmic reticulum from dilated 

cardiomyopathy patients compared with patients with nonfailing hearts. Circulation, 92(11), pp. 3220-3228. 

SEGERMAN, A., ARNBERG, N., ERIKSON, A., LINDMAN, K. and WADELL, G., 2003a. There are two 

different species B adenovirus receptors: sBAR, common to species B1 and B2 adenoviruses, and sB2AR, 

exclusively used by species B2 adenoviruses. J.Virol., 77(2), pp. 1157-1162. 



60 References 

SEGERMAN, A., ATKINSON, J.P., MARTTILA, M., DENNERQUIST, V., WADELL, G. and ARNBERG, 

N., 2003b. Adenovirus type 11 uses CD46 as a cellular receptor. J.Virol., 77(17), pp. 9183-9191. 

SEGERMAN, A., MEI, Y.F. and WADELL, G., 2000. Adenovirus types 11p and 35p show high binding 

efficiencies for committed hematopoietic cell lines and are infective to these cell lines. J.Virol., 74(3), pp. 

1457-1467. 

SHAY, J.W., ZOU, Y., HIYAMA, E. and WRIGHT, W.E., 2001. Telomerase and cancer. Hum.Mol.Genet., 

10(7), pp. 677-685. 

SHAYAKHMETOV, D.M., LI, Z.Y., NI, S. and LIEBER, A., 2004. Analysis of adenovirus sequestration in the 

liver, transduction of hepatic cells, and innate toxicity after injection of fiber-modified vectors. J.Virol., 

78(10), pp. 5368-5381. 

SHAYAKHMETOV, D.M., PAPAYANNOPOULOU, T., STAMATOYANNOPOULOS, G. and LIEBER, A., 

2000. Efficient gene transfer into human CD34(+) cells by a retargeted adenovirus vector. J.Virol., 74(6), pp. 

2567-2583. 

SHERR, C.J., 1996. Cancer cell cycles. Science, 274(5293), pp. 1672-1677. 

SHISLER, J., YANG, C., WALTER, B., WARE, C.F. and GOODING, L.R., 1997. The adenovirus E3-

10.4K/14.5K complex mediates loss of cell surface Fas (CD95) and resistance to Fas-induced apoptosis. 

J.Virol., 71(11), pp. 8299-8306. 

SHORT, J.J., VASU, C., HOLTERMAN, M.J., CURIEL, D.T. and PEREBOEV, A., 2006. Members of 

adenovirus species B utilize CD80 and CD86 as cellular attachment receptors. Virus Res., 122(1-2), pp. 144-

153. 

SHORT, J.J., PEREBOEV, A.V., KAWAKAMI, Y., VASU, C., HOLTERMAN, M.J. and CURIEL, D.T., 2004. 

Adenovirus serotype 3 utilizes CD80 (B7.1) and CD86 (B7.2) as cellular attachment receptors. Virology, 

322(2), pp. 349-359. 

SIRENA, D., LILIENFELD, B., EISENHUT, M., KALIN, S., BOUCKE, K., BEERLI, R.R., VOGT, L., 

RUEDL, C., BACHMANN, M.F., GREBER, U.F. and HEMMI, S., 2004. The human membrane cofactor 

CD46 is a receptor for species B adenovirus serotype 3. J.Virol., 78(9), pp. 4454-4462. 

SMALL, E.J., CARDUCCI, M.A., BURKE, J.M., RODRIGUEZ, R., FONG, L., VAN UMMERSEN, L., YU, 

D.C., AIMI, J., ANDO, D., WORKING, P., KIRN, D. and WILDING, G., 2006. 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., 14(1), pp. 107-117. 

SMITH, J.W., VESTAL, D.J., IRWIN, S.V., BURKE, T.A. and CHERESH, D.A., 1990. Purification and 

functional characterization of integrin alpha v beta 5. An adhesion receptor for vitronectin. J.Biol.Chem., 

265(19), pp. 11008-11013. 

SMITH, T.A., IDAMAKANTI, N., ROLLENCE, M.L., MARSHALL-NEFF, J., KIM, J., MULGREW, K., 

NEMEROW, G.R., KALEKO, M. and STEVENSON, S.C., 2003. Adenovirus serotype 5 fiber shaft 

influences in vivo gene transfer in mice. Hum.Gene Ther., 14(8), pp. 777-787. 

