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Steroids have no direct eff ect on the replicati on of HCV 1. in vitro. (This thesis) 

Mycophenolic Acid reduces the ability of HCV to replicate independent of 2. 
guanosine depleti on in vitro.(This thesis)

Lenti viral delivered simultaneous combinatorial shRNA reduces HCV 3. 
replicati on and its entry receptors in vitro. (This thesis) 

Delivery of lenti viral vectors to hepatocytes is enhanced by the hydroxyethyl 4. 
starch in UW soluti on and facilitates hypothermic transducti on during cold 
perfusion of a liver graft . (This thesis)

RNAi and Interferon therapy can be combined in the treatment of HCV without 5. 
cross interference. (This thesis)

HCV 6. reinfecti on is a misnomer in that, post liver transplantati on, HCV infects, 
de novo, the newly placed naïve liver graft , while the pati ent has retained the 
infecti on throughout the course of disease. 

Mycophenolic acid’s anti -HCV eff ect is masked by its immunosuppressive 7. 
capacity in vivo. 

Most anti -viral monotherapies fail due to the pre-treatment existence of a 8. 
signifi cant quasispecies populati on of viral mutants that confer resistance. 

It has been said that the primary functi on of schools is to impart enough facts 9. 
to make children stop asking questi ons. Some, with whom the schools do not 
succeed, become scienti sts. - Knut Schmidt-Nielson.

Almost always, the men who achieve these fundamental inventi ons of a 10. 
new paradigm have been either very young or very new to the fi eld whose 
paradigm they change. – Thomas S. Kuhn.

Any man who can drive while kissing a prett y girl is simply not giving the kiss 11. 
the att enti on it deserves. – Albert Einstein.

 These propositi ons are considered opposable and defendable and as such have been approved 
by the supervisor Prof.dr. H.W. Tilanus.
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11The face of medicine is changing. Advancements in every aspect of medicine have 

begun to accelerate. Throughout history doctors have uti lized science to some degree or 

another but never more than in the last 50 years. Today, doctors are turning to science more 

and more to answer their unanswerable questi ons. This both increases the ability to treat and 

manage pati ents as well as provides the necessary funding in order to propel medical sciences 

at unprecedented speeds. 

Newly discovered viruses and the complicati ons of their infecti ons present doctors and 

scienti sts with some of the most complex problems with regard to treatment opti ons. In order 

to establish a viable therapeuti c opti on to eradicate the virus a thorough understanding of a 

given virus’s biology and epidemiology must be achieved. Once accomplished, focus shift s to 

the producti on of a suitable vaccine. While this helps prevent the spread of new infecti ons, 

established or undetected viral infecti ons sti ll present a large health care puzzle that needs 

to be solved. Viral infecti ons oft en go unnoti ced unti l symptoms appear,  long aft er the initi al 

infecti on has occurred. 

Drug development produces the fi rst line, rapid response therapy opti on to new infecti ons 

and disease but predominately focuses on retroacti vely treati ng the symptoms of infecti on, 

not oft en the source. Established infecti ons can only be treated with lifelong drug applicati on 

that are oft en not very effi  cacious in viral eradicati on but rather just att empt to control viral 

replicati on to slow the progression of viral related diseases. These drug therapy opti ons oft en 

come at a heavy price, in monetary sums as well as in the pati ents well being and quality of 

life. 

The Hepati ti s C virus (HCV) is one of those infecti ons, which can remain undetected for many 

years and is oft en untreatable or with low effi  cacy. This thesis aims to explore the development 

of these therapies, and to provide new informati on and insight about classical, current and 

future opti ons to HCV therapy.
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1.1 HCV

During the early 1970’s Harvey J. Alter, the then Chief of Infecti ous Disease Secti on in the 

Department of Transfusion Medicine at the Nati onal Insti tutes of Health (NIH) demonstrated 

that another agent, a non-A non-B hepati ti s virus was responsible for post transfusion hepati ti s. 

First identi fi ed as a unique virus and published to the world in 1989 in two separate arti cles 

in Science1, 2, the hepati ti s C virus aff ects more than 200 million people worldwide3 and is 

recognized as a major cause of chronic liver disease. Together with the hepati ti s B virus (HBV), 

HCV now accounts for 75% of all cases of liver disease around the world. 

The HCV is a small, enveloped, positi ve-strand RNA virus classifi ed as the sole member of a 

disti nct genus called hepacivirus in the family Flaviviridae4, which also includes such viruses as 

dengue and yellow fever viruses as well as the pestviruses, such as bovine diarrhea virus5.

The genome of HCV encompasses a single ~9600 nucleoti de (nt) RNA molecule carrying 

one large open reading frame (ORF) that is fl anked by non-translated regions (NTRs)1, 6. The 

3000 amino acid residue precursor polyprotein created from this ORF is cleaved co- and 

post-translati onally by cellular and viral proteinases into at least ten diff erent products, with 

structural proteins; Core, E1, E2 and p7 located in the amino-terminal one-third and the non-

structural replicati ve proteins; NS2, NS3, NS4A, NS4B, NS5A, NS5B,  located in the remainder7,8 

(Figure 1).

Each protein in the HCV genome is required for assembly of new infecti ous viral parti cles, 

though only the non-structural proteins are needed for replicati on of new positi ve strand HCV 

RNA. The Core protein, derived from the N-terminus of the polyprotein, likely forms the central 

nucleocapsid, though is probably multi functi onal, being involved in not only assembly but 

also regulatory functi ons within the cell9. The E1 and E2 proteins are components of the viral 

envelope and give HCV its tropism to hepatocytes. The P7 protein, though largely unknown for 

most of HCV’s discovery lifeti me, has recently been shown to be involved in the producti on 

of infecti ous virions in vivo10 and may belong to a small family of viroporins, which enhance 

membrane permeability. The non-structural proteins are involved in the formati on and functi on 

of the HCV replicati on complex. The NS2, a transmembrane protease, is not essenti al for 

replicati on in vitro, as its removal does not hinder replicati on in cell cultures11, though has been 

shown to be essenti al for completi on of the viral replicati on cycle in vivo12. Proteins NS3 and 

Figure 1
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NS4A form a complex bifuncti onal molecule with both helicase and NTPase acti vity used for 

polyprotein processing and RNA replicati on9. The NS4b protein, a transmembrane protein, is 

believed to form the anchor of the HCV replicati on complex, allowing for the formati on of a 

specialized membrane compartment where viral RNA replicati on takes place13. The remaining 

two proteins are thought to be essenti al to viral replicati on, though the NS5a functi on is sti ll 

largely unknown. The NS5b is an RNA dependent RNA polymerase (RdRp), responsible for the 

creati on of new positi ve strand HCV RNA from the negati ve strand intermediate RNA (Fig .2).

As with most RNA viruses, HCV is highly mutati onal14. The rates of mutati on diff er throughout 

the genome, with the NTRs being the most conservati ve and the envelope proteins E1 and E2 

being the most variable. These mutati ons are due to the high error rate of the HCV RdRP and 

has lead to an evoluti on of viral strains to now include six principle genotypes, 1 to 6, each with 

their own subclasses that oft en circulate in infected individuals as closely related quasispecies15. 

In chronically infected pati ents, the presence of quasispecies relates to viral persistence, oft en 

with sub populati ons possessing genotypic mutants that can confer drug resistance and as such 

has made successful long term treatment of HCV diffi  cult14.

Though the initi al study of hepati ti s C was hindered by slow development of an eff ecti ve 

method to culture the virus in vitro as well as the lack of a small animal model, recent 

developments have accelerated the process of discovery. These have included the development 

of alternati ve models focused towards viral binding and entry through the use of recombinant 

HCV envelope proteins, including virus-like parti cles produced by baculovirus16, retrovirus 

pseudotypes (HCVpp)17. Hepati ti s C virus predominantly infects hepatocytes, though can infect 

other cell types, due in part, to the recogniti on of envelope protein E2 by several cell surface 

proteins that have recently been implicated in viral entry. The fi rst to be identi fi ed, CD81, 

is a widely expressed cell surface tetraspanin that was capable of binding soluble E219. The 

Figure 2

© 2008 Genelabs Technologies Inc
Used by permission
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human scavenger receptor class B type 1 (SR-B1) was the second to be identi fi ed as a putati ve 

receptor for HCV20. Though several cells lines co-expressing both CD81 and SR-B1 were found 

to be nonpermisible to HCVpp21, suggesti ng that others cell surface molecules were required 

for entry. A few other proteins have been implicated, such as the LDL receptor22, L-SIGN23, DC-

SIGN24,  and the asialoglycoprotein receptor25 though each sti ll have controversial elements 

in their direct role in HCV entry. Claudin-1, a ti ght juncti on protein, was recently shown to be 

criti cal for HCV entry into hepatocytes and is thought to be a co-receptor acti ng during the 

late stages of viral entry26. The current model of HCV entry to hepatocytes suggests that HCV 

fi rst associates to lipoproteins in the blood stream, which then bind to cell surface low-density 

lipoprotein receptors. The virus then interacts with SR-B1 and/or CD81, with Claudin-1 coming 

into play in the late stages of entry, before internalizati on in a clatherin pit27 (Fig. 3). 

Advances in the understanding of the replicati on of HCV have been facilitated by the 

development of in vitro RNA replicon based model11. This replicon system has aided in the 

development of new HCV therapies, improved the development speed of anti viral drugs as 

well as facilitated a new level of understanding of HCV and its relati onship to the host. This 

replicati on system was the experimental standard for many groups worldwide and soon 

spawned other groups looking to improve or create newer, more robust replicon systems. In 

2005, Takaji Wakita produce a full length, infecti ous HCV molecule based on a clone extracted 

from an individual with fulminant hepati ti s18. For the fi rst ti me, the world had an infecti ous HCV 

parti cle that was suitable for long term in vitro culture or experimentati on and the speed of 

discovery increased again.

Persons with acute HCV infecti on typically are either asymptomati c or have a mild clinical 

illness; most have no discernible symptoms; some develop jaundice; and some have nonspecifi c 

symptoms seemingly unrelated to the viral infecti on28, 29. The course of acute hepati ti s C is 

variable, though fl uctuati ng elevati ons in serum alanine aminotransferase (ALT) levels are its 

most characteristi c feature. Aft er acute infecti on, 15-25% of persons appear to resolve their 

infecti on without detectable HCV RNA in serum and a normalizati on of ALT levels30. Aft er a 

period of fl uctuati on, normalizati on of ALT levels may occur and suggests full recovery, but 

Figure 3
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this is frequently followed by progressively elevati ng ALT levels that indicate progression to 

chronic disease31. Chronic HCV infecti on develops in most infected individuals31, with persistent 

or fl uctuati ng ALT elevati ons indicati ng acti vely developing liver damage. The development of 

chronic liver disease is subtle, progressing at a slow rate without symptoms or physical signs in 

the majority of pati ents during the fi rst two or more decades aft er infecti on. Chronic hepati ti s C 

is oft en not recognized unti l asymptomati c persons are identi fi ed as HCV-positi ve during blood-

donor screening, or elevated ALT levels are detected during routi ne physical examinati ons. 

Hepati ti s related liver disease progresses from mild fi brosis to cirrhosis in 10-20% of chronically 

infected pati ents over a period of 20-30 years with 1-5% of those developing hepatocellular 

carcinomas32-34. The current treatment opti ons for HCV infecti ons are limited to viral replicati on 

inhibitors and Interferon alpha (INF-α), given alone or in combinati on. The worldwide standard 

for treatment of HCV follows the fl owchart in Figure 4. Pati ents were initi ally treated with INF-α 

monotherapy, though sustained virological response (SVR), defi ned as no detectable HCV RNA 

aft er a 24 week treatment period followed by follow-up period, rates were far too low; between 

2-9% for pati ents with genotype 1 and between 16-23% for pati ents with genotypes 2 and 335, 36. 

When the treatment regime was altered to include a 48 week period as well as the additi on of 

the replicati on inhibitor ribavirin (RBV), SVR rates improved to 28-31% for genotype 1 and 65% 

for genotypes 2 and 335, 37. A few years later IFN-α was altered to include a pegylated molecule 

(pegIFN-α) that slowed its catabolism and allowed it to remain in the body much longer. When 

pegIFN-α was combined with RBV, SVR’s rose to 80% in pati ents with genotypes 2 and 338. 

Though genotype 1 is the most common infecti on it remains the most diffi  cult to treat, even 

when treated with pegIFN-α and RBV, SVR’s remain slightly lower than 50%39. In the remaining 

50%, new treatment opti ons are needed. Currently, the only opti on for HCV related end stage 

liver disease is liver transplantati on.

Figure 4
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1.2 Liver Transplantati on

Liver transplantati on is the surgical procedure used to remove a damaged or diseased liver 

and replace it with a healthy liver allograft . The fi rst human liver transplant was performed by 

a surgical team lead by Dr. Thomas Starzl in 1963 though it wasn’t unti l 1967 that successful 

short term transplantati on40 was achieved. The process of liver transplantati on remained largely 

experimental during most the 1970s with low year survival rates. Rates began to improve with 

the introducti on of cyclosporine41, a powerful immunosuppressive drug, to transplantati on by 

Sir Roy Calne in 197842. During the 1980’s liver transplantati on became recognized as a standard 

clinical treatment for both adult and paediatric pati ents with end stage liver diseases. During 

the past decades liver transplantati on has become an eff ecti ve treatment for end-stage liver 

disease, oft en with high success rates over the fi rst years.

The transplant operati on occurs in three phases: the hepatectomy (liver removal) phase, the 

anhepati c (no liver) phase, and the post implantati on phase. The hepatectomy involves removal 

of the liver from all ligamentous att achments, including the common bile duct, hepati c artery, 

and portal vein. Usually, the retrohepati c porti on of the inferior vena cava is removed along 

with the liver, although an alternati ve technique preserves the recipient’s vena cava, known as 

a piggyback technique can be employed. 

The donor graft  undergoes multi ple perfusions in order to clear the liver of blood, preserve 

and prepare it for transplant. Hypothermic liver perfusion is most commonly performed 

with University of Wisconsin (UW) or Histadine Thymadine Ketogluterate (HTK) preservati on 

soluti ons43. Aft er the liver is recovered from the donor within the minimum warm ischemic 

ti me (<30min), a cold perfusion is performed to clear the vasculature and cool the liver for 

storage. The graft  is then placed on ice, ready for up to 12-18 potenti al hours for allocati on to 

the receiving hospital. Generally, a second perfusion is performed with cold human albumin 

at the receiving hospital, in part to remove transportati on outf low and also to dilute the high 

potassium levels in some perfusion soluti ons. Once in place and all connecti ons established, 

the new graft  is reperfused with blood and the pati ent’s bile duct anastomosis is constructed to 

either the existi ng bile duct or to the small intesti ne. Post transplantati on, pati ent’s received a 

cocktail of drugs including immunosuppressive agents, anti bioti cs as well as steroids to facilitate 

healing and prevent rejecti on.

Chapter 1.indd   16 26/04/2008   4:17:47 PM
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1.3 Immunosuppression

Corti costeroids have been used since the early years of organ transplantati on. Prednisolone 

(Pred), fi rst introduced to the world as an anti -infl ammatory immunosuppressant agent in 

the early 1950’s, saw use in liver transplantati on in 1968 with some of the fi rst “successful” 

liver transplantati ons40. By modulati ng cellular and infl ammatory responses via sti mulati on or 

inhibiti on of gene transcripti on, Pred and its close analogue Dexamethasone (Dex) are potent 

suppressors of the immune system. As such they are used as therapeuti c treatments in a 

broad range of autoimmune and infl ammatory diseases. Within liver transplantati on, steroids 

are given during surgery as an inducti on protocol. Low doses of steroids, in combinati on with 

other drugs, are used as maintenance immune suppression post transplantati on. In the case 

of an acute cellular rejecti on episode pati ents receive several boluses of methylprednisolone, 

oft en eff ecti ve to reverse the rejecti on. Since the start of transplantati on for end-stage liver 

failure due to chronic HCV, the use of corti costeroids has become a point of debate with groups 

suggesti ng that steroids aff ect HCV levels post transplantati on, in turn aff ecti ng the success of 

the surgery.

Major improvements in the outcomes of liver transplantati on can be att ributed to the 

introducti on of new immunosuppressive agents like calcineurin inhibitors, IL-2 receptor blocking 

anti bodies and mycophenolic acid. Calcineurin inhibitors cyclosporine A (CsA) and FK506 

(tacrolimus) have proven effi  cacy as immunosuppressive agents. In the last decade, FK506 was 

introduced and replaced much of CsA use44 due to nephrotoxic complicati ons associated with 

CsA.  This replacement has possibly contributed to the accelerati on of HCV recurrence45. In 

vitro, CsA has a potent anti -viral side-eff ect on several viruses including HIV46, HBV47, and HCV48, 

49. Recent publicati ons suggest that the anti -viral acti vity of CsA acts via cyclophilins, parti cularly 

cyclophilin B50, 51, a functi onal regulator of HCV RNA polymerase (NS5B). As FK502 inhibits 

calcineurin via FK binding proteins and not cyclophilins, it does not exhibit anti -viral acti vity48, 

49 in this pathway.

The acti vated form of Mycophenolate mofeti l (MMF), Mycophenolic acid (MPA), is a highly 

eff ecti ve immunosuppressant which lacks the nephrotoxicity associated with calcineurin 

inhibitors that is oft en used to prevent rejecti on post organ transplantati on. MPA inhibits 

inosine monophosphate dehydrogenase (IMPDH), the enzyme responsible for the conversion of 

inosine 5’ monophosphate (IMP) into xanthosine 5’ monophosphate (XMP) at the beginning of 

the guanosine triphosphate (GTP) and deoxy-guanosine triphosphate (dGTP) de novo synthesis 

pathways52. Inhibiti on of IMPDH decreases levels of intracellular guanosine nucleoti de pools 

resulti ng in inadequate quanti ti es for nominal DNA duplicati on. As such, MPA has been shown 

to have anti -proliferati ve53, immunosuppressive54, and anti -viral eff ects55. Its anti -viral eff ects 

have been shown in vitro for dengue virus56, HBV57, avian reovirus58, yellow fever59 and West 

Nile virus60  with new evidence suggesti ng an eff ect on the replicati on of HCV61. 
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1.4 HCV Recurrence

Liver transplantati on for end stage HCV related liver disease is oft en the only opti on, though 

success of this treatment is oft en complicated further by a rapid reinfecti on (though reinfecti on 

is a misnomer in that a new infecti on of a newly placed organ is occurring, while the pati ent 

has retained the infecti on through the course of disease) of the new graft  from extrahepati c 

reservoirs of HCV. These reservoir locati on remain controversial as they have not been fully 

characterized. Early studies have reported the detecti on of negati ve strand HCV-RNA, a viral 

replicati on intermediate, in whole PBMC’s62 indicati ng that PBMC’s were a possible source 

reinfecti on. It was shown later that the assay itself was not as specifi cally detecti ng negati ve 

strand HCV RNA63 and as such was insuffi  cient to prove replicati on and indeed when similar 

samples were tested with a more accurate assay, the PBMCs were found to be negati ve64. 

Lanford’s group could detect positi ve strand HCV RNA in liver, spleen, pancreas, muscle, and 

lymph node though no trace of the negati ve strand (proof of HCV replicati on) were found 

only in liver and not in any of the other ti ssues assayed. More recent data has re-inspected 

the possible sources of reinfecti on and indicated yet again, the blood itself, with the initi al 

reinfecti on occurring during reperfusion of the graft 65. Though it may not be acti vely replicati ng 

(at least not at detectable levels) in extrahepati c reservoirs or the blood, it is clear that infecti ous 

HCV parti cles can remain extrahepati c for long periods of ti me66.

Recurrent HCV is universal and oft en very rapid due in part to the necessity for 

immunosuppression post liver transplantati on. Many factors, viral load, host, donor age, 

modaliti es of treatment, have been implicated, though no single marker or combinati on of 

variables can be used to predict progression67, 68. Reinfecti on of the graft  is not only rapid, but 

accelerated, leading to advanced disease stages within a few years. Development of HCV-related 

disease occurs in at least 50% of pati ents aft er 1 year69. Within 5 years, 30% of transplant pati ents 

and, within 10 years, as many as 50%67, 70 will have developed cirrhosis. If cirrhosis occurs, 

there is a high risk of decompensati on within the years following, associated with a 60% risk of 

death within one year aft er the fi rst episode of decompensati on71. When a chronic reinfecti on 

occurs post liver transplantati on treatment with INF-α or pegINF-α and RBV only achieves SVR’s 

between 25-35%72-74. As well, tolerance is poor, due mainly to the development of cytopenias38 

from pegIFN-α and or anemias due to slower clearance of RBV during immunosuppressive 

induced renal dysfuncti on75, as such the rate of disconti nuance of anti -viral therapy is higher 

in these pati ents than in non-transplant pati ents76. At least 10% of pati ents who undergo liver 

transplantati on for HCV related disease progression will require retransplantati on for recurrent 

HCV related liver disease77. Clearly new alternati ve treatments are needed to treat not only 

the hard to treat genotype 1 pati ents, but the rate and incidence of HCV recurrence post liver 

transplantati on. Gene therapy provides an att racti ve opti on to this end. 

Chapter 1.indd   18 26/04/2008   4:17:48 PM



General Introducti on

Ch
ap

te
r 1

 
19

1.5 Gene Therapy

Geneti c engineering was once a catch phrase of science fi cti on and future fantasy; today it 

is revoluti onizing the world around us. Geneti c modifi cati on is possible in all forms of life, 

from single cell alterati on to the building of modifi ed organisms, as witnessed when Dolly the 

sheep was born. Though geneti c modifi cati on has vast potenti als for many fi elds, the majority 

of advancements have been made in the fi eld of medicine. The capacity to correct a geneti c 

defect or to alter protein expression that gives rise to disease has always been a very att racti ve 

propositi on to doctors and scienti sts alike. Gene therapy is, at its most basic, the modifi cati on 

or introducti on of genes or non-nati ve RNA or DNA into existi ng cells to prevent or to cure a 

specifi c aliment. Since its introducti on to the world as a viable therapy opti on in 1989, some 

1309 clinical trials have been run to varying degree of success and setbacks. 

Midway into 1990, Rosenberg et al used a retrovirus vector to achieve a relati vely simple gene 

transfer to pati ents tumor-infi ltrati ng lymphocytes (TIL) and was able to detect the non-nati ve 

DNA in circulati on for as long as two months78, with no detectable side eff ects of the transfer. 

Though the transfer did not include a therapeuti c agent, it showed the very real potenti al of 

viral vector based gene delivery and therapy. Early aft er this proof of concept another group 

successfully treated two X-linked severe combined immunodefi ciency (XSCID) children79. This 

disease presents itself due to a mutati on in the adenosine aminotransferase (ADA) gene, an 

enzyme which breaks down purines. The lack of a viable ADA gene results in a negati ve cascade 

that ends in a lack of proliferati ng lymphocytes (T-Cells) and thus a compromised immune 

system. Using an integrati ng adenoviral vector, a functi onal ADA gene was delivered to the 

pati ents T-Cells in an att empt to compensate for the geneti c defect. The persistence of the ADA 

gene was shown to increase the pati ents T-Cell counts as well as improving cellular and humoral 

responses. Following the success of this initi al trial, other groups and countries (England80, 

Italy81, Japan82, USA83) soon initi ated their own trials, with similar successes; unti l two of eleven 

pati ents in a France based XSCID trial developed leukaemia84-86. Its onset was initi ally thought 

to be related to the retroviral delivered integrati on of the ADA gene into or near the proto-

oncogene, LOM2, which subsequently acti vated it. It was later found that the combinati on of 

the specifi c inserti onal gene and its proximity to the LOM2 was reponsible86-88 and was not 

specifi c to the vector used. While XSCID therapy trials were suspended in the USA following the 

report of leukaemia, the reported news quickly lost site that in that same trial nine of eleven 

pati ents were treated successfully, with no adverse side eff ects.

Today, the scienti st and clinician have a variety of tools at their disposal to place genes 

within cells. Viral vectors have been the delivery vehicle of choice due to their natural abiliti es 

to effi  ciently deliver a gene or set of genes to a host cell. Viruses have evolved over millions of 

years and are oft en parti cular in their permissible cells due to selecti on pressures. Viruses that 

infect cells that are incapable of supporti ng viral replicati on are soon overpopulated by ones 

that infect cells that can support their replicati on. Scienti st have uti lized these properti es and 
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forced viral vector evoluti on to their own ends. Vectors are now derived from many diff erent 

sources including human pathogenic viruses, to equine or even bacterial viruses. Each has been 

modifi ed from its wild type to eliminate pathogenesis, alter their ability to self-replicate by 

removing replicati ve proteins, and designed to target cells never intended for its wild type by 

altering its envelope proteins. Of the 1309 clinical gene therapy trials begun since 1989, 305 have 

used retroviruses90, 91, a class of virus that includes the human immunodefi ciency virus (HIV), 

termed lenti viruses92, 93; these viruses usually contain an RNA copy of their genome and are 

capable of making a double stranded DNA version that can integrate into the host cells genome. 

The ability to integrate is of disti nct importance to gene therapists in that the transferred gene 

can be passed on to daughter cells through mitosis, thereby prolonging the eff ecti veness of the 

new gene. Non-integrati ng versions of vectors have been used extensively as well to produce 

a short term therapy opti on. These vectors come from a variety of diff erent sources including 

adenoviruses94, the virus that causes the common cold. Modifi ed adenoviruses have been used 

extensively in cancer gene therapy trials to provide anti -tumor agents such as p5395, parti cularly 

due to the transient nature of the gene transfer. These vectors produce a transient therapy so 

additi onal treatments are needed to maintain the benefi t, but lack the associated problems 

with integrati on as seen in the France trials. 

Regardless of the vector used and the intended target, the sole purpose of gene therapy is 

to correct an existi ng conditi on. Two methods are employed to facilitate this eff ecti vely, in vivo, 

or ex vivo. In vivo implies that the therapy be transferred directly into a pati ent, whereas the 

ex vivo method involves removal of the intended target ti ssue or cells and geneti cally altering 

them before returning them to the pati ent.

Viral vectors are emerging as a new treatment opti on for use in infecti ous diseases. Clinical 

trial aimed to reduce the destructi veness of the HIV virus by introducing geneti cally modifi ed 

immune cells to reconsti tute the damaged immune system typical with a chronic HIV infecti on 

are being att empted in various countries worldwide including, but not exclusively, in Australia96, 

Switzerland97, Italy98 and the USA99, 100. Though HIV has seen the majority of initi ati on into clinical 

trials, other viruses such as HBV and HCV are gaining momentum towards trials. 
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1.6 RNA Interference

Along with the variety of vectors available to scienti sts, so are the myriad of techniques to 

remove, replace, correct or mutate specifi c proteins of interest. RNA interference (RNAi) is one 

of the most powerful tools, with the ability to sequence-specifi cally, post-transcripti onaly silence 

gene expression. It was fi rst observed aft er the introducti on of an extra copy of an endogenous 

gene into plants was silenced by an unknown mechanism101-104. During the 1990s, a number of 

these gene-silencing phenomena were observed in plants, fungi, animals and ciliates, which 

introduced the concept of post-transcripti onal gene silencing (PTGS) or RNA silencing105, 106. RNA 

silencing is triggered by the occurrence of double-stranded RNA (dsRNA)107, 108 in plants and 

animals. dsRNA can elicit a host immune response in mammalian cells as many viruses produce 

a transitory dsRNA intermediate during replicati on, as such was once thought to be a vesti gial 

anti -viral defence mechanism, though new developments have shown RNAi to be an acti ve 

process, regulati ng protein expression109, 110 as well as viral replicati on111, 112. 

When the RNAi pathway is acti vated by dsRNA, an enzyme termed Dicer seeks out and cleaves 

the dsRNA into 21 nucleoti de pieces, ensuring that further copying of the viral intermediate is 

halted. These small pieces of dsRNA are then termed small interfering RNA (siRNA)113. One 

strand of the siRNA associates with RNA-induced silencing complex (RISC)113, 114 which guides 

the siRNA to its homologous mRNA target resulti ng in cleavage of the target sequence107, 114 

(Fig. 5). To date RNAi has been used eff ecti vely to reduce infecti on in many in vitro viral systems 

including human immunodefi ciency virus (HIV)115, 116, poliovirus117, infl uenza virus118, hepati ti s 

B119 with recent studies showing that RNAi can be eff ecti ve in blocking HCV replicati on120-122. In 

additi on to viral RNAs, RNAi can be an eff ecti ve tool to downregulate host cell genes involved in 

viral infecti on such as CD4 and CXCR4 in HIV116, 123 and CD81 in HCV infecti ons124. Though sti ll in 

its infancy, RNAi shows real potenti al to scienti sts and doctors alike, providing the potenti al to 

control and regulate defecti ve genes, reduce the ability of viruses to replicate as well as reverse 

the eff ects of disease.

htt p://www.microbiologybytes.com/virology/3035pics/rnai.jpg Used by permissionhtt p://www.microbiologybytes.com/virology/3035pics/rnai.jpg Used by permission

Figure 5
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Research Aims

The Hepati ti s C virus is a global problem, with some 170 million people infected worldwide, and 

an esti mated 3 to 4 million new infecti ons per year. Its treatment opti ons are limited. Among 

those pati ents treated for the infecti on, almost 50% do not respond to current therapy. Its 

infecti on leads to a chronic disease state that will eventually cause severe liver dysfuncti on 

requiring a liver transplantati on to correct. Aft er liver transplantati on HCV infects the new liver 

from non-hepati c sources of the virus. Once infecti on recurs, the virus proliferates and damages 

the new graft  at an accelerated rate, parti ally due to the immunosuppressive regimes needed 

post transplantati on to prevent rejecti on. This can lead to both a loss of graft  as well as lose of 

the pati ent’s life.

Treatment opti ons for HCV and HCV recurrence has evolved over ti me, though success rates 

and the development of a vaccine have been less than perfect. The need for a more complete 

understanding on the ways these various treatments aff ect the life cycle of the virus, and by 

proxy, the outcome of infecti on, is needed. This thesis aims to explore the past, present and 

future of these therapies with an att empt to shed new insight into the understanding of anti viral 

mechanisms as well as the biology of the HCV virus itself.
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Thesis Outline

Part I: The Past

This secti on includes a study of the use of corti costeroids and their direct eff ects on the 

replicati on of hepati ti s C. The use of corti costeroids during and post liver transplantati on in 

HCV infected recipients has been a point of debate since their inclusion in standard of care 

protocols. Never shown in an HCV in vitro setti  ng before, evidence is presented that determines 

that corti costeroids have litt le direct eff ects on HCV replicati on.

Part II: The Present

This secti on explores the use of immunosuppression in HCV pati ents. Using an in vitro model of 

HCV replicati on, various immunosuppressants currently used in liver transplant pati ents were 

tested to determine if the choice of agent aff ects the severity of HCV recurrence. Cyclosporine A 

and Mycophenolic Acid showed direct eff ects on the ability of HCV to replicate. As the mechanism 

for Cyclosporine A has been elucidated, a second study sought to determine the mechanism of 

acti on that was responsible for Mycophenolic Acid’s ability to reduce HCV replicati on.

Part III: The Future

This secti on sought to explore not only the newest opti ons of therapy but also to pave a 

pathway to the near future by developing a gene therapy system directed specifi cally against 

HCV recurrence. Novel lenti viral based shRNA delivery systems were built to target multi ple 

HCV proteins and host cell receptors simultaneously. These vectors were applied to the in vitro 

HCV replicati on model and showed high potency against HCV replicati on.  As this therapy was 

to be delivered to an ex vivo liver graft  and not systemically to the pati ent, a second study 

explored the conditi ons in the liver transplant setti  ng and determined whether these were 

suitable for gene delivery with minimal interrupti on in existi ng transplant procedures. It is not 

only important to have a pati ent treated but a long follow up is required to ensure the therapy 

has been successful. A fi nal study in this secti on explores the interacti on of the existi ng anti -

viral therapy, Interferon-α with the use of RNA interference. Cells were given both treatments 

and their interacti ons were elucidated to determine if RNA interference strategies would be 

aff ected during existi ng treatments and vice versa.
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Study the past if you would divine the future

~ Confucius ~
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Abstract

Chronic hepati ti s C virus (HCV) infecti on is the leading indicati on for liver transplantati on. 

Transplantati on outcome is oft en compromised by a rapid re-infecti on of the graft . Several 

factors have been implicated in the increased severity of recurrence, including steroid-based 

immunosuppression. Evidence suggests that steroids boluses used to treat acute rejecti on 

are associated with an increase in HCV viral load and the severity of recurrence. Two possible 

mechanisms for a steroid-mediated eff ect on HCV viral loads can be postulated; the fi rst being a 

direct eff ect of steroids on the virus, by enhancing its replicati on. The second, an indirect eff ect 

due to the suppression of the HCV immune response, allowing HCV unrestricted replicati on. 

To investi gate the direct eff ect of the steroids on HCV replicati on Dexamethasone (Dex) and 

Prednisolone (Pred) were tested in an in vitro replicon model. HCV replicati on was assessed based 

on luciferase reporter expression (luminescence) and HCV RNA (RT-PCR). At clinically relevant 

concentrati ons (1-10 nM), treatment with both Dex and Pred did not enhance but resulted 

in a slight reducti on of relati ve luciferase acti vity (HCV replicati on) which was independent of 

increased cellular protein content and reduced cell proliferati on. This minor reducti on of HCV 

replicati on was confi rmed by RT-PCR showing over 41% reducti on in HCV RNA levels. 

In conclusion, despite clinical evidence that the use of steroids aggravates recurrence of HCV, 

our in vitro study suggests that there is no direct sti mulatory eff ect of steroids on the replicati on 

of HCV. As such the increased viral loads aft er high-dose steroid treatment are more likely due 

to a down-regulati on of the immune response. In such pati ents, a dampened immune response 

allows viruses, like HCV, to replicate free of immune mediated killing of their host cells. When 

a change occurs, such as a tapering or an alterati on of immunosuppressant drugs, the immune 

system reiniti ates and vigorously att empts to control the virus, resulti ng in accelerati on of liver 

damage. Therefore, either steroid avoidance or maintaining low levels, coupled with a slow 

tapering of corti costeroids may be benefi cial to HCV-infected transplantati on recipients.
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Introducti on

Clinical evidence of the eff ect of steroids on HCV viral load and recurrence of HCV 

Since the past decades liver transplantati on has become an eff ecti ve treatment for end-stage 

liver disease. Major improvements in the outcomes of liver transplantati on can be att ributed 

to the introducti on of new immunosuppressive agents like calcineurin inhibitors (cyclosporine 

A and tacrolimus), IL-2 receptor blocking anti bodies and mycophenolic acid. These newer 

immunosuppressants are oft en used in combinati on with corti costeroids that have been used 

since the early years of organ transplantati on. Prednisolone (Pred), fi rst introduced to the 

world as an anti -infl ammatory immunosuppressant agent in the early 1950’s, saw use in liver 

transplantati on in 1968 with some of the fi rst “successful” liver transplantati ons1. By modulati ng 

cellular and infl ammatory responses via sti mulati on or inhibiti on of gene transcripti on, Pred and 

its close analogue Dexamethasone (Dex) are potent suppressors of the immune system. As such 

they are used as therapeuti c treatments in a broad range of autoimmune and infl ammatory 

diseases. Within liver transplantati on, steroids are given during surgery as an inducti on 

protocol. In additi on, low doses of steroids are oft en used in combinati on with other drugs 

as maintenance immune suppression. In case of an acute cellular rejecti on episode pati ents 

receive several boluses of methylprednisolone, which is oft en eff ecti ve to reverse the rejecti on. 

Since the start of transplantati on for end-stage liver failure due to chronic hepati ti s C, the use of 

corti costeroids has become a point of debate.

Most hepati ti s C virus (HCV)-positi ve pati ents receiving transplantati on experience a 

reducti on in HCV RNA levels within the anhepati c phase followed by a rapid increase in viral 

load due to re-infecti on of the graft . This re-infecti on results in an accelerated recurrence of 

liver fi brosis that compromises pati ent and graft  survival. Several host and viral factors are 

associated with a more aggravated course of HCV recurrence including genotype and donor 

age with many studies showing a strong correlati on between severe recurrence of HCV and 

treatment of rejecti on2.

Steroid boluses and their eff ect on HCV viral load

The most compelling evidence that steroids aff ect HCV replicati on comes from the non-transplant 

setti  ng. In a study of nine pati ents, during a seven-week course of Prednisolone, the mean 

serum HCV RNA levels increased by at least one log as detected by two separate quanti tati ons. 

This was a transient eff ect with HCV RNA levels decreasing to pretreatment values aft er the 

disconti nuati on of Prednisolone3,4. Similar results were reported by Magrin et al5. The best 

evidence from the transplant setti  ng comes from studies on the use of corti costeroid boluses 

to treat acute rejecti on episodes. It was fi rst reported by Gane and colleagues, that steroid 

boluses resulted in an increased serum viral load6,7. They detailed a 4 to 100-fold increase in 

HCV RNA seven days aft er treatment, with the observed raise in HCV RNA also being transient 

and declined with decay in methylprednisolone concentrati ons (Fig. 1A). 
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No such increase was seen at seven days in a similar group of pati ents that experienced 

acute rejecti on but were not treated with steroids (Fig. 1B). Soon aft er Gane’s study, a study 

published in Hepatology did not confi rm this eff ect, though only included a limited number of 

pati ents8. Neither study explored the specifi c eff ect of steroids on HCV replicati on in the liver. 

Two possible mechanisms for a steroid-mediated eff ect on HCV viral loads can be postulated; 

the fi rst being a direct eff ect of steroids on the virus, by enhancing its replicati on. The second, 

an indirect eff ect due to the suppression of plasmacytoid dendriti c cells9 or Tcells10 , allowing 

HCV unrestricted replicati on, thus rapidly giving rise to higher viral RNA concentrati ons. 

Controversial clinical evidence on the impact of steroid maintenance therapy of HCV 

recurrence 

Though the data on increases of HCV viral loads due to steroid boluses are convincing, the 

eff ects of steroid maintenance therapies are sti ll controversial. Studies have shown that 

complete steroid avoidance could be benefi cial for pati ents undergoing liver transplantati on. 

A study by Papatheodoridis reports that HCV RNA levels were increased with the durati on of 

steroid treatment as well showed that more severe fi brosis was seen in pati ents with triple 

or double rather than single agent immunosuppression11,12. Though a randomized trial found 

that there was no signifi cant diff erence between steroid maintenance (n=51) and steroid free 

pati ents (n=48) in liver fi brosis and viral loads at twelve months aft er liver transplantati on, 

though serum HCV RNA was signifi cantly higher in the steroid group at one month13 .A more 

recent report also found no diff erences in HCV viral load, at three or six months, in HCV positi ve 

liver transplant pati ents with (n=45) or without (n=43) Pred treatments14.In the transplant 

setti  ng Pred is always used in combinati on with other immunosuppressive compounds, making 

Fig 1. Eff ect of high dose steroids for acute rejecti on on viremia levels. A) methyl prednisolone give. B) methyl prednisolone not 
given. Reprinted from publicati on Gane EJ, Naoumov NV, Qian KP, Mondelli MU, Maertens G, Portmann BC, Lau JY, Williams R. 
A longitudinal analysis of hepati ti s C virus replicati on following liver transplantati on. Gastroenterology 1996; 110:167-77, with 
permission from American Gastroenterological Associati on.
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it diffi  cult to interpret the individual eff ect of steroids. As well, when treatments involve steroid 

withdrawal or steroid-free regiments, they are oft en used in combinati on with T-cell depleti ng 

or IL-2-receptor blocking anti body treatments, again confounding analysis15. 

Rapid reducti on of steroid dose is associated with more aggravated HCV recurrence

With the suggesti on that steroid use is detrimental to pati ents undergoing liver transplantati on 

due to hepati ti s C complicati ons, studies have att empted to wean pati ents off  steroids early. 

Evidence about the speed of the tapering of steroids has been published, with most suggesti ng 

that a slow withdrawal of steroids is more benefi cial than a rapid weaning in HCV-infected liver 

transplant pati ents16,17. It has been postulated that rapid weaning of immunosuppression can 

unleash an anti -HCV immune response that is detrimental to the graft  and results in accelerated 

recurrence of liver injury and fi brosis18,19. Consistent with this, Fong et al show that during Pred 

treatment, in chronic HCV pati ents, transaminase levels decline signifi cantly, suggesti ng a direct 

eff ect of steroids on immune-mediated liver damage4. These studies support the idea that it is 

the rapid change in immunosuppressive levels that are deleterious, possibly due to the increase 

in viral replicati on and a change in the anti -viral response. Any changes in regime that includes 

rapid withdrawal or alterati on in the level or type of suppression can allow a vigorous immune 

response and killing of HCV-infected hepatocytes, which lowers the overall HCV content in the 

liver, but creates extensive fi brosis, rapidly degrading the effi  ciency of the new graft  and putti  ng 

it at risk for accelerated cirrhosis. 

Eff ects of steroids on HCV replicati on and anti -HCV immune response

Considering the body of clinical evidence on changes in HCV viral load due to steroid treatment, 

a disti nct lack of informati on regarding the exact underlying mechanism of steroids on the 

course viral infecti on exists. To address whether steroids directly enhance viral replicati on, we 

have examined the use of Pred and Dex, in an in vitro system of HCV replicati on. 

The direct eff ects of steroids on the replicati on of HCV in vitro 

The replicati on of HCV was studied using a luciferase based replicon cell line model for HCV 

replicati on (Huh-7 ET cells), as described before20-22. Treatments with corti costeroids Pred and 

Dex were applied at clinically relevant concentrati ons (1-10nM) to replicon cell monolayers and 

incubated for a period of 18 hours. The medium was replaced to remove the steroids and the 

global protein content, replicon cell proliferati on, luciferase expression (synonymous with HCV 

replicati on in this model); and HCV RNA were assessed.

Global protein producti on was determined with a colorimetric protein stain. Giemsa was 

applied to fi xed cells and total protein quanti fi ed via spectrophotometry and normalized against 

non-treated cells. The protein content within the cells increased slightly, though signifi cantly, 

across the doses of steroids (average 9.0%±0.6 SEM), indicati ng that there was a direct eff ect 

on protein producti on, though at the same ti me cell proliferati on was signifi cantly reduced 
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(average 18%±1 SEM compared to untreated cells). As the luciferase reporter construct is 

directly linked to the replicati on of the HCV replicon, any change in luciferase expression levels 

can be interpreted as a direct change in viral replicati on. Aft er treatment with steroids, cells 

were treated with luciferin salt, allowed a rest ti me for uptake and light emission was measured 

with an illuminometer. HCV replicati on was observed to slightly increase with all treatments 

of either Pred or Dex though lacked signifi cance (average 5.1%±1.4 SEM increase). When the 

luciferase acti vity was normalized for the general increase of the protein content there was no 

specifi c increase in HCV replicati on aft er steroid treatment (Fig. 2A). Indeed, observed this way, 

steroids had a slight decrease, rather than increase, on the replicati on of HCV. 

Though the Huh-7 ET replicon model has clear advantages and has allowed many advances 

in the HCV fi eld, it falls short of perfect (as any model will, given ti me). In order to compensate 

for the shortf all of the luciferase assay in this experimental setup, we applied the same steroid 

treatments to an interferon hypo-responsive, cell-cycle independent replicon model which lacks 

the luciferase reporter protein, the Huh-6 Con123. Interesti ngly, when looking at non-normalized 

expression of replicon RNA with real-ti me 

PCR for IRES specifi c primers, relati ve to the 

reference gene GAPDH, treatment for 18hr 

with either Dex or Pred did not increase HCV 

RNA but rather reduced levels by more than 

41% when compared to untreated cells (Fig. 

2B). This strengthens the plausibility of the 

slight reducti on seen in the normalized HCV 

replicati on data. In this set of experiments, 

our data suggests that there is no direct 

evidence of an increase in HCV replicati on 

due to the presence of steroids. Indeed 

if there is an aff ect, we can conclude that, 

in vitro, steroids reduce cell cycling and 

proliferati on in hepatocytes, increase the 

cellular protein content and independent of 

this has a slight eff ect on the ability of HCV to 

eff ecti vely replicate. Though no mechanism 

has been established thus far, these in vitro 

data give new insight into the observed 

eff ects of steroids in the clinical setti  ng.

 

Fig 2. Steroids reduce HCV replicati on. Replicon cells (Huh-7 ET) 
were treated with various doses of Dex or Pred. A) Luciferase 
expression was measured and normalized against total protein 
content of the replicon cells. (n=6). B) Replicon cells (huh-6 Con1) 
were treated for 18hr with Dex, Pred or peg-Interferon-α (IFN). 
HCV RNA was extracted and RT-PCR was performed using IRES 
and GAPDH specifi c primers. Quanti tati on of HCV RNA, relati ve 
to GAPDH RNA was determined by the ∆∆CT method. (n=4)                 
(* p<0.02, using Wilcoxin signed rank test (paired T-Test)).

Chapter 3.indd   38 26/04/2008   4:18:35 PM



Impact of Steroids on HCV replicati on

PART I: The Past

Ch
ap

te
r 3

 
39

Direct eff ects of steroids on the anti -HCV immune response

The questi on remains, why do clinical studies see an increase in HCV viral loads due to steroids? 

Clearly, our experiments show it is not due to a direct eff ect of steroids on viral replicati on, but 

rather more likely the second postulate that was explained earlier as an indirect eff ect due to 

their immunosuppressive properti es. In the last 10 years, many aspects of cellular functi on have 

been found to be aff ected by steroids, including a dowregulati on of infl ammatory mediati ng 

cytokines and chemokines in various cell types24-26. Steroids are thought inhibit NF-kB signaling 

by either acti vati ng the glucocorti coid receptor binding to p65 thus interfering with the binding 

of NF-kB to DNA27 or via altering cofactor recruitment28-31. It is known that HCV-specifi c T-cell 

responses are detectable in liver transplant pati ents and play a role in the pathogenesis of HCV 

recurrence. Pati ents with minimal histological recurrence can show a multi -specifi c response 

to HCV. In contrast, PBMCs from pati ents with severe HCV recurrence, despite being able to 

proliferate in response to non-HCV anti gens, fail to respond to the HCV anti gens10. To date, it has 

not been fully investi gated whether steroids directly aff ect the immune response against HCV. 

Though, two studies have shown a reducti on in transaminase levels in chronic HCV pati ents4,5, 

suggesti ng the inhibiti on of the anti -HCV immune response by steroids.

Conclusions

Though steroid treatments help to reverse the acute rejecti on episodes within a liver transplant 

pati ent, they may be doing more harm than good in pati ents transplanted for hepati ti s C related 

disease. Our in vitro study suggests that there is no direct sti mulatory eff ect of steroids on the 

replicati on of HCV, so the increased viral loads aft er high-dose steroid treatment are more likely 

due to a down-regulati on of the immune response. In these pati ents, a dampened immune 

response allows viruses, like HCV, to replicate free of immune-mediated eliminati on of infected 

hepatocytes. When a change occurs, such as a tapering or an alterati on of immunosuppressant 

drugs, the immune system reiniti ates and vigorously att empts to control the virus, resulti ng in 

accelerati on of fi brosis. Therefore, either steroid avoidance or maintaining low levels, coupled 

with a slow tapering of corti costeroids may be benefi cial to HCV-infected transplantati on 

recipients.
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Part II: The Present

The future infl uences the present just as much 

as the past

~ Friedrich Nietzsche ~

Part II The Present.indd   41 26/04/2008   4:18:47 PM



CHAPTER 4

Gastroenterology 
2006 Nov; 131(5): 1452-1462

Chapter 4.indd   42 26/04/2008   4:18:58 PM



 

 

Mycophenolic acid inhibits hepatitis C 

virus replication and acts in synergy with 

cyclosporine A and interferon-α

Departments of 1Surgery , 2Gastroenterology and Hepatology and 3Virology, 

Erasmus MC-University Medical Center, Rott erdam, The Netherlands.

Scot D. Henry1

Herold J. Metselaar2

Richard C. B. Lonsdale3

Alice Kok1

Bart L. Haagmans3

Hugo W. Tilanus1 

Luc J. W. van der Laan1*

Chapter 4.indd   43 26/04/2008   4:19:00 PM



Chapter 4.indd   44 26/04/2008   4:19:00 PM



Mycophenolic Acid Inhibits HCV Replicati on 

PART II: The Present

Ch
ap

te
r 4

 
45

Abstract

Chronic hepati ti s C virus (HCV) infecti on is the leading indicati on for liver transplantati on. 

Clinical evidence suggests that parti cular immunosuppressive agents can have an infl uence on 

HCV recurrence. Cyclosporine A (CsA) specifi cally inhibits HCV replicati on through blocking the 

viral RNA polymerase enzyme, NS5b. In this study we investi gated the eff ect of mycophenolic 

acid (MPA) and other immunosuppressants on HCV replicati on.

MPA and other compounds were tested in vitro using an HCV-replicati on model containing 

a luciferase reporter gene. At clinically relevant concentrati ons (1.0-6.0 µg/ml), MPA inhibited 

HCV replicati on to approximately 75%. CsA and interferon (IFN-α) also showed inhibiti on in a 

dose dependent manner. In these short-term (18 hr) experiments, MPA did not inhibit replicon 

cell proliferati on or induce cell death, which could have accounted for the anti -viral eff ect. In 

contrast to the anti -viral acti vity of MPA against West Nile virus, the eff ect of MPA on HCV 

replicati on was guanosine-independent. When combined, MPA and CsA showed signifi cant 

synergisti c inhibiti on of replicati on, reaching maximum inhibiti on ~90% at highest doses. 

Synergisti c eff ects were observed with subopti mal concentrati ons of IFN-α with MPA or CsA. 

The kineti cs of HCV inhibiti on by MPA, CsA and  IFN-α were clearly disti nct, with earliest eff ects 

seen with  IFN-α. No specifi c inhibitory eff ects were observed with tacrolimus, or rapamycin. 

The immunosuppressive drug MPA is as potent as CsA as an inhibitor of HCV replicati on. MPA 

was shown to have a disti nct anti -HCV mechanism of acti on, independent of cell proliferati on 

and guanosine depleti on. 
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Introducti on

Chronic hepati ti s C virus (HCV) infecti on is the leading indicati on for liver transplantati on 

worldwide. The success of transplantati on, however, is compromised by re-infecti on of the liver 

graft  by persisti ng HCV. Re-infecti on results in an accelerated recurrence of liver cirrhosis that 

compromises pati ent and graft  survival. Several studies have shown that the problem of HCV 

recurrence has worsened in recent ti mes1. The reasons for this deteriorati on are unknown, 

though changes in immunosuppressive therapy within the last decade could provide a possible 

explanati on2. 

Calcineurin inhibitors cyclosporine A (CsA) and FK506 (tacrolimus) have proven effi  cacy as 

immunosuppressive agents. In the last decade, FK506 was introduced and replaced much of the 

CsA use3, possibly contributi ng to the accelerati on of HCV recurrence4. In vitro, CsA has a potent 

anti -viral side-eff ect on several viruses including HIV5, HBV6, and HCV7, 8. Recent publicati ons 

suggest that the anti -viral acti vity of CsA acts via cyclophilins, parti cularly cyclophilin B9, 10, a 

functi onal regulator of HCV RNA polymerase (NS5B). As FK502 inhibits calcineurin via FK binding 

proteins and not cyclophilins, it does not exhibit anti -viral acti vity7, 8.

The acti vated form of Mycophenolate mofeti l (MMF), Mycophenolic acid (MPA), is a highly 

eff ecti ve immunosuppressant which lacks the nephrotoxicity associated with calcineurin 

inhibitors that is oft en used to prevent rejecti on post organ transplantati on. MPA inhibits inosine 

monophosphate dehydrogenase (IMPDH), an enzyme responsible for the conversion of inosine 

5’ monophosphate (IMP) into xanthosine 5’ monophosphate (XMP) at the beginning of the GTP 

and dGTP de novo synthesis pathways11. Inhibiti on of IMPDH decreases levels of intracellular 

guanosine nucleoti de pools resulti ng in inadequate quanti ti es for nominal DNA duplicati on. 

As such, MPA has been shown to have anti -proliferati ve12, immunosuppressive13, and anti -viral 

eff ects14. Its anti -viral eff ects have been shown in vitro for dengue virus15, HBV16, avian reovirus17, 

yellow fever18 and West Nile virus19 but no clear eff ect has been reported for HCV. Inhibiti on 

of West Nile virus and yellow fever virus by MPA could be overcome by supplementati on of 

exogenous guanosine18, 19. This suggests that the anti -viral eff ect of MPA for these viruses acts 

solely via IMPDH blockade and the preventi on of de novo guanosine nucleoti de producti on, 

though other mechanisms have been recently postulated20. 

There is sti ll controversy as to whether MPA has anti -HCV eff ects in the clinical setti  ng as 

compared to other immunosuppressants. Several studies demonstrate that the use of MPA 

is associated with a reducti on of serum HCV-viral load and/or HCV-related fi brosis aft er liver 

transplantati on21-24, whereas others report no change or a slight increase in HCV viral load25-27. 

Here we present the individual and combined eff ects of MPA and CsA in an in vitro HCV replicon 

model and show a specifi c, disti nct anti -viral eff ect on HCV by MPA, not due to the depleti on 

of intracellular guanosine pools. When combined, MPA was shown to have potent synergisti c 

eff ects with both CsA and IFN-α. Immunosuppressive therapy based on a combinati on of MPA 

and CsA could be benefi cial to reduce HCV recurrence aft er transplantati on and might act as an 

adjuvant to IFN-α anti -viral therapy. 
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 Materials And Methods

Reagents

MPA (dissolved in DMSO), CsA (dissolved in a 1:1 mixture of EtOH with 10% Tween-20 and water) 

and rapamycin-derivati ve SDZ RAD (dissolved in EtOH) were provided by Novarti s Pharma AG, 

Basel, Switzerland. Tacrolimus (as intravenous fl uid) was provided by Fujisawa Holland (Houten, 

The Netherlands). Pegylated-interferon (IFN)-α2a (dissolved in water) was provided by Roche 

Ltd (Basel, Switzerland). All agents were stored in 15 ml aliquots and frozen at –20°C, excluding 

CsA which was stored at 4°C. Guanosine (Sigma, Zwijndrecht, The Netherlands) was diluted to 

1 mM in PBS and stored at -20°C. Hygromycin (diluted in PBS) was purchased from Sigma and 

stored in 100x concentrated aliquots; Geneti cin (G418-Sulfate dissolved in PBS) was purchased 

from Invitrogen-Gibco (Breda, The Netherlands) and stored in 100x concentrated aliquots. 

Cell Cultures & Treatments

Cell monolayers of the human hepatoma cell line Huh-728, were maintained in Dulbecco’s 

Modifi ed Eagle Medium (DMEM) complemented with 10% v/v fetal calf serum (PerBio 

Science), 100 IU/ml penicillin, 100 mg/ml streptomycin, and 2 mM L-Glutamine (Invitrogen-

Gibco) (cDMEM). Huh-7 cells containing subgenomic HCV monocistronic replicon (I389/NS3-3’/

HygUbi/5.1) or bicistronic replicon (I389/NS3-3’/LucUbiNeo-ET)29 were maintained with 25 mg/

ml Hygromycin (Sigma) or 250 mg/ml G418 (Sigma) respecti vely. Vero-E6 cells were maintained 

in cDMEM, supplemented with 0.02 M HEPES buff er and 0.15% Sodium Bicarbonate. 

Replicon cells were plated in cDMEM at 70-80% confl uence and treated with various 

concentrati ons and combinati ons of drugs, exogenous guanosine or vehicle controls and 

incubated at 37°C for 18 hrs (or 48 hrs for immunocytochemistry). Concentrati on-range tested 

for MPA, 0.1-10 µg/ml; CsA, 0.1-10 µg/ml; Tacrolimus, 0.05-0.5 µg/ml; SDZ RAD, 0.1-3.0 µg/ml; 

Pegylated IFN-α, 0.1-10 IU/ml; and guanosine, 25-100 µM. Vehicle control treatments (DMSO 

or EtOH) were equivalent to the highest concentrati ons in the dose range experiments for each 

of the drugs.  Cell were retrieved from monolayers by Trypsin/EDTA (Invitrogen/Gibco) digesti on 

or directly lysed in the wells.

Luciferase Assay

Cells for endpoint assays were lysed and luciferin substrate added using Steady Glo Luciferase 

System (Promega) according to manufacturer protocols. Kineti c and live cells experiments were 

performed as described above (excluding lysis step) with the additi on of 100 mM luciferin 

potassium salt (Sigma). Luciferase acti vity was quanti fi ed using a Top Count scinti llati on/

luminescence counter (Packard BioSciences Top Count-NXT, Milan, Italy). 
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West Nile Virus Replicati on

Vero-E6 cells were seeded at 1.5 x 105 cells per well, in 24-well ti ssue culture plates and incubated 

overnight to ~90% confl uenency. Monolayers were washed with PBS and infected with West 

Nile virus, NY99 strain, at a multi plicity of infecti on of approx. 0.3 in medium containing 2% v/v 

fetal calf serum. Virus was allowed to absorb for 2 hrs before washing and refreshing the cells 

and followed by 18hr treatment with CsA or MPA at 2.5 or 5 µg/ml and supplemented with 

or without 50 µM guanosine. Supernatants were harvested and 50% ti ssue culture infecti ous 

doses (TCID50/ml) determined by ti trati on on Vero-E6 for 6 days, scoring for cytopathic eff ect 

and using Reed-Muench method30.

Viability, Proliferati on And Cell Quanti fi cati on

Cell viability was determined by the additi on of 7AAD to resuspended replicon cells followed 

by FACS analysis. 7AAD negati ve cells were considered viable, whereas apoptoti c and necroti c 

cells were positi ve for 7AAD 31. Proliferati on profi ling was achieved with Carboxy-fl uorescein 

diacetate, succinimidyl ester (CFSE, Molecular Probes, Leiden, The Netherlands) staining. In 

brief, 150,000 Huh-7 replicon cells were treated with 20 mM CFSE and incubated according to 

manufactures protocol and seeded in 12-well plates. Aft er 18 hr or 5 days, cells were treated 

with 7AAD (BD Pharmigen, San Diego, USA) at a 1:300 diluti on and proliferati on staining was 

measured via FACS (BD FACS Calibur). Generati onal analysis was performed with ModFit LT v3.0 

(BD Pharmigen) soft ware and was gated to exclude 7AAD positi ve cells. Parent generati on was 

assessed at highest CFSE concentrati on. Cell quanti fi cati on was assessed using Giemsa (Merck, 

Darmstadt, Germany) staining32. Adherent replicon cells were fi xed with methanol followed by 

20 min staining with 40% Giemsa soluti on. Aft er fi ve washes with PBS, the cell bound Giemsa 

was resolved in methanol and quanti fi ed using a spectrophotometer at 655 nm with a Model 

680 Microplate Reader (BioRad, Hercules, USA). The cell count per well is directly related to the 

Giemsa staining. Expansion of cultures was measured by comparing ODs of treated cells to cells 

fi xed at ti me zero (additi on of drugs).

Real-ti me RT-PCR

Confl uent monolayers of replicon cells were lysed by Trizol (Invitrogen-Gibco) and RNA 

precipitated with 75% EtOH and captured with a Micro RNAeasy silica column (Qiagen). RNA 

was quanti tated using a Nanodrop ND-1000 (Wilmington, Delware, USA) and adjusted to total 

cell numbers for each sample. cDNA was prepared using Promega’s AMV reverse transcriptase 

following standard protocols. Real-ti me PCR (MJ Research Opti con, Hercules California, USA) 

was performed using primers NS3 (F-5’-GGT TCT GTG CGA GTG CTA TG-3’, R-5’-TCT CCT GCC TGC 

TTA GTC TG-3’), and GAPDH (F-5’-CCA TGG AGA CTG GGG-3’, R-5’-CAA AGT TGT CAT GGA TGA 

CC-3’). Semi-quanti tati on of sample amplicons was performed with SybrGreen (Sigma) using 

Taq DNA polymerase (Invitrogen-Gibco) as previously described33.

Chapter 4.indd   49 26/04/2008   4:19:00 PM



Chapter 4

PART II: The Present

Chapter 4 
50

Immunocytochemistry

Monocistronic replicon cells were grown in 8-well chamber slides. Aft er 48 hr treatment, 

cells were fi xed in 2% paraformaldehyde and labeled with an anti body conjugated to HCV-

non-structural protein 3 (NS3, Novo Castra, Newcastle, UK). Secondary anti body binding 

and amplifi cati on of signal was accomplished with EnVisionTM horse radish peroxidase then 

visualized with 3’-Amino-ethyl-carbozole (Sigma). Images were created on a Zeiss Axioskop 

microscope (Sliedrecht, The Netherlands) fi tt ed with Nikon’s (Badhoevedorp, The Netherlands) 

Digital Sight DS-U1 imaging system. Images were captured and formatt ed using Eclipse Net 

digital soft ware. Quanti tati on of NS3 staining was performed by blinded scoring of 4 opti cal 

fi elds by two independent observers.

Synergy Isobologram

Additi ve eff ects were calculated with a modifi ed Bliss Independence calculati on34 in which the 

expected eff ect for a combinati on of independently acti ng drugs can be calculated from the 

single dose eff ects. Additi ve eff ects curves were created by fi tti  ng tested concentrati ons on a 

Boltzsman sigmoidal dose response curve and interpolati ng eff ects through the range of doses 

using Graph Pad Prism 4.0 soft ware (Graph Pad Soft ware, San Diego, USA). These points were 

plott ed and EC50 determined and compared to the EC50 of observed combined doses. Synergy 

was defi ned as when the observed eff ects were at lower concentrati ons than the expected 

additi ve values.

Stati sti cal Analysis

Stati sti cal analysis of the expected and observed results was performed using either matched 

pair non-parametric test (Wilcoxon signed rank test) for the cell viability data, or the non paired, 

non-parametric test (Mann Whitney test) using GraphPad Prism 4.0 soft ware.
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Results

Specifi c inhibiti on of HCV replicati on by MPA and CsA

In order to determine the eff ect of immunosuppressants on HCV replicati on, sub-confl uent 

Huh-7 replicon cells were treated with various doses of these drugs and cultured for 18 hrs. 

Total luciferase acti vity was measured and compared to the acti vity of untreated (Con) cells. As 

shown in fi gure 1, both MPA and CsA reduced HCV replicon levels in a dose dependent manner 

with a maximum reducti on of 75% with the highest dose tested (10 µg/ml). 

Long-term incubati on with MPA or CsA maintained inhibiti on of HCV replicons up to seven 

days (data not shown). HCV replicon RNA, as detected by RT-PCR for IRES and NS3 sequences 

showed a signifi cant decrease by both MPA and CsA (Fig. 2A). Quanti fi cati on of the NS3 RNA 

levels relati ve to the house-keeping gene GAPDH by Real-Time RT-PCR confi rmed this reducti on 

(Fig 2B). Treatment with MPA or CsA also reduced the NS3 protein expression in replicon cells as 

detected by immunocytochemistry (Fig. 2C). Quanti fi cati on of NS3 staining as shown in fi gure 

2D, confi rmed the reducti on in viral protein expression. Treatment with MPA or CsA did not 

result in detectable levels of IFN-α producti on (data not shown). Tacrolimus and rapamycin-

derivati ve SDZ RAD did not show specifi c inhibiti on of HCV replicati on (Fig. 1). 

Fig 1. Dose-dependent inhibiti on of HCV replicati on by mycophenolic acid (MPA) and cyclosporine A (CsA). Huh-7 replicon cells 
were cultured for 18 hrs in the presence of various immunosuppressants and their vehicle controls. Luciferase acti vity, as a 
measure of HCV replicati on, was quanti tated by luciferase-derived luminescence and represented as a percentage of the acti vity 
from untreated (Con) cells. No inhibiti on of HCV replicati on was seen with 500 ng/ml Tacrolimus (Tacro) or 3 µg/ml Rapamycin 
(Rapa). Almost complete inhibiti on was seen with 10 IU/ml of pegylated-IFN-α 2a (p<0.01). MPA showed a signifi cant (* p<0.05, 
** p<0.01) dose-dependent decrease in HCV replicati on up to approximately 75% as compared to DMSO control. CsA also showed 
a signifi cant (+ p<0.05, ++ p<0.01) dose-dependent decrease in HCV replicati on up to 75% as compared to EtOH control. Shown is 
the mean ± SEM from 4 to 13 independent experiments.

A B C
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Inhibiti on of HCV replicati on 

was independent of cell 

proliferati on and cytotoxicity 

MPA is a potent inhibitor of 

cell proliferati on. To exclude 

that the anti -viral eff ect of 

MPA was due to a reducti on 

of proliferati on of the replicon 

cells in these experiments, cell-

numbers, -proliferati on and 

-viability were determined. 

As shown in fi gure 3A, control 

cells showed approximately 

55% increase in numbers aft er 

18 hrs of culture as compared 

to start of experiment (t=0). 

Cells treated with either MPA 

or CsA showed an increase in 

numbers as much as 65% as 

Fig 3. Anti -HCV eff ect of MPA is unrelated to replicon cell proliferati on. Huh-7 replicon cells were cultured for 18 hrs (A, C) or 5 
days (B, D) in the presence or absence of CsA (5 µg/ml) or MPA (5 µg/ml). Cell numbers were assessed by Giemsa staining of 
adherent cells. Cell numbers increased over 18 hrs cultures (A) and were comparable for all treatments as compared to control. 
At 5 days (B), MPA showed a marked reducti on in cell numbers when compared to controls. C) CFSE labeled cells showed similar 
proliferati on index (PI) for all conditi ons at 18 hrs, but at 5 days (D), MPA shows a disti nct arrest in proliferati on generati ons (G) 3 
and 4. At that ti me, untreated controls and CsA or IFN-α (not shown) treated cells conti nued proliferati on to G5. These fi ndings 
suggest that the anti -HCV eff ect of MPA aft er 18 hrs treatment is unrelated to inhibiti on of cell proliferati on.

A B

C D

Fig 2. MPA and CsA reduce HCV RNA and NS3 protein levels. Replicon cells were cultured for 18hr in the presence of MPA               
(5 µg/ml) or CsA (5 µg/ml). To determine RNA levels of HCV (NS3 or IRES) or GAPDH, total RNA from replicon cells was extracted 
normalized to total cell numbers and RT-PCR was performed. A) Representati ve agrose gel analysis of RT-PCR product for NS3, 
IRES and GAPDH are shown. B) Real-ti me RT-PCR of NS3 normalized to GAPDH levels using ∆∆CT calculati on of two independent 
experiments is shown. Both MPA and CsA show a marked reducti on in HCV RNA. C) Immunocytochemistry detecti on of NS3 
protein. MPA and CsA treatment signifi cantly (* p<0.05, ** p<0.01) reduced the levels of intracellular NS3 protein levels, as 
scored by two independent blinded observers (D).

DDD
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compared to t=0, suggesti ng these compounds have no eff ect on cell proliferati on at 18 hrs. 

In contrast, MPA but not CsA reduced cell expansion in 5 day cultures (Fig. 3B). CFSE profi ling 

confi rmed no diff erence in proliferati on due to MPA treatments within 18 hrs (Fig. 3C), whereas 

arrested proliferati on was observed at 5 days (Fig. 3D). Furthermore, no signifi cant increase 

in cell death was detected aft er 18 hrs or 5 day treatments with MPA or CsA as compared to 

controls (89% vital cells in control and 87% and 88% vital cells for CsA and MPA, respecti vely). 

In summary, loss of cell-proliferati on, -numbers or -toxicity could not have accounted for the 

inhibiti on of HCV replicati on by MPA.

Inhibiti on of HCV replicati on by MPA is independent of guanosine-depleti on

MPA is a potent inhibitor of the IMPDH enzyme and eff ecti vely reduces the cellular guanosine 

nucleoti de pool. It has been shown for several viruses that supplementati on with exogenous 

guanosine can overcome the inhibiti on by MPA and restore replicati on. To determine whether 

inhibiti on of HCV replicati on by MPA is due to a blockade of guanosine producti on, the eff ect 

of guanosine supplementati on was tested. As shown in fi gure 4A, the additi on of exogenous 

guanosine slightly (approx. 17%) inhibited HCV replicati on alone, but did not reduce cell 

proliferati on or induce cell death (data not shown). Additi on of 50 µM guanosine slightly 

reversed MPA-induced inhibiti on of HCV replicati on (observed inhibiti on of 55% compared to 

the expected 62% inhibiti on), though this did not reach stati sti cal signifi cance. As expected, 

inhibiti on by CsA or IFN-α was not aff ected by the additi on of guanosine (Fig. 4A). Inhibiti on of 

West Nile virus replicati on by MPA could be completely overcome with the additi on of exogenous 

guanosine (Fig. 4B). These fi ndings suggest that MPA has a largely IMPDH-independent anti -

HCV mechanism, whereas inhibiti on by MPA of other viruses (like West Nile) seems enti rely 

dependent on guanosine depleti on. 

Fig 4. Inhibiti on of HCV replicati on is not dependent on guanosine, whereas inhibiti on of West Nile Virus is guanosine-dependent. 
A) Huh-7 replicon cells were incubated for 18 hrs with CsA (5 µg/ml), MPA (2.5 or 5 µg/ml), MPA/CsA combined (both 5 µg/ml) 
or peg-IFN-a 2a (10 IU/ml) with or without 50 µM guanosine. The relati ve luciferase acti vity, as a measure of HCV replicati on, was 
calculated as a percentage of untreated cells (Con). When used in combinati on, exogenous guanosine did not reversed the MPA-
induced inhibiti on had no eff ect on inhibiti on of HCV replicati on by CsA or IFN-α (n=8). B) Guanosine supplementati on of West 
Nile virus infected Vero-E6 cells completely overcomes the inhibiti on by MPA. Guanosine and CsA alone had no eff ect on West 
Nile virus replicati on. Shown are the mean of triplicates of one representati ve experiment.

BA
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MPA acts synergisti cally with CsA and IFN-α

MPA and CsA have disti nct molecular targets. To determine if these compounds could potenti ally 

act synergisti cally against HCV, diff erent combinati on doses were tested. As shown in fi gure 

5, when opti mal concentrati ons of MPA and CsA were combined, increased inhibiti on of HCV 

replicati on was observed, reaching maximum inhibiti on of 90% (± 2 SEM). Increased inhibiti on 

was also seen with a combinati on of MPA and a subopti mal dose (0.1 µg/ml) of CsA (Fig. 5A). 

MPA and CsA inhibiti on of HCV replicati on is not merely additi ve, but synergisti c, based on 

Bliss Independence Zero Interacti on calculati ons. A signifi cant shift  (p<0.001) from expected 

(additi ve) to the observed synergisti c line was seen (Fig. 5B). The maximal concentrati on shift  

occurred with 0.9 µg/ml CsA, dropping the EC60 dose of MPA from 3.4 µg/ml to 2.0 µg/ml. 

When MPA or CsA where combined with 0.5 µg/ml Tacrolimus, 3 µg/ml Rapamycin or 5 nM 

Prednisolone, no synergisti c or additi ve inhibiti on was observed (data not shown).

MPA and CsA were tested in combinati on with IFN-α. When MPA was combined with 

subopti mal doses of IFN-α, inhibiti on of HCV replicati on was increased (Fig. 6A). When CsA 

was combined with subopti mal doses of IFN-α, increased inhibiti on of HCV replicati on was also 

seen (Fig. 6B). A signifi cant shift  (p<0.001) from expected (additi ve) to the observed synergisti c 

line was seen for both MPA (Fig 6C) and CsA (Fig. 6D). For MPA, the maximal concentrati on 

shift  occurred with 0.4 IU/ml IFN-α, dropping the EC60 dose of MPA from 3.4 to 0.8 µg/ml. The 

maximal concentrati on shift  for CsA occurred with 0.1 IU/ml IFN-α, dropping the EC60 dose 

from 0.9 to 0.2 µg/ml. 

Fig 5. MPA and CsA act in synergy on HCV replicati on.Huh7 replicon cells were incubated for 18 hrs with diff erent concentrati ons 
of MPA, alone, or in combinati on with 0.1 or 1.0 µg/ml CsA. A) The relati ve luciferase acti vity was calculated as a percentage of 
the vehicle control. Signifi cant synergisti c inhibiti on was observed with any combinati on of MPA and CsA (p<0.05, Wilcoxon test). 
Maximum inhibiti on (~90%) was observed at highest concentrati ons. Shown is one representati ve experiment of fi ve. B) EC50 
isobologram of the combinati on of MPA with CsA. The dott ed line indicates the expected eff ect of the two drug combinati ons, 
assuming an additi ve relati onship. The solid line indicates the observed eff ect of the combinati on of the two drugs. Any point 
lower than the additi ve line indicates a synergisti c combinati on. These fi ndings suggest that inhibiti on of HCV by MPA and CsA is 
not merely additi ve but truly synergisti c.

A B
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MPA, CsA and IFN-α show diff erent individual or combined anti -viral kineti cs

The kineti cs of the anti -HCV response was determined by real-ti me luciferase acti vity in live 

Huh-7 replicon cells. Cells were treated and luciferase acti vity monitored for 20 conti nuous 

hours. In untreated (dashed line) and tacrolimus treated cells (Fig. 7A), luciferase acti vity 

increased over ti me with the expansion of the replicon cells. The earliest eff ects were seen 

with IFN-α, beginning at 7 hrs and reaching near complete inhibiti on within 12 hrs of treatment 

(Fig. 7B). Cells treated with CsA showed progressive inhibiti on of viral replicati on beginning at 

8 hours and conti nuing throughout the course of the experiment (Fig. 7C). MPA had a disti nct 

anti -viral kineti c profi le. A steep reducti on in replicati on was seen between 8 and 10 hrs aft er 

treatment followed by a sustained inhibiti on throughout the remainder of the experiment 

(Fig. 7D). Interesti ngly, when MPA and CsA were combined, the anti -viral profi le was a near 

composite of the individual kineti cs, showing both the initi al steep decrease in replicati on at 

8 hrs of MPA and the sustained inhibiti on of CsA (Fig. 7E). These disti nct anti -viral profi les of 

IFN-α, CsA and MPA and their synergisti c eff ects suggest diff erent mechanisms of acti on for 

each of these agents.

Fig 6. Synergisti c inhibiti on of HCV replicati on by MPA or CsA combined with IFN-α. Huh7 replicon cells were incubated for 18 hrs 
with subopti mal doses of IFN-α alone or in combinati on with diff erent concentrati ons of MPA (A) or CsA (B). The relati ve luciferase 
acti vity, as a measure of HCV replicati on, is represented as a percentage of DMSO (A) or EtOH (B) controls. Signifi cant synergisti c 
inhibiti on was observed with any combinati on (p<0.05, Wilcoxon test) (N=3). EC50 isobologram of the combinati on of MPA with 
IFN-α (C) or CsA and IFN-α (D). The dott ed line indicates the expected eff ect of each two combinati ons, assuming an additi ve 
relati onship. The solid line indicates the observed eff ect of the combinati on of the two drugs. Any point lower than the additi ve 
line indicates a synergisti c combinati on. These fi ndings suggest that inhibiti on of HCV by IFN-α and these immunosuppressants 
is synergisti c, not merely additi ve. 