SMITH, T.A., MEHAFFEY, M.G., KAYDA, D.B., SAUNDERS, J.M., YEI, S., TRAPNELL, B.C., 

MCCLELLAND, A. and KALEKO, M., 1993. Adenovirus mediated expression of therapeutic plasma levels 

of human factor IX in mice. Nat.Genet., 5(4), pp. 397-402. 

STONE, D., NI, S., LI, Z.Y., GAGGAR, A., DIPAOLO, N., FENG, Q., SANDIG, V. and LIEBER, A., 2005. 

Development and assessment of human adenovirus type 11 as a gene transfer vector. J.Virol., 79(8), pp. 5090-

5104. 

SUOMALAINEN, M., NAKANO, M.Y., BOUCKE, K., KELLER, S. and GREBER, U.F., 2001. Adenovirus-

activated PKA and p38/MAPK pathways boost microtubule-mediated nuclear targeting of virus. EMBO J., 

20(6), pp. 1310-1319. 

SUZUKI, K., FUEYO, J., KRASNYKH, V., REYNOLDS, P.N., CURIEL, D.T. and ALEMANY, R., 2001. A 

conditionally replicative adenovirus with enhanced infectivity shows improved oncolytic potency. 

Clin.Cancer Res., 7(1), pp. 120-126. 

TAYLOR, M.R., FAIN, P.R., SINAGRA, G., ROBINSON, M.L., ROBERTSON, A.D., CARNIEL, E., DI 

LENARDA, A., BOHLMEYER, T.J., FERGUSON, D.A., BRODSKY, G.L., BOUCEK, M.M., LASCOR, J., 

MOSS, A.C., LI, W.L., STETLER, G.L., MUNTONI, F., BRISTOW, M.R., MESTRONI, L. and FAMILIAL 



 References 61 

 

DILATED CARDIOMYOPATHY REGISTRY RESEARCH GROUP., 2003. Natural history of dilated 

cardiomyopathy due to lamin A/C gene mutations. J.Am.Coll.Cardiol., 41(5), pp. 771-780. 

TOLLEFSON, A.E., SCARIA, A., HERMISTON, T.W., RYERSE, J.S., WOLD, L.J. and WOLD, W.S., 1996. 

The adenovirus death protein (E3-11.6K) is required at very late stages of infection for efficient cell lysis and 

release of adenovirus from infected cells. J.Virol., 70(4), pp. 2296-2306. 

ULANER, G.A., HU, J.F., VU, T.H., GIUDICE, L.C. and HOFFMAN, A.R., 1998. Telomerase activity in 

human development is regulated by human telomerase reverse transcriptase (hTERT) transcription and by 

alternate splicing of hTERT transcripts. Cancer Res., 58(18), pp. 4168-4172. 

ULLMAN, A.J., REICH, N.C. and HEARING, P., 2007. Adenovirus E4 ORF3 protein inhibits the interferon-

mediated antiviral response. J.Virol., 81(9), pp. 4744-4752. 

VAN DONGEN, G.A. and SNOW, G.B., 1997. Prospects for future studies in head and neck cancer. 

Eur.J.Surg.Oncol., 23(6), pp. 486-491. 

VIGNE, E., DEDIEU, J.F., BRIE, A., GILLARDEAUX, A., BRIOT, D., BENIHOUD, K., LATTA-MAHIEU, 

M., SAULNIER, P., PERRICAUDET, M. and YEH, P., 2003. Genetic manipulations of adenovirus type 5 

fiber resulting in liver tropism attenuation. Gene Ther., 10(2), pp. 153-162. 

VILLARD, E., DUBOSCQ-BIDOT, L., CHARRON, P., BENAICHE, A., CONRAADS, V., SYLVIUS, N. and 

KOMAJDA, M., 2005. Mutation screening in dilated cardiomyopathy: prominent role of the beta myosin 

heavy chain gene. Eur.Heart J., 26(8), pp. 794-803. 

VOKES, E.E., WEICHSELBAUM, R.R., LIPPMAN, S.M. and HONG, W.K., 1993. Head and neck cancer. 

N.Engl.J.Med., 328(3), pp. 184-194. 