A B

C D

Chapter 4.indd   55 26/04/2008   4:19:04 PM



Chapter 4

PART II: The Present

Chapter 4 
56

Discussion

In the current study we demonstrated that MPA, 

like CsA, specifi cally inhibits HCV replicati on in 

an in vitro replicon model. Inhibiti on was dose-

dependent and resulted in a reducti on of both 

HCV RNA and NS3 protein expression. The anti -

HCV eff ect of MPA was not due to a reducti on 

in cell proliferati on as was suggested in a 

preliminary report35. In short-term cultures MPA 

did not inhibit cell proliferati on, whereas the 

expected anti -proliferati on eff ect of MPA was 

seen at 5 days. The kineti cs of HCV inhibiti on 

by MPA, CsA and IFN-α were clearly disti nct 

suggesti ng independent mechanisms of acti on. 

Inhibiti on of replicati on by MPA was 

observed at clinically relevant concentrati ons. In liver transplant recipients receiving MMF or 

MPA, serum peak levels range from 0.6 to 11.5 µg/ml with the average trough level near 3.1 

µg/ml36. In the replicon model we found a half-maximum inhibiti on at ~2.0 µg/ml MPA (Fig. 

1). Thus, clearly eff ecti ve anti -viral concentrati ons of MPA can be achieved in serum but also 

in the liver, as animal studies indicate that MPA accumulates in the liver37. For CsA, the blood 

level at 2 hours (C2-maintenance levels) ranges from 0.6 to 1.0 µg/ml38. In the replicon model 

Fig 7. Disti nct kineti cs of viral inhibiti on by MPA, CsA and 
IFN-a. Huh-7 replicon cells were treated with opti mum 
doses of various agents (10 IU/ml peg-IFN-α 2a, 0.5 µg/
ml Tacrolimus, 5 µg/ml CsA or 5 µg/ml MPA) or the com-
binati on of MPA and CsA (both at 5 µg/ml). The luciferase 
acti vity was read in live cells for 20 hrs to determine a 
ti me course of their anti -viral acti viti es. Untreated Huh-7 
replicon cells (dashed line) showed a steady increase in 
replicon acti vity refl ecti ng increase in cell numbers. A) 
Cells treated with Tacrolimus showed no decrease in HCV 
replicon acti vity and followed the same upward trend as 
untreated cells. B) Treatment with IFN-α showed a rapid 
decline in HCV replicon, leveling out at 97% inhibiti on. 
C) Cells treated with CsA showed a progressive inhibi-
ti on of replicon acti vity starti ng at 8 hrs. D) Cells treated 
with MPA showed a steep drop in replicati on between 
8 and 10 hrs and then sustained inhibiti on throughout 
the remainder of the experiment. E) Cells treated with a 
combinati on of MPA and CsA showed a composite pro-
fi le of both individual kineti cs. Taken together, all anti -
viral treatments have disti nct kineti cs and a combinati on 
of MPA and CsA results in combined kineti cs. Shown is 
the mean of triplicates of one out of three independent 
experiments.
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we observed a half-maximum inhibiti on at approximately 0.8 µg/ml (Fig. 1). It has been shown 

in human and rat studies that the concentrati on of CsA in the liver is at least seven-fold higher 

then in whole blood39, 40. The intrahepati c accumulati on of both drugs indicates that it is feasible 

to reach eff ecti ve anti -viral concentrati ons in the liver for MPA and CsA.

To our knowledge this is the fi rst study that clearly demonstrates anti -viral acti vity of 

MPA against HCV. MPA’s anti -viral acti vity is already known for a range of other RNA and DNA 

viruses, including HIV, HBV and West Nile virus. The current study contradicts a previous report 

addressing the in vitro anti -HCV properti es of MPA41. Zhou et al showed no signifi cant eff ect of 

scienti fi c grade MPA (Sigma, St. Louis, USA) on HCV RNA, but did observe a greatly improved 

anti -viral eff ect when used in combinati on with ribavirin. We observed HCV inhibiti on using 

clinical grade MPA from Novarti s Pharma (Basel, Switzerland). The producti on of clinical grade 

MPA and MMF generates several methylated intermediates42 and it is conceivable that these 

impuriti es could contribute to the anti -viral eff ect against HCV.

Clinical studies that have addressed the issues of immunosuppressants in HCV positi ve liver 

transplant recipients focused on rejecti on and pati ent survival but lacked analysis of hepati ti s 

C viral load23, 43-47. Five published studies addressed the eff ect of MPA on HCV viral load when 

compared to other immunosuppressants that lack anti -viral acti vity (e.g. Tacrolimus and steroids) 

three of which were prospecti ve and none were randomized. Within the prospecti ve studies, 

two reported a reducti on of viral load in the MPA group21, 24 (12 and 11 pati ents, respecti vely) 

and one did not25 (13 pati ents). The two retrospecti ve studies are contradictory, one showing 

a viral load reducti on in 40 pati ents on MPA22 and the other not showing any diff erence in 

22 pati ents27. Four studies examined HCV-related fi brosis, two of which were prospecti ve and 

randomized23, 46 (278 and 50 pati ents on MPA, respecti vely) and two were retrospecti ve22, 44 (8 

and 40 pati ents on MPA, respecti vely), all report benefi cial eff ects of MPA. Though not decisive, 

most clinical studies support the anti -viral eff ect of MPA as reported here.

Despite the potenti al benefi cial eff ects in transplantati on pati ents, no clear anti -viral eff ect 

was observed with MPA monotherapy in chronic HCV pati ents outside the transplant setti  ng26. 

Unti l recently the nucleoside analog ribavirin was considered to have no detectable anti -viral 

acti vity when given without IFN-α. A recent study clearly demonstrates anti -viral eff ects of 

ribavirin by analyzing the early viral kineti cs during ribavirin monotherapy, though these eff ects 

were limited and transient48. When combined, ribavirin clearly increases the sustained virologic 

response of IFN-α by threefold. In vitro, we found that MPA, like ribavirin, can act in synergy 

with pegylated IFN-α (Fig. 6). There is now analogous clinical evidence that MPA potenti ates 

IFN-α therapy49. In contrast to a previous study using an ineff ecti ve IFN-α therapy50, Herrine 

et al demonstrated that combining MPA with pegylated IFN-α in chronic HCV pati ents resulted 

in a bett er end-of-therapy response rate (72%) over the current standard treatment (ribavirin/

IFN, 59%) or amantadine/IFN group (42%). Though MPA exhibits clear anti -viral acti vity in vitro, 

the eff ect of MPA monotherapy on the HCV viral load, like for ribavirin monotherapy, is diffi  cult 
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to study in vivo and might only be observed when looking at the early anti -viral kineti cs. It is 

possible if MPA is used in combinati on with other anti -viral agents, that its anti -viral eff ect could 

give enough of an initi al drop in HCV viral loads to actuate the eff ects of the other, pushing the 

virus below a threshold level that allows both the immune system and the anti -viral treatments 

to eff ecti vely clear the virus.

We observed an anti -viral eff ect of MPA in a HCV replicati on model that clearly lacks the 

element of a host immune response. In chronic HCV pati ents, viral replicati on evokes an 

ongoing immune response by virus-specifi c T-cells. Inhibiti on of this immune response by 

immunosuppressive drugs, like in HCV transplant recipients, is known to enhance viral replicati on 

and disease progression51. As MPA is a potent immunosuppressor it is conceivable that the 

gross eff ect on viral replicati on, as observed in the replicon model, is countered in vivo by the 

inhibiti on of the anti -viral immune response. Consistent with this idea, a study in chronic HCV 

pati ents treated with MPA/IFN combinati on therapy showed a superior on-therapy virologic 

response rate but had a reduced end-of-treatment response compared to ribavirin/IFN group49 

(17% versus 38%). Thus, their eff ects on the host immune response could mask changes in viral 

load by anti -viral acti vity of immunosuppressive drugs, like CsA or MPA. 

Inhibiti on of cell proliferati on by MPA acts via the de novo guanosine synthesis pathway12. 

MPA interferes with IMPDH that catalyzes the conversion of IMP to XMP via NAD-dependent 

oxidati on52. By interfering with the precursors of GMP producti on, MPA can reduce cellular and 

viral replicati on13, 14. In the current study we have found that MPA could have a specifi c anti -viral 

mode of acti on, unrelated or at least parti ally removed from its guanosine depleti on ability. 

The additi on of exogenous guanosine did litt le to reverse the anti -viral acti vity of MPA on HCV 

replicati on (Fig. 4A), though MPA’s reducti on of West Nile virus was completely reversed (Fig. 

4B). Inhibiti on of HCV replicati on by MPA was observed within 18 hrs without inhibiti on of cell 

proliferati on (Fig. 3A, C). At later ti me points, cell proliferati on was arrested (Fig. 3B, D), long 

aft er the initi al anti -viral eff ect. This indicates that MPA has two eff ects on HCV replicati on, one 

that initi ates rapidly and is independent of guanosine and one slower, guanosine-dependent, 

inhibiti on (not shown).

The exact mechanism by which MPA inhibits viral replicati on is sti ll unknown. Avian reovirus 

has been reported to be inhibited by MPA through the minor core protein of the virus which 

has presumed nucleoside triphosphatase acti vity20. No such equivalent viral protein has been 

identi fi ed in the HCV genome, thus excluding this mode of inhibiti on. Recent studies by Watashi 

and Nakagawa demonstrate that CsA inhibits HCV replicati on through cyclophilins, parti cularly 

cyclophilin B, that acts as a functi onal regulator of the RNA-dependent RNA polymerase 

(NS5B)9, 10. To date there is no evidence that MPA acts on cyclophilins and thereby intervenes 

with the NS5b acti vity. This does not rule out the possibility that MPA aff ects NS5B acti vity via 

a cyclophilin-independent pathway or that it more specifi cally targets other components of the 

HCV replicati on machinery. One possibility is that MPA aff ects the NS5B acti vity by transiently 
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out competi ng nucleoti des for the acti ve site during RNA replicati on, similar to ribavirin. In 

this way MPA may act as a mutagen, reducing viral fi tness and promote error catastrophe. 

Alternati vely, some of the methylated intermediates in the clinical grade MPA preparati on 

might be aff ecti ng viral replicati on.

In our short-term culture experiments, we did not observe complete inhibiti on of HCV 

replicati on by either MPA or CsA. Both drugs inhibited replicati on up to 75%. However, when 

combined, MPA and CsA show a signifi cant synergisti c eff ect, reaching almost complete inhibiti on 

of replicati on (Fig. 5). This combined eff ect was not merely additi ve, but was synergisti c based 

on the Bliss Independence Zero Interacti on model (Fig. 5B). The clinical relevance of these 

fi ndings remains to be determined; however one can speculate that a combinati on of MPA and 

CsA may be more eff ecti ve in reducing HCV recurrence aft er liver transplantati on. Although 

sti ll controversial, there is clinical evidence suggesti ng favorable eff ects of this combinati on 

of drugs in HCV-positi ve liver transplant recipients. In a prospecti ve randomized double blind 

study by Wiesner et al46, a marked reducti on of histologically-proven HCV recurrence in pati ents 

treated was seen with a combinati on of corti costeroids, CsA and MPA (278 pati ents) versus a 

combinati on of corti costeroids, CsA and azathioprine (287 pati ents), a compound that has no 

profound eff ect on HCV replicati on in vitro53.

In conclusion, we have demonstrated that the immunosuppressive drug MPA, like CsA, is a 

potent inhibitor of HCV replicati on In vitro and has a unknown mechanism of acti on, independent 

of guanosine depleti on. The diff erent anti -viral kineti cs and synergy between MPA, CsA and IFN-α 

suggests that these drugs act via independent pathways on HCV replicati on. A combinati on of 

MPA and CsA could be benefi cial to reduce HCV recurrence aft er liver transplantati on and could 

be used as an adjuvant to IFN-α anti -viral therapy in non-transplant pati ents. 

Acknowledgements

The authors would like to thank Prof Ralf Bartenschlager and Volker Lohmann (University 

of Heidelberg, Germany) for generously providing the HCV replicons and helpful discussion. 

We thank Anthonie Groothuismink for technical assistance, Jaap Kwekkeboom (Dept. 

Gastroenterology & Hepatology) and Bob Scholte and Pascal van der Wegen (Dept. Cell Biology) 

(Erasmus MC) for general support and criti cal reading of the manuscript. Catherine Cornu-Arti s 

and John Rietveld from Novarti s Pharma are thanked for providing MPA, CsA and SDZ RAD. 

Chapter 4.indd   59 26/04/2008   4:19:05 PM



CHAPTER 5

Manuscript in Preparati on

Chapter 5.indd   60 26/04/2008   4:19:37 PM



Mycophenolic Acid inhibits 

replication of HCV via NS5b

Departments of 1Surgery , 2Gastroenterology & Hepatology 

Erasmus MC-University Medical Center, Rott erdam, The Netherlands.

Scot D. Henry1

Antoine van der Sloot1

Herold J. Metselaar2

Hugo W. Tilanus1 

Luc J. W. van der Laan1*

Chapter 5.indd   61 26/04/2008   4:19:38 PM



Chapter 5.indd   62 26/04/2008   4:19:38 PM



Mycophenolic acid and the NS5b

PART II: The Present

Ch
ap

te
r 5

 
63

Abstract

Mycophenolic acid (MPA) is a highly eff ecti ve immunosuppressant, used to prevent rejecti on 

post organ transplantati on. MPA blocks the enzyme inosine monophosphate dehydrogenase 

(IMPDH) which slows growth of cells due to a loss of cellular guanosine pools. MPA has been 

shown to aff ect the replicati on of various viruses through this mechanism, but is currently not 

used as an anti -viral. Though MPA is able to reduce HCV replicati on in vitro, independent of 

limiti ng de novo guanosine producti on, the exact mechanism in which it does so remains to be 

elucidated. Direct eff ects of MPA on HCV replicati on are expected to be due to interference to 

proteins required for replicati on, the RNA dependent RNA polymerase (NS5b) being a prime 

candidate, known to non-covalently bind non-nucleoside analogues. The current study explores 

the direct eff ects of MPA on the NS5b in vitro.

MPA was compared to other IMPDH inhibitors, Ribavirin (Rib) and Bredinin (Bred), in a HCV 

replicon cell line. In 18hr cultures MPA reduced the ability of HCV to replicate by a maximum of 

75% of controls whereas Rib and Bred had litt le eff ect.  Proliferati on was unaff ected at 18hr by 

any inhibitor, though at 72hr, all inhibitors slowed cellular growth when compared to controls. 

The direct eff ects of MPA on the NS5b was tested in vitro using variati ons of a two plasmid 

NS5b/Luciferase expression system; the fi rst plasmid expressing full length, functi onal NS5b and 

the second expressing a negati ve strand Luciferase RNA cassett e (rLuc). The presence of both 

plasmids creates a functi onal luciferase protein, ensuring that only interference with the NS5b 

would result in a reducti on in luciferase expression. Variati ons include; bacterial two plasmid 

isolated NS5b assay, T7 driven RNA transfecti ons to Huh-7 and Huh-7 replicon cells and lenti viral 

driven rLuc expression in replicon cells.   

At 30µM MPA inhibited the bacterial dual plasmid expression of luciferase by approximately 

32%±6SEM (p=0.002) and did not induce bacterial cell death. Increasing concentrati ons of rLuc 

RNA transfecti ons to replicon cell lines increased luciferase expression, with the additi on of 

MPA at 15µM reducing expression to background levels.

The immunosuppressive drug MPA is a potent inhibitor of HCV replicati on. Preliminary 

results indicate that MPA has a direct eff ect on the NS5b polymerase of HCV. 
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Introducti on

The acti vated form of Mycophenolate mofeti l (MMF), Mycophenolic acid (MPA), is a highly 

eff ecti ve immunosuppressant which lacks the nephrotoxicity associated with calcineurin 

inhibitors and is oft en used to prevent rejecti on post organ transplantati on. MPA functi ons as a 

immunomodulatory agent due to its ability to inhibit inosine monophosphate dehydrogenase 

(IMPDH), the enzyme responsible for the conversion of inosine 5’ monophosphate (IMP) into 

xanthosine 5’ monophosphate (XMP) at the beginning of the guanosine triphosphate (GTP) 

and deoxy-guanosine triphosphate (dGTP) de novo synthesis pathways1. Inhibiti on of IMPDH 

decreases levels of intracellular guanosine nucleoti de pools resulti ng in inadequate quanti ti es 

for nominal DNA duplicati on. As such; MPA has been shown to have anti proliferati ve2, 

immunosuppressive3, and anti viral and anti -tumor eff ects4. Its anti viral eff ects have been 

shown in vitro for dengue virus5, HBV6, avian reovirus7, 8, yellow fever9, and West Nile virus10, 

and most recently against HCV11. Inhibiti on of West Nile virus and yellow fever virus by MPA 

could be overcome by acti vati ng the nucleoside salvage pathway and bypassing the reducti on 

in GTP pools caused by the blockade of IMPDH, by the additi on of exogenous guanosine9, 10. This 

suggests that the anti viral eff ect of MPA for these viruses acts solely via IMPDH blockade and 

preventi on of de novo guanosine nucleoti de producti on, though data from our group suggests 

this is not the case for HCV11 or the SARS corona virus (unpublished data). Therefore other 

mechanisms are responsible for anti -HCV eff ect of MPA.

Our group has shown previously that MPA has a direct eff ect on HCV replicati on that is 

independent of its ability to reduce the total GTP pools, though its exact mechanism was not 

determined. The HCV genome is comprised of 9 structural and non-structural proteins though 

only 5 are essenti al for replicati on; the NS3, NS4a, NS4b, NS5a, and NS5b12. Each of these proteins 

is a potenti al target for the anti viral mechanism of MPA as we described earlier11, though no 

evidence, to date, supports any as specifi c targets. Potent inhibitors have been developed 

against the NS3 and NS3-NS4a complexes13-16, though many more have been developed against 

the RNA dependant RNA polymerase (NS5b)17-20. Its acti ve site as well as three allosteric binding 

pockets can be suitable targets for development of inhibitors, as such the NS5b could be a 

possible target for MPA. The current study explores the direct eff ects of MPA, specifi cally on the 

NS5b, in vitro, in an att empt to elucidate its molecular pathway against HCV.
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Methods

Reagents

MPA (dissolved in DMSO) were provided by Novarti s Pharma AG (Basel, Switzerland), Ribavirin 

and Bredinin (kind gift s from Johan Neyts, Rega Insti tute, Lueven, Belgium) were dissolved in 

PBS at 25mM and 3.6 mM respecti vely. All agents were stored in 15 µl aliquots and frozen at 

–20°C, excluding CsA which was stored at 4°C. Hygromycin (diluted in PBS) was purchased from 

Sigma and stored in 100x concentrated aliquots; Geneti cin (G418-Sulfate dissolved in PBS) was 

purchased from Invitrogen-Gibco (Breda, The Netherlands) and stored in 100x concentrated 

aliquots. 

Cell Cultures & Treatments

Cell monolayers of the human hepatoma cell line Huh-7 or Huh-621, or  the human embryonic 

kidney epithelial cell line; 293T, were maintained in Dulbecco’s Modifi ed Eagle Medium 

(DMEM) complemented with 10% v/v fetal calf serum (PerBio Science), 100 IU/ml penicillin, 

100 µg/ml streptomycin, and 2 mM L-Glutamine (Invitrogen-Gibco) (cDMEM). Hepatoma cell 

lines containing subgenomic HCV monocistronic replicon (I389/NS3-3’/Con1) (Huh-6) without 

reporter construct or bicistronic (I389/NS3-3’/LucUbiNeo-ET) (Huh-7-ET) containing the luciferase 

reporter gene22 were maintained with 250 µg/ml G418 (Sigma). 

Replicon cells, Huh-7-ET, were plated in cDMEM at 70-80% confl uence and treated with 

various concentrati ons of drugs and incubated at 37°C for 18 hrs. Concentrati on-range tested 

for MPA; 3-30 µM, Ribavirin; 25-75 µM, and Bredinin; 3.6-32 µM. Cells were retrieved from 

monolayers by Trypsin/EDTA (Invitrogen/Gibco) digesti on (for luminescence) or directly lysed 

in the wells (for RT-PCR).

Luciferase Assay

Cells for endpoint assays were lysed and luciferin substrate added using Steady Glo Luciferase 

System (Promega, Leiden, The Netherlands) according to manufacturer instructi ons. Live cell 

experiments were performed as described above (excluding lysis step) with the additi on of 100 

µM luciferin potassium salt (Sigma). Luciferase acti vity was quanti fi ed using a LumiStar Opti ma 

luminescence counter (BMG LabTech, Off enburg, Germany).

Cell Viability and Proliferati on

Cell viability was determined by 7AAD staining (BD Pharmigen, San Diego, USA) to replicon 

cells followed by FACS analysis. 7AAD negati ve cells were considered viable, whereas apoptoti c 

and necroti c cells were positi ve for 7AAD23. Proliferati on profi ling was achieved with Carboxy-

fl uorescein diacetate, succinimidyl ester (CFSE, Molecular Probes, Leiden, The Netherlands) 

staining. In brief, 150,000 Huh-7 replicon cells were treated with 20 µM CFSE and incubated 

according to manufactures protocol and seeded in 12-well plates. Aft er 18 hr or 3 days, cells 
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were treated with 7AAD at a 1:300 diluti on and proliferati on staining was measured via fl ow 

cytometry (BD FACS Calibur). Generati onal analysis was performed with ModFit LT v3.0 (BD 

Pharmigen) soft ware and was gated to exclude 7AAD positi ve cells. Parent generati on was 

assessed at highest CFSE concentrati on.

Plasmids

A non-isotopic two plasmid NS5b acti vity assay, developed by Lee et at24 was maintain in 

Escherichia coli (DH5α). Briefl y, one plasmid generated from the pBluescript SK plasmid contains 

a 21 amino acid (hydrophobic C-terminus) truncated functi onal NS5b (pSKNS5), under ampicillin 

(AmP) resistance. The second, pACLuc, was generated from the pACYC184 plasmid and contains 

the HCV 5’ UTR (enti re 341 nucleoti de 5’-terminus plus 76 nucleoti des from 5’-terminus of 

core-coding region of HCV genomic RNA) and fi refl y luciferase in the minus sense, under 

chloramphenicol (CmR) resistance. Both plasmids contain replicati on origins from diff erent 

sources, allowing them to co-exist in the same cells.

Bacterial Isolated NS5b Assay

Plasmids pSKNS5 and pACLuc were transformed into DH5α and maintained under dual selecti on 

(AmP and CmR). Fresh cultures were grown for 2 hours and various concentrati ons of MPA 

added and incubated for 2-4 hours. Bacterial cells were collected with brief centrifugati on, 

resuspended in lysis buff er (1 µg/ml lysozyme, 20% (w/v) sucrose, 30mM Tris–Cl, pH 8.0, 1mM 

EDTA) with vortexing. The relati ve luciferase expression was read as above.

Cell Culture Replicon NS5b assay

Huh-7-Hy replicon cells were electroporated with a Gene Pulser X-Cell (BioRad, Hercules, USA) 

as previously described12 with 20µg RNA prepared from T7 driven pACLuc using a mMessage 

mMachine T7 Ultra Kit (Ambion, Austi n, USA) and control RNA. Cells were incubated for 48 hrs 

post transfecti on, then treated with MPA at various concentrati ons for 18hrs and the relati ve 

luciferase expression was read as above.

Cell Culture Isolated NS5b assay

Huh-7 or 293T cells were electroporated with a Gene Pulser X-Cell (Bio-Rad, Hercules, USA) 

as previously described12 with 20µg RNA prepared from T7 driven pSKNS5 and pACLuc using a 

mMessage mMachine T7 Ultra Kit (Ambion, Austi n, USA) and control RNA. Cells were incubated 

for 48 hrs post transfecti on, then treated with MPA at various concentrati ons for 18hrs and the 

relati ve luciferase expression was read as above.

Real-ti me RT-PCR

Confl uent monolayers of replicon cells were lysed by Trizol (Invitrogen-Gibco) and RNA 

precipitated with 75% EtOH and captured with a Micro RNAeasy silica column (Qiagen, Venlo, 
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The Netherlands). RNA was quanti tated using a Nanodrop ND-1000 (Wilmington, Delware, USA) 

and adjusted to total cell numbers for each sample. cDNA was prepared using Promega’s AMV 

reverse transcriptase following standard protocols. Real-ti me PCR (BioRad) was performed using 

primers NS5b (F-5’- CGG GAG AGC CAT AGT GG 3’, R-5’- AGT ACC ACA AGG CCT TTC G -3’), rLuc 

(F-5’- AAT CGT CGT ATG CAG TGA AA-3’, R-5’- TGA GCA ATT CAC GTT CAT TA -3’) and GAPDH (F-5’-

CCA TGG AGA CTG GGG-3’, R-5’-CAA AGT TGT CAT GGA TGA CC-3’). Semi-quanti tati on of sample 

amplicons was performed with SybrGreen (Sigma) using Taq DNA polymerase (Invitrogen-Gibco) 

as previously described25. 

Chapter 5.indd   68 26/04/2008   4:19:39 PM



Mycophenolic acid and the NS5b

PART II: The Present

Ch
ap

te
r 5

 
69

Results & Discussion

Cyclosporine A (CsA), Mycophenolic acid (MPA), tacrolimus (FK506) and rapamycin (Rapa) are 

the most widely used in transplantati on today. Evidence based research has suggested that 

both CsA26 and MPA11 have direct eff ects on the replicati ve ability of HCV. 

The predominate anti -viral eff ect of MPA, for viruses other than HCV, lies in its ability to 

block the enzyme IMPDH resulti ng in a reducti on of total cellular GTP. To determine whether 

MPA’s anti -HCV acti vity is related solely to the blockade of IMPDH, we compared two additi onal, 

nucleoside analogue competi ti ve IMPDH inhibitors, Ribavirin (1-(β-D-Ribofuranosyl)-1H-1,2,4-

triazole-3-carboxamide)27 and Bredinin (4-carbamoyl-1-ß-{scd}-ribofuranosylimidazolium 

5-olate)28, 29 in the same ti me period as we saw the anti -HCV eff ect of MPA. At concentrati ons 

that are eff ecti ve to reduce cellular GTP pools, 25µM ribavirin signifi cantly reduced HCV 

replicati on to 67%±9 SEM, bredinin reduced replicati on with all tested concentrati ons (3.6µM; 
74%±13SEM, 18µM; 80%±9SEM, 36µM 52%±10SEM), whereas MPA signifi cantly reduced HCV 

replicati on  (5µM; 65%±13SEM, 10µM; 35%±4SEM, 30µM 24%±4SEM) of controls (Fig. 1) 

within the 18hr ti me period. When MPA was compared to the other IMPDH inhibitors, MPA’s 

reducti on of HCV replicati on was signifi cant at both the median and high doses used. To confi rm 

the concentrati ons used were not aff ecti ng cellular proliferati on within the 18hr ti me period, 

Huh-7 cells were labelled with CFSE and treated with the median concentrati ons of each IMPDH 

inhibitor. Cells were cultured in the presence of the inhibitors for 18hr or for 72 hours and 

the proliferati on profi le was determined. Within 18hr cultures, none of the inhibitors aff ected 

cellular growth, as no signifi cant change was seen in the proliferati on index (PI) of their profi les 

Fig 1. MPA reduces HCV replicati on signifi cantly when compared to Ribavirin or Bredinin. Huh-7 replicon cells were treated for 
18hrs with similar concentrati ons of IMPDH inhibitors; MPA, Ribavirin and Bredinin. MPA reduced HCV replicati on signifi cantly 
in a dose response when compared to controls (3µM; 65%±13SEM, 15µM; 35%±4SEM, 30µM 24%±4SEM), whereas Ribavirin 
only reduced HCV replicati on to 67%±9SEM of controls with the lowest dose tested (25µM). Bredinin signifi cantly reduced 
HCV replicati on with all tested concentrati ons (3.6µM; 74%±13SEM, 18µM; 80%±9SEM, 36µM 52%±10SEM). MPA signifi cantly 
reduced HCV replicati on when compared at the median or high concentrati ons to the other IMPDH inhibitors. (* p<0.05, ** 
p<0.01, *** p<0.001).
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(Fig. 2a). Within the 72hr cultures, all three 

reduced cell proliferati on to varying degrees 

(Fig. 2b). This indicated that the reducti on on 

HCV replicati on as seen in Figure 1 was not due 

to the reducti on of replicon cell expansion.

As the anti -HCV eff ects of MPA were shown 

to be unrelated to cellular proliferati on, its 

eff ects should be specifi c to viral replicati on 

processes. Within the HCV genome the NS3, 

the serine proteinase and the NS5b, the RNA-

dependent RNA polymerase are the most 

important proteins involved in HCV replicati on. 

Hence, these two targets have been the main 

focus of targeted drug developments. The 

ability of the NS5b to copy negati ve strand RNA 

virus into translatable positi ve strand RNA, 

makes it’s a parti cularly att racti ve component 

as any reducti on in the acti vity of NS5b would 

drasti cally reduce the ability of HCV to replicate, 

as has been shown through replicon mutati onal 

studies30, 31. Many small, non-nucleoside 

analogue inhibitors have been developed 

against the NS5b32, 33, many of which contain 

phenylalanine residues which has been shown 

to non-covalently bind to the hydrophobic 

depression in the thumb domain of the NS5b34-36. As MPA has similar structural properti es to 

the small compounds tested, it was reasonable to speculate whether MPA was acti ng on the 

NS5b in the same manner as these other non-nucleoside analogues.

To elucidate the specifi c anti -viral 

eff ect of MPA, a two plasmid bacterial 

system developed by Lee et al24 was used 

to isolate and show specifi c eff ects on 

the HCV NS5b. The fi rst plasmid contains 

a functi onal truncated NS5b and the 

second codes for a negati ve strand 

luciferase RNA coupled to a negati ve 

strand HCV internal ribosome entry side 

to facilitate its reverse coding into a 

functi onal RNA that can be translated by 

Fig 3. Schemati c diagram of the two plasmid system. Each plasmid 
contains a disti nct resistance gene (AMP for pSKN5 and CmR for 
pACLuc) as well as disti nct replicati on origins that allow them be 
present and expressed eff ecti vely in the same bacterial cell.

Fig 2. Cell proliferati on was unaff ected in the 18hr ti me 
period. Neither MPA, Ribavirin nor Bredinin reduced cell 
proliferati on within the 18 hour testi ng period (A), though 
at 72 hours, all three aff ected cell proliferati on to variable 
degrees (B).

BA
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host ribosomes into a functi onal luciferase reporter enzyme (Fig. 3). Bacterial cultures containing 

both plasmids were grown into log phase and then treated with MPA for 2 hours. Cells were 

lysed and acti ve protein isolated. Luciferin potassium 

salt was added and relati ve light units were read 

via luminescent counter. As shown in Figure 4, MPA 

signifi cantly reduced the ability of the NS5b to code 

for functi onal positi ve strand luciferase RNA, lowering 

the overall relati ve luciferase expression to 70%±6 

SEM (p=0.002) of controls. This reducti on was not as 

signifi cant as the earlier results with the replicon cell 

lines, though this bacterial assay may not be as robust 

as the cell culture method, as well, the bacterial cells 

were only exposed to 2 hours of MPA, whereas the 

replicon cells were treated for 18h or more hours. 

Though preliminary, this result suggested that MPA 

was aff ecti ng the functi onality of the NS5b in some 

manner.

As the bacterial model system more than likely 

does not represent the in vitro or the in vivo situati on 

of human liver cells, the model was modifi ed to allow 

for expression in a eucaryoti c system. To show the 

eff ect in a more robust in vitro system, the reverse 

coding luciferase plasmid was modifi ed to include a 

human H1 promoter that would facilitate its expression 

in human cell lines (Fig. 5A). This new plasmid termed 

pAC-H1-rLuc or the RNA generated from the original T7 

promoted pACLuc plasmid was electroporated in 

increasing concentrati ons to replicon cells (Huh-

7-Hy) and treated with MPA for 18 hours. Figure 

5B shows the expression level of the plasmid 

expressing under the H1 promoter in increasing 

concentrati ons and the resulti ng knockdown of 

NS5b mediated luciferase expression. 

Specifi c eff ects of MPA on the ability of 

NS5b to produce positi ve strand RNA copies 

from a negati ve strand template were tested 

in a cell free acti ve protein PCR like assay. E. 

Coli expressing soluble NS5b were lysed by 

sonicati on and total protein was combined with 

Fig 5B. MPA reduced luciferase protein levels aft er a two 
hour incubati on with increasing concentrati ons of H1-rLuc 
expression plasmid were transfected to Huh-7 replicon cells 
(n=1). 

B

Fig 5A. Schemati c diagram of the new H1 driven 
rLuc plasmid system.

A

Fig 4. MPA signifi cantly reduced luciferase protein 
levels in an isolated two plasmid NS5b functi onal 
assay. MPA at 5µM signifi cantly reduced expression 
luciferase to 70%±6 SEM (p=0.002) with a two hour 
incubati on.
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NTPs and negati ve strand RNA from pACLuc. With 

the additi on of MPA at 15µM, total producti on 

of positi ve strand rLuc RNA was reduced to 

30% (IRES primers) and 50% (Luc primers) of 

controls. This indicated that MPA interferes with 

the ability of HCV’s NS5b to copy negati ve strand 

RNA (Fig. 6).  

Mycophenolic Acid has clear eff ects as an 

immunosuppressant due to its ability to inhibit 

the reacti on of XMP to GMP by IMPDH, though 

its ability to down regulate HCV has only recently 

been elucidated. We show here the explorati on 

of the possible mechanisms behind the anti viral 

eff ects in short term MPA treated replicon cell 

cultures. MPA signifi cantly reduced the ability of HCV to replicate in vitro, whereas other IMDPH 

inhibitors Bredinin and Ribavirin were less potent. Within 18hr cultures, MPA had no eff ect on 

the ability of replicon cells to proliferate, indicati ng that MPA has a direct eff ect on the virus 

itself and is unrelated to the blockade of IMPDH and the subsequent reducti on in cellular GTP 

pools as the additi on of exogenous guanosine nucleosides did not reverse MPA’s eff ect on HCV 

replicati on11. Though preliminary, this study reveals more evidence confi rming that MPA has a 

direct eff ect on HCV and its ability to replicate in vitro. Data presented here suggests that MPA 

acts directly on the NS5b. This is mostly likely in a manner similar to that of other non-nucleoside 

inhibitors, by binding non-covalently to the hydrophobic shallow pocket in the thumb domain, 

near the polymerase acti ve site33, though this has yet to be confi rmed.
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Fig 6. MPA reduces positi ve strand RNA producti on by 
impeding NS5b acti vity. RT-PCR was performed on products 
of a cell free NS5b assay. Two primer sets (Luc and IRES) 
detected positi ve strand RNA aft er 90min incubati on with 
negati ve strand rLuc template RNA, with or without MPA 
(n=1). 
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Do not follow where the path may lead.

Go instead where there is no path and leave a trail.

~ Ralph Waldo Emerson ~
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Abstract

Hepati ti s C virus (HCV) infecti on is one of the major causes of chronic liver disease, including 

cirrhosis and liver cancer and is therefore, the most common indicati on for liver transplantati on. 

Conventi onal anti viral drugs such as pegylated interferon-alpha, taken in combinati on with 

ribavirin, represent a milestone in the therapy of this disease. However, due to diff erent viral 

and host factors, clinical success can be achieved only in part of pati ents, making urgent the 

requirement of exploiti ng alternati ve approaches for HCV therapy. 

Fortunately, recent advances in the understanding of HCV viral replicati on and host 

cell interacti ons have opened new possibiliti es for therapeuti c interventi on. The most 

recent technologies, such as small interference RNA mediated gene-silencing, anti -sense 

oligonucleoti des (ASO), or viral vector based gene delivery systems, have paved the way to 

develop novel therapeuti c modaliti es for HCV. In this review, we outline the applicati on of these 

technologies in the context of HCV therapy. In parti cular, we will focus on the newly defi ned role 

of cellular microRNA (miR-122) in viral replicati on and discuss it’s potenti al for HCV molecular 

therapy.
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Introducti on

Hepati ti s C virus (HCV), fi rst identi fi ed in 1989, is a single-stranded positi ve-sense RNA fl avivirus 

with 6 major genotypes and over 70 subtypes1, 2. According to the esti mati on of the World Health 

Organizati on, approximately 170 million people, 3% of the world populati on, are HCV positi ve 

with 3 to 4 million de novo infecti ons each year. Unfortunately, 55–85% of those infected fail to 

clear the virus and progress to develop chronic infecti on. Over a period of 20 to 30 years cirrhosis 

develops in about 10% to 20% and hepatocellular carcinoma (HCC) develops in 1% to 7% of 

persons with chronic infecti on3. Currently, no safe and eff ecti ve vaccine is available to prevent 

HCV infecti on. Conventi onal treatment, such as interferon taken alone or in combinati on with 

ribavirin, is only eff ecti ve in part of the pati ents, but is oft en fi nancially inaccessible for people 

in developing countries4, 5.