WADDINGTON, S.N., MCVEY, J.H., BHELLA, D., PARKER, A.L., BARKER, K., ATODA, H., PINK, R., 

BUCKLEY, S.M., GREIG, J.A., DENBY, L., CUSTERS, J., MORITA, T., FRANCISCHETTI, I.M., 

MONTEIRO, R.Q., BAROUCH, D.H., VAN ROOIJEN, N., NAPOLI, C., HAVENGA, M.J., NICKLIN, S.A. 

and BAKER, A.H., 2008. Adenovirus serotype 5 hexon mediates liver gene transfer. Cell, 132(3), pp. 397-

409. 

WATKINS, S.J., MESYANZHINOV, V.V., KUROCHKINA, L.P. and HAWKINS, R.E., 1997. The 

'adenobody' approach to viral targeting: specific and enhanced adenoviral gene delivery. Gene Ther., 4(10), 

pp. 1004-1012. 

WEINRICH, S.L., PRUZAN, R., MA, L., OUELLETTE, M., TESMER, V.M., HOLT, S.E., BODNAR, A.G., 

LICHTSTEINER, S., KIM, N.W., TRAGER, J.B., TAYLOR, R.D., CARLOS, R., ANDREWS, W.H., 

WRIGHT, W.E., SHAY, J.W., HARLEY, C.B. and MORIN, G.B., 1997. Reconstitution of human telomerase 

with the template RNA component hTR and the catalytic protein subunit hTRT. Nat.Genet., 17(4), pp. 498-

502. 

WESSELING, J.G., BOSMA, P.J., KRASNYKH, V., KASHENTSEVA, E.A., BLACKWELL, J.L., 

REYNOLDS, P.N., LI, H., PARAMESHWAR, M., VICKERS, S.M., JAFFEE, E.M., HUIBREGTSE, K., 

CURIEL, D.T. and DMITRIEV, I., 2001. Improved gene transfer efficiency to primary and established human 

pancreatic carcinoma target cells via epidermal growth factor receptor and integrin-targeted adenoviral 

vectors. Gene Ther., 8(13), pp. 969-976. 

WHITE, E., 1994. Tumour biology. p53, guardian of Rb. Nature, 371(6492), pp. 21-22. 

WICKHAM, T.J., TZENG, E., SHEARS, L.L.,2ND, ROELVINK, P.W., LI, Y., LEE, G.M., BROUGH, D.E., 

LIZONOVA, A. and KOVESDI, I., 1997. Increased in vitro and in vivo gene transfer by adenovirus vectors 

containing chimeric fiber proteins. J.Virol., 71(11), pp. 8221-8229. 

WICKHAM, T.J., FILARDO, E.J., CHERESH, D.A. and NEMEROW, G.R., 1994. Integrin alpha v beta 5 

selectively promotes adenovirus mediated cell membrane permeabilization. J.Cell Biol., 127(1), pp. 257-264. 

WICKHAM, T.J., MATHIAS, P., CHERESH, D.A. and NEMEROW, G.R., 1993. Integrins alpha v beta 3 and 

alpha v beta 5 promote adenovirus internalization but not virus attachment. Cell, 73(2), pp. 309-319. 

WITLOX, M.A., VAN BEUSECHEM, V.W., GRILL, J., HAISMA, H.J., SCHAAP, G., BRAS, J., VAN 

DIEST, P., DE GAST, A., CURIEL, D.T., PINEDO, H.M., GERRITSEN, W.R. and WUISMAN, P.I., 2002. 

Epidermal growth factor receptor targeting enhances adenoviral vector based suicide gene therapy of 

osteosarcoma. J.Gene Med., 4(5), pp. 510-516. 



62 References 

WRIGHT, M.J., WIGHTMAN, L.M., LILLEY, C., DE ALWIS, M., HART, S.L., MILLER, A., COFFIN, R.S., 

THRASHER, A., LATCHMAN, D.S. and MARBER, M.S., 2001. In vivo myocardial gene transfer: 

optimization, evaluation and direct comparison of gene transfer vectors. Basic Res.Cardiol., 96(3), pp. 227-

236. 

YAMAMOTO, M., ALEMANY, R., ADACHI, Y., GRIZZLE, W.E. and CURIEL, D.T., 2001. Characterization 

of the cyclooxygenase-2 promoter in an adenoviral vector and its application for the mitigation of toxicity in 

suicide gene therapy of gastrointestinal cancers. Mol.Ther., 3(3), pp. 385-394. 