To explore the potenti al of new therapeuti c strategies, it is criti cal to bett er understand 

the viral and host factors involved in virus cell entry, replicati on and virus-cell interacti on. An 

apparent two-way dialogue exists in which the virus apparently takes advantage of the cell’s 

own signal transducti on systems to facilitate virus entry and support replicati on6. Indeed, 

remarkable progress has been achieved in understanding the properti es of the HCV genome 

and viral proteins. Contributi ons have come through several diff erent sources including the 

vaccinati on of chimpanzees, structural studies, binding studies with recombinant envelope 

proteins, and the use of clinical isolates, HCV-like parti cles (HCV-LPs), HCV pseudotyped 

parti cles (HCVpp), and cell culture-derived HCV parti cles (HCVcc) in infecti vity assays7, 8. Cellular 

pathways or molecules involved in viral entry, such as CD81, scavenger receptor class B type 

I (SR-B1), LDL receptor, L-SIGN, DC-SIGN and asialoglycoprotein receptor (ASGPR), could be 

putati ve therapeuti c targets9-12. 

New technologies, parti cularly RNA interference (RNAi) induced by small interfering RNA 

(siRNA), are gaining favour as eff ecti ve therapeuti c enti ti es for HCV infecti ons. RNAi works at 

a postt ranscripti onal level by degrading cognate mRNA. As HCV is a single-stranded RNA that 

functi ons as both a messenger RNA and a template for replicati on, it is a prime candidate for 

RNAi. Moreover, previous reports have shown that by blocking cellular determinants of viral 

entry and replicati on, such as CD81, HSP90, or p68  either by RNAi, anti sense oligonucleoti des 

or chemically engineered ‘antagomirs’, leads to signifi cant reducti on of viral invasion13-15. 

In this review, we outline the novel small RNA based technologies in designing therapeuti c 

approaches for HCV treatment, according to the mechanism of viral entry, replicati on and virus-

cell interacti on. In parti cular, we will discuss emerging evidence that a liver-specifi c, small non-

coding microRNA (miRNA) is involved in replicati on of HCV through a novel mechanism and 

outline its therapeuti c potenti al.
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Molecular characteristi cs of HCV entry and replicati on

HCV, contains a single-stranded RNA genome of about 9400 nucleoti des in length, composed 

of a 5’ and 3’ non-coding region (NCR) with a single open reading frame encoding a polyprotein 

precursor of approximately 3,000 amino acids that is cleaved into three structural (core, E1, E2) 

and seven non-structural (p7, NS2–NS5B) proteins16, 17.

Since the discovery of HCV, numerous studies have demonstrated its mechanism of cell 

entry, but it is sti ll unclear how the virus penetrates cell membranes. In order to elucidate the 

infecti on pathway, it is fi rst required to identi fy and understand both the putati ve viral and 

cell factors involved in this process. The viral envelope glycoproteins E1 and E2, cleaved from 

the polyprotein by the endoplasmic reti culum (ER)-resident host enzymes signal pepti dase and 

signal pepti de pepti dase, have been widely regarded as the criti cal determinants for virus cell 

entry. To date, several models have been designed to investi gate E1/E2 functi on. These include 

HCV-LPs expressing E1-E2 heterodimers instead of glycosylated individual E1 and E218-21, HCVpp 

consisti ng of unmodifi ed HCV envelope glycoproteins E1 and E2 assembled onto retroviral or 

lenti viral core parti cles22-26, vesicular stomati ti s virus (VSV)/HCV pseudotypes expressing HCV 

E1 or E2 chimeric proteins containing transmembrane and cytoplasmic domains of the VSV 

G glycoprotein, or HCVcc neutralizati on assays with E1 or E2 anti body27-30. These models have 

shown that both envelope glycoproteins E1 and E2 are essenti al for host cell entry. The lack 

of either E1 or E2 signifi cantly decreases HCV infecti on acti vity whereas deleti on of the whole 

envelope protein coding sequence abolishes the parti cle infecti vity. Additi onally, several cell 

surface molecules have been identi fi ed using these models and are now considered as criti cal 

components in mediati ng HCV att achment and entry.

Similar to viral entry, HCV replicati on requires both viral and cellular factors. Although our 

current knowledge of the HCV life cycle is sti ll mainly at the hypotheti cal level, several minimum 

viral components and host cell factors have been proposed. The HCV 5’NCR, in parti cular the 

IRES sequence, plays an important functi on in ribosomal assembly and the NS3 to NS5B coding 

region are necessary for functi on of  the replicase complex31-35. Found as interacti on partners 

of NS5A and NS5B, human vesicle-associated membrane protein-associated proteins VAP-A 

and VAP-B were fi rst identi fi ed from the host cell36, 37. More recently the geranylgeranylated 

protein FBL-2, the immunophilins cyclophilin B and FKBP8 have been identi fi ed as important 

host factors for HCV replicati on38-40. Furthermore, the host enzyme IMPDH, essenti al for the de 

novo synthesis of GTP nucleoti des, may be involved in HCV replicati on as the IMPDH inhibitors 

ribavirin and mycophenolic acid suppresses replicati on41, 42. Interesti ngly, the mammalian liver-

specifi c miRNA (miR-122) has been recently defi ned to facilitate HCV replicati on, indicati ng that 

this small RNA may present a novel target for anti viral interventi on43. 
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miR-122 and HCV replicati on

MiRNAs are approximately 22 nucleoti de noncoding RNAs that can downregulate various gene 

products by inducing either cleavage or a reducti on in the translati onal effi  ciency of the target 

mRNA44, 45. In the last 5 years, over 3,000 miRNAs have been identi fi ed in vertebrates, fl ies, 

worms, plants and even viruses. Most miRNAs have been shown to parti cipate in essenti al 

biological processes, such as cell proliferati on, apoptosis, diff erenti ati on and metabolism46. The 

22 nucleoti de mature miR-122, derived from a noncoding polyadenylated RNA transcript of the 

HCR gene, is a liver-specifi c developmental regulator. It can be detected as early as 12.5 days 

post-gestati on and reach a plateau immediately before birth, then slowly increase up to 70% of 

the total miRNA populati on in adult liver47-49. MiR-122 is the fi rst identi fi ed host miRNA linked 

to HCV viral replicati on. A further novelty to these fi ndings is the fact that miR-122 upregulates, 

rather than downregulates, viral RNA by interacti on with the 5’ NCR of the viral RNA. Previous 

work had suggested that miRNA can only negati vely regulate gene expression through targeti ng 

the 3’ NCR of mRNA. 

Interesti ngly, Jopling et al43 have observed that though both Huh7 and HepG2 cells are 

derived from human hepatocytes, HCV RNA can only replicate in Huh7 cells. This may link to the 

fact that Huh7 is miR-122 positi ve, while HepG2 is miR-122 negati ve. To determine if miR-122 

is required to regulate HCV replicati on, they transfected anti sense oligonucleoti des into Huh7 

liver cells to suppress miR-122 functi on. The results showed that the amount of viral RNA was 

reduced by about 80% when miR-122 was silenced, but it is sti ll unclear whether it is simply a 

direct or indirect interacti on through cellular factors. Thus, to further address this issue, two 

putati ve binding sites, located in each of the viral NCR, were tested as possible targets for 

miR-122. It was found that only the binding sequence located in the 5’ NCR was responsible 

for miR-122 targeti ng. This is notably very diff erent from the common observati on that miRNA 

target the 3’ NCR, leading to suppression or degradati on of target mRNA. Recently, a study 

in mice has shown synthesized anti sense single-stranded 23-nucleoti de RNA molecules can 

eff ecti vely inhibit producti on of miR-122 in vivo50. Therefore miR-122 seems a potenti al target 

for HCV treatment, although the mechanism for this new miRNA role is sti ll very much unclear. 

Therapeuti c strategies based on gene silencing technology

As current anti viral regimens have proven largely unsati sfactory, parti cularly for pati ents with 

genotype 1 infecti on, it is important to explore novel therapeuti c strategies. Small interfering 

RNAs and anti sense oligonucleoti des (ASO) have emerged as effi  cient nuclei acid-based gene 

silencing tools to target highly conserved or functi onally important regions within the HCV 

genome or essenti al host cell factors for entry or replicati on (Fig. 1).

RNAi, induces gene silencing at a post-transcripti on level by double-stranded small 

interference RNA (siRNA) and represents an exciti ng new technology that could have 

applicati ons in the treatment of viral diseases. Parti cularly, HCV could be an att racti ve target 
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for RNAi therapy, as it is a RNA virus. The HCV genome is a positi ve single-stranded RNA that 

functi ons both as the viral messenger RNA and a template for RNA replicati on via a negati ve-

strand intermediate. Instead of a 5’ cap, the IRES, located at the 5’ NCR, plays an essenti al role 

to bind eucaryoti c ribosomal subunits and initi ates the assembly of the translati onally acti ve 

80S complex. Consequently, this sequence is more conserved than any other part of the viral 

genome, at least among the six known HCV genotypes51, 52. Thus, IRES seems an ideal target for 

RNAi mediated anti -HCV therapy and several groups have demonstrated effi  cient inhibiti on of 

HCV replicati on by designing siRNAs toward this region53-55. In additi on, RNAi directed against 

the viral core, NS3, NS4B, NS5A and NS5B regions can suppress HCV infecti on. McCaff rey et al56 

was the fi rst to demonstrate feasibility of siRNA targeti ng HCV NS5B in vivo. By co-expression 

of an NS5B-luciferase fusion gene with an anti -NS5B siRNA expression plasmid they found a 

signifi cant reducti on of luciferase expression in the mouse liver indicati ng selecti ve degradati on 

by the NS5B siRNA. Additi onally, several other groups have observed suppression of HCV 

replicon by siRNA-mediated targeti ng either NS5B or NS3 region57-59.

Besides these viral elements, numerous host cellular factors, such as CD81, SR-B1, HSP90, 

p68 or USP18, could be typical targets for potenti ati ng RNAi anti viral therapy. CD81, expressed 

in most human cells, is able to bind to HCV E2 protein and is therefore considered an essenti al 

receptor for HCV entry. Further investi gati on, by either ectopic expression of CD81 in Huh7-

Lunet cells (low expression of CD81) or modulati on of CD81 cell surface density in Huh-7.5 

cells (high expression of CD81) by RNAi, revealed that density of cell surface-exposed CD81 is 

Fig 1 Novel anti -viral strategies based HCV life cycle. RNAi technology, inducing gene silencing at postt ranscripti onal level 
mediated by siRNA, can be applied to prevent HCV replicati on and infecti on by targeti ng either viral RNA (1) or host factors, such 
as surface receptor (2) or cellular molecules (3). miR-122 is a liver specifi c miRNA that is involved in HCV replicati on and therefore 
silencing of miR-122 by anti sense oligonucleoti des (ASO) could be considered as a potenti al therapeuti c modality (4).
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a key determinant for HCV entry into host cells60. SR-B1, primarily expressed in the liver and 

steroidogenic ti ssues, was identi fi ed as another potenti al HCV receptor based on coprecipitati on 

with recombinant E2. A 90% down-regulati on of SR-B1 expression in Huh7 cells by RNAi caused 

a 30–90% inhibiti on of HCVpp infecti on, depending on the HCV genotype61, 62. However, either 

CD81 or SR-B1 alone is not capable of virus binding indicati ng that at least one additi onal host 

protein, possibly the recently identi fi ed co-receptor, Claudin-163, is required for cell entry of 

enveloped virions via the CD81/SR-B1 pathways. 

Although using siRNA to target either viral or host factors could be considered eff ecti ve tools 

to signifi cantly block HCV infecti on and replicati on, an advanced method by knockdown both viral 

and cellular factors may further improve the therapeuti c effi  cacy. Work by our group has shown 

that both entry and replicati on can be simultaneously targeted using shRNAs directed against 

two regions of the HCV RNA and one region of the host cell receptor, CD81. The triple shRNA 

expression vector was eff ecti ve in concurrently reducing HCV replicati on, CD81 expression, and 

E2 binding, comparable to conventi onal single shRNA anti -HCV vectors64.

Anti sense oligonucleoti des represent an alternati ve gene-silencing tool that can be 

employed as HCV therapy. ASO-based inhibiti on of HCV have been demonstrated extensively in 

the past65-71. Currently ASO is the most promising method to block the functi on of miRNA, such 

as miR-122. For instance, a 2’-O-methylated RNA oligonucleoti de with exact complementarity 

to miR-122 was introduced to inacti vate its functi on in Huh 7 cells, in order to determine the 

relati onship between miR-122 and HCV replicati on. Subsequently, Krutzfeldt et al50 developed 

a pharmacological approach for silencing miRNA in vivo, by chemically modifi ed, cholesterol-

conjugated single-stranded RNA analogues to complimentarily target miR-122. By injecti on of 

these ‘antagomirs’ into the tail veins of mice, effi  cient and specifi c suppression of endogenous 

miR-122 was observed. Hence, designing ASO based molecular medicines would provide new 

agents for human major diseases, because upregulati on of certain miRNAs linked to a set of 

diseases such as cancer, diabetes or HCV. 

Liver-targeted viral delivery systems

Obviously, RNAi or ASO technologies could be regarded as potenti ally eff ecti ve novel modaliti es 

for anti -HCV treatment. Nevertheless, the success depends on developing eff ecti ve delivery 

systems, to target therapy to the liver. Regarding to treat a liver-hosted and long-term persistent 

hepati ti s virus, an ideal vector would be able to transfer geneti c material effi  ciently and 

specifi cally into the target cells/ti ssues, resulti ng in high level, properly regulated and prolonged 

expression, without toxic and immunogenic side eff ects. Since viruses have many advantages as 

transgenic vehicles, we will discuss two of the most promising delivery systems: lenti viral and 

adeno-associated viral (AAV) vectors.

Lenti viral vectors, are mainly based on human immunodefi ciency virus type 1 (HIV-1) and 

have been shown to eff ecti vely transduce liver, muscle, and hematopoieti c cells. These vectors 
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integrate their payloads into the host genome ensuring transmission to progeny cells72. Although 

lenti viral-mediated short hairpin RNA (shRNA, precursor of siRNA) delivery has been widely 

developed for therapeuti c applicati on, there are few reports referring to HCV treatment57, 64. 

These are currently some limitati ons for the use of lenti viral vectors: (1) producti on effi  ciency 

limits in vivo transfecti on; (2) possibility of inserti onal mutagenesis or generati on of wild-type 

virus lead to safety considerati ons. To circumvent these drawbacks, the following strategies 

may be required to achieve further improvement: fi rstly, newer generati ons, such as the gutt ed 

third generati on, relati vely high ti ters of VSV-G pseudotyped HIV-1 vectors, other types such 

as HIV-2 and simian immunodefi ciency virus (SIV) vectors, or even immunodefi ciency viruses 

derived from nonprimates, including felines and equines, are also being developed to overcome 

conventi onal problems73-76. 

Analogically, with the superiority of low pathogenicity and long-term gene expression, AAV 

could be another ideal viral vector for siRNA delivery, although no reference of AAV-mediated 

anti -HCV RNAi therapy has been reported so far. Parti cularly AAV serotype 8, a new member 

of the AAV family isolated from rhesus monkeys, is an att racti ve candidate for hepati c-directed 

shRNA transfer because of 10- to 100-fold increased transducti on effi  ciency in mouse liver 

models, compared with the previous AAV2 based vectors77. Since derived from nonhuman 

primate, AAV8 is less prone to recogniti on by prevailing anti bodies that generate side 

immunological eff ects in human78. Moreover, the safety and transgenic delivery effi  cacy could 

be further improved by conjugati ng other strategies, such as uti lizing liver-specifi c promoters, 

hybridizati on of AAV8 with other serotypes, or modifi cati on of viral capsids. 

Furthermore, since miRNA context based siRNA cassett e (second-generati on shRNA) can 

be driven by a regulatable pol-II promoter instead of conventi onal pol-III promoters79, liver-

targeted expression of shRNA could be achieved by employing a liver-specifi c pol-II promoter 

in viral delivery system.

Discussion

The treatment of HCV remains a challenge that requires further elucidati ng the process of viral 

life cycle and developing novel therapeuti c approaches. In fact, recent progress has provided 

the possibiliti es of identi fying novel anti viral targets and designing new therapeuti c strategies. 

According to the previous descripti on, miR-122 is one of the most emergent targets for HCV 

therapy that is commonly abundant in human livers and thus promotes viral replicati on. 

Therefore, downregulati on of miR-122 by anti sense based ‘antagomirs’ or oligonucleoti des 

signifi cantly suppressed viral replicati on. However, before such a method can be applied in the 

clinic, the role of miR-122 in maintaining normal hepati c functi on must be further investi gated. 

Krutzfeldt et al50 have demonstrated that silencing of miR-122 by ‘antagomirs’ do not show any 

apparent toxicity to mice, but the more recent study has shown that miR-122 is downregulated 

in the rodent and human hepatocellular carcinomas (HCC). Using the animal model of diet-

induced hepatocarcinogenesis, Kutay et al80 have observed that the reduced expression 
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of miR-122 probably occurs between 36 and 54 weeks when neoplasti c transformati on 

occurs. These fi ndings suggest that the downregulati on of miR-122 might be associated with 

hepatocarcinogenesis and therefore further investi gati on into these functi on of miR-122 is 

required before therapeuti c applicati on can be commenced. In conclusion, the recent progress 

of understanding the viral life cycle and identi fi cati on of novel targets, in combinati on with the 

newly developed ASO and RNAi technology, may pave the way for new anti -HCV therapy. 
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Abstract

Chronic Hepati ti s C Virus infecti on has a major medical impact and current treatments are oft en 

unsuccessful. RNA interference represents a promising new approach to tackle this problem. 

The current study details the design and testi ng of self-inacti vati ng lenti viral vectors delivering 

RNA interference to prevent HCV replicati on and infecti on. 

Vectors were constructed with single, double and triple cassett es expressing short hairpin 

RNA (shRNA) simultaneously targeti ng two regions of the HCV 1b genome and the host-cell 

receptor, CD81. 

The shRNA directed against HCV IRES or NS5b regions were shown to be eff ecti ve in inhibiti ng 

HCV replicati on in vitro (82 and 98%, respecti vely). No evidence of shRNA-related interferon 

producti on was observed. Vectors containing CD81 shRNA reduced cell surface expression up 

to 83% and reduced cell binding of HCV surface protein E2 up to 82% while not aff ecti ng levels 

of unrelated surface protein (Ber-EP4) or HCV replicati on. Double or triple shRNA vectors were 

independently eff ecti ve in simultaneously reducing HCV replicon, CD81 expression and E2 

binding. 

This study demonstrates lenti viral delivery of multi ple shRNA, inhibiti ng HCV in a specifi c, 

IFN-independent, manner. A gene therapy based on RNAi of multi ple viral and host cell targets 

could reduce the risk of mutati onal escape by HCV.
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Introducti on

The hepati ti s C virus (HCV), together with the hepati ti s B virus, now accounts for 75% of all cases 

of liver disease around the world. HCV is an enveloped positi ve-strand RNA virus classifi ed as 

the sole member of a disti nct genus called hepacivirus in the family Flaviviridae1. The genome 

of HCV encompasses a single ~9600 nucleoti de RNA molecule carrying one large open reading 

frame (ORF) that is fl anked by non-translated regions (NTRs)2. The polyprotein created from this 

ORF is cleaved co- and post-translati onally by cellular and viral proteinases into ten diff erent 

products, with structural proteins located in the amino-terminal one-third and the non-

structural replicati ve proteins in the remainder3, 4. The structural proteins include two envelope 

proteins, E1 and E2 which determine HCV tropism. E2 binding to cell surface tetraspanin CD81 

is instrumental to viral entry5-7. 

RNAi based anti -viral therapies have begun to show great promise for HCV and other viral 

infecti ons. RNAi is a process of sequence-specifi c, post-transcripti onal gene silencing in plants 

and animals triggered by double-stranded RNA8, 9. Many viruses produce a transitory double-

stranded RNA intermediate during replicati on that can be processed by enzyme termed Dicer into 

21 nucleoti de short interfering RNA (siRNA)10, beginning the vesti gial RNAi anti -viral mechanism. 

One strand of the siRNA associates with RNA-induced silencing complex (RISC)10, 11 which guides 

the siRNA to its homologous mRNA target resulti ng in cleavage of the target sequence8, 11. To 

date RNAi has been used eff ecti vely to reduce infecti on in many in vitro viral systems including 

human immunodefi ciency virus (HIV)12, 13, poliovirus14, infl uenza virus15, and hepati ti s B16 with 

recent studies showing that RNAi can be eff ecti ve in blocking HCV replicati on17-19. In additi on 

to viral RNAs, RNAi can be an eff ecti ve tool to downregulate host cell genes involved in viral 

infecti on such as CD4 and CXCR4 in HIV13, 20. In analogy, down-regulati on of CD81 was shown to 

be eff ecti ve in preventi ng HCV envelope binding21.

If RNAi therapies are to be uti lized as an eff ecti ve treatment or preventi on of disease, 

long term, stable siRNA expression needs to be achieved. Raw or plasmid siRNA transfecti ons 

elicit only short term silencing, whereas. integrati ng self-inacti vati ng lenti viral vectors22, 23 

that encode for short hairpin RNAs (shRNA), can produce long-term, conti nuous silencing24, 25. 

Vector-derived shRNA are single strand RNA containing complementary sequences separated 

by a loop sequence that can fold into a predicted double stranded hairpin. These structures are 

recognized by Dicer and cleaved into biologically acti ve siRNA.

Many viruses mutate at high rates14, 26 and can therefore rapidly develop resistance to 

monotherapies. HCV has been shown to generate mutants with monotherapy of ribavirin or 

RNAi27-29. Host cell factors involved in infecti on are not prone to mutati on and are therefore good 

therapeuti c targets for RNAi to help prevent resistance13. We present here the constructi on of 

lenti viral vectors producing single and multi ple shRNAs that are capable of inferring protecti on 

by the downregulati on the host cell receptor CD81 as well as simultaneously targeti ng multi ple 

HCV sequences. Effi  cacy of these therapeuti c vectors was demonstrated in an HCV replicati on 

model30-32. 
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Methods & Materials

Cell Culture

Cell monolayers of the human embryonic kidney epithelial cell line; 293T and human hepatoma 

cell line; Huh-740, were maintained in Dulbecco’s Modifi ed Eagle Medium (DMEM) (Invitrogen-

Gibco, Breda, The Netherlands) and complemented with 10% v/v fetal calf serum (PerBio 

Science), 100IU/ml penicillin, 100mg/ml streptomycin, and 2mM L-Glutamine (Invitrogen-

Gibco) (cDMEM). Huh-7 cells containing subgenomic HCV monocistronic replicon (I389/NS3-3’/

HygUbi/5.1) or bicistronic replicon (I389/NS3-3’/LucUbiNeo-ET)41 were maintained with 25µg/ml 

Hygromycin (Sigma, Zwijndrecht, The Netherlands) or 250µg/ml G418 (Sigma) respecti vely. 

shRNA Annealing and Plasmid Constructi on

shRNA’s oligo sequences used were derived from various sources (Table 1). All were purchased 

as 60 nt ssDNA oligomers (Invitrogen-Gibco) comprised of both forward and reverse sequences 

with 9 bp loop structures42 and 3’ BglII and 5’ HindIII self inacti vati ng overhangs (Fig. 1A). 

20mM of both sense and anti sense oligomers were incubated in annealing buff er (as previously 

described)8 for 3 min at 90°C, temperatures were lowered in 2°C/min increments unti l 5°C 

above their respecti ve Tm, then dropped to 4°C at maximum ramp rates. 

pSuper (Oligoengine, Seatt le, Washington, USA) was digested with PstI and HindIII, the 

fragment including the human H1 promoter and a porti on of the multi ple cloning site (MCS) 

was gel extracted and ligated in pSP72 (Promega, Leiden, The Netherlands) ). This new 

pSP72-H1 plasmid was digested with SmaI and HpaI to remove the second BglII site and 83bp 

of the newly inserted MCS, in preparati on for later ligati ons. Annealed shRNA oligomers were 

inserted into pSP72-H1 digested with BglII and HindIII via unidirecti onal inserti on (Fig. 1B). The 

H1-shRNA fragments were then removed with either PstI/XhoI or SalI/XhoI and cleaned via 

gel extracti on. This study uses the self-inacti vati ng lenti viral transfer construct pND-CAG/GFP/

WPRE, containing the composite CAG promoter (consisti ng of the cytomegalovirus immediate 

early enhancer, chicken β-acti n promoter, and rabbit β-globin intron) that drives transcripti on 

of the enhanced green fl uorescent protein (GFP) cDNA and woodchuck hepati ti s virus post-

transcripti onal regulatory element (WPRE). The HIV-1 central polypurine tract (cPPT) was 

reintroduced to streamline nuclear import of the pre-integrati on complex as well as ensure 

effi  cient infecti on of hepatocytes43. The H1-shRNA cassett es were ligated to the XhoI site of the 

pND-CAG/GFP/WPRE in oppositi on to the CAG reading directi on (Fig. 1C). New shRNA plasmids 

were checked for inserti on and directi on with restricti on analysis using NdeI/XhoI. The resulti ng 

plasmids left  one downstream XhoI site available for multi ple cassett e inserti ons. Plasmids 

containing double and triple shRNA cassett es were created by repeati ng this process for each 

additi onal shRNA cassett e (Fig. 1D). Final pND plasmid constructi ons included singles: Mock (no 

shRNA GFP lenti vector), Con (scrambled HBV shRNA), IRES, NS5b, CD81, doubles; IRES-NS5b, 

IRES-CD81, NS5b-CD81, triple; IRES-NS5b-CD81. These plasmids each express a GFP reporter 

Chapter 7.indd   94 26/04/2008   4:20:39 PM



Simultaneous targeti ng of HCV replicati on and viral binding 

PART III: The Future

Ch
ap

te
r 7

 
95

gene as well as all of the inserted self-expressing shRNA cassett es, each under the control of 

their own H1 promoter (Fig. 1E). All plasmid constructs were sequenced (Baseclear, Leiden, The 

Netherlands) in the region of the shRNA cassett es to ensure directi on and that no mutati ons 

occurred during cloning steps.

Lenti viral Producti on

A 3rd generati on lenti viral packaging system originally described by Dull et al22 in combinati on 

with pND-CAG/GFP/WPRE containing either single, double or triple shRNA expression 

cassett es was used to produce high-ti ter VSV-G pseudotyped shRNA-GFP expression vectors, as 

previously described44. Briefl y, 293T cells were grown in cDMEM to 80% confl uency in 500cm2 

fl asks and transfected with pND, VSV-G, GagPol, and Rev plasmids in a 4:1:2:1 rati o using 3:1 

(264mg) polyethylamine in serum free DMEM and replaced with cDMEM aft er 6 hours. Vector 

supernatants were removed 36 and 48hr post transfecti on, passed through a 0.45 mm fi lter 

and concentrated 1000 fold by ultracentrafugati on. Concentrated virus stocks were ti trated 

using 293T cells 24 h aft er infecti on, with transducti on effi  ciency based on the number of GFP 

positi ve cells as determined by fl owcytometry (FACS Caliber, BD BioSciences, Mountain View, 

CA). Vector ti ters ranged from 7x106 to 3x107 transducing units per mL.

Real Time RT-PCR

Confl uent monolayers of replicon cells were lysed by Trizol (Invitrogen-Gibco) and RNA 

precipitated with 75% EtOH and captured with a Micro RNAeasy silica column (Qiagen Venlo, 

The Netherlands). RNA was quanti tated using a Nanodrop ND-1000 (Wilmington, Delware, 

USA) and adjusted to 1mg for each sample. cDNA was prepared using Promega’s AMV reverse 

transcriptase following standard protocols. Real Time PCR (MJ Research Opti con, Hercules 

California, USA) was performed using primers NS3 (F-5’-GGT TCT GTG CGA GTG CTA TG-3’, R-5’-

TCT CCT GCC TGC TTA GTC TG-3’), CD81 (F-5’- AGT-GGA-GGG-CTG-CAC-CAA-GT, R-5’-GTG-AGC-

GGG-TCT-CTG-AGT-CGA-A) and GAPDH (F-5’-CCA TGG AGA CTG GGG-3’, R-5’-CAA AGT TGT CAT 

GGA TGA CC-3’). Semi-quanti tati on of sample amplicons was performed with SybrGreen (Sigma) 

using Taq DNA polymerase (Invitrogen-Gibco) as previously described45.

Luciferase Assay

Luciferase acti vity in cells was quanti fi ed using a Top Count scinti llati on/luminescence counter 

(Packard BioSciences Top Count-NXT, Milan, Italy). Cells were lysed and luciferin substrate added 

using Steady Glo Luciferase System (Promega) according to manufacturer protocols.

Flow Cytometry and Immunocytochemistry

Surface expression of CD81 and Ber-EP4 was determined via FACS aft er incubati on with anti body 

conjugated to each; mouse a-human CD81 monoclonal IgG1 (BD Pharmingen, San Diego, USA) 

followed by a fl uorescently labeled rat a-mouse r-phycoerythrin (PE) (BD Pharmingen), and 
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mouse a-human Ber-EP4/FITC (Dako Cytomati on, Fort Collins, USA) using standard immuno-

fl orescence staining techniques. Mouse monoclonal IgG1 (Dako Cytomati on) was used for 

negati ve isotype controls.

Cells for immunocytochemistry were fi xed in 2% para-formaldehyde (PFA) and labeled with 

anti bodies conjugated to HCV-non-structural protein 3 (NS3) (Novo Castra, New Castle, UK), and 

CD81 (BD Biosciences). Secondary anti body binding and amplifi cati on of signal was accomplished 

with EnVisionTM horse radish peroxidase and visualized with 3’-Amino-ethyl-carbozole (Sigma). 

Images were created on a Zeiss Axioskop microscope (Sliedrecht, The Netherlands) fi tt ed with 

Nikon’s (USA) Digital Sight DS-U1 imaging system. Images were captured and formatt ed using 

Eclipse Net digital soft ware. 

E2 Binding Assay

To determine whether CD81 downregulati on prevents binding of HCV E2, an HCV E2 binding 

assay was performed5, 46. Huh-7 cells were transduced with CD81 shRNA containing vectors 

(CD81, NS5b-CD81, and IRES-NS5b-CD81) or control vector (Con). At seven days, transduced 

Huh-7 cells were trypsinized and incubated with recombinant E2 protein (Austral Biologicals, San 

Ramon California, USA) at a concentrati on of 8mg/ml for 30min at 4ºC in PBS/0.1% BSA. Cells 

were washed and incubated with 1mg/ml E2 detecti on anti body HuhMab108 (Genmab, Utrecht, 

The Netherlands) for 45min at 4°C. Cells were washed and incubated with a donkey anti -human 

PE (BD Pharmingen) labeled secondary anti body, and binding detected by fl owcytometry.

IFN bioassay

To determine the IFN response to shRNA, HygUbi replicon cells were transduced with shRNA 

constructs and incubated for 72hr. 100ml supernatants harvested and added to LucUbiNeo 

replicon cells. Aft er 24hr incubati on, luciferase acti vity was determined as described above. 

IFN levels were calculated using the method described by Vrolijk et al38. 10 IU/ml (40pg/ml) of 

pegylated IFN-α was used as a positi ve control.

Stati sti cal Analysis

Stati sti cal analysis was performed using a non-parametric ANOVA with Dunn multi ple comparison 

post test using GraphPad InStat soft ware.
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Results and Discussion

Eff ects of single shRNA vectors

Eff ects of single shRNA vectors. Lenti viral vectors containing shRNA sequences (Table 1) directed 

against HCV and CD81 were constructed by inserti on of the shRNA oligonucleoti des (Fig.1A) 

downstream of the H1-promoter into 

pSP72 plasmid (Fig. 1B). The H1-shRNA 

cassett es were removed and ligated in 

opposing directi on to the CAG promoter 

within the lenti viral packaging plasmid 

(Fig.1C). 

In order to determine eff ects of 

shRNA constructs on HCV replicati on 

and CD81 expression, Huh-7 replicon 

cells were incubated for 24 h with 

concentrated LV at similar ti ters. The 

level of transducti on at 3 days, as 

determined by fl owcytometry for GFP 

expression, ranged from 85 to 97% for all 

vectors. Single HCV shRNA vectors very 

signifi cantly reduced HCV replicati on as 

compared to Mock transducti ons with 

empty GFP vector (Fig. 2A). The NS5b 

shRNA reduced HCV replicati on by 97%±2 

SEM (p<0.001), and IRES shRNA by 82%± 

8 (p<0.05). The Con shRNA (10%±3) and 

CD81 (20%±3) shRNA showed a slight 

reducti on in HCV replicati on but was not 

signifi cant as compared to Mock control. 

Results obtained with luciferase acti vity 

correlated with signifi cant reducti ons in 

HCV mRNA (IRES, 72%±2, p<0.05; NS5b, 

97%±0.1 (p<0.01)) (Fig. 2B) as well as 

a clear reducti on of NS3 protein levels 

Fig 1. shRNA vector design. A) Each shRNA is composed of both 
a forward and reverse sequence, interrupted by a hairpin loop, 
fl anked by a downstream terminati on sequence and restricti on 
enzyme overhangs. B) shRNA sequences were ligated into BglII/
HindIII cut sites downstream of the H1-promoter of the generated 
pSP72-H1 plasmid, leaving the upstream SalI and downstream XhoI 
sites intact. C) The H1-shRNA cassett e were removed by SalI/XhoI 
and placed into the XhoI site upstream and in opposing directi on 
to the CAG promoter within the packaging plasmid pND-CAG/GFP/
WPRE, destroying the SalI site while leaving an intact upstream XhoI 
site. D)  Multi ple shRNA pND plasmids were created by opening the 
newly formed XhoI site and inserti ng additi onal shRNA cassett es, each 
ti me leaving an intact XhoI site allowing further inserti ons of shRNA 

cassett es. E) Predicted hairpin structure of fully formed NS5b shRNA.
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with both vectors when compared to 

Con vector (Fig. 2C).

CD81 shRNA vector reduced 

CD81 mean fl uorescence intensity 

by 83%±3 (p<0.05) as compared to 

Mock, while other non-CD81 vectors 

had no eff ect on the expression 

levels of CD81 (IRES, 8%±3, NS5b 

12%±2) (Fig. 2A). CD81 mRNA levels 

were not signifi cantly aff ected by 

non-CD81 shRNA vectors, whereas 

signifi cantly reduced by CD81 vector 

(91%±1, p<0.01) (Fig. 2B). A reducti on 

Fig 2. Single shRNA vectors eff ecti vely inhibit HCV replicati on and CD81 expression. A) Specifi c shRNAs signifi cantly reduced 
HCV replicati on (n=5, left  axis) and signifi cantly reduced surface expression of CD81 (n=4, right axis) at 3 days post transducti on 
(p<0.05, as compared to Mock). Control shRNA (Con) showed no inhibitory eff ect. B) Semi-quanti tati on of HCV (NS3) and CD81 
mRNA normalized to GAPDH (∆∆CT calculati on). Specifi c shRNAs signifi cantly reduced HCV and CD81 mRNA (n=3) (p<0.01, as 
compared to Con). C) HCV NS3 and D) CD81 expression in Huh-7 replicon cell line aft er 3 day transducti on with single shRNA 
vectors. Clear reducti on of protein expression was seen with the corresponding shRNA and not with the non-related shRNAs 
(1 of 3 representati ve experiments). E) Representati ve FACS profi le of total GFP expression and surface expression of CD81 and 
EP4 in Huh-7 replicon cells aft er transducti on with CD81 shRNA lenti viral vector (LV). Isotype matched controls are included to 
demonstrate specifi city of staining. CD81 and EP4 expression is shown for GFP positi ve cells only (R1 gate). Specifi c reducti on was 
seen in CD81 expression levels but no eff ect on EP4 surface staining was seen in transduced (GFP positi ve) cells.
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in cell surface CD81 expression was seen in only the CD81 shRNA containing vector as shown 

by immunocytochemistry (Fig. 2D). CD81 shRNA was shown to be specifi c with no eff ect on 

an unrelated surface protein Ber-EP4, as confi rmed by FACS profi les of cells treated with 

CD81 vector (Fig. 2E). Together, these results demonstrate the eff ecti veness of single shRNA 

expression vectors to silence HCV replicati on and CD81 surface expression.

Double and triple shRNA vectors inhibit CD81 and E2 binding

Double and triple shRNA vectors inhibit CD81 and E2 binding. Plasmids containing double 

and triple shRNA cassett es were created by sequenti al inserti on of H1-shRNA cassett es. Each 

inserti on results in a unique downstream restricti on site that is available for additi onal H1-

shRNA inserti ons. Based on the packaging limitati on of lenti viral vectors (~7000bp), this method 

could potenti ally be used to insert up to 21 

self expressing shRNA cassett es within a single 

vector. As shown in Figure 3, double and triple 

vectors containing CD81 shRNA created with 

this method were eff ecti ve in reducing CD81 

expression levels (NS5b-CD81, 77%±5; IRES-

NS5b-CD81, 78%±1). CD81 mRNA was reduced 

by all these vectors (NS5b-CD81, 71%±1; IRES-

NS5b-CD81, 80%±1) but not with double HCV 

shRNA (IRES-NS5b, 10%±4) (Fig. 3B). Multi ple 

target vector NS5b-CD81 downregulated NS3 

protein expression (Fig. 3C) as well as CD81 

surface expression (Fig. 3D). 

A possible complicati on of the presence of 

multi ple shRNAs is the potenti al of competi ti on 

for RNAi resources. However, we and others24, 

Fig 3. Double and Triple shRNA vectors 
eff ecti vely inhibit HCV replicati on and 
CD81 expression. A) Double and triple 
shRNAs vectors signifi cantly reduced HCV 
replicati on (n=5, left  axis) and signifi cantly 
reduced surface expression of CD81 (n=5, 
right axis) at 3 days post transducti on 
(p<0.001, as compared to Mock). Control 
shRNA (Con) showed no inhibitory eff ect. 
B) Semi-quanti tati on of HCV (NS3) and 
CD81 mRNA normalized to GAPDH (∆∆CT 
calculati on). Double and triple shRNAs 
signifi cantly reduced HCV and CD81 mRNA 
(n=3) (p<0.001, as compared to Con). C) 

HCV NS3 and D) CD81 expression in Huh-7 replicon cell line aft er 3 day transducti on with double shRNA vectors. Clear reducti on 
of protein expression was seen with the corresponding shRNA and not with the non-related shRNAs (One of three representati ve 
experiments). 
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33, 34 have found no signifi cant competi ti ve inhibiti on by the inclusion of multi ple shRNAs. 

The presence of other shRNAs in the same vector did not clearly interfere with the inhibitory 

acti vity of the other. Single shRNA CD81 reduced surface expression by 83%±3 (p<0.05), while 

double and triple vectors reduced CD81 by 77%±5 (NS5b-CD81), 78%±1 (IRES-NS5b-CD81) 

respecti vely. This confi rms that it is possible to introduce several shRNAs to silence many genes 

simultaneously with litt le or no loss is effi  cacy. Recent reports have suggested that non-specifi c 

eff ects can occur by siRNAs, both at the level of mRNA and protein35. In the current study we 

did not observe this. The Con, IRES and NS5b shRNAs had no eff ect on CD81 (Fig. 2) or Ber-

EP4 surface expression (data not shown). Conversely, Con and CD81 shRNAs had no signifi cant 

eff ect on HCV replicati on or EP4 surface expression (Fig. 2).

In order to determine the biological relevance of reducing cell surface CD81 by shRNA 

vectors an E2 binding assay was performed. As shown in Figure 4, the reducti on of bound E2 

was seen with all vectors containing CD81 shRNA within the transduced cell populati on. As 

expected, the non-transduced cells (GFP negati ve) showed no reducti on in E2 binding (data 

not shown). The reduced binding of E2 was directly correlated with a reducti on in the surface 

expression of CD81 (Fig. 4C). This suggests that even if CD81 cell surface density is reduced; low 

levels of bound HCV E2 can be observed. Therefore, we can not exclude that residual CD81 is 

suffi  cient for some viral binding and infecti on by HCV. 

Fig 4. shRNA mediated reducti on 
of CD81 inhibited HCV E2 binding. 
A) E2 binding was measured in GFP 
positi ve cells (R2 Gate), 7 days aft er 
transducti on (left  panel). B) Single, 
double and triple vectors containing 
CD81 shRNA eff ecti vely reduced 
binding of E2 (black line). Specifi city 
of detecti on was confi rmed with 
no E2 protein control (grey line). 
Peak channel (bound E2) in control 
cells is indicated by dott ed line. C) A 
reducti on in the percentage of cells 
binding E2 was directly proporti onal 
to the percentage of cell surface 
CD81 expression, as determined 
by fl owcytometry. One of three 
representati ve experiments is shown.
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Double and triple shRNA vectors inhibit HCV replicati on 

Double and triple shRNA vectors inhibit HCV replicati on. Double and triple vectors containing 

HCV specifi c shRNA signifi cantly inhibited HCV replicati on (IRES-NS5b, 85%±5SEM, p<0.05; 

NS5b-CD81, 90%±4, p<0.01; IRES-NS5b-CD81, 74%±1) (Fig. 3A). As with the single vectors, we 

saw also reducti on in HCV mRNA levels when cells were treated with any of the double vectors 

(Fig. 3B) (IRES-NS5b, 97%±1, p<0.01; NS5b-CD81, 54%±3; IRES-NS5b-CD81, 66%±2). Double HCV 

vector IRES-NS5b showed similar downregulati on of NS3 intracellular staining when compared 

to single HCV vectors (Fig. 3C). 

There are several advantages to using single vectors containing multi ple shRNAs. The 

probability of hitti  ng a single hepatocyte with more than one vector, in the setti  ng of clinical 

gene therapy, is very small. With the inclusion of several diff erent shRNAs in one vector, the 

probability of one cell receiving the appropriate combinati on of shRNAs is assured. Our design 

theoreti cally overcomes the problem of mutati onal escape by targeti ng two or more regions 

within the viral genome. HCV is parti cularly mutati onal due to the low fi delity of its RNA 

polymerase. Treati ng HCV with monotherapies like ribavirin has been shown to rapidly select 

for resistant mutants, making therapy impotent27, 28. Even the most powerful siRNAs, given 

singly, will not prevent selecti on of viral mutants, rapidly reducing effi  cacy, and fi nally rendering 

it obsolete. A mathemati cal model by Leonard and Schaft er predicts that preventi on of viral 

escape can be achieved when a combinati on of four diff erent subopti mal siRNAs are used36. The 

model also predicts that if more individually eff ecti ve siRNAs are used in combinati on, fewer 

are needed. We calculated that, based on the individual effi  ciencies, a combinati on of IRES and 

NS5b shRNAs, could theoreti cally, eliminate HCV viral escape. 

Long-term eff ects of double and triple shRNA vectors

In order to be eff ecti ve as a therapy, RNAi needs 

to have long-term expression. Transfecti on 

of raw siRNA is not a viable gene therapy to 

persistent viral infecti on, as they lose their 

eff ecti veness within approximately 5 days37. We 

show that by using integrati ng lenti viral vectors 

to provide sustained shRNA mediated RNAi; 

our therapy is eff ecti ve for at least two weeks. 

Replicon cells were treated with shRNA vectors 

and kept in culture without selecti on for up to 

17 days. Integrated lenti viral shRNA constructs 

conti nued to reduce HCV replicon acti vity 17 

days post infecti on (longest culture period). 

We found that cells transduced with vectors 

containing a single HCV shRNA (NS5b-CD81), 

Fig 5. Long-term downregulati on of HCV replicati on by 
double and triple shRNA vectors. Double vectors were 
eff ecti ve at reducing HCV replicati on at three days post 
transducti on. Long-term cultures showed the double vector, 
containing a single HCV shRNA (NS5b-CD81), showed a 
decrease in eff ecti veness over the course of 17 days. Vectors 
containing both HCV shRNAs (IRES-NS5b and IRES-NS5b-
CD81) conti nued to reduce HCV replicati on to 17 days (One 
of three representati ve experiment shown).
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effi  cacy was reduced at later ti me points. In vectors containing double HCV shRNA (IRES-NS5b 

or IRES-NS5b-CD81), effi  cacy was sustained over the same ti me points (Fig. 5).  

Lack of IFN response to shRNA vectors

Lack of IFN response to shRNA vectors. Some evidence suggests that the use of siRNA under 

certain circumstances can invoke a host cell interferon response. To address this in our model, 

the producti on of IFN by replicon cells 

containing shRNA, an IFN bioassay, 

with Huh-7 replicon cells, was used as 

a sensiti ve indicator of secreted IFN38. 

No IFN was produced in response to any 

shRNA, regardless of sequence (Fig. 6). In 

fact, a recent paper has shown that Huh-7 

containing HCV replicons have a strongly 

reduced capacity to produce IFN-α39. 

These fi ndings support that a host cell 

IFN response does not contribute to the 

anti -viral eff ect of these shRNA.

In conclusion, RNA interference off ers new opportuniti es to control and eliminate viral 

infecti ons. In the present study we developed lenti viral vectors that express multi ple shRNAs. 

To our knowledge, this is the fi rst report of a triple shRNA expression vector being used to 

simultaneously down-regulate independent targets involved in viral replicati on and viral 

binding. Integrati on of lenti viral vectors ensures long-term stable expression of RNAi based 

therapy. These vectors could be used to transduce hepatocytes in order to att ack existi ng HCV 

infecti ons and to make cells resistant to infecti on by down-regulati ng viral binding co-receptor 

CD81. The shRNAs were shown to be independently acti ve, without clear evidence of cross-

interference. Specifi cally, we show that vectors can be used to target multi ple regions of the 

HCV genome as well as the cellular co-receptor CD81. This simultaneous targeti ng theoreti cally 

reduces the risk of viruses developing RNAi resistance. Though these vectors are eff ecti ve in 

reducing viral replicati on and infecti on, the use of multi ple shRNAs could be eff ecti ve in treati ng 

many multi factorial diseases such as diabetes or cancer where several genes are involved in 

disease progression.

Fig 6. No interferon producti on in response to shRNA. IFN bioassay 
using Huh-7 replicon cell line as a sensiti ve indicator of secreted IFN. 
Supernatants from Huh-7 replicon cells 3 days post transducti on had no 
eff ect on luciferase acti vity indicati ng absence of interferon response 
(n=3). 10 IU/ml pegIFN-a completely inhibited HCV replicati on. 
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Abstract 

Isolated liver perfusion off ers a unique prospect for safe, eff ecti ve targeti ng of gene therapies 

that can be directed against allograft  rejecti on or recurrent diseases like reinfecti on by hepati ti s 

C virus (HCV). We aimed to examine the eff ect of organ preservati on soluti ons on vector based 

gene therapy delivery under hypothermic conditi ons. 

University of Wisconsin (UW), Histadine Tryptophan Ketoglutarate (HTK), EloHaes (EH), 

Na-Peg-UW Soluti on (IGL-1) or DMEM culture medium (control) were tested at 2° or 37°C for 

lenti viral vector transducti on effi  ciencies to the hepatoma cell line Huh-7, primary human or 

mouse hepatocytes. Lenti viral vectors expressing a short hairpin RNA were used to target HCV 

replicati on. 

With a potent shRNA vector, transducti ons are directly correlated to the therapeuti c eff ect, 

with low transducti on yielding low knockdown and conversely. GFP reporter gene expression 

was observed with vector incubati on ti mes as short as 10 minutes. The highest transducti ons 

were seen, aft er two hour 37°C incubati on, in UW (62%°±6 SEM), signifi cantly higher than those 

in HTK (21%±7 SEM). Neither adenosine nor glutathione, present in UW, provided any increase 

in transducti on when supplemented to HTK, though the additi on of hydroxyethyl starch (HES) 

signifi cantly improved transducti ons. To rule out size-exclusion as a mechanism of HES, IGL-1 was 

tested but did not result in bett er transducti ons than with HTK or cDMEM. When supplemented 

to UW, anionic compounds reduced transducti on, indicati ng a charge interacti on mechanism of 

HES. 

In conclusion, this study demonstrates that eff ecti ve vector delivery can be achieved under 

conditi ons of hypothermic liver perfusion. UW provides superior transducti on to hepatocytes 

over non-starch soluti ons.
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Introducti on

Various gene therapies, to date, have been successful in vitro as well as in small clinical studies. 

Several studies have shown that gene therapies can be applied to protect a graft  against acute 

rejecti on1-3 or recurrent diseases like HCV4. Though, the current inability to narrow the tropism 

of viral vectors as well as the safety concerns regarding the infecti on of pati ents with viral vectors 

has hampered the progress of new studies. Geneti c therapy treatments for hematopoieti c 

disorders are now being performed ex vivo, with the target cells being mobilized, treated 

in culture and re-implanted5. This represents a vast improvement for specifi c targeti ng with 

vectors that have high multi ple tropisms. The liver or specifi c cell populati ons can be removed 

and treated without worry of non-target transducti ons to areas deemed sensiti ve or dangerous 

to vector deliveries. 

During the process of liver transplantati on, the donor undergoes multi ple perfusions to clear 

the liver of blood, preserve and prepare it for transplant. Hypothermic liver perfusion is most 

commonly performed with University of Wisconsin (UW) or Histadine Thymadine Ketogluterate 

(HTK) preservati on soluti ons6. Aft er the liver is recovered from the donor within the minimum 

warm ischemic ti me (<30min), a cold perfusion is performed to clear the vasculature and cool 

the liver for storage. The graft  is then placed on ice, ready for up to 12-18 potenti al hours 

for allocati on to the receiving hospital. Generally, a second perfusion is performed with cold 

human albumin at the receiving hospital, in part to remove transportati on outf low and also 

to dilute the high potassium levels in some perfusion soluti ons. This ti me between donor and 

pati ent open a window of opportunity in which pre-transplant gene therapies can be delivered 

to the donor graft , safely and effi  ciently with minimal perturbance in the existi ng protocols for 

liver transplantati on.

Within experimental setti  ngs, third generati on lenti viral vectors can achieve high 

transducti ons with wide tropisms due to the incorporati on of the vesicular stomati ti s virus 

glycoproteins (VSV-G) in their envelope. These VSV-G pseudotyped lenti vectors enter the cell 

through receptor mediated endocytosis followed by low pH-induced membrane fusion in the 

endosome7, 8. Though the molecules involved in VSV-G binding are largely unknown, previous 

work has suggested that a specifi c receptor as well as an interacti on between phosphati dylserine 

residues on the membrane surface is essenti al for VSV-G-membrane interacti on9, 10. We have 

previously shown the development of a VSV-G pseudotyped lenti virus capable of downregulati ng 

multi ple HCV or HCV related targets simultaneously4. Lenti viral directed transducti on of RNA 

interference (RNAi) has been proven an eff ecti ve method to silence HCV gene expression4, 11-13. 

Through the delivery of therapy during perfusion, before transplantati on, one can impart RNAi 

based protecti on to the new graft  before it enters an HCV infected pati ent, thus reducing or 

even eliminati ng the chance of recurrence. It is currently unknown whether these vectors are 

capable of transducti on within the hypothermic conditi ons of liver perfusion and storage, thus 

the transducti on potenti als of the pre-transplant environment will need to be determined.
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The aim of this study was to determine the eff ect of organ preservati on soluti ons on the 

transducti on effi  ciency of lenti viral vectors, at temperatures used for liver preservati on and 

perfusion. We show that lenti viral binding and subsequent transducti on to hepatocytes can 

occur within normo- as well as hypothermic conditi ons. It was found that the type of perfusion 

soluti on used makes a disti nct impact on the levels of transducti on.

Methods & Materials

Cell Culture

Cell monolayers of the human embryonic kidney epithelial cell line (HEK 293T) and human 

hepatoma cell lines; Huh-714 and Huh-7 ET cells containing subgenomic HCV replicon (I389/

NS3-3’/LucUbiNeo-ET)15, were maintained in Dulbecco’s Modifi ed Eagle Medium (DMEM) 

(Invitrogen-Gibco, Breda, The Netherlands) and complemented with 10% v/v fetal calf 

serum (PerBio Science), 100IU/ml penicillin, 100mg/ml streptomycin, and 2mM L-Glutamine 

(Invitrogen-Gibco) (cDMEM). Huh-7 ET cells were maintained under 250µg/ml G418 (Sigma, 

Zwijndrecht, The Netherlands) selecti on. Cryo-frozen primary neonatal mouse hepatocytes 

(a kind gift  from Suzanne van de Nobelen, Erasmus MC, Rott erdam) were plated at near 

confl uence and maintained in Williams E Medium w/ Gluatamax (Gibco) supplemented with 

100IU/ml penicillin, 100mg/ml streptomycin, 10nM Dexamethasone (Sigma), 1mM Insulin 

(Sigma) and 10% v/v fetal calf serum (PerBio Science). Fresh primary human hepatocytes (Lonza, 

Verviers, Belgium) were maintained in Hepatocyte Maintenance Medium with Ultra-Glutamax 

(Clonteti cs, Verviers, Belgium) and supplemented with 10µM Insulin, 10µM Dexamethasone, 

50mg/ml Gentamicin and 50ng/ml Amphotericin as supplied as mini-quot additi ves (Lonza).

Reagents

Cells were transduced with GFP expression vectors (LV-GFP) in various soluti ons to determine the 

opti mal soluti on for hypothermic transducti on: UW (ViaSpan)(Barr Laboratories, Pomona, USA), 

HTK (Pharmapal, Athens, Greece), EloHaes (EH)(Fresenius Kabi, Bad Homburg, Germany), Na-

PEG-UW (IGL-1); (Laboratoire Clair LGL, Madrid, Spain. A kind gift  from Prof. R. Ploeg, University 

of Groningen, Netherlands). Various components contained within UW soluti on were added to 

HTK to investi gate their individual infl uences on lenti viral transducti on. HTK was supplement 

with various concentrati ons of Viastarch (250kda Hydroxyethyl Starch (HES), a kind gift  from 

Prof. R. Ploeg, University of Groningen, Netherlands), 3 mM Glutathione (Sigma, Zwijndrecht, 

Netherlands), or 5 mM Adenosine (Sigma) and transducti on effi  ciencies determined. UW or HTK 

was also supplemented with anionic polymers; 100 µg/ml Dextran Sulfate (Sigma), or 20 mM 

Heparin (LeoPharma, Breda, Netherlands) to determine the dependency of charge interacti ons 

in lenti viral transducti on.
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Lenti viral Producti on and Transducti on

A third generati on lenti viral packaging system originally described by Dull et al16 in combinati on 

with pND-CAG/GFP/WPRE was used to produce high-ti ter VSV-G pseudotyped lenti virus 

expression GFP reporter construct (LV-GFP) or both GFP and short hairpin RNA targeti ng the 

HCV NS5b (LV-shNS5b), as previously described4, 17. 

To test the eff ect of LV-shNS5b vectors on HCV replicati on, Huh-7 replicon cells were plated in 

cDMEM at 70-80% confl uence. Aft er a period of 3-4 hours, LV-shNS5b, at increasing multi plicity 

of infecti on (MOI), was added and incubated in normothermic conditi ons for 120 minutes. The 

cells were washed with warm PBS, fresh cDNA was added and cells were returned to 37°C and 

cultured for 48 hrs. Luciferin substrate was added and counts per minute were measured by 

scinti llati on counter.

Huh-7 cells were plated in cDMEM at 70-80% confl uence. Aft er a period of 3-4 hours, 

the medium was removed and cells were suff used in a variety of soluti ons; UW, HTK, EH or 

cDMEM. Cells, in all soluti ons, were incubated in either hypo- (2°C) or normothermic (37°C) 

conditi ons and transduced with LV-GFP at matched MOI for either 10, 30, 60 or 120 minutes. 

Aft er incubati on with LV-GFP, the soluti ons were removed and cells washed with warm PBS and 

replaced by cDMEM. The cells were then returned to 37°C and cultured for 48 hrs. Cells were 

harvested via trypsin/EDTA digesti on. 

All transducti on effi  ciencies; percentage of GFP positi ve cells and geometric mean 

fl uorescence intensity (MFI), were determined by fl ow cytometry (FACSCalibur, BD BioSciences, 

Mountain View, USA).

Isolated Liver Perfusion

Protocols for the isolated liver perfusion (IHP) in rat were approved by the local Erasmus MC 

ethics committ ee and performed under strict biological containment. The lenti viral vector used 

is based on pRRL.PPT.SF.EGFP.WPRE4*.SIN (G. Wagemaker et al., unpublished). To generate 

pRRL.PPT.SF.LUC.WPRE4*.SIN (LV-SF-LUC), the eGFP cDNA was replaced by luciferase cDNA 

excised from vector pGL3-Basic (Promega). Luciferase is expressed by a ubiquitous, non-liver 

specifi c transcripti on unit consisti ng of the Spleen Focus Forming Virus (SSFV) LTR promoter/ 

Murine Embryonic Stem cell Virus (MESV) enhancer.

The IHP procedure was performed as described earlier18 with minor modifi cati ons. In brief, 

male Wistar rats, >280 g body weight and ~25 weeks of age were subjected to oxygenated IHP 

by cannulati on of the inferior vena cava (via the femoral vein) and only the gastroduodenal 

side branch of the common hepati c artery. To isolate the liver vascular bed the portal vein, 

hepati c artery, suprahepati c caval vein and mesenteric artery were temporarily clamped. 

At an orthograde perfusion rate of 5 ml/min, the perfusate containing 2.5 x108 transducing 

units (TU) of LV-SF-LUC diluted in cold (4°C) heparinized UW (Viaspan, DuPont Pharma) was 
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circulated for 10 minutes, followed by a 15 ml wash out with warm (38-39°C) heparinized blood 

plasma substi tute (Gelofusin, B.Braun, Germany) to wash out non-adhered vector parti cles and 

to prevent hyperkalemic cardiac arrest due to the high potassium concentrati on in UW (125 

mmol/L, Rat reference value is ~5 mmol/L). At the end of the procedure, clamps and cannulas 

were removed to restore the blood fl ow to the liver and the operati on wound was sutured. The 

complete procedure takes less than 1 hr.

For real ti me in vivo bioluminescence imaging, rats were anaestheti zed with isofl urane 

and intraperitoneally injected with 25 µl per 10 gram body weight D-Luciferin potassium salt 

(Caliper Life Sciences) in PBS (30mg/ml). During a 10 minute incubati on ti me the abdominal 

fur was trimmed and subsequently luciferase expression was quanti fi ed for 5 minutes from the 

ventral side of the animal using an IVIS Imaging System 200 Series (Caliper Life Sciences).

Luciferase Assay

Luciferase acti vity in Huh-7 ET cells was quanti fi ed using a Top Count scinti llati on/luminescence 

counter (Packard BioSciences Top Count-NXT, Milan, Italy). Cells were lysed and luciferin 

substrate added using Steady Glo Luciferase System (Promega) according to manufacturer 

protocols.

Cell Viability and Proliferati on

Cell viability was determined by 7AAD (BD BioSciences, Mountain View, USA) staining followed by 

fl ow cytometric analysis (data not shown). 7AAD negati ve cells were considered viable, whereas 

late-apoptoti c and necroti c cells were positi ve for 7AAD19. Cell quanti fi cati on was assessed using 

Giemsa (Merck, Darmstadt, Germany) total protein staining20. Adherent cells were fi xed with 

methanol followed by 20 min staining with 40% Giemsa soluti on. Aft er fi ve washes with PBS, 

the cell bound Giemsa was resolved in methanol and quanti fi ed using a spectrophotometer at 

655 nm with a Model 680 Microplate Reader (BioRad, Hercules, USA). The cell count per well 

is directly related to the intensity of the OD, as such, expansion of cultures can be measured by 

comparing ODs of treated cells to cells fi xed at ti me zero (before transducti on).

Stati sti cal Analysis

Stati sti cal analysis was performed using non-parametric matched pair test (Wilcoxon) or 

unpaired T-test, when comparing individual conditi ons, or one way ANOVA with Tukey Multi ple 

Comparison post test when comparing across ti me points, using GraphPad Prism 4.0 soft ware.
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Results

Vector concentrati on is proporti onal to transducti on and to inhibiti on of HCV replicati on

The success of any viral vector based gene therapy is limited to the eff ecti veness of the 

treatment itself, but perhaps more importantly, by the number of cells that can be reached 

during administrati on. Thus, even with a very eff ecti ve RNAi vector, such as the LV-shNS5b, 

therapeuti c success is limited to the level of transducti on that can be achieved to the target 

cells. To determine a correlati on between the level of transducti on and the eff ecti veness of the 

LV-shNS5b, Huh-7 replicon cells were treated with increasing MOI of LV-shNS5b and both GFP 

and HCV content was determined. 

The correlati on is shown in Figure 1: increasing the vector MOI increases transducti on, 

which, in turn decreases the level of HCV content of the replicon cells (r2=0.9755, p<0.001), by 

delivering more RNAi to more cells. 

Lenti viral transducti on is achieved at hypo- or normothermic perfusion soluti ons

In order to determine if lenti viral vectors 

could be delivered to hepatocytes under the 

conditi ons of cold liver perfusion and storage, 

Huh-7 hepatoma cells were suff used in diff erent 

preservati on soluti ons containing sub-maximal 

MOI of LV-GFP in either hypothermic (2°C) or 

normothermic (37°C) conditi ons. 

Figure 2 shows a representati ve FACS 

profi le of the four conditi ons, in normothermic 

conditi ons (Fig. 2A) and hypothermic (Fig. 

2B) conditi ons. The use of normothermic UW 

(62%±6 SEM) showed a signifi cantly increased 

transducti on percentage over that of both HTK 

Fig 1: Increasing MOI increases transducti on effi  ciency 
and HCV inhibiti on. Huh-7 replicon cells were treated 
with shNS5b containing lenti vectors through a range 
of MOI’s for 2 hours. Cells were washed and incubated 
for 48 hours to allow for integrati on and expression. 
Luciferase (HCV replicati on) and GFP (transducti on 
effi  ciency) content was measured and a correlati on 
drawn. Increasing vector input increases transducti on 
of hepatocytes and correlates inversely to the ability of 
the shNS5b to knockdown HCV. (r2=0.9755, p<0.001).
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(21%±7 SEM; p=0.03) and cDMEM (31%±3; p=0.007) (Fig. 2C). Within hypothermic conditi ons 

(Fig. 2D), the best transducti ons were seen with the UW soluti on (36%±3 SEM), which showed 

signifi cantly improved transducti on over that of HTK (18%±3.9; p=0.03) or cDMEM (12%±3 

SEM; p=0.03).

Kineti cs of hypothermic and normothermic transducti ons

To determine the ti me dependency of transducti on in perfusion soluti ons, sub-confl uent 

Huh-7 cells were suff used for diff erent incubati on ti mes with LV-GFP under normo (Fig 3A)- or 

hypothermic (Fig 3B) conditi ons. 

Fig 3. Transducti on increases with incubati on vector exposure ti me. Huh-7 cells were incubated with matched input MOI of LV-
GFP and incubated in normothermic (37°C) or hypothermic (2°C) soluti ons for a range of ti mes (10 min – 2 hrs). GFP positi ve cells 
were measured via fl owcytometry 48 hrs post vector incubati on. GFP positi ve cells increased with vector incubati on ti me. A) In 
normothermic conditi ons (n=6), UW gave signifi cantly higher transducti ons over those of HTK or cDMEM at all ti me points. B) 
As well, in hypothermic (n=6) conditi ons, UW gave signifi cantly higher transducti ons over that of HTK or cDMEM. A transducti on 
plateau was observed at 1 hr with all soluti ons, though HTK transducti ons were reduced at longer than 1 hr incubati on (* p=0.05, 
** p=0.01).

Fig 2. UW promotes lenti viral transducti on, at normo- and hypothermic conditi ons. GFP positi ve Huh-7 cell percentages and 
geometric mean fl orescence intensity (MFI) were measured 24 hours aft er 2 hour lenti viral incubati on in either A) normothermic 
(37°C) and B) hypothermic (2°C) soluti ons (cDMEM, HTK, UW, and EH). UW gave a higher transducti on than other soluti ons 
(72% GFP, normothermic and 43% GFP, hypothermic). One representati ve FACS plot is shown of 5-8 independent experiments. 
The number of GFP positi ve cells was signifi cantly greater than both cDMEM or HTK in both C) normothermic (n=5) and D) 
hypothermic (n=5) conditi ons. (* p<0.05, ** p<0.01).
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In hypothermic conditi ons GFP expression could be observed 48 hrs aft er with LV-GFP 

incubati on ti mes as short as 10 minutes and, expectably, increased with longer (2 hr) ti me 

periods. The transducti on levels appeared to reach a maximum at one hour vector exposure 

and dropped, though not signifi cantly, at 2 hours with HTK. Similar trends were found in 

normothermic conditi ons. UW soluti on provided a signifi cantly bett er LV-GFP transducti on 

environment over that of cDMEM or HTK soluti ons in both hypothermic (p<0.01, p<0.05 

respecti vely) and normothermic (p<0.05, p<0.05 respecti vely) environments across all ti me 

points.

Cell viability and Growth

High ti ssue survival is one of the main aims of pre-transplant graft  perfusion and as such protocols 

used are opti mized to ensure maximum ti ssue viability post reperfusion. We determined 

whether cells remained viable under hypo- and normo-thermic conditi ons during the longest 

lenti viral incubati on ti me point (120 min). Overall, cells remained vital (data not shown) and as 

shown in Figure 4, cells conti nued to proliferate aft er both normo- (Fig. 4A) and hypothermic 

(Fig 4B) transducti on incubati ons. 

Interesti ngly, aft er hypothermic conditi ons, cells incubated in UW (75%±9 SEM increase over 

T=0) showed more proliferati on than those in HTK (13%±1 SEM increase over T=0; p=0.016), 

possibly due in part to the colloid (HES) and superior impermeant (Lactone) components of 

UW.

Fig 4. UW does not aff ect cell proliferati on aft er normo- or hypothermic incubati ons. Giemsa total protein stain was used to 
determine total protein content, an indicator of cellular growth. Giemsa staining was determined at T=0 and 24 hr post 
incubati on. Within A) normothermic conditi ons, cell growth was not signifi cantly diff erent across all soluti ons (n=3), though aft er 
B) hypothermic incubati on, cells in UW had increased in numbers signifi cantly more than those that were incubated in HTK (n=3) 
(** p=0.01).
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HES is responsible for superior transducti on effi  ciency by UW

Though UW and EH gave similar transducti ons these soluti ons diff er in their component makeup 

as detailed in Table 1. As UW is used in the clinic as a perfusion and a preservati on soluti on, 

the soluti on is much more complex than that of EH, which is used mainly as vascular volume 

expander during cardiovascular surgery. The two soluti ons contain hydroxyethyl starch, with 

UW containing 5% Viastarch (250kda HES pentafracti on), and EH containing 6% (200kda) HES 

pentafracti on (Table 1).

HTK and UW are similar in that the soluti ons have comparable concentrati ons of cati ons and 

anions; however, HTK contains no starch, but instead contains mannitol to reduce hypothermic 

swelling. As well, UW contains numerous acti ve agents such as to replenish energy and scavenge 

Table 1: Annotated components.
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oxygen radicals (Table 1) neither of which is found 

in HTK or EH. To determine whether any or all 

of these component diff erences could account 

for the increase in transducti on effi  ciency, 

HTK was supplemented with UW comparable 

concentrati ons of Adenosine, Glutathione 

or HES. Aft er a two hour normothermic LV-

GFP incubati on and a nominal 48 hrs post 

transducti on, fl owcytometric analysis for GFP 

positi ve cells was performed. As seen in fi gure 

5, no increased transducti on was observed 

aft er HTK was supplemented with glutathione 

or adenosine, indicati ng that neither of these 

components was responsible for the additi onal 

transducti on potenti al of UW. 

However, when HTK was supplemented 

with increasing concentrati ons of Viastarch, 

signifi cant improvement in transducti ons, 

nearing that of UW alone (Fig. 5) were observed. 

This indicated that HES is the most important 

component responsible for the increased transducti on potenti al of UW.

Enhanced transducti on by HES is due to charge interacti on and not size exclusion

The presence of Viastarch in UW helps to minimize the free liquid while maintaining osmoti c 

Fig 5. Increased transducti on was dependant on the presence 
of HES but not adenosine or glutathione. Huh-7 cells were 
incubated for 2 hrs in normothermic perfusion soluti ons with 
LV-GFP. Transducti on was determined in HTK supplemented 
with additi onal components found in UW (Adenosine, 
Glutathione, and HES). The additi on of adenosine (n=5) or 
glutathione (n=3) did not signifi cantly increase transducti on 
of LV-GFP over that of HTK alone (n=12). When HTK was 
supplemented with HES (n=3-8), at percentages lower 
and higher than that of UW (5% HES), a general increase 
was observed, with the 4% HES/HTK soluti on showing a 
signifi cant increase in transducti on was observed over that 
of HTK alone (* p=0.05). 

Fig 6. Increased transducti on in UW soluti on is due to a charge interacti on and not size exclusion concentrati on of vector. Huh-7 
cells were incubated for 2 hrs in normothermic perfusion soluti ons with LV-GFP, transducti ons were measured by fl owcytometry 
48 hr post incubati on then compared to transducti ons in machine perfusion soluti on IGL-1. A) Transducti on percentages were 
non-signifi cantly increased in IGL-1 (n=5) over that of HTK, but remained signifi cantly lower than the transducti ons observed 
in UW. B) Huh-7 cells were incubated in normothermic soluti ons (cDMEM, HTK, or UW), supplemented with anionic polymers 
(Dextran Sulfate or Heparin Sulfate) and LV-GFP at matched MOI for 2 hrs. Transducti on was signifi cantly decreased with both 
Dextran sulfate (n=6) or Heparin (n=3) supplementati on to UW, when compared to UW alone (* p=0.05, ** p=0.01).
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pressure, allowing a more concentrated ion fl ow during perfusion. It could be postulated that 

the greater transducti on potenti al of UW could be, in part, due to the nature of HES to exclude 

total free liquid, thereby concentrati ng the initi al input of vector. To test this, UW was compared 

to machine perfusion soluti on IGL-1, a soluti on very similar to UW with the main excepti on that 

HES is replaced by polyethylene glycol (PEG 35) (see Maathuis/Ploeg for detailed diff erences6). 

As shown in Figure 6A, transducti ons in IGL-1 (25%±3 SEM) were not signifi cantly diff erent than 

those in HTK (19%±4 SEM), but were signifi cantly lower than the transducti on achieved with 

UW soluti on (48%±4 SEM, p<0.009).

Charged polymers alter the kineti cs of viral adsorpti on and thereby modulate transducti on 

effi  ciency independent of their tropism. To determine if a HES/vector charge dependant 

interacti on was present in our setti  ng, cDMEM, HTK or UW was supplemented with anionic 

polymers before the additi on of matched MOI LV-GFP and then determined the level of 

transducti on. Figure 6B shows the eff ects of the additi on of heparin or dextran sulfate on the 

transducti on potenti als. Both heparin (13%±0.1 SEM) and dextran sulfate (21%±3 SEM, p<0.009) 

supplementati on to UW signifi cantly (p=0.07 and p=0.01 respecti vely) reduced the percentage 

of GFP positi ve cells when compared to UW alone (46%±3 SEM), whereas their additi on to 

cDMEM or HTK resulted in non-signifi cant reducti ons.

UW enhances transducti on in Primary Hepatocytes

Though high transducti ons were achieved in a hepatoma cell line, these cells may not be 

representati ve of primary hepatocytes. To show the eff ecti veness of UW to deliver lenti viral 

vectors to primary hepatocytes, mouse and human, were subjected to the same perfusion 

conditi ons as the hepatoma cell lines and transduced with LV-GFP for 2 hours. In primary mouse 

hepatocytes, signifi cantly higher relati ve transducti ons were achieved in UW (28%±2.1SEM) 

over that of HTK (15.7±0.7SEM) (p=0.0047, n=4) with a relati vely low dose of 3 MOI (Fig. 7a). 

Primary human hepatocytes were transduced for 2 hours in similar conditi ons as the primary 

Fig 7. UW enhances transducti on in primary hepatocytes. Primary hepatocytes were incubated for 2 hrs in normothermic 
perfusion soluti ons with LV-GFP. A) UW signifi cantly increased the transducti on of primary mouse hepatocytes over that of HTK 
(27.87%±0.7SEM, 15.67%±0.7SEM respecti vely, p=0.0078, n=4). B) In human primary hepatocytes similar results were obtained 
when transducti ons were performed in normothermic soluti ons for 2 hours. With the additi on of 5% HES to HTK, transducti ons 
increased to near levels obtained with UW alone. 
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mouse hepatocytes, with the added conditi on of HTK supplemented with 5% HES and increased 

the MOI to 4 and 5. Similar relati ve diff erences over controls were seen at both MOI’s (4 and 5) 

between UW (55 and 49%) and HTK (16 and 28%), as well the additi on of 5% HES to HTK brought 

transducti on to near UW alone (35 and 55%) bringing the relati ve transducti ons comparable to 

that of UW alone. Though transducti ons to primary hepatocytes were lower than the results 

obtained with hepatoma cell lines, transducti ons were possible and were notably increased 

with the use of UW or the additi on of 5% HES.

Transducti on of lenti viral vectors to hypothermic isolated hepati c perfusion is possible with 

UW soluti on in rats

Isolated hepati c perfusion was used to determine if the eff ect we had observed with the in vitro 

perfusion setti  ngs would be applicable to deliver lenti viral vectors directly to the liver ex vivo. 

The liver was isolated from the body by cannulati on and a full perfusion performed with cold 

UW so a predicti ve model could be assessed. Aft er perfusion with lenti viral vectors expressing 

the luciferase gene, rats were surveyed for luciferase expression 8 (Fig. 8A), 19 (Fig. 8B) and 

69 (Fig. 8C) days. In fi gure 8a, though a hair scatt er eff ect (animal was not shaved at this ti me 

point) confounds this reading, there is clear depositi on in the liver. This ti me point appears to 

have expression levels within non-target organs, suggesti ng that not all vector was washed or 

that other scatt er eff ects, such as cavity eff ects, are creati ng non-specifi c light expression. At 

later ti me points (fi g. 8b and 8c), the luciferase expression level is restricted to the liver area 

and seems to be increasing with ti me, suggesti ng that expansion of transduced liver cells is 

beginning to occur.

Fig 8. Hypothermic isolated rat liver perfusion deposits lenti viral vectors specifi cally to the liver. VsV-g pseudotyped, SSFV 
promoter driven luciferase expression cassett es were delivered directly to the liver during a 10min hypothermic perfusion with 
UW soluti on. A) Luciferase expression was measured aft er 8 days, 19 days (B) and 69 days (C) post perfusion. Non-liver specifi c 
expression of luciferase was notably from cavity scatt er as well as hair related light scatt er. Liver specifi c depositi on of vector was 
clearly seen and seemed to increase over ti me as transduced liver cells conti nued to undergo mitosis.
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Discussion

In the current study we have demonstrated that transducti on is inversely correlated to the 

eff ecti veness of an RNAi therapy (Fig. 1) and that UW perfusion soluti on creates a superior 

transducti on environment, improving the transducti on of hepatocytes by lenti viral vectors. UW 

provided a much bett er environment that facilitated a greater number of transduced cells, in 

both normothermic and hypothermic conditi ons (Fig. 2). Therefore, liver preservati on before 

transplantati on may provide a unique opportunity; a safe applicati on of viral vector based gene 

therapy that targets, for instance, recurrent liver diseases aft er liver transplantati on, such as 

hepati ti s C.