YANG, Z.J., XU, S.L., CHEN, B., ZHANG, S.L., ZHANG, Y.L., WEI, W., MA, D.C., WANG, L.S., ZHU, 

T.B., LI, C.J., WANG, H., CAO, K.J., GAO, W., HUANG, J., MA, W.Z. and WU, Z.Z., 2009. Hepatocyte 

growth factor plays a critical role in the regulation of cytokine production and induction of endothelial 

progenitor cell mobilization: a pilot gene therapy study in patients with coronary heart disease. 

Clin.Exp.Pharmacol.Physiol., 36(8), pp. 790-796. 

YLOSMAKI, E., HAKKARAINEN, T., HEMMINKI, A., VISAKORPI, T., ANDINO, R. and SAKSELA, K., 

2008. Generation of a conditionally replicating adenovirus based on targeted destruction of E1A mRNA by a 

cell type-specific MicroRNA. J.Virol., 82(22), pp. 11009-11015. 

YOSHIDA, Y., SADATA, A., ZHANG, W., SAITO, K., SHINOURA, N. and HAMADA, H., 1998. Generation 

of fiber-mutant recombinant adenoviruses for gene therapy of malignant glioma. Hum.Gene Ther., 9(17), pp. 

2503-2515. 

YUAN, B., ZHAO, Z., ZHANG, Y.R., WU, C.T., JIN, W.G., ZHAO, S., WANGL, W., ZHANG, Y.Y., ZHU, 

X.L., WANG, L.S. and HUANG, J., 2008. Short-term safety and curative effect of recombinant adenovirus 

carrying hepatocyte growth factor gene on ischemic cardiac disease. In Vivo, 22(5), pp. 629-632. 

ZEIMET, A.G., MULLER-HOLZNER, E., SCHULER, A., HARTUNG, G., BERGER, J., HERMANN, M., 

WIDSCHWENDTER, M., BERGELSON, J.M. and MARTH, C., 2002. Determination of molecules 

regulating gene delivery using adenoviral vectors in ovarian carcinomas. Gene Ther., 9(16), pp. 1093-1100. 

ZHANG, S.W., XIAO, S.W., LIU, C.Q., SUN, Y., SU, X., LI, D.M., XU, G., ZHU, G.Y. and XU, B., 2005. 

Recombinant adenovirus-p53 gene therapy combined with radiotherapy for head and neck squamous-cell 

carcinoma. Zhonghua Zhong Liu Za Zhi, 27(7), pp. 426-428. 

ZHANG, S.W., XIAO, S.W., LIU, C.Q., SUN, Y., SU, X., LI, D.M., XU, G., CAI, Y., ZHU, G.Y., XU, B. and 

LU, Y.Y., 2003. Treatment of head and neck squamous cell carcinoma by recombinant adenovirus-p53 

combined with radiotherapy: a phase II clinical trial of 42 cases. Zhonghua Yi Xue Za Zhi, 83(23), pp. 2023-

2028. 

ZHU, Z.B., MAKHIJA, S.K., LU, B., WANG, M., KALIBEROVA, L., LIU, B., RIVERA, A.A., 

NETTELBECK, D.M., MAHASRESHTI, P.J., LEATH, C.A.,3RD, YAMAMOTO, M., ALVAREZ, R.D. and 

CURIEL, D.T., 2004a. Transcriptional targeting of adenoviral vector through the CXCR4 tumor-specific 

promoter. Gene Ther., 11(7), pp. 645-648. 

ZHU, Z.B., MAKHIJA, S.K., LU, B., WANG, M., KALIBEROVA, L., LIU, B., RIVERA, A.A., 

NETTELBECK, D.M., MAHASRESHTI, P.J., LEATH, C.A., BARKER, S., YAMAOTO, M., LI, F., 

ALVAREZ, R.D. and CURIEL, D.T., 2004b. Transcriptional targeting of tumors with a novel tumor-specific 

survivin promoter. Cancer Gene Ther., 11(4), pp. 256-262.  

 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.7
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Subsample
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Subsample
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

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

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [1200 1200]
  /PageSize [841.890 1190.551]
>> setpagedevice