Recurrent HCV rapidly infects a new liver graft  aft er transplantati on and will thrive under 

the immunosuppression needed to prevent graft  rejecti on. In order to prevent HCV from 

overwhelming the new graft  a substanti al proporti on of hepatocytes need to express the 

given geneti c therapy imparti ng a selecti ve advantage over non treated cells. With only a 

small window of opportunity to deliver therapeuti cs to a liver graft , it is important that high 

transducti ons be achieved in not only the shortest period of ti me, but also under the conditi ons 

of cold perfusion. Using the parameters of a post procurement liver graft , we determined that 

this window was available for ti mes ranging from ten minutes to two hours, during the second 

cold perfusion of the graft , with longer incubati on ti mes producing higher transducti ons. UW’s 

superior transducti on potenti al was observed across the range of ti mes, in hypothermic as well 

as normothermic conditi ons. Surprisingly, we were able to achieve reasonable transducti ons 

with as litt le as 10 minutes incubati on ti me, indicati ng a rapid interacti on between vector 

parti cles and the cell monolayer (Fig. 3).

Cell culture conditi ons, though informati ve, are only a model for the in vivo environment. 

As this study sought to determine the eff ecti veness of transducti on to hepatocytes under the 

conditi ons of a liver perfusion, primary hepatocytes were subjected to similar conditi ons as 

the cell cultures. Though lenti viral vectors are capable of transducing mitoti cally quiescent 

cells21, 22, the levels att ainable in vivo are generally lower than in vitro23, possibly due to lenti viral 

vectors needing some level of cell cycling in vivo to eff ecti vely transduce hepatocytes24. Given 

this, it is not surprising that we saw lower transducti ons in both primary mouse hepatocytes 

(Fig. 7a) as well as in primary human hepatocytes (Fig. 7b). The trends were similar, in that, 

UW gave bett er transducti ons than other soluti ons used, indicati ng that UW could be a viable 

transducti on agent for transfer of a geneti c therapy to liver graft s during perfusion, though in 

order to increase transducti ons to therapeuti c levels, additi ves may be required such as hyper-

IL-623 or growth factors such as hepatocyte growth factor or epidermal growth factor25. 

Interesti ngly, when we att empted transducti ons In vivo, during isolated hepati c perfusion, 

we saw, what appeared to be a therapeuti cally viable transducti on level as well as an increasing 

luciferase expression to 69 days post perfusion (Fig. 8c). This was an encouraging result in that 

during a cold perfusion, UW could be used to successfully transfer lenti viral vectors directly 
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to the liver, with minimal transfer and escape to other organs. Ex vivo delivery of adenovirus 

mediated gene therapy using perfusions soluti ons has been att empted to some success with 

heart transplantati on animal models26-28, though the eff ect was transient and oft en invoked 

an infl ammatory response against transduced cells, reducing the eff ecti veness of treatment. 

To our knowledge this is the fi rst account of the use of UW to transfer lenti viral gene therapy 

vectors directly to the liver during an isolated hepati c perfusion. The use of lenti viral vectors 

allows for lower transducti on to sti ll be therapeuti cally viable, as transduced cells will propagate 

therapeuti cally acti ve daughter cells. With ti me, due to immune mediated selecti on pressure 

on non-transduced, HCV permissible cells, may over populate wild type hepatocytes, thus 

protecti ng the graft  from the damage of HCV recurrence.      

UW soluti on has become the standard soluti on for the preservati on of most organs in 

transplantati on since its introducti on by Belzer et al29 in the late 1980’s. Preservati on soluti ons 

have been designed to help reduce the physiological and biochemical eff ects of ischemia due to 

cold storage. One of the main purposes of these soluti ons is to prevent cell swelling and intersti ti al 

edema formati on by including substances that are osmoti cally acti ve and impermeable to the 

cell30. Compounds such as colloids, are used in perfusion soluti ons to counteract the hydrostati c 

force during the initi al washout, thereby creati ng a homeostati c environment that precludes the 

need for the osmoti c regulati on. A major component of UW is HES (Viastarch), a colloid used 

to prevent hypothermic induced cell damage during major surgery. HES has been shown to 

decrease transvascular fl uid fl ux and edema formati on, maintain colloid osmoti c pressure and 

preserve the microvascular barrier31. As EH, a 6% HES soluti on, showed similar transducti ons 

to that of UW, it was logical that this shared component was, at least in part, responsible for 

the increase in transducti on that was observed. Indeed, the additi on of HES to HTK soluti on 

increased transducti ons to levels nearing UW alone (Fig 5).

Traditi onally, charged polymers have been used to increase the transducti on potenti als of 

viral vectors32-35. Charged polymers alter the kineti cs of viral adsorpti on thereby modulati ng 

transducti on effi  ciency, independent of their tropism36. Cati onic polymers such as Dextran DEAE 

or Polybrene can enhance negati vely charged adenovirus binding and transducti on by reducing 

electrostati c repulsion between negati vely charged viruses and cells33, 37, though, can almost 

always be inhibited by the additi on of anionic polymers through the increase in electrostati c 

repulsion36, 38. Most retroviruses, including lenti viruses, contain positi vely charged surface 

domains which probably create a repulsion force that prevents natural aggregati on, similar to 

that which that prevents the natural aggregati on of erythrocytes39. Though, in the presence 

of HES, human30 and rat39 red blood cells (RBC) aggregate, into large stacks known as rouleaux 

formati ons. The exact mechanism for this RBC aggregati on is not known, though Morariu et 

al shows a strong correlati on between colloids with high molecular weights and rouleaux 

formati on. They suggest that the eff ect can be explained by the theory of macromolecular 

bridging40, wherein polymers and plasma proteins with large molecular mass insert between 

adjacent erythrocytes, decreasing the electrostati c repulsive forces of erythrocytes. HES may 
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infl uence vector electrostati c charges in this way as well. This reducti on in the normal repulsive 

state may force vector aggregati on34; increasing the number of vector to individual cell contacts, 

or increase the speed at which vectors are able to sediment and bind to cell surfaces; by 

neutralizing repulsive forces between vectors and cells41. Most probably, both situati ons occur.

Though HES is a non-ionic compound, at pH 7.4 (such as in UW), it contains weak negati ve 

charges in fl ux. This fl ux possibly creates temporary surface dipoles altering charge distributi on 

across the large irregular surface of the starch. Lenti viruses, being positi vely charged, are 

att racted to the negati ve regions and form temporary aggregati on complexes with the starch. 

The vector/HES complex sediments to the cell surface, where it shields against the positi vely 

charged residues, exposing more negati vely charged residues, and the vector shift s from 

vector/HES to vector/cell, att racted by the more negati vely charged phospholipids. These two 

eff ects produce much greater transducti ons in soluti ons with HES when compared to soluti ons 

without.

The ability to impart a proacti ve protecti ve treatment to liver graft s prior to transplantati on 

is an att racti ve opti on to reduce the incidence and severity of HCV recurrence. The use of UW 

in liver transplantati on opens not only a disti nct window of opportunity to provide eff ecti ve 

gene transfer ex vivo, but due to HES, increases the ability of the vector to reach more cells, 

even in cold conditi ons. As the use of vector based RNAi therapies in the clinics gain popularity, 

the need for ex vivo delivery becomes increasingly obvious. Targeti ng specifi c cells or whole 

organs, avoiding off -target integrati ons and producing smaller amounts of vector are specifi c 

goals and concerns of gene therapy. The use of UW, under the context of organ transplantati on, 

allows for ex vivo transducti on in both hypothermic and normothermic conditi ons, allowing for 

a customized approach to gene delivery, in which all three concerns can be addressed. Though 

eff ecti ve in an in vitro setti  ng, in vivo data will need to be collected to confi rm these results.
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Abstract

Hepati ti s C virus (HCV) infecti on is a major cause of chronic liver disease with nearly 200 

million carriers worldwide. The current standard treatment of Pegylated-interferon-alpha 

(IFN-α) administered in combinati on with ribavirin is only eff ecti ve in approximately half of the 

pati ents, prompti ng the need for alternati ve treatments. RNA interference (RNAi) represents an 

att racti ve new approach to combat HCV, allowing direct knockdown of viral RNA or host factors 

involved in the viral life cycle. RNAi monotherapies might ulti mately fail to control viruses that 

can escape silencing by mutati on. Based on their disti nct anti viral mechanism, we propose that 

combining lenti viral mediated RNAi with IFN-α may avoid therapeuti c resistance and exhibit 

enhanced anti viral acti vity. However, there is some concern about the negati ve eff ect of IFN-α 

on retroviral transducti ons.

In this study, we used a lenti viral vector containing two small hairpin RNAs (LV-sh2) that can 

simultaneously modulate both viral RNA and a proposed viral entry receptor, CD81, in a HCV 

replicati on model. Exogenous IFN-α had no infl uence on vector transducti on effi  cacy. In the 

presence of IFN-α LV-sh2 sti ll retains CD81 silencing effi  cacy. Encouragingly, lenti viral mediated 

RNAi and IFN-α act independently on HCV replicati on showing combined effi  cacy without very 

clear evidence of cross-interference. 

Combinati on of IFN-α with RNAi signifi cantly enhanced anti -viral eff ects. Therefore, this 

novel combinatorial strategy may off er potenti al to eliminate HCV infecti on in chronically 

infected pati ents and could prevent mutati onal escape from therapy. 
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Introducti on

Hepati ti s C virus (HCV), fi rst identi fi ed in 1989, remains a major cause of chronic liver disease 

concern with nearly 200 million carriers worldwide. HCV is a single-stranded positi ve-sense 

RNA fl avivirus with 6 major genotypes and over 70 subtypes1, 2. Interferon alpha (IFN-α) therapy 

led to a rapid decline in viral genomic RNA levels in serum, and long-term responses were 

marked by sustained loss of HCV RNA from the serum and liver and resoluti on of the chronic 

infecti on3. Further improvement has achieved sustained response in about half of pati ents, by 

using pegylated IFN-α  combined with ribavirin,4 5, which is now the standard of care. However, 

half of the pati ents remain non-responsive to this therapy.  Thus, exploitati on of alternati ve 

anti -HCV therapies is urgently required. 

  RNA interference (RNAi), the degradati on of cognate mRNA by small interfering RNA 

(siRNA), has emerged as a novel therapeuti c enti ty for viral infecti on. Since the HCV genome 

is a single-stranded RNA that functi ons as both a template for transcripti on and template for a 

negati ve strand replicati on intermediate, it is a prime candidate for RNAi. Host cellular factors 

involved in the viral life cycle, such as CD81, Claudin-1, SR-B1, HSP90, p68 or USP18, could 

also be candidate targets for RNAi anti viral therapy, resulti ng in either abolished viral entry 

or replicati on6-9. The success of RNAi in therapeuti c applicati on also depends on an effi  cient 

delivery system, which can support long-term siRNA producti on and conti nuous gene silencing. 

Integrati ng self-inacti vati ng lenti viral vector can achieve this criterion by encoding small hairpin 

RNA (shRNA), a precursor of siRNA which is automati cally cleaved into biologically acti ve siRNA 

by Dicer in cells10, 11.

However, RNAi monotherapies might ulti mately fail due to viral mutati on and the 

development of resistance. RNA viruses like HIV and HCV are highly adapti ve in this context 

and mutati onal escape from therapy has been documented against single RNAi treatments12-14. 

Thus, a combinatorial strategy would be necessary for eliminati ng HCV infecti on. An advanced 

method reported by our group and others, has shown that simultaneously targeti ng both viral 

and host cell elements by RNAi could increase the potency of anti viral therapies14, 15. IFN-α 

possesses indirect anti viral acti vity by sti mulati ng genes that can lead to a non-virus-specifi c 

anti viral response, whereas RNAi can directly interfere with viral entry and replicati on through 

targeti ng viral RNA genome or mRNA of cellular factors. Based on their dissimilar anti viral 

mechanisms, we propose that combining RNAi with IFN-α may avoid therapeuti c resistance 

and exhibit enhanced anti viral acti vity. 

To date, very litt le is known about the interacti on of exogenous IFN-α with lenti viral vector 

delivery and the anti -viral acti on of RNAi. Reports have suggested that the administrati on of 

lenti viral vectors (LV) to mice triggers a rapid and transient IFN-α/β response. In animals that 

lack the capacity to respond to IFN-α/β, dramati c increases in transducti on to hepatocytes were 

seen, indicati ng that endogenous IFNs interfere with lenti viral transducti on in a cell-type specifi c 
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manner16. In the current study, we investi gated the eff ect of combining lenti viral mediated 

RNAi with IFN-α for the treatment of HCV. The eff ect of exogenous IFN-α on the transducti on 

effi  ciency of lenti viral vectors as well as the anti -viral RNAi acti vity was investi gated in an HCV 

replicati on model. 

Methods And Materials

Cell culture

Cell monolayers of the human embryonic kidney epithelial cell line 293T and human hepatoma 

cell lines Huh-7 and Huh-6 (kindly provided by prof. R. Bartenschlager, Heidelberg, Germany) 

were maintained in Dulbecco’s modifi ed Eagle medium (DMEM) (Invitrogen–Gibco, Breda, The 

Netherlands) and complemented with 10% v/v fetal calf serum (PerBio Science), 100 IU/ml 

penicillin, 100 mg/ml streptomycin, and 2mM L-glutamine (Invitrogen–Gibco) (cDMEM). Huh-7 

cells containing a subgenomic HCV bicistronic replicon (I389/NS3-3V/LucUbiNeo-ET, Huh-7 ET) 

were cultured under selecti on with 250 µg/ml G418 (Sigma, Zwijndrecht, The Netherlands)17.

Constructi on and producti on of lenti viral vectors

Lenti viral vectors (LV), LV-Green Fluorescent Protein (GFP) and LV-sh2 containing double shRNA 

cassett es were constructed and produced as previously reported15. Briefl y, a third-generati on 

lenti viral packaging system pND-CAG/GFP/WPRE containing double shRNA expression cassett es 

targeti ng the IRES region of HCV and CD81 was used to produce high-ti ter VSV-G-pseudotyped 

lenti viral vectors in 293T cells. Vector supernatants were removed 36 and 48 hr post transfecti on, 

passed through a 0.45mM fi lter, and concentrated 30000-fold by ultracentrifugati on.

 Vector transducti on assay

Concentrated virus stocks were ti trated using 293T cells 24h aft er infecti on, with transducti on 

effi  ciency based on the number of GFP-positi ve cells as determined by fl ow cytometry 

(FACSCalibur; BD BioSciences, Mountain View, CA, USA). Transducti on effi  ciency of LV-GFP in 

the presence of IFN-α was tested using this method in Huh-7 cells 3 days post-infecti on.

Real-ti me RT-PCR 

Confl uent cell monolayers were lysed in Trizol (Invitrogen-Gibco) and RNA precipitated with 75% 

EtOH and captured with a Micro RNAeasy silica column (Qiagen, Venlo, The Netherlands). RNA 

was quanti tated using a Nanodrop ND-1000 (Wilmington, Delware, USA) and adjusted to total 

cell numbers for each sample. cDNA was prepared using Promega’s AMV reverse transcriptase 

following standard protocols. Real-ti me PCR (MyIQ, BioRad) was performed using primers CD81 

(F’: 5’-ACC TTC CAC GAG ACG CTT-3’; R: 5’-CAG GAT CAT CTC GAA GAT CAT G-3’), and CyB (F’: 

5’-ATG TAG GCC GGG TGA TCT TT-3’; R: 5’-TTT ATC CCG GCT GTC TGT CT-3’). Semi-quanti tati on 

of sample amplicons was performed with SybrGreen (Sigma) using Taq DNA polymerase 

(Invitrogen–Gibco).
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Flow cytometry analysis for CD81 expression 

CD81 expression was determined aft er incubati on with phycoerythrin (PE) conjugated mouse 

anti -human CD81 monoclonal IgG1. Mouse IgG1 was used as isotype control (BD Pharmingen, 

San Diego, CA, USA).  Flowcytometeric analysis was performed using a FACSCalibur (BD 

BioSciences).

Luciferase assay

Cells for endpoint assays were lysed and luciferin substrate added using Steady Glo Luciferase 

System (Promega, Leiden, The Netherlands) according to manufacturer instructi ons. Live cell 

experiments were performed as described above (excluding lysis step) with the additi on of 100 

µM luciferin potassium salt (Sigma). Luciferase acti vity was quanti fi ed using a LumiStar Opti ma 

luminescence counter (BMG LabTech, Off enburg, Germany).

Stati sti cal analysis 

Stati sti cal analysis was performed by using either matched pair nonparametric test (Wilcoxon 

signed-rank test) or the nonpaired, nonparametric test (Mann–Whitney test) (GraphPad Prism 

soft ware). P<0.05 was considered as signifi cant. 

Results And Discussion

LV-sh2 simultaneously inhibits CD81 expression and HCV replicati on

Since integrati ng lenti viral vectors have shown great advantages in transgenic delivery, we 

used a third-generati on lenti viral vector (LV-sh2) for shRNA expression, which contains two 

independent shRNA cassett es targeti ng the HCV IRES region and host cell surface receptor CD81 

as well as containing the GFP reporter gene (Fig. 1A). Increasing the dose of vector resulted in 

higher levels of transducti on effi  ciency and inhibiti on of HCV replicati on, as monitored by GFP 

positi ve populati on and luciferase acti vity (MOI 5-30, Luciferase 75% to 41% of controls, GFP; 

82-97% respecti vely). Though a threshold for the level of silencing was seen, suggesti ng that 

increasing vector dose from an MOI of 20 to 33 could not further inhibit HCV replicati on (Fig. 1B). 

Within the GFP positi ve populati on (transduced cells) CD81 expression was signifi cantly down 

regulated. The percentage of CD81 positi ve cells was reduced from 72% in LV-GFP transduced 

cells to 3% in LV-sh2 transduced cells (Fig. 1C). These results demonstrate that lenti viral vector 

driving double shRNAs can simultaneously modulate host factorCD81 expression and viral 
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RNA. Down regulated expression of viral entry 

receptor, CD81, was shown to be eff ecti ve 

in preventi ng HCV envelope binding18. It is 

conceivable that LV-sh2 has the potenti al to not 

only inhibit viral replicati on but could also be used to prevent infecti on, though the eff ects of 

downregulati ng important cellular factors like CD81 in humans are largely unknown, though 

CD81 knockout mice have reduced ferti lity19.   

Exogenous IFN-α has no negati ve impacts on lenti viral transducti on

Studies have demonstrated an interferon response occurs by exposing human dendriti c cells 

(DCs) in culture to wild-type HIV, the origin of many lenti viral vectors20, 21. A more recent study 

has demonstrated that lenti viral vector triggers a type I interferon (IFN-α/β) response that 

restricts hepatocyte gene transfer and promotes vector clearance in mice16. However, the eff ect 

of exogenous IFN-α on lenti viral transducti on has not been investi gated to our knowledge.

Fig. 2. Eff ect of exogenous IFN-α on LV-GFP transducti on. (A) LV-GFP expressed GFP under control of PGK promoter. GFP positi ve 
populati on was determined by FACS 3 days aft er transducing LV-GFP. (B) No signifi cant diff erences of transducti on effi  ciency 
was observed at the presence of 1, 10 or 100 IU/ml concentrati on of IFN-α (96.61 ± 0.43 %, 96.52 ± 0.86 % and 92.57 ± 3.67 % 
respecti vely, mean ± SD, n=3, P>0.05), compared with non-treated control group (93.14 ± 2.22 %).

Fig. 1. Structure and functi on of LV-sh2. (A) LV-sh2 contains 
double shRNA cassett es expressed by H1 promoter and 
a CAG promoter controlled GFP cassett e. (B) Inhibiti on of 
HCV replicati on by LV-sh2 was observed in Huh-7 replicon 
cells by monitoring luciferase acti vity. (C) Simultaneously, 
LV-sh2 can effi  ciently knockdown CD81 expression in Huh-7 
replicon cells, resulti ng in a sharp reducti on of CD81 positi ve 
populati on from 72.25% to 3.04%. 

Chapter 9.indd   132 26/04/2008   4:21:59 PM



RNAi and Interferon-α

PART III: The Future

Ch
ap

te
r 9

 
13

3

To address this questi on, a vector transducti on assay was performed by infecti ng Huh-7 

cells with LV-GFP (Fig. 2A) in the presence of 1, 10 or 100 IU/ml concentrati on of IFN-α. At day 

3, transducti on effi  ciency was assessed by FACS analysis for GFP positi ve cells. When compared 

with non-treated control group (93%± 2SD, n=3), 1, 10 or 100 IU/ml concentrati on of IFN-α 

had no signifi cant eff ects on vector transducti on (97%±0.4SD, 97%± 0.9SD and 93% ±4 SD 

respecti vely, p>0.05) (Fig. 2B).

The achievement of a high transducti on is essenti al for therapeuti c applicati on of viral vectors 

and these in vitro observati ons have shown that exogenous IFN-α does not have apparent 

impact on lenti viral vector transducti on, so the use of both these agents in a combinatorial 

therapy seems possible. To fully clarify this eff ect, in vivo studies are sti ll required.

LV-sh2 retains CD81 silencing effi  cacy at the presence of IFN-α

Some studies suggest that siRNA, under certain circumstances, can acti vate the innate immune 

system and invoke a host cell interferon response, which may lead to nonspecifi c anti viral 

acti vity and off -target eff ects22,23. However, in the setti  ng of combining RNAi with IFN-α, the 

most criti cal issue would be the infl uence of exogenous IFN-α on gene silencing effi  ciency, rather 

than interacti on with an innate immune response towards either the vector or the expression 

of siRNA.  

To evaluate this issue, Huh-7 cells were treated with 1, 10 or100 IU/ml IFN-α, then transduced 

with LV-sh2 and maintained in culture for 3 days. CD81 expression level was profoundly inhibited 

with each concentrati on. As shown in fi gure 3, LV-sh2 effi  ciently silenced CD81 in Huh-7 cells 

(0.8% CD81 positi ve in GFP positi ve populati on), when compared with non-transduced Huh-7 

(86%) or LV-GFP transduced control (67%). INF-α alone seems slightly up-regulate CD81 

expression at 1 and 10 IU/ml treated 

groups (91 and 89%, respecti vely), 

but at the highest dose (100 IU/ml) 

CD81 was down regulated to 65% of 

controls. Regardless of the complicated 

infl uence of IFN-α on CD81, LV-sh2 can 

retain robust gene silencing effi  cacy at 

each IFN-α treated group (0.9%, 1.7% 

and 2.7%, respecti vely). 

Fig. 3. LV-sh2 effi  ciently silenced CD81 in Huh-7 cells at the presence 
of IFN-α. CD81 protein level was examined by FACS analysis under the 
diff erent conditi ons as indicated.
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Combinati on of LV-sh2 with IFN-α enhances anti -HCV acti vity  

Since IFN-α alone or in combinati on with ribavirin is only successful in half of pati ents with 

chronic HCV infecti ons, RNAi has begun to be considered as a potenti al alternati ve for HCV 

therapy. However, owing to rapid viral mutati on and sequence-restricted recogniti on of RNAi, 

HCV may quickly escape and develop resistance 

to monotherapy. Therefore, we propose that 

RNAi armed with IFN-α may be a viable opti on 

to completely cure HCV infecti on by att acking 

the virus from two disti nct angles. 

The combinati on of these two agents 

signifi cantly enhanced anti -viral eff ects in the 

Huh-7 ET model (Fig. 4), without very clear 

evidence of cross-interference. For instance, 

the combinati on of LV-sh2 (MOI 20) with a 

subopti mal dose (0.9UI/ml) of IFN-α signifi cantly 

inhibited HCV replicati on (85% inhibiti on), when 

compared with LV-sh2 alone (58%, p<0.001) or 

IFN-α alone (69%, p<0.05). The same patt ern was 

observed for each combinati on doses as shown 

in fi gure. 5, when analyzing HCV replicati on 

by quanti tati ve RT-PCR. These results clearly 

suggest that RNAi and IFN-α act independently 

on HCV replicati on with combinatorial strategies 

showing a collecti ve anti -viral eff ect.

In conclusion, in this study we found that exogenous IFN-α had no signifi cant negati ve 

infl uence on lenti viral transducti on. In the presence of IFN-α, LV-sh2 mediated knockdown of 

CD81 surface expression was unaff ected and encouragingly, a combinati on of LV-sh2 and IFN-α 

signifi cantly enhanced their individual anti -viral eff ects in the replicati on model. Therefore, this 

novel combinatorial strategy may off er the potenti al to eliminate HCV infecti on in chronically 

infected pati ents. In parti cular, this approach possesses unique advantages in preventi ng and 

treati ng HCV recurrence in the liver transplantati on setti  ng. Lenti viral mediated RNAi could 

be used to modify a donor graft  and prevent or slow HCV recurrence aft er transplantati on; 

meanwhile, low dose IFN-α can be used to systemically treat HCV enhancing the therapeuti c 

eff ects of both.

Fig 5.   LV-sh2 down regulated CD81 expression in Huh-6 cell. 
Real ti me RT-PCR was used to determine mRNA level aft er 4 
days treatment.

Fig 4. Co-anti viral eff ects of combining LV-sh2 with IFN-α in 
Huh-7 ET model. Diff erent dose of LV-sh2 and IFN-α were 
treated either alone or in combinati on. Luciferase acti vity 
was measure to indicate viral replicati on. Enhanced anti viral 
eff ects were homogeneously observed at each combined 
group compared with single.
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Science is nothing but developed percepti on, 
interpreted intent, common sense rounded 

out and minutely arti culated.

    ~ George Santayana ~
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The face of medicine has indeed changed. Translati onal research has become a very 

important aspect in both the advance of science as well the development of therapeuti c 

opti ons for doctors and pati ents alike. Discovery and advancement move at a staggering pace, 

predominantly due to goal oriented translati onal research, which challenges existi ng paradigms 

and creates change through understanding.

Figure 1 details the most signifi cant advancements over the years in liver transplantati on 

(Fig. 1a), HCV therapy and research (Fig. 1b) and gene therapy research (Fig. 1c). Each of these 

discoveries and developments contributed to the collecti ve knowledge we have today, beginning 

in 1963 with the fi rst human liver transplantati on and conti nuing on into the future. This thesis 

aimed to explore specifi c aspects of a select few of these advancements and how they are 

related to combati ng HCV recurrence post liver transplantati on and hoped to contribute to each 

with new insights and data that supports or rejects the previous paradigms of understanding.

Figure 1

A

B

C
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The Past

~ Study the past if you would divine the future ~

As everything we do as scienti sts hinges on the ability to draw from experience, understanding 

or misunderstandings that have occurred in the past, we should always be humble in knowing 

where our discoveries stem from. Though a foundati on of the past is necessary, we must 

remain open and aware that this foundati on can and should be challenged and updated as 

new paradigm shift s understanding in unexpected ways and allow us to revisit data with new 

eyes. As accurate as any past data appears, informati on may be lacking from the understanding 

due to technique, method or even oversight. Never should scienti sts admit anything as a given 

truth, without establishing those facts for themselves. With this in mind, scienti fi c informati on 

ceases to be a unidirecti onal outgrowth of immobile branches and becomes instead a fl uid 

evoluti on of informati on.

The past in the context of this thesis is represented by the use of corti costeroids in liver 

transplantati on. Introduced to liver transplantati on in 19681, steroids helped to prevent 

rejecti on by modulati ng cellular and infl ammatory responses via sti mulati on or inhibiti on of 

gene transcripti on. With their use, transplantati on rejecti on rates dropped dramati cally when 

compared to pati ents that did not receive steroids as part of a maintenance protocol. Though 

high dose steroid treatments help to reverse the acute rejecti on episodes within a liver transplant 

pati ent, they may be doing more harm than good in pati ents transplanted for hepati ti s C related 

disease. Classical informati on about steroids in hepati ti s C virus (HCV) positi ve liver transplant 

pati ents has suggested that increases in viral load were due to the use of steroids. These studies 

have been controversial, with independent groups reporti ng contradicti ng eff ects, though no 

direct eff ects were ever established. In chapter 3 we examined various steroids in an in vitro 

model of HCV replicati on and found that steroids had no direct eff ect on the ability of HCV to 

replicate. 

We concluded that the increased viral loads aft er high-dose steroid treatment are more likely 

due to a down-regulati on of the immune response. In these pati ents, a dampened immune 

response allows viruses, like HCV, to replicate free of immune-mediated eliminati on of infected 

hepatocytes. When a change occurs, such as a tapering or an alterati on of immunosuppressive 

drugs, the immune system reiniti ates and vigorously att empts to control the virus, resulti ng in 

the accelerati on of liver damage. With this in mind we suggested that either steroid avoidance 

or maintaining low levels, coupled with a slow tapering of corti costeroids may be benefi cial to 

HCV-infected transplantati on recipients.

Chapter 10.indd   142 26/04/2008   4:22:26 PM



Summary and Discussion

PART IV: Summary

Ch
ap

te
r 1

0 
14

3

The Present

~ The future infl uences the present just as much as the past ~

Indeed the past plays an important role in the design of the future; as well as determining 

the course of the present. Past experience with steroid immunosuppression and the benefi ts 

seen in liver transplantati on has prompted the need to develop new and more powerful 

immunosuppressive agents. One of the most important improvements in liver transplantati on 

success rates occurred when cyclosporine (CsA) was discovered in 1972. Its powerful 

immunosuppressive capacity was recognized when Sir Roy Calne used it to improve experimental 

pig heart transplantati ons2, renal transplants in humans3 in 1978 and liver transplants in rats4 

in 1979. Cyclosporine saw its fi rst use in human liver transplant pati ents in 1980 aft er which 

it was rapidly approved by the FDA for clinical use. Dr. Thomas Starzl described cyclosporine 

as the “key which unlocks the door to transplants” with one year survival rates for his liver 

pati ents at the University of Colorado’s Health Sciences Center nearly doubling from 35 to 60%, 

with rates as high as 80% at another transplant center in Stanford. As good as cyclosporine was 

as an immunosuppressive, new research indicated that CsA was a powerful anti viral as well5. 

Aft er the development of the HCV cell culture replicon system in 19996, CsA was shown to 

have a blocking eff ect on cyclophilin B7, a functi onal regulator of the HCV RNA dependant RNA 

polymerase (NS5b)8. 

This discovery prompted an explorati on of the potenti al of other currently used 

immunosuppressive drugs for their eff ect on HCV replicati on. In chapter 4 we showed that like 

CsA, Mycophenolic acid  (MPA), an immunosuppressive agent approved for use in 1994, has 

specifi c anti viral properti es against HCV. This is a controversial statement. MPA’s mechanism 

is known to block inosine monophosphate dehydrogenase (IMPDH)9, the enzyme responsible 

for a conversion reacti on downstream of guanosine nucleoti de producti on. In blocking this 

enzyme, a reducti on in total guanosine triphosphate (GTP) occurs. This limits de novo DNA and 

RNA producti on, in turn preventi ng the proliferati on of cells, lymphocytes, in parti cular and 

as such MPA has immunosuppressive capacity. It stood to reason that if MPA was reducing de 

novo producti on of DNA and RNA, then naturally it would also impede the ability of viruses to 

replicate as well. This was shown to be true in many viruses, but MPA, in our hands, was found 

to be specifi cally suppressive to HCV, unrelated or at least parti ally removed from its guanosine 

depleti on ability. This indicated that MPA has two eff ects on HCV replicati on, one that initi ates 

rapidly, independent of guanosine and one that is slower and guanosine-dependent.

Though MPA exhibits clear anti -viral acti vity in vitro, the eff ect of MPA monotherapy on 

the HCV viral load, like for ribavirin monotherapy, is diffi  cult to study in vivo and might only be 

observed when looking at the early anti -viral kineti cs. It is possible if MPA was used in combinati on 

with other anti -viral agents, that its anti -viral eff ect could give enough of an initi al drop in HCV 

viral loads to actuate the eff ects of the other, pushing the virus below a threshold level that 

allows both the immune system and the anti -viral treatments to eff ecti vely clear the virus. We 
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observed an anti -viral eff ect of MPA in a HCV replicati on model that clearly lacks the element of 

a host immune response. In chronic HCV pati ents, viral replicati on evokes an ongoing immune 

response by virus-specifi c T-cells. Inhibiti on of this immune response by immunosuppressive 

drugs, like in HCV transplant recipients, is therefore expected to enhance viral replicati on and 

disease progression. As MPA is a potent immunosuppressor it is conceivable that the gross eff ect 

on viral replicati on, as observed in the replicon model, is countered in vivo by the inhibiti on of 

the anti -viral immune response (Fig. 2). Thus, their eff ects on the host immune response could 

neutralize the changes in viral load by anti -viral acti vity of immunosuppressive drugs, like CsA 

or MPA. 

The exact mechanism by which MPA inhibits viral replicati on is sti ll unknown. Avian reovirus 

has been reported to be inhibited by MPA through the minor core protein of the virus which 

has presumed nucleoside triphosphatase acti vity10, 11. No such equivalent viral protein has been 

identi fi ed in the HCV genome, thus excluding this mode of inhibiti on. One possibility is that 

MPA aff ects the NS5B acti vity by transiently out competi ng nucleoti des for the acti ve site during 

RNA replicati on, similar to ribavirin. In this way MPA may act as a mutagen, reducing viral fi tness 

and promote error catastrophe. 

The anti -HCV eff ect of MPA sti ll lacks an elucidati on of the exact mechanism. In Chapter 5 

we explored the possible mechanisms behind the anti -HCV eff ects of MPA, with a specifi c focus 

on the NS5b polymerase. 

We found, through comparison with other IMPDH inhibitors that the reducti on in HCV 

replicati on due to the presence of MPA was unrelated to a reducti on in cellular proliferati on. 

As well, its reducti on was not due to a limiti ng of the nucleoti de pool, required for cellular 

replicati on. 

With assays designed to show blocking eff ects on the NS5b, we found that MPA reduced the 

capacity of the NS5b to functi on as it would in normal viral replicati on. Though this reducti on 

was not as signifi cant as the earlier results with the replicon cell lines, it indicated a specifi c 

eff ect of MPA on the functi on of the NS5b, possibly in a manner similar to that of other non-

nucleoside inhibitors, by binding non-covalently to the hydrophobic shallow pocket in the 

thumb domain, near the polymerase acti ve site, though this has not been confi rmed.

Figure 2
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The Future

~ Do not follow where the path may lead. 

Go instead where there is no path and leave a trail ~

The future is always uncertain, but to follow a specifi c path, only because that specifi c path 

exists, to me, leads only to places already visited. To explore into the unknown, to create a 

new path remains the only opti on. The future plays an important role in the development of 

this thesis, as it was the basis for the development of a new treatment opti on to prevent HCV 

recurrence in liver transplant pati ents as well as the creati on of a new path towards an unknown 

desti nati on.

The treatment of HCV remains a challenge that requires further elucidati on of the processes 

of viral life cycle and the development of novel therapeuti c approaches. Recent progress has 

provided the possibiliti es of identi fying novel anti viral targets and designing new therapeuti c 

strategies. Chapter 6 explored these strategies as they apply to Hepati ti s C. Micro RNA 

(miRNA) molecules are rapidly becoming the most emergent focus for researchers for both 

treatment targets as well as treatments themselves. A prime example is the miR-122, a liver 

specifi c developmental regulator that has been linked to HCV replicati on12, and interesti ngly, 

it promotes viral replicati on, the fi rst miRNA to be shown regulati ng a non-self element. Work 

has begun to regulate the expression of miR-122, as a potenti al for anti -viral therapy. Providing 

downregulati on of miR-122 shows no toxicity, it could be possible to reduce the ability of HCV to 

functi onally replicate to near zero, though the fact that miRNA-122 is downregulated in rodent 

and human hepatocellular carcinomas13, indicati ng the potenti al dangers of its loss of functi on, 

might confound its uses in humans. 

As well as endogenous miRNA regulati on, exogenous small interfering RNAs (siRNA) and 

anti sense oligonucleoti des (ASO) have emerged as effi  cient nucleic acid-based gene silencing 

tools to target highly conserved or functi onally important regions within the HCV genome or 

essenti al host cell factors for entry or replicati on. siRNA’s have received a parti cular amount of 

att enti on for their capacity to regulate gene expression, seemingly with unlimited potenti al. 

Though, as a cauti on, new discoveries that travel too quickly to clinical trials can spell disaster 

for not only the technique but for pati ents as well, as was witnessed in the French XSCID trial14, 

15. Recent evidence has shown downsides to this magic bullet of biology; off  target eff ects16 and 

siRNA overloading can occur17. Even the most meti culously developed siRNA can be homologous 

to non-specifi c or non-target genes and down regulate their expression as well, someti mes 

to deleterious eff ects. Overloading the expression of siRNA is of parti cular concern as vector 

driven promoters become more effi  cient, too much of a good thing is oft en simply too much, 

with expressed siRNA’s competi ng with in situ mRNA for resources and causing cell functi on 

to shut down. So as with all new discoveries, we should not be hasty in rushing its use, unti l a 

thorough and complete understanding of the potenti al benefi ts as well as the side eff ects are 

fully recognized.
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The problem of HCV recurrence was detailed in chapter 1, and what remains clear is that 

there are no or few opti ons for the treatment of HCV recurrence related disease progression. 

The use of current anti -viral therapies is not well tolerated and oft en has to be disconti nued due 

to the risk to the pati ent and the possibility of complicati ons leading to a loss of graft 18. Uti lizing 

the informati on gained from chapter 6, we set out to develop a new, technically sophisti cated 

approach to solve the problem of HCV recurrence post liver transplantati on.

As HCV is a positi ve strand RNA virus, the genome itself is sensiti ve to degradati on by 

interfering RNA (RNAi). Many groups have developed specifi c siRNA sequences that target 

various regions of the genome, to signifi cant result, some capable of reducing HCV replicati on 

to near undetectable levels. We explored the literature and found specifi c candidates to 

downregulate HCV within a new liver graft . Chapter 7 detailed the constructi on and testi ng of a 

3rd generati on lenti viral vector capable of knocking down multi ple HCV targets simultaneously. 

This novel vector was designed to accommodate the inserti on of multi ple small hairpin RNA 

(shRNA) cassett es, each driven under their own promoter (H1), allowing separate, high levels of 

expression of each shRNA. Cassett es were inserted in such a way that each inserti on results in 

a unique downstream restricti on site that is available for additi onal H1-shRNA inserti ons. Based 

on the packaging limitati on of lenti viral vectors (~7000bp), this method could potenti ally be 

used to insert up to 21 self expressing shRNA cassett es within a single vector. There are several 

advantages to using single vectors containing multi ple shRNAs. The probability of hitti  ng a single 

hepatocyte with more than one vector, in the setti  ng of clinical gene therapy, is very small. With 

the inclusion of several diff erent shRNAs in one vector, the probability of one cell receiving the 

appropriate combinati on of shRNAs is assured. HCV is parti cularly mutati onal due to the low 

fi delity of its RNA polymerase19, as such treati ng HCV with monotherapies has been shown 

to rapidly select for resistant mutants20, 21, making therapy impotent. Even the most powerful 

shRNAs, given singly, will not prevent selecti on of viral mutants, rapidly reducing effi  cacy, and 

fi nally rendering it obsolete. Multi ple targeti ng of a viral genome should slow or eliminate the 

chance that escape mutants are able to grow out against combinati on therapy strategies. To 

this end, we developed constructs that included single targeti ng shRNA’s and multi ple targeti ng 

of the HCV genome as well as combinatorially targeti ng HCV and a putati ve HCV entry co-

receptor, CD81. The results demonstrated the eff ecti veness of these shRNA expression vectors 

to eff ecti vely silence HCV replicati on and CD81 surface expression simultaneously. Though 

these vectors are eff ecti ve in reducing HCV viral replicati on and infecti on, the use of multi ple 

shRNAs could be eff ecti ve in treati ng many multi factorial diseases such as diabetes or cancer 

where several genes are involved in disease progression. 

As with any disease, the key to successful therapy oft en lies in the delivery of the therapy. In 

terms of gene therapy, two opti ons exist; in vivo and ex vivo. In vivo indicates that treatments 

are applied directly to the pati ent, whereas ex vivo involved the removal of cells or organs 

from the recipient which are then treated with the therapy and re-implanted to the pati ent. 

Recurrent HCV rapidly infects a new liver graft  aft er transplantati on and will thrive under 
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the immunosuppression needed to prevent graft  rejecti on. In order to prevent HCV from 

overwhelming the new graft  a substanti al proporti on of hepatocytes need to express the 

given geneti c therapy imparti ng a selecti ve advantage over non treated cells. In the case of 

liver transplantati on, a unique opportunity exists; to therapeuti cally treat the graft  before 

transplantati on. With only a small window of opportunity to deliver therapeuti cs to a liver graft , 

it is important that high transducti ons be achieved in not only the shortest period of ti me, but 

also under the conditi ons of cold perfusion during the procurement phase of transplantati on. In 

chapter 8, we determined, in cell culture experiments, that this applicati on window was available 

for ti mes ranging from ten minutes to two hours, possibly during the second cold perfusion of 

the graft , with longer incubati on ti mes producing higher transducti ons. University of Wisconsin 

soluti on (UW)22, the standard soluti on for the preservati on of most organs in transplantati on, 

gave superior vector transducti ons as observed across a range of ti mes, in hypothermic as well 

as normothermic conditi ons. 

Compounds such as colloids are used in perfusion soluti ons to counteract the hydrostati c 

force during the initi al graft  washout perfusion, thereby creati ng a homeostati c environment 

that precludes the need for osmoti c regulati on. A major component of UW is Hydroxyethyl 

starch (HES), a colloid used to prevent hypothermic induced cell damage during major surgery23. 

It was determined that this component was, at least in part, responsible for the increase in 

vector transducti on due to HES/vector and HES/cell interacti on dynamics.

The use of UW in liver transplantati on opens not only a disti nct window of opportunity 

to provide eff ecti ve gene transfer ex vivo, but due to HES, increases the ability of the vector 

to reach more cells, even in cold conditi ons. As the use of vector based RNAi therapies in the 

clinics gain popularity, the need for ex vivo delivery becomes increasingly obvious. Targeti ng 

specifi c cells or whole organs, avoiding off -target integrati ons and the use of smaller amounts 

of vector are specifi c goals and concerns of gene therapy. The use of UW, under the context of 

organ transplantati on, allows for ex vivo transducti on in both hypothermic and normothermic 

conditi ons, allowing for a customized approach to gene delivery, in which all three concerns can 

be addressed. 

HCV recurrence is universal and can be diffi  cult to treat in liver transplant pati ents due to 

the complicati ons associated with immunosuppression and anti viral drugs like interferon alpha 

(IFN-α). It was of interest to determine if low dose IFN-α could be combined with lenti viral 

delivered RNAi to bett er treat recurrent HCV in liver transplant pati ents. Previously to the 

development of chapter 9, the eff ect of exogenous IFN-α on vector transducti on and RNAi gene 

expression from lenti viral vectors was unknown. 

The in vitro observati ons from chapter 9 have shown that exogenous IFN-α does not have 

apparent impact on lenti viral vector transducti on, so the use of both these agents in an in vivo 

combinatorial therapy seems possible. However, in the setti  ng of combining RNAi with IFN-α, 

the most criti cal issue would be the infl uence of exogenous IFN-α on gene silencing effi  ciency, 
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rather than interacti on with an innate immune response towards either the vector or the 

expression of siRNA. We found that RNAi can retain robust gene silencing effi  cacy even in the 

presence of  high doses of IFN-α. As well, this combinatorial approach signifi cantly enhanced the 

anti -viral eff ect in a cell culture replicon model without clear evidence of cross interference. This 

novel combinatorial strategy may off er the potenti al to eliminate HCV infecti on in chronically 

infected pati ents. In parti cular, it possesses unique advantages in preventi ng and treati ng HCV 

recurrence in the liver transplantati on setti  ng. Lenti viral mediated RNAi could be used to modify 

a donor graft  and prevent or slow HCV recurrence aft er transplantati on; meanwhile, low dose 

IFN-α can be used to systemically treat HCV, enhancing the therapeuti c eff ects of both.
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General Conclusions

This thesis aimed to explore to the past, present and future of the way we look at and treat HCV 

recurrence, to help in the development of a modern therapeutic agent. Through the exploration, 

some controversial arguments were raised. This thesis attempted to quell debate about some 

of the possible factors involved in the process of HCV recurrence post liver transplantation, 

and did, in part, but also fueled a long smoldering debate about the anti viral properties of 

mycophenolic acid. Interestingly, though having been published in a well read journal, these 

data have yet to be challenged. The realization that the current standard of care was not 

generally very efficacious led to the development of a modern approach to therapy. In the 

process of development, construction, utilization and refinement, an effective gene therapy 

based treatment for HCV recurrence was created that could be delivered to an ex vivo liver 

graft, without the complication of systemic treatment. In the process of validation, the therapy 

was challenged against other elements (IFN) that could be present during HCV standard of care 

and was found to be as effective, if not more effective than alone. 

In conclusion, scientific study should be rooted in the foundation of the past, implemented 

in the present, while envisioning the future. This has never been more apparent than in 

translational research; the end goal of curing disease is achieved through understanding, 

implementation and exploration into possible futures. We are in a technically marvelous world, 

in which the tools are available to develop as far as our imaginations can take us. 

It is hard to speak of the past of HCV research as the disease is a relatively modern one, 

but in the short time that doctors have been aware of its presence, advances in understanding 

and therapeutic developments have been staggeringly fast. We have moved from HCV’s 

characterization in 1989 with only the observed progression of its disease, to the development 

of a standard of care, effective in more than 60% of patients. Now we have an almost complete 

understanding of its replication machinery as well its pathology. 

At the very least these data can be used by new researchers as a foundation for their studies, 

contributing to the progression of our understanding. With tools like gene therapy, RNAi and 

better models, both in vitro and in vivo, we can look forward to a future where HCV related liver 

disease is a thing of the past. 
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Geneeskunde is de afgelopen decennia behoorlijk veranderd. Klinisch-wetenschappelijk 

heeft  een belangrijke bijdrage geleverd aan de wetenschappelijke vooruitgang en de ontwikkeling 

van behandelmogelijkheden voor artsen en pati ënten. Ontdekkingen en ontwikkelingen 

volgen elkaar in hoog tempo op, voornamelijk dankzij dat doelgerichte onderzoek waardoor 

bestaande paradigma’s in twijfel zijn getrokken, en dat heeft  gezorgd voor een steeds verder 

voortschrijdend inzicht.

Figuur 1 toont de belangrijkste ontwikkelingen van de afgelopen jaren op het gebied van 

levertransplantati e (Fig. 1a), de behandeling van en het onderzoek naar HCV (Fig. 1b) en 

onderzoek naar gentherapie (Fig. 1c). Al deze ontdekkingen en ontwikkelingen hebben een 

bijdrage geleverd aan de kennis die we tegenwoordig hebben, te beginnen met de eerste 

menselijke levertransplantati e in 1963 en van daaruit de toekomst in. In dit proefschrift  zijn 

specifi eke aspecten van een klein aantal van deze ontwikkelingen onderzocht. Bekeken is wat zij 

te maken hebben met het bestrijden van HCV-reïnfecti e van de donorlever na levertransplantati e. 

Dit proefschrift  poogt met nieuwe inzichten en onderzoeksgegevens, die eerdere paradigma’s 

ondersteunen of verwerpen, een bijdrage te leveren aan die ontwikkelingen. 

Figuur 1

A

B

C
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Verleden

~ Bestudeer het verleden als je de toekomst wilt doorgronden ~

Aangezien alles wat we als wetenschappers doen, afh angt van ons vermogen om te leren van 

ervaringen, begrip en ook misvatti  ngen uit het verleden, zouden we alti jd een zekere mate van 

nederigheid moeten betrachten – we mogen niet vergeten waar onze ontdekkingen in geworteld 

zijn. Maar, hoewel die basis in het verleden noodzakelijk is, moeten we ook open blijven staan en 

ons ervan bewust zijn dat deze basis steeds betwijfeld en geactualiseerd moet worden; nieuwe 

paradigma’s leiden tot onverwachte verschuivingen in ons begrip van de dingen en zorgen dat we 

gegevens opnieuw kunnen bekijken met een frisse blik. Hoe nauwkeurig gegevens uit het verleden 

ook mogen lijken, ons begrip ervan kan vertroebeld worden door de technieken en methoden die 

we gebruiken, of simpelweg doordat we iets over het hoofd zien. Wetenschappers mogen dan ook 

nooit iets voor waar aannemen als ze het niet met eigen ogen hebben geconstateerd. Als we dit in 

ons achterhoofd houden, hoeft  wetenschappelijke data geen ongericht woekerend samenraapsel 

van op zichzelf staande onderdelen meer te zijn; het kan een vloeiend, zich gestaag ontwikkelend 

geheel van gegevens worden. 

Binnen de context van dit proefschrift  wordt het verleden vertegenwoordigd door het gebruik 

van bijnierschorshormonen in levertransplantati es. Sinds ze in 19681 voor het eerst werden 

ingezet na levertransplantati e, hebben steroïden afstoti ngsreacti es helpen voorkomen: doordat 

ze gentranscripti e kunnen sti muleren of tegenhouden, veranderen ze cel- en ontstekingsreacti es. 

Het gebruik van steroïden zorgde voor een enorme afname van het aantal afstoti ngsreacti es 

na een transplantati e, vergeleken met het aantal afstoti ngsreacti es bij pati ënten die geen 

steroïden toegediend kregen. Hoewel behandelingen met hoge doses steroïden bijdragen aan 

het onderdrukken van acute afstoti ngsepisodes bij reguliere levertransplantati epati ënten, doen 

ze wellicht meer kwaad dan goed bij pati ënten die een levertransplantati e hebben ondergaan 

vanwege een Hepati ti s C-gerelateerde aandoening. Eerdere onderzoeken over steroïden in 

levertransplantati epati ënten met Hepati ti s C-virus (HCV) stellen dat een toename van viruslading 

wordt veroorzaakt door steroïden. Deze gegevens zijn echter discutabel: niet alleen spreken de 

resultaten van verschillende onderzoeksteams elkaar tegen, ook kon tot nu toe nooit met zekerheid 

worden vastgesteld dat steroïden een rechtstreeks eff ect op het virus hebben. In hoofdstuk 3 

onderzochten we het eff ect van verscheidene steroïden op HCV-replicati e in een in vitro model. 

We ontdekten dat steroïden geen rechtstreeks eff ect hadden op het replicati evermogen van 

HCV. 

We constateerden dat de toename in viruslading na een behandeling met hoge doses steroïden 

meer waarschijnlijk te wijten is aan een onderdrukte immuunreacti e van de pati ënt. Door die 

verminderde immuunreacti e is hun lichaam niet in staat om geïnfecteerde levercellen te vernieti gen 

en kan een virus als HCV onbelemmerd repliceren. Als zich vervolgens een verandering voordoet, 

zoals bijvoorbeeld het in lagere doseringen toedienen of veranderen van de immuunsuppressieve 

medicijnen, komt het immuunsysteem weer op gang en probeert uit alle macht om het virus te 

beheersen – wat vervolgens resulteert in versnelde leverschade. Op basis van deze gegevens, 

stelden wij dat het voor levertransplantati epati ënten die met HCV besmet zijn, misschien beter is 

om steroïden helemaal te vermijden of ze slechts in lage doses toe te dienen.
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Heden

~ De toekomst heeft  net zo veel invloed op het heden als het verleden ~

Het verleden speelt een belangrijke rol in het ontwerpen van de toekomst en in het bepalen van 

de koers van het heden. Door ervaringen uit het verleden met hormonale immuunsuppressie 

en de bewezen waarde daarvan voor levertransplantati es, werd de noodzaak om nieuwe en 

krachti ger immuunsuppressieve stoff en te ontwikkelen, duidelijk. Een van de belangrijkste 

bijdragen aan het vergroten van de slaagkans van levertransplantati es lag in de ontdekking van 

cyclosporine (CsA) in 1972. Sir Roy Calne ontdekte de krachti ge immuunsuppressieve werking van 

CsA toen hij het gebruikte voor de verbetering van experimentele varkenshartt ransplantati es2, 

niertransplantati es bij mensen3 in 1978 en levertransplantati es bij ratt en4 in 1979. Cyclosporine 

werd in 1980 voor het eerst in levertransplantati es bij menselijke pati ënten gebruikt, waarna 

het al spoedig door de Amerikaanse Food and Drug Administrati on werd goedgekeurd voor 

klinisch gebruik. Dr. Thomas Starzl omschreef cyclosporine als de “sleutel die de deur naar 

transplantati es opent”: de overlevingskansen van een jaar van zijn leverpati ënten in het Health 

Sciences Center van de University of Colorado verdubbelden bijna, van 35 naar 60%. In een 

ander transplantati ecentrum in Stanford de waren overlevingskansen zelfs 80%. Niet alleen 

had cyclosporine een geweldige immuunsuppressieve werking, nieuw onderzoek wees uit 

dat CsA ook een krachti g medicijn was tegen virusinfecti es5. Toen in 19996 het HCV celkweek 

replicati esysteem was ontwikkeld, kwam aan het licht dat CsA een blokkerend eff ect heeft  op 

cyclophilin B7, een functi onele regulator van het RNA-afh ankelijke RNA-polymerase in HCV 

(NS5b)8.

Deze ontdekking leidde tot onderzoek naar de mogelijkheden van andere immuunsuppressieve 

medicijnen die tegenwoordig worden ingezet vanwege hun eff ect op HCV-replicati e. In hoofdstuk 

4 lieten we zien dat, net als CsA, ook mycophenolic acid (MPA), een immuunsuppressieve stof 

die in 1994 werd goedgekeurd voor gebruik, anti virale eigenschappen heeft  die specifi ek gericht 

zijn tegen HCV. Dit is een controversiële stelling. We weten dat MPA het inosine monofosfaat 

dehydrogenase (IMPDH)9 blokkeert, het enzym dat zorgt voor een verandering in het proces 

downstream van de producti e van guanosine nucleoti des. Doordat dit enzym geblokkeerd 

wordt, wordt er veel minder guanosine trifosfaat (GTP) aangemaakt. Dat beperkt de novo 

producti e van DNA en RNA, wat op zijn beurt woekergroei van cellen verhindert – met name 

van lymfocyten – en op die manier heeft  MPA een immuunsuppressief vermogen. Het was 

zonneklaar dat als MPA de novo producti e van DNA en RNA beperkte, het uiteraard ook het 

vermogen van virussen om te vermenigvuldigen, zou verhinderen. Dit was inderdaad het geval 

bij vele virussen, maar in onze handen bleek MPA specifi ek HCV te onderdrukken, los – of in 

ieder geval gedeeltelijk losgekoppeld – van het vermogen van MPA om guanosine te decimeren. 

Dat duidde erop dat MPA twee soorten eff ect heeft  op de replicati e van HCV: een eff ect dat snel 

op gang komt, onafh ankelijk van guanosine, en een langzamer eff ect, dat wel afh ankelijk is van 

guanosine. 

Chapter 11.indd   155 26/04/2008   4:22:40 PM



Chapter 11

PART IV: Summary

Chapter 11 
156

Hoewel MPA duidelijk anti viraal werkt in vitro, is het – net als bij een behandeling met 

alleen ribavirine – ingewikkeld om het eff ect van een in vivo behandeling met alleen MPA 

op de viruslading in HCV te bestuderen. Dat eff ect kan slechts worden waargenomen als 

gekeken wordt naar de anti virale kineti ca in een vroeg stadium. Als MPA zou worden gebruikt 

in combinati e met andere anti virale stoff en, is het mogelijk dat het anti virale eff ect van MPA 

de viruslading in HCV zo ver zou kunnen reduceren dat de anti virale werking van de andere 

stoff en zou worden geacti veerd, waardoor het virus tot onder een bepaald minimumniveau zou 

worden gereduceerd. Als dat gebeurt, kunnen het immuunsysteem en de anti virale behandeling 

het virus gezamenlijk ontt akelen. We hebben een anti viraal eff ect van MPA geconstateerd in 

een replicati emodel van HCV, waar uiteraard geen immuunreacti e van een gastheer optreedt. 

Bij chronische HCV-pati ënten roept de virusreplicati e doorlopend immuunreacti es op bij 

virusspecifi eke T-cellen. Het afremmen van die immuunreacti e door immuunsuppressieve 

medicijnen die deze reacti e onderdrukken, wat gebeurt bij HCV-pati ënten die een donorlever 

hebben ontvangen, zal dan ook naar alle waarschijnlijkheid de virusgroei en de ziekteprogressie 

verergeren. Aangezien MPA een krachti ge immuunsuppressor is, is het voorstelbaar dat het 

eff ect van MPA op virusreplicati e, zoals we dat hebben waargenomen in het repliconmodel, 

in vivo grotendeels teniet wordt gedaan doordat de immuunreacti e wordt onderdrukt (Fig. 2). 

Het eff ect dat immuunsuppressieve medicijnen zoals CsA en MPA op de immuunreacti e van de 

gastheer hebben, doet dus mogelijk de verandering in viruslading weer teniet. 

Hoe MPA virusreplicati e precies tegenhoudt, is nog steeds niet bekend. Van avian reovirus 

is bekend dat het afgebroken wordt door MPA via een klein kerneiwit van het virus, waarvan 

verondersteld wordt dat er sprake is van nucleoside triphosphatase.10, 11 In het HCV-genoom 

is echter geen vergelijkbaar viruseiwit aangetoond, waarmee deze manier van remwerking is 

uitgesloten. Het is mogelijk dat MPA de NS5b-acti viteit in het gedeelte van het enzym dat de 

katalyti sche functi e herbergt, beïnvloedt door nucleoti des kortstondig buitenspel te zett en 

ti jdens RNA-replicati e, net zoals ribavirine. Op deze manier werkt MPA wellicht als mutageen, 

dat de conditi e van het virus aantast en catastrofale fouten bevordert. 

Figuur 2
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Hoe het anti -HCV-eff ect van MPA precies werkt, moet nog worden opgehelderd. In hoofdstuk 

5 onderzochten we de manieren waarop dat anti -HCV-eff ect van MPA mogelijk in zijn werk kon 

gaan. We richtt en ons daarbij specifi ek op het NS5b-polymerase.

Door een vergelijking te maken met andere IMPDH-remmers ontdekten we dat de afname 

van HCV-replicati e door de aanwezigheid van MPA, los stond van vermindering van celwoeker. 

Ook was de afname van HCV-replicati e geen gevolg van het beperken van de nucleoti devoorraad 

die nodig is voor celvermenigvuldiging. 

Met behulp van assays die ontworpen waren om het blokkerende eff ect van NS5b aan 

te tonen, ontdekten we dat MPA het vermogen van NS5b om te functi oneren zoals het bij 

normale virusreplicati e doet, beperkt. Hoewel die beperking niet zo omvangrijk was als in 

eerdere resultaten met de replicon cellijnen, liet ze wel een bepaald eff ect zien van MPA op het 

functi oneren van NS5b. Dat eff ect komt mogelijk tot stand op een manier die vergelijkbaar is 

met die van andere niet-nucleoside remmers, namelijk door zich niet-covalent te koppelen aan 

het hydrofobe, ondiepe gebied in het duimdomein, dichtbij het gedeelte van de polymerase dat 

de katalyti sche functi e herbergt. Dit is echter nog niet bevesti gd. 
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Toekomst

~ Volg niet in het spoor van een bestaand pad.  

Ga waar nog geen pad is en laat een spoor na ~

De toekomst is alti jd onzeker, maar een bestaand pad te volgen, enkel en alleen omdat het er 

is, brengt je volgens mij alleen maar op plekken waar je al geweest bent. Wat ons rest, is het 

verkennen van het onbekende en zo een nieuw pad te maken. De toekomst speelt een belangrijke 

rol in de totstandkoming van dit proefschrift . Ze ligt ten grondslag aan de ontwikkeling van 

nieuwe behandelmethoden om HCV-reïnfecti e in levertransplantati epati ënten te voorkomen, 

en ze staat aan de wieg van een nieuw pad, naar een vooralsnog onbekende bestemming.

De behandeling van HCV blijft  een uitdaging. De processen die spelen bij de levenscyclus 

van het virus moeten verder worden opgehelderd en nieuwe invalshoeken voor behandeling 

moeten worden ontwikkeld. Recente vorderingen hebben het mogelijk gemaakt om nieuwe 

anti virale doelen vast te stellen en nieuwe behandelstrategieën te ontwerpen. In hoofdstuk 

6 werd de toepassing van die strategieën op Hepati ti s C onderzocht. Micro RNA (miRNA) 

moleculen zijn hard op weg om een van de voornaamste aandachtspunten voor onderzoekers 

te worden, zowel voor behandeldoelen als de behandelingen zelf. Een uitstekend voorbeeld 

hiervan is miR-122, een leverspecifi eke ontwikkelingsregulator, die men heeft  kunnen koppelen 

aan HCV-replicati e12: het is zeer interessant om te zien dat miR-122 virusreplicati e bevordert. 

miR-122 is daarmee het eerste miRNA waarvan is aangetoond dat het een niet-eigen element 

reguleert. Men is begonnen met werken aan het reguleren van miR-122, als mogelijke anti virale 

behandeling. Onder voorwaarde dat de vermindering van miR-122 geen nadelige gevolgen heeft , 

zou het mogelijk kunnen zijn om het functi onele replicati evermogen van HCV bijna tot nul terug 

te brengen. Echter, het feit dat de hoeveelheid miR-122 vermindert wanneer er bij knaagdieren 

en mensen sprake is van leverkanker13, wijst op de mogelijke gevaren van functi everlies van 

miR-122. Dat kan het gebruik ervan bij mensen beperken. 

Naast miRNA-regulering van binnenuit, is ontdekt dat van buitenaf klein interfererend RNA 

(siRNA) en anti sense oligonucleoti den (ASO) effi  ciënte instrumenten zijn voor genrepressie. Op 

basis van nucleïnezuur zett en ze de aanval in op goedbeschermde of functi oneel belangrijke 

gebieden binnen het HCV-genoom en op elementen van gastheercellen die noodzakelijk zijn 

voor toegang of replicati e van het virus. Er is extra aandacht voor siRNA’s vanwege hun naar 

het lijkt ongelimiteerde vermogen om genexpressie te reguleren. Enige waakzaamheid is echter 

geboden: we hebben bij de Franse trial van XSCID14, 15 gezien dat een premature klinische trial 

van nieuwe ontdekkingen rampzalig kan uitpakken voor zowel de gehanteerde werkwijze als de 

betrokken pati ënten. Recent zijn de negati eve kanten van dit biologische wondermiddel aan het 

licht gekomen: er kunnen onbedoelde bijwerkingen16 en overexpressie van siRNA17 optreden. 

Zelfs het meest zorgvuldig ontwikkelde siRNA kan homoloog zijn aan niet-specifi eke of niet-

beoogde genen en ook hun uiti ng verminderen, met soms schadelijke gevolgen. De overbelasti ng  
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an siRNA-uiti ng wordt nog zorgwekkender, naarmate door vectoren aangedreven promoters 

effi  ciënter worden: te veel van het goed is vaak eenvoudigweg te veel. Er onstaat dan een 

situati e waarin tot expressie gebracht siRNA met in situ mRNA strijdt om middelen, waardoor 

cellen niet langer kunnen functi oneren. Dus, net als bij alle nieuwe ontdekkingen, moeten we 

ook siRNA niet overhaast willen inzett en, maar wachten tot we gedegen en volledig inzicht 

hebben in de mogelijke waarde ervan en we alle bijverschijnselen in kaart hebben gebracht.

Het probleem van HCV-reïnfecti e is uiteengezet in hoofdstuk 1. Duidelijk is dat er weinig of 

geen mogelijkheden zijn voor de behandeling van ziekteprogressie die gerelateerd is aan HCV-

reïnfecti e. De huidige anti virale behandelingen worden niet goed verdragen en moeten vaak 

worden afgebroken vanwege het risico voor de pati ënt en de mogelijkheid dat er complicati es 

optreden die kunnen leiden tot het verlies van het transplantaat18. We maken gebruik van de 

informati e die we in hoofdstuk 6 hebben opgedaan om een nieuwe, technisch geavanceerde 

methode te ontwikkelen om het probleem van HCV-reïnfecti e na een levertransplantati e op te 

lossen.

Aangezien HCV een positi ef strengig RNA-virus is, is het genoom zelf gevoelig voor afb raak 

door RNA-interferenti e (RNAi). Vele teams hebben specifi eke siRNA-sequenti es ontwikkeld die 

verschillende gebieden van het genoom aanvallen, met signifi cant resultaat. Sommige siRNA-

sequenti es zijn in staat om HCV-replicati e te reduceren tot een bijna onwaarneembaar niveau. 

We onderzochten de literatuur en vonden kandidaat siRNA-sequenti es die HCV in een nieuw 

levertransplantaat verminderen. Hoofdstuk 7 verdiepte zich in het bouwen en testen van 

een derde generati e lenti virale vector die in staat is om meerdere HCV-doelen tegelijkerti jd 

uit te schakelen. Deze nieuwe vector werd ontworpen om haarspeld-RNA (shRNA) cassett es 

gemakkelijker in te brengen, ieder aangedreven door zijn eigen promoter (H1), waardoor 

afzonderlijke, hoge niveaus van ieder shRNA mogelijk werd gemaakt. De cassett es werden 

zodanig ingebracht dat iedere inserti e resulteert in een unieke downstream restricti e site die 

beschikbaar is voor aanvullende H1-shRNA-moleculen.

Uitgaand van de maximale inhoud van lenti virale vectoren (~7000bp), zou met deze methode 

mogelijk tot 21 expressiecassett es met shRNA kunnen worden ingebracht met een enkele 

vector. Er zijn verschillende voordelen verbonden aan het gebruik van enkelvoudige vectoren 

die meerdere shRNA’s bevatt en. Het is zeer onwaarschijnlijk dat, in het kader van klinische 

gentherapie, een enkele levercel geraakt wordt door meerdere vectoren. Wanneer verschillende 

shRNA’s in een enkele vector zijn opgenomen, is de kans dat één cel precies de geschikte 

combinati e van shRNA’s ontvangt, verzekerd. HCV is bijzonder mutati egevoelig door de lage 

betrouwbaarheid van zijn RNA polymerase19. Behandeling van HCV met een enkel medicijn leidt 

dan ook in rap tempo tot het ontstaan van resistente mutanten20, 21, waardoor de behandeling 

krachteloos wordt. Zelfs de krachti gste shRNA’s kunnen het ontstaan van virusmutati es niet 

voorkomen als ze als monotherapie worden gebruikt – hun werking wordt dan al gauw minder 

effi  ciënt en uiteindelijk zijn ze onherroepelijk verouderd. Een meervoudige aanval op een viraal 
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genoom zou de kans moeten vertragen of uitsluiten dat ontglipte mutanten kunnen ontkomen 

aan gecombineerde therapiestrategieën. Om dat te bereiken, hebben we constructi es gebouwd 

die bestaan uit enkelvoudig aanvallende shRNA’s, meervoudige aanvallen op het HCV-genoom 

en een gecombineerde aanval op HCV en CD81, een vermeende coreceptor voor de toegang 

van HCV. De resultaten tonen dat deze shRNA expressievectoren tegelijkerti jd zowel HCV-

replicati e als oppervlakte-expressie van CD81 doeltreff end dempen. Hoewel deze vectoren 

specifi ek de replicati e van het Hepati ti s C-virus en de HCV-infecti e eff ecti ef verminderen, zouden 

meervoudige shRNA’s mogelijk ook eff ecti ef kunnen worden ingezet bij de behandeling van vele 

multi factoriële aandoeningen, zoals diabetes of kanker waarin verschillende genen gemoeid 

zijn met de ziekteprogressie.

Zoals bij elke aandoening, ligt de sleutel tot een succesvolle behandeling vaak in de 

manier waarop de behandeling wordt aangeboden. Bij gentherapie zijn er twee opti es: in 

vivo en ex vivo. In vivo impliceert een behandeling die rechtstreeks wordt toegepast op de 

pati ënt; met ex vivo gaat het verwijderen van cellen of organen van de ontvanger gepaard, die 

vervolgens behandeld worden en teruggeplaatst in de pati ënt. Gerecidiveerd HCV infecteert 

een nieuw levertransplantaat kort na de transplantati e en gedijt goed bij de onderdrukking 

van de immuunreacti e die nodig is om de afstoti ng van het transplantaat te voorkomen. Om te 

voorkomen dat HCV het nieuwe transplantaat overmeestert, moet een aanzienlijk deel van de 

levercellen expressie tonen van de betreff ende gentherapie, waarmee hun een voordeel wordt 

toebedeeld boven niet-behandelde cellen.

In het geval van levertransplantati e doet zich een unieke gelegenheid voor: je kunt een 

transplantaat behandelen voordat het getransplanteerd wordt. De gelegenheid om een 

levertransplantaat aan behandeling te onderwerpen is zeer kortstondig. Daarom is het belangrijk 

dat zo veel mogelijk transducti e tot stand komt in zo weinig mogelijk ti jd, en dat onder de 

conditi es van koude perfusie, ti jdens de fase van orgaanwerving. In hoofdstuk 8 stelden we 

vast dat in celkweekexperimenten de gelegenheid voor transducti e zich voordoet vanaf ti en 

minuten tot twee uur na aanvang van de transducti eprocedure, mogelijkerwijs ti jdens de 

tweede koude perfusie van het transplantaat. Daarbij geldt: hoe langer de incubati eti jd, hoe 

hoger de transducti e. De standaard bewaarvloeistof voor de meeste transplantati eorganen, de 

University of Wisconsin-oplossing (UW)22, zorgde voor uitstekende vectortransducti e. Dat werd 

waargenomen bij uiteenlopende ti jdsspannen, zowel in hypothermische als in normothermische 

omstandigheden. 

Verbindingen zoals colloïden worden gebruikt in perfusieoplossingen om de hydrostati sche 

kracht van de eerste perfusie waarmee het transplantaat wordt doorgespoeld, teniet te doen. 

Daarbij creëren ze een homeostati sche omgeving, waarmee de noodzaak van osmoti sche 

regulati e verdwijnt. Hydroxyethylzetmeel (HES), een colloïde die wordt gebruikt om 

celbeschadiging door hypothermie te voorkomen ti jdens operati es onder algehele verdoving23, 

is een groot bestanddeel van UW. Vastgesteld werd dat dit bestanddeel ten minste deels 
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verantwoordelijk was voor de toename van vectortransductie als resultaat van HES/vector- en 

HES/celinteractie.

Het gebruik van UW in levertransplantaties maakt niet alleen doeltreffende genoverdracht 

ex vivo  mogelijk, maar vergroot dankzij HES ook het vermogen van de vector om meer cellen 

te bereiken, zelfs in koude omstandigheden. Nu het gebruik van op vectoren gebaseerd RNAi-

behandeling in klinieken aan populariteit wint, wordt de noodzaak van ex vivo behandeling 

steeds duidelijker. De drie doelen waar gentherapie zich op richt, zijn het geïsoleerd kunnen 

treffen van specifieke cellen of complete organen, het vermijden van onbedoelde insertie en 

het inzetten van kleinere vectorhoeveelheden. Binnen de context van orgaantransplantatie 

wordt ex vivo transductie onder zowel hypothermische als normothermische omstandigheden 

mogelijk gemaakt door het gebruik van UW. Dat zorgt voor een op maat gesneden aanpak van 

genoverdracht waarin alle drie de doelen kunnen worden meegenomen. 

HCV-reïnfectie is universeel. Het verschijnsel is moeilijk te behandelen bij 

levertransplantatiepatiënten omdat zich complicaties voordoen die te maken hebben met de 

onderdrukking van de immuunreactie en antivirale medicijnen zoals interferon alpha (IFN-α). 

Het was belangrijk om te bepalen of lage doses IFN-α gecombineerd zouden kunnen worden 

met lentiviraal overgedragen RNAi, zodat HCV-reïnfectie in levertransplantatiepatiënten beter 

kan worden voorkomen. Voordat hoofdstuk 9 tot stand kwam, was het effect van exogeen IFN-α 

op transductie en de genexpressie van RNAi van lentivirale vectoren, onbekend. 

De in vitro observaties in hoofdstuk 9 hebben aangetoond dat exogeen IFN-α geen zichtbaar 

effect heeft op lentivirale vectortransductie, dus het lijkt mogelijk om deze twee stoffen te 

gebruiken in een in vivo gecombineerde behandeling. Echter, wanneer we RNAi combineren 

met IFN-α, ligt het grootste punt van zorg in de invloed van exogeen IFN-α op de effectiviteit van 

genrepressie, en niet zozeer in de interactie met een immuunreactie op de vector of de expressie 

van siRNA. We hebben ontdekt dat RNAi zeer effectief blijft op gebied van genrepressie, zelfs 

wanneer er hoge doses IFN-α aanwezig zijn. Daarbij komt dat deze gecombineerde aanpak het 

antivirale effect in het replicon model aanzienlijk heeft versterkt, zonder dat duidelijk kan worden 

aangetoond dat ze elkaars werking verstoren.  Deze nieuwe, gecombineerde aanpak kan het 

misschien mogelijk maken om HCV-infectie in chronisch geïnfecteerde patiënten te vernietigen. 

De unieke voordelen schuilen met name in het voorkómen en behandelen van HCV-reïnfectie 

in het kader van levertransplantaties. Lentiviraal gemedieerd RNAi zou gebruikt kunnen worden 

om een donortransplantaat te modificeren en HCV-reïnfectie na een levertransplantatie te 

voorkomen of vertragen. Tegelijkertijd kunnen lage doses IFN-α gebruikt worden om HCV 

systematisch te behandelen, waardoor de behandeleffecten van beide middelen worden 

vergroot.
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Algemene conclusies

In dit proefschrift  is onze kijk op en behandeling van HCV-reïnfecti e verkend voor het verleden, 

het heden en de toekomst, om zo een bijdrage te leveren aan de ontwikkeling van een 

geavanceerde behandelmethode. In deze verkenning zijn een aantal controversiële stellingen 

geponeerd. In dit proefschrift  is geprobeerd om een aantal discussies over de mogelijke factoren 

die een rol spelen bij het proces van HCV-reïnfecti e na een levertransplantati e, af te sluiten. Dat 

is deels ook gelukt, maar er is ook een lang lopende discussie aangezwengeld, namelijk die 

over de anti virale eigenschappen van mycophenolic acid. Het is interessant dat deze gegevens, 

hoewel ze gepubliceerd zijn in een gerenommeerd medisch ti jdschrift , nog steeds niet zijn 

betwist. Het besef dat de huidige zorgstandaard over het algemeen niet heel eff ecti ef was, 

heeft  geleid tot de ontwikkelingen van een geavanceerde kijk op behandeling. In het proces van 

ontwikkeling, constructi e, toepassing en verfi jning kwam een eff ecti eve behandeling voor HCV-

reïnfecti e tot stand, gebaseerd op gentherapie. Deze behandeling kon worden losgelaten op 

een ex vivo levertransplantaat, zonder de complicati es die een systemati sche behandeling met 

zich meebrengt. In het valideringsproces lieten we de behandeling samen met andere zaken 

(IFN) die een rol kunnen spelen bij de standaardbehandeling van HCV de strijd aangaan. We 

ontdekten dat ze gezamenlijk minstens zo eff ecti ef waren als alleen.

Concluderend kunnen we stellen dat wetenschappelijk onderzoek gegrond moet worden in 

het verleden en toegepast in het heden, en alvast vooruit moet kijken naar de mogelijkheden 

in de toekomst. Dit is nergens zo duidelijk gebleken als in klinisch-wetenschappelijk onderzoek: 

het einddoel, namelijk het genezen van ziektes, wordt bereikt door begrip van het verleden, 

dat toepassen in het heden en het verkennen van een mogelijke toekomst. We leven in een 

technisch fantasti sche wereld met alle mogelijke middelen die ons in staat stellen om zo ver te 

gaan als onze verbeeldingskracht het toelaat.

Het is lasti g om iets te zeggen over HCV-onderzoek uit het verleden, aangezien het een 

betrekkelijk ‘jonge’ ziekte is. Sinds artsen van het bestaan ervan op de hoogte zijn, hebben 

het begrip van de ziekte en ontwikkelingen in behandelmethoden echter een hoge vlucht 

genomen. In 1989 kon HCV enkel nog gekarakteriseerd worden, en dat alleen door te kijken 

naar de ziekteprogressie; nu hebben we een zorgstandaard ontwikkeld die voor 60% van de 

pati ënten eff ecti ef is. Tegenwoordig hebben we een bijna volledig inzicht in de aard van het 

virus en de manier waarop het repliceert. 

De gegevens in dit proefschrift  kunnen in ieder geval door andere wetenschappers als 

basis dienen voor hun onderzoek en daarmee een bijdrage leveren voor ons steeds verder 

voortschrijdend inzicht. Dankzij instrumenten als gentherapie en RNAi en de ontwikkeling van 

betere in vitro en in vivo modellen, kunnen we vooruitkijken naar een toekomst waarin HCV-

gerelateerde leveraandoeningen verleden ti jd zijn. 

Chapter 11.indd   162 26/04/2008   4:22:42 PM



Chapter 11.indd   163 26/04/2008   4:22:42 PM



Part V Appendicies.indd   164 26/04/2008   4:22:53 PM



           

Part V: Appendices

The ability to quote is a serviceable substi tute 
for wit. 

~ Maugham ~

Part V Appendicies.indd   165 26/04/2008   4:22:55 PM



APPENDIX i

References Cited.indd   166 26/04/2008   4:23:11 PM



References Cited

References Cited.indd   167 26/04/2008   4:23:12 PM



References Cited.indd   168 26/04/2008   4:23:12 PM



References

Ap
pe

nd
ix

 i 
16

9

PART V: Appendices 

Chapter 1

1.  Choo QL, Kuo G, Weiner AJ, Overby LR, Bradley DW, 
Houghton M. Isolati on of a cDNA clone derived from a 
blood-borne non-A, non-B viral hepati ti s genome. Science 
(New York, NY 1989 Apr 21; 244(4902): 359-362.

2. Kuo G, Choo QL, Alter HJ, Gitnick GL, Redeker AG, Purcell 
RH, Miyamura T, Dienstag JL, Alter MJ, Stevens CE, et al. An 
assay for circulati ng anti bodies to a major eti ologic virus of 
human non-A, non-B hepati ti s. Science (New York, NY 1989 
Apr 21; 244(4902): 362-364.

3. Lauer GM, Walker BD. Hepati ti s C virus infecti on. The New 
England journal of medicine 2001 Jul 5; 345(1): 41-52.

4. Murphy FA, Fauquet, C.M., Bishop, D.H.L., Ghabrial, 
S.A., Jarvis, A.W., Martelli, G.P., Mayo, M.A., & Summers, 
M.D. Virus Taxomony.  Sixth Report of the Internati onal 
Committ ee on Taxomony of Viruses. Vienna & New York: 
Springer-Verlag, 1995: 424-426.

5. Houghton M, Weiner A, Han J, Kuo G, Choo QL. Molecular 
biology of the hepati ti s C viruses: implicati ons for diagnosis, 
development and control of viral disease. Hepatology 
(Balti more, Md 1991 Aug; 14(2): 381-388.

6. Lohmann V, Hoff mann S, Herian U, Penin F, Bartenschlager 
R. Viral and cellular determinants of hepati ti s C virus RNA 
replicati on in cell culture. Journal of virology 2003 Mar; 
77(5): 3007-3019.

7. Bartenschlager R, Ahlborn-Laake L, Mous J, Jacobsen 
H. Kineti c and structural analyses of hepati ti s C virus 
polyprotein processing. Journal of virology 1994 Aug; 68(8): 
5045-5055.

8. Bartenschlager R, Lohmann V. Replicati on of hepati ti s C 
virus. The Journal of general virology 2000 Jul; 81(Pt 7): 
1631-1648.

9. Suzuki T, Ishii K, Aizaki H, Wakita T. Hepati ti s C viral life cycle. 
Adv Drug Deliv Rev 2007 Oct 10; 59(12): 1200-1212.

10. Sakai A, Claire MS, Faulk K, Govindarajan S, Emerson SU, 
Purcell RH, Bukh J. The p7 polypepti de of hepati ti s C virus 
is criti cal for infecti vity and contains functi onally important 
genotype-specifi c sequences. Proceedings of the Nati onal 
Academy of Sciences of the United States of America 2003 
Sep 30; 100(20): 11646-11651.

11. Lohmann V, Korner F, Koch J, Herian U, Theilmann L, 
Bartenschlager R. Replicati on of subgenomic hepati ti s C 
virus RNAs in a hepatoma cell line. Science (New York, NY 
1999 Jul 2; 285(5424): 110-113.

12. Kolykhalov AA, Mihalik K, Feinstone SM, Rice CM. Hepati ti s 
C virus-encoded enzymati c acti viti es and conserved RNA 
elements in the 3’ nontranslated region are essenti al for 
virus replicati on in vivo. Journal of virology 2000 Feb; 74(4): 
2046-2051.

13. Lundin M, Monne M, Widell A, Von Heijne G, Persson 
MA. Topology of the membrane-associated hepati ti s C 
virus protein NS4B. Journal of virology 2003 May; 77(9): 
5428-5438.

14. Pawlotsky JM. Hepati ti s C virus populati on dynamics during 
infecti on. Current topics in microbiology and immunology 
2006; 299: 261-284.

15. Martell M, Esteban JI, Quer J, Genesca J, Weiner A, Esteban 
R, Guardia J, Gomez J. Hepati ti s C virus (HCV) circulates 
as a populati on of diff erent but closely related genomes: 
quasispecies nature of HCV genome distributi on. Journal of 
virology 1992 May; 66(5): 3225-3229.

16. Baumert TF, Ito S, Wong DT, Liang TJ. Hepati ti s C virus 
structural proteins assemble into viruslike parti cles in insect 
cells. Journal of virology 1998 May; 72(5): 3827-3836.

17. Bartosch B, Bukh J, Meunier JC, Granier C, Engle RE, 
Blackwelder WC, Emerson SU, Cosset FL, Purcell RH. In vitro 
assay for neutralizing anti body to hepati ti s C virus: evidence 
for broadly conserved neutralizati on epitopes. Proceedings 
of the Nati onal Academy of Sciences of the United States of 
America 2003 Nov 25; 100(24): 14199-14204.

18. Wakita T, Pietschmann T, Kato T, Date T, Miyamoto M, Zhao 
Z, Murthy K, Habermann A, Krausslich HG, Mizokami M, 
Bartenschlager R, Liang TJ. Producti on of infecti ous hepati ti s 
C virus in ti ssue culture from a cloned viral genome. Nat 
Med 2005 Jun 12.

19. Pileri P, Uematsu Y, Campagnoli S, Galli G, Falugi F, Petracca 
R, Weiner AJ, Houghton M, Rosa D, Grandi G, Abrignani S. 
Binding of hepati ti s C virus to CD81. Science (New York, NY 
1998 Oct 30; 282(5390): 938-941.

20. Scarselli E, Ansuini H, Cerino R, Roccasecca RM, Acali S, 
Filocamo G, Traboni C, Nicosia A, Cortese R, Vitelli A. The 
human scavenger receptor class B type I is a novel candidate 
receptor for the hepati ti s C virus. The EMBO journal 2002 
Oct 1; 21(19): 5017-5025.

21. Bartosch B, Vitelli A, Granier C, Goujon C, Dubuisson J, 
Pascale S, Scarselli E, Cortese R, Nicosia A, Cosset FL. Cell 
entry of hepati ti s C virus requires a set of co-receptors 
that include the CD81 tetraspanin and the SR-B1 scavenger 
receptor. The Journal of biological chemistry 2003 Oct 24; 
278(43): 41624-41630.

22. Agnello V, Abel G, Elfahal M, Knight GB, Zhang QX. Hepati ti s 
C virus and other fl aviviridae viruses enter cells via low 
density lipoprotein receptor. Proceedings of the Nati onal 
Academy of Sciences of the United States of America 1999 
Oct 26; 96(22): 12766-12771.

23. Gardner JP, Durso RJ, Arrigale RR, Donovan GP, Maddon 
PJ, Dragic T, Olson WC. L-SIGN (CD 209L) is a liver-specifi c 
capture receptor for hepati ti s C virus. Proceedings of the 
Nati onal Academy of Sciences of the United States of 
America 2003 Apr 15; 100(8): 4498-4503.

24. Pohlmann S, Zhang J, Baribaud F, Chen Z, Leslie GJ, Lin G, 
Granelli-Piperno A, Doms RW, Rice CM, McKeati ng JA. 
Hepati ti s C virus glycoproteins interact with DC-SIGN and 
DC-SIGNR. Journal of virology 2003 Apr; 77(7): 4070-4080.

25. Saunier B, Triyatni M, Ulianich L, Maruvada P, Yen P, Kohn 
LD. Role of the asialoglycoprotein receptor in binding and 
entry of hepati ti s C virus structural proteins in cultured 
human hepatocytes. Journal of virology 2003 Jan; 77(1): 
546-559.

26. Evans MJ, von Hahn T, Tscherne DM, Syder AJ, Panis M, 
Wolk B, Hatziioannou T, McKeati ng JA, Bieniasz PD, Rice CM. 
Claudin-1 is a hepati ti s C virus co-receptor required for a 
late step in entry. Nature 2007 Feb 25.

27. Aach RD, Stevens CE, Hollinger FB, Mosley JW, Peterson DA, 
Taylor PE, Johnson RG, Barbosa LH, Nemo GJ. Hepati ti s C 
virus infecti on in post-transfusion hepati ti s. An analysis 
with fi rst- and second-generati on assays. The New England 
journal of medicine 1991 Nov 7; 325(19): 1325-1329.

28.  Dubuisson J, Helle F, Cocquerel L. Early steps of the hepati ti s 
C virus life cycle. Cellular microbiology 2008 Apr; 10(4): 
821-827. 

29. Koretz RL, Brezina M, Polito AJ, Quan S, Wilber J, Dinello 
R, Gitnick G. Non-A, non-B postt ransfusion hepati ti s: 
comparing C and non-C hepati ti s. Hepatology (Balti more, 
Md 1993 Mar; 17(3): 361-365.

30. Shakil AO, Conry-Canti lena C, Alter HJ, Hayashi P, Kleiner 
DE, Tedeschi V, Krawczynski K, Conjeevaram HS, Sallie R, 
Di Bisceglie AM. Volunteer blood donors with anti body 
to hepati ti s C virus: clinical, biochemical, virologic, and 
histologic features. The Hepati ti s C Study Group. Annals of 
internal medicine 1995 Sep 1; 123(5): 330-337.

References Cited.indd   169 26/04/2008   4:23:13 PM



References

PART V: Appendices 

Appendix i 
170

31. Alter MJ. Epidemiology of hepati ti s C in the West. Seminars 
in liver disease 1995 Feb; 15(1): 5-14.

32. Seeff  LB, Buskell-Bales Z, Wright EC, Durako SJ, Alter HJ, 
Iber FL, Hollinger FB, Gitnick G, Knodell RG, Perrillo RP, et 
al. Long-term mortality aft er transfusion-associated non-A, 
non-B hepati ti s. The Nati onal Heart, Lung, and Blood 
Insti tute Study Group. The New England journal of medicine 
1992 Dec 31; 327(27): 1906-1911.

33. Kiyosawa K, Sodeyama T, Tanaka E, Gibo Y, Yoshizawa K, 
Nakano Y, Furuta S, Akahane Y, Nishioka K, Purcell RH, et 
al. Interrelati onship of blood transfusion, non-A, non-B 
hepati ti s and hepatocellular carcinoma: analysis by 
detecti on of anti body to hepati ti s C virus. Hepatology 
(Balti more, Md 1990 Oct; 12(4 Pt 1): 671-675.

34. Fatt ovich G, Giusti na G, Degos F, Tremolada F, Diodati  
G, Almasio P, Nevens F, Solinas A, Mura D, Brouwer JT, 
Thomas H, Njapoum C, Casarin C, Bonetti   P, Fuschi P, Basho 
J, Tocco A, Bhalla A, Galassini R, Noventa F, Schalm SW, 
Realdi G. Morbidity and mortality in compensated cirrhosis 
type C: a retrospecti ve follow-up study of 384 pati ents. 
Gastroenterology 1997 Feb; 112(2): 463-472.

35. McHutchison JG, Gordon SC, Schiff  ER, Shiff man ML, Lee 
WM, Rustgi VK, Goodman ZD, Ling MH, Cort S, Albrecht JK. 
Interferon alfa-2b alone or in combinati on with ribavirin 
as initi al treatment for chronic hepati ti s C. Hepati ti s 
Interventi onal Therapy Group. The New England journal of 
medicine 1998 Nov 19; 339(21): 1485-1492.

36. Reichard O, Norkrans G, Fryden A, Braconier JH, Sonnerborg 
A, Weiland O. Randomised, double-blind, placebo-controlled 
trial of interferon alpha-2b with and without ribavirin for 
chronic hepati ti s C. The Swedish Study Group. Lancet 1998 
Jan 10; 351(9096): 83-87.

37. Poynard T, Marcellin P, Lee SS, Niederau C, Minuk GS, 
Ideo G, Bain V, Heathcote J, Zeuzem S, Trepo C, Albrecht 
J. Randomised trial of interferon alpha2b plus ribavirin for 
48 weeks or for 24 weeks versus interferon alpha2b plus 
placebo for 48 weeks for treatment of chronic infecti on 
with hepati ti s C virus. Internati onal Hepati ti s Interventi onal 
Therapy Group (IHIT). Lancet 1998 Oct 31; 352(9138): 
1426-1432.

38. Manns MP, McHutchison JG, Gordon SC, Rustgi VK, 
Shiff man M, Reindollar R, Goodman ZD, Koury K, Ling M, 
Albrecht JK. Peginterferon alfa-2b plus ribavirin compared 
with interferon alfa-2b plus ribavirin for initi al treatment of 
chronic hepati ti s C: a randomised trial. Lancet 2001 Sep 22; 
358(9286): 958-965.

39. Chevaliez S, Pawlotsky JM. Hepati ti s C virus serologic and 
virologic tests and clinical diagnosis of HCV-related liver 
disease. Internati onal journal of medical sciences 2006; 
3(2): 35-40.

40. Starzl TE, Marchioro TL, Porter KA, Brett schneider L. 
Homotransplantati on of the liver. Transplantati on 1967 Jul; 
5(4): Suppl:790-803.

41. Calne RY, White DJ, Rolles K, Smith DP, Herbertson BM. 
Prolonged survival of pig orthotopic heart graft s treated 
with cyclosporin A. Lancet 1978 Jun 3; 1(8075): 1183-1185.

42. Calne RY. Transplantati on of the liver. Annals of surgery 
1978 Aug; 188(2): 129-138.

43. Maathuis MH, Leuvenink HG, Ploeg RJ. Perspecti ves in 
organ preservati on. Transplantati on 2007 May 27; 83(10): 
1289-1298.

44. Brillanti  S, Vivarelli M, De Ruvo N, Aden AA, Camaggi V, 
D’Errico A, Furlini G, Bellusci R, Roda E, Cavallari A. Slowly 
tapering off  steroids protects the graft  against hepati ti s C 
recurrence aft er liver transplantati on. Liver Transpl 2002 
Oct; 8(10): 884-888.

45. Pollard S. Calcineurin inhibiti on and disease recurrence in 
the hepati ti s C virus-positi ve liver transplant recipient. Liver 
Int 2004 Oct; 24(5): 402-406.

46. Franke EK, Luban J. Inhibiti on of HIV-1 replicati on by 
cyclosporine A or related compounds correlates with the 
ability to disrupt the Gag-cyclophilin A interacti on. Virology 
1996 Aug 1; 222(1): 279-282.

47. Bouchard MJ, Puro RJ, Wang L, Schneider RJ. Acti vati on and 
inhibiti on of cellular calcium and tyrosine kinase signaling 
pathways identi fy targets of the HBx protein involved in 
hepati ti s B virus replicati on. Journal of virology 2003 Jul; 
77(14): 7713-7719.

48. Watashi K, Hijikata M, Hosaka M, Yamaji M, Shimotohno 
K. Cyclosporin A suppresses replicati on of hepati ti s C virus 
genome in cultured hepatocytes. Hepatology (Balti more, 
Md 2003 Nov; 38(5): 1282-1288.

49. Nakagawa M, N. Sakamoto, N. Enomoto, Y. Tanabe, N. 
Kanazawa, T. Koyama, M. Kurosaki, S. Maekawa, T. Yamashiro, 
C-H. Chen, Y. Itsui, S. Kakinuma, M. Watanabe. Specifi c 
inhibiti on of hepati ti s C virus replicati on by cyclosporin 
A. Biochemical and biophysical research communicati ons 
2004 November 2003; 313: 42-47.

50. Nakagawa M, Sakamoto N, Tanabe Y, Koyama T, Itsui Y, Takeda 
Y, Chen CH, Kakinuma S, Oooka S, Maekawa S, Enomoto N, 
Watanabe M. Suppression of hepati ti s C virus replicati on 
by cyclosporin a is mediated by blockade of cyclophilins. 
Gastroenterology 2005 Sep; 129(3): 1031-1041.

51. Watashi K, Ishii N, Hijikata M, Inoue D, Murata T, Miyanari 
Y, Shimotohno K. Cyclophilin B Is a Functi onal Regulator 
of Hepati ti s C Virus RNA Polymerase. Molecular cell 2005 
2005/7/1; 19(1): 111-122.

52. Allison AC, Eugui EM. Mycophenolate mofeti l and its 
mechanisms of acti on. Immunopharmacology 2000 May; 
47(2-3): 85-118.

53. Carter SB, Franklin TJ, Jones DF, Leonard BJ, Mills SD, 
Turner RW, Turner WB. Mycophenolic acid: an anti -cancer 
compound with unusual properti es. Nature 1969 Aug 23; 
223(208): 848-850.

54. Mitsui A, Suzuki S. Immunosuppressive eff ect of 
mycophenolic acid. J Anti biot (Tokyo) 1969 Aug; 22(8): 
358-363.

55. Williams RH, Lively DH, DeLong DC, Cline JC, Sweeny MJ. 
Mycophenolic acid: anti viral and anti tumor properti es. J 
Anti biot (Tokyo) 1968 Jul; 21(7): 463-464.

56. Diamond MS, Zachariah M, Harris E. Mycophenolic acid 
inhibits dengue virus infecti on by preventi ng replicati on of 
viral RNA. Virology 2002 Dec 20; 304(2): 211-221.

57. Gong ZJ, De Meyer S, Clarysse C, Verslype C, Neyts J, De 
Clercq E, Yap SH. Mycophenolic acid, an immunosuppressive 
agent, inhibits HBV replicati on in vitro. Journal of viral 
hepati ti s 1999 May; 6(3): 229-236.

58. Robertson CM, Hermann LL, Coombs KM. Mycophenolic 
acid inhibits avian reovirus replicati on. Anti viral Res 2004 
Oct; 64(1): 55-61.

59. Leyssen P, Balzarini J, De Clercq E, Neyts J. The predominant 
mechanism by which ribavirin exerts its anti viral acti vity in 
vitro against fl aviviruses and paramyxoviruses is mediated 
by inhibiti on of IMP dehydrogenase. Journal of virology 
2005 Feb; 79(3): 1943-1947.

60. Morrey JD, Smee DF, Sidwell RW, Tseng C. Identi fi cati on of 
acti ve anti viral compounds against a New York isolate of 
West Nile virus. Anti viral Res 2002 Jul; 55(1): 107-116.

References Cited.indd   170 26/04/2008   4:23:13 PM



References

Ap
pe

nd
ix

 i 
17

1

PART V: Appendices 

61. Henry SD, Metselaar HJ, Lonsdale RC, Kok A, Haagmans BL, 
Tilanus HW, van der Laan LJ. Mycophenolic Acid Inhibits 
Hepati ti s C Virus Replicati on and Acts in Synergy With 
Cyclosporin A and Interferon-alpha. Gastroenterology 2006 
Nov; 131(5): 1452-1462.

62. Muller HM, Pfaff  E, Goeser T, Kallinowski B, Solbach C, 
Theilmann L. Peripheral blood leukocytes serve as a possible 
extrahepati c site for hepati ti s C virus replicati on. The Journal 
of general virology 1993 Apr; 74 ( Pt 4): 669-676.

63. Lanford RE, Sureau C, Jacob JR, White R, Fuerst TR. 
Demonstrati on of in vitro infecti on of chimpanzee 
hepatocytes with hepati ti s C virus using strand-specifi c RT/
PCR. Virology 1994 Aug 1; 202(2): 606-614.

64. Lanford RE, Chavez D, Chisari FV, Sureau C. Lack of detecti on 
of negati ve-strand hepati ti s C virus RNA in peripheral 
blood mononuclear cells and other extrahepati c ti ssues by 
the highly strand-specifi c rTth reverse transcriptase PCR. 
Journal of virology 1995 Dec; 69(12): 8079-8083.

65. Garcia-Retorti llo M, X. Forns, A. Feliu, E. Moiti nho, J. Costa, 
M. Navasa, A. Rimola, J. Rodes. Hepati ti s C virus during 
and immediately aft er liver transplantati on. Hepatology 
(Balti more, Md 2002 March 2002; 35: 680-687.

66. Bare P, Massud I, Parodi C, Belmonte L, Garcia G, Nebel 
MC, Corti  M, Pinto MT, Bianco RP, Bracco MM, Campos R, 
Ares BR. Conti nuous release of hepati ti s C virus (HCV) by 
peripheral blood mononuclear cells and B-lymphoblastoid 
cell-line cultures derived from HCV-infected pati ents. The 
Journal of general virology 2005 Jun; 86(Pt 6): 1717-1727.

67. Berenguer M, Crippin J, Gish R, Bass N, Bostrom A, Nett o 
G, Alonzo J, Garcia-Kennedy R, Rayon JM, Wright TL. A 
model to predict severe HCV-related disease following liver 
transplantati on. Hepatology (Balti more, Md 2003 Jul; 38(1): 
34-41.

68. Gane EJ, Naoumov NV, Qian KP, Mondelli MU, Maertens G, 
Portmann BC, Lau JY, Williams R. A longitudinal analysis of 
hepati ti s C virus replicati on following liver transplantati on. 
Gastroenterology 1996 Jan; 110(1): 167-177.

69. Ferrell LD, Wright TL, Roberts J, Ascher N, Lake J. Hepati ti s 
C viral infecti on in liver transplant recipients. Hepatology 
(Balti more, Md 1992 Oct; 16(4): 865-876.

70. Berenguer M, Ferrell L, Watson J, Prieto M, Kim M, Rayon 
M, Cordoba J, Herola A, Ascher N, Mir J, Berenguer J, 
Wright TL. HCV-related fi brosis progression following liver 
transplantati on: increase in recent years. J Hepatol 2000 
Apr; 32(4): 673-684.

71. Berenguer M, Prieto M, Rayon JM, Mora J, Pastor M, Orti z 
V, Carrasco D, San Juan F, Burgueno MD, Mir J, Berenguer J. 
Natural history of clinically compensated hepati ti s C virus-
related graft  cirrhosis aft er liver transplantati on. Hepatology 
(Balti more, Md 2000 Oct; 32(4 Pt 1): 852-858.

72. Mazzaferro V, Tagger A, Schiavo M, Regalia E, Pulvirenti  
A, Ribero ML, Coppa J, Romito R, Burgoa L, Zucchini N, 
Urbanek T, Bonino F. Preventi on of recurrent hepati ti s C 
aft er liver transplantati on with early interferon and ribavirin 
treatment. Transplantati on proceedings 2001 Feb-Mar; 
33(1-2): 1355-1357.

73. Abdelmalek MF, Firpi RJ, Soldevila-Pico C, Reed AI, Hemming 
AW, Liu C, Crawford JM, Davis GL, Nelson DR. Sustained 
viral response to interferon and ribavirin in liver transplant 
recipients with recurrent hepati ti s C. Liver Transpl 2004 Feb; 
10(2): 199-207.

74. Stravitz RT, Shiff man ML, Sanyal AJ, Luketi c VA, Sterling RK, 
Heuman DM, Ashworth A, Mills AS, Contos M, Cott erell 
AH, Maluf D, Posner MP, Fisher RA. Eff ects of interferon 
treatment on liver histology and allograft  rejecti on 
in pati ents with recurrent hepati ti s C following liver 
transplantati on. Liver Transpl 2004 Jul; 10(7): 850-858.

75. Kuo A, Terrault NA. Management of hepati ti s C in liver 
transplant recipients. Am J Transplant 2006 Mar; 6(3): 
449-458.

76. Pawlotsky JM. Therapy of hepati ti s C: from empiricism to 
eradicati on. Hepatology (Balti more, Md 2006 Feb; 43(2 
Suppl 1): S207-220.

77. Roche B, Samuel D. Aspects of hepati ti s C virus infecti on 
relati ng to liver transplantati on. European journal of 
gastroenterology & hepatology 2006 Apr; 18(4): 313-320

78. Rosenberg SA, Aebersold P, Cornett a K, Kasid A, Morgan 
RA, Moen R, Karson EM, Lotze MT, Yang JC, Topalian SL, 
et al. Gene transfer into humans--immunotherapy of 
pati ents with advanced melanoma, using tumor-infi ltrati ng 
lymphocytes modifi ed by retroviral gene transducti on. The 
New England journal of medicine 1990 Aug 30; 323(9): 
570-578.

79. Blaese RM, Culver KW, Miller AD, Carter CS, Fleisher T, Clerici 
M, Shearer G, Chang L, Chiang Y, Tolstoshev P, Greenblatt  JJ, 
Rosenberg SA, Klein H, Berger M, Mullen CA, Ramsey WJ, 
Muul L, Morgan RA, Anderson WF. T lymphocyte-directed 
gene therapy for ADA- SCID: initi al trial results aft er 4 years. 
Science (New York, NY 1995 Oct 20; 270(5235): 475-480.

80. Hoogerbrugge PM, van Beusechem VW, Fischer A, Debree 
M, le Deist F, Perignon JL, Morgan G, Gaspar B, Fairbanks 
LD, Skeoch CH, Moseley A, Harvey M, Levinsky RJ, Valerio 
D. Bone marrow gene transfer in three pati ents with 
adenosine deaminase defi ciency. Gene therapy 1996 Feb; 
3(2): 179-183.

81. Bordignon C, Notarangelo LD, Nobili N, Ferrari G, Casorati  
G, Panina P, Mazzolari E, Maggioni D, Rossi C, Servida P, 
Ugazio AG, Mavilio F. Gene therapy in peripheral blood 
lymphocytes and bone marrow for ADA- immunodefi cient 
pati ents. Science (New York, NY 1995 Oct 20; 270(5235): 
470-475.

82. Onodera M, Ariga T, Kawamura N, Kobayashi I, Ohtsu M, 
Yamada M, Tame A, Furuta H, Okano M, Matsumoto S, 
Kotani H, McGarrity GJ, Blaese RM, Sakiyama Y. Successful 
peripheral T-lymphocyte-directed gene transfer for a 
pati ent with severe combined immune defi ciency caused by 
adenosine deaminase defi ciency. Blood 1998 Jan 1; 91(1): 
30-36.

83. Ramsey WJ, Mullen CA, Blaese RM. Retrovirus mediated 
gene transfer as therapy for adenosine deaminase (ADA) 
defi ciency. Leukemia 1995 Oct; 9 Suppl 1: S70.

84. Cavazzana-Calvo M, Hacein-Bey S, de Saint Basile G, Gross 
F, Yvon E, Nusbaum P, Selz F, Hue C, Certain S, Casanova JL, 
Bousso P, Deist FL, Fischer A. Gene therapy of human severe 
combined immunodefi ciency (SCID)-X1 disease. Science 
(New York, NY 2000 Apr 28; 288(5466): 669-672.

85. Marshall E. Clinical research. Gene therapy a suspect in 
leukemia-like disease. Science (New York, NY 2002 Oct 4; 
298(5591): 34-35.

86. Marshall E. Gene therapy. Second child in French trial is 
found to have leukemia. Science (New York, NY 2003 Jan 17; 
299(5605): 320.

87. Kaiser J. Gene therapy. Seeking the cause of induced 
leukemias in X-SCID trial. Science (New York, NY 2003 Jan 
24; 299(5606): 495.

88. Wu X, Li Y, Crise B, Burgess SM. Transcripti on start regions in 
the human genome are favored targets for MLV integrati on. 
Science (New York, NY 2003 Jun 13; 300(5626): 1749-1751.

89. Thrasher AJ, Gaspar HB, Baum C, Modlich U, Schambach A, 
Candotti   F, Otsu M, Sorrenti no B, Scobie L, Cameron E, Blyth 
K, Neil J, Abina SH, Cavazzana-Calvo M, Fischer A. Gene 
therapy: X-SCID transgene leukaemogenicity. Nature 2006 
Sep 21; 443(7109): E5-6; discussion E6-7.

References Cited.indd   171 26/04/2008   4:23:13 PM



References

PART V: Appendices 

Appendix i 
172

90. Yu SF, von Ruden T, Kantoff  PW, Garber C, Seiberg M, Ruther 
U, Anderson WF, Wagner EF, Gilboa E. Self-inacti vati ng 
retroviral vectors designed for transfer of whole genes into 
mammalian cells. Proceedings of the Nati onal Academy of 
Sciences of the United States of America 1986 May; 83(10): 
3194-3198.

91. Miller AD, Eckner RJ, Jolly DJ, Friedmann T, Verma IM. 
Expression of a retrovirus encoding human HPRT in mice. 
Science (New York, NY 1984 Aug 10; 225(4662): 630-632.

92. Naldini L, Blomer U, Gage FH, Trono D, Verma IM. Effi  cient 
transfer, integrati on, and sustained long-term expression of 
the transgene in adult rat brains injected with a lenti viral 
vector. Proceedings of the Nati onal Academy of Sciences 
of the United States of America 1996 Oct 15; 93(21): 
11382-11388.

93. Naldini L, Blomer U, Gallay P, Ory D, Mulligan R, Gage 
FH, Verma IM, Trono D. In vivo gene delivery and stable 
transducti on of nondividing cells by a lenti viral vector. 
Science (New York, NY 1996 Apr 12; 272(5259): 263-267.

94. Stratf ord-Perricaudet LD, Levrero M, Chasse JF, Perricaudet 
M, Briand P. Evaluati on of the transfer and expression in mice 
of an enzyme-encoding gene using a human adenovirus 
vector. Human gene therapy 1990 Fall; 1(3): 241-256.

95. Boulay JL, Perruchoud AP, Reuter J, Bolliger C, Herrmann 
R, Rochlitz C. P21 gene expression as an indicator for the 
acti vity of adenovirus-p53 gene therapy in non-small cell 
lung cancer pati ents. Cancer gene therapy 2000 Sep; 7(9): 
1215-1219.

96. Cooper D, Penny R, Symonds G, Carr A, Gerlach W, Sun 
LQ, Ely J. A marker study of therapeuti cally transduced 
CD4+ peripheral blood lymphocytes in HIV discordant 
identi cal twins. Human gene therapy 1999 May 20; 10(8): 
1401-1421.

97. Koenig S, Conley AJ, Brewah YA, Jones GM, Leath S, Boots 
LJ, Davey V, Pantaleo G, Demarest JF, Carter C, et al. Transfer 
of HIV-1-specifi c cytotoxic T lymphocytes to an AIDS pati ent 
leads to selecti on for mutant HIV variants and subsequent 
disease progression. Nat Med 1995 Apr; 1(4): 330-336.

98. Bovolenta C, Camorali L, Lorini AL, Vallanti  G, Ghezzi S, 
Tambussi G, Lazzarin A, Poli G. In vivo administrati on of 
recombinant IL-2 to individuals infected by HIV down-
modulates the binding and expression of the transcripti on 
factors ying-yang-1 and leader binding protein-1/late 
simian virus 40 factor. J Immunol 1999 Dec 15; 163(12): 
6892-6897.

99. Morgan RA, Walker R. Gene therapy for AIDS using retroviral 
mediated gene transfer to deliver HIV-1 anti sense TAR and 
transdominant Rev protein genes to syngeneic lymphocytes 
in HIV-1 infected identi cal twins. Human gene therapy 1996 
Jun 20; 7(10): 1281-1306.

100. Amado RG, Mitsuyasu RT, Symonds G, Rosenblatt  JD, 
Zack J, Sun LQ, Miller M, Ely J, Gerlach W. A phase I trial 
of autologous CD34+ hematopoieti c progenitor cells 
transduced with an anti -HIV ribozyme. Human gene therapy 
1999 Sep 1; 10(13): 2255-2270.

101. Napoli C, Lemieux C, Jorgensen R. Introducti on of a Chimeric 
Chalcone Synthase Gene into Petunia Results in Reversible 
Co-Suppression of Homologous Genes in trans. Plant Cell 
1990 Apr; 2(4): 279-289.

102. Smith CJ, Watson CF, Bird CR, Ray J, Schuch W, Grierson D. 
Expression of a truncated tomato polygalacturonase gene 
inhibits expression of the endogenous gene in transgenic 
plants. Mol Gen Genet 1990 Dec; 224(3): 477-481.

103. van der Krol AR, Mur LA, Beld M, Mol JN, Stuitje AR. 
Flavonoid genes in petunia: additi on of a limited number of 
gene copies may lead to a suppression of gene expression. 
Plant Cell 1990 Apr; 2(4): 291-299.

104. van der Krol AR, Mur LA, de Lange P, Mol JN, Stuitje AR. 
Inhibiti on of fl ower pigmentati on by anti sense CHS genes: 
promoter and minimal sequence requirements for the 
anti sense eff ect. Plant molecular biology 1990 Apr; 14(4): 
457-466.

105. Baulcombe DC. Molecular biology. Unwinding RNA 
silencing. Science (New York, NY 2000 Nov 10; 290(5494): 
1108-1109.

106. Matzke MA, Mett e MF, Matzke AJ. Transgene silencing by 
the host genome defense: implicati ons for the evoluti on of 
epigeneti c control mechanisms in plants and vertebrates. 
Plant molecular biology 2000 Jun; 43(2-3): 401-415.

107. Elbashir SM, Harborth J, Lendeckel W, Yalcin A, Weber K, 
Tuschl T. Duplexes of 21-nucleoti de RNAs mediate RNA 
interference in cultured mammalian cells. Nature 2001 May 
24; 411(6836): 494-498.

108. Fire A, S.Q. Xu, M.K. Montgomery, S.A. Kostas, S.E. Driver, 
C.C. Mello. Potent and specifi c interference by double-
stranded RNA in Caenorhabditi t elegans. Nature 1998 
February 19 1998; 391: 806-811.

109. Zamore PD. RNA interference: listening to the sound of 
silence. Nat Struct Biol 2001 Sep; 8(9): 746-750.

110. Hammond SM. Dicing and slicing The core machinery of the 
RNA interference pathway. FEBS lett ers 2005 Sep 27.

111. Andino R. RNAi puts a lid on virus replicati on. Nature 
biotechnology 2003 Jun; 21(6): 629-630.

112. Schutz S, Sarnow P. Interacti on of viruses with the 
mammalian RNA interference pathway. Virology 2006 Jan 
5; 344(1): 151-157.

113. Bernstein E, Caudy AA, Hammond SM, Hannon GJ. Role 
for a bidentate ribonuclease in the initi ati on step of RNA 
interference. Nature 2001 Jan 18; 409(6818): 363-366.

114. Hammond SM, E. Bernstein, D. Beach, G.J. Hannon. An 
RNA-directed nuclease mediates post-transcripti onal gene 
silencing in Drosophila cells. Nature 2000 March 16 2000; 
404: 293-296.

115. Jacque JM, Triques K, Stevenson M. Modulati on of HIV-1 
replicati on by RNA interference. Nature 2002 Jul 25; 
418(6896): 435-438.

116. Novina CD, M.F. Murray, D.M. Dykxhoorn, P.J. Beresford, J. 
Riess, S-K. Lee, R.G. Collman, J. Lieberman, P. Shankar, P.A. 
Sharp. siRNA-directed inhibiti on of HIV-1 infecti on. Nat Med 
2002 July 2002; 8(7): 681-686.

117. Gitlin L, Karelsky S, Andino R. Short interfering RNA confers 
intracellular anti viral immunity in human cells. Nature 2002 
Jul 25; 418(6896): 430-434.

118. Ge Q, McManus MT, Nguyen T, Shen CH, Sharp PA, Eisen 
HN, Chen J. RNA interference of infl uenza virus producti on 
by directly targeti ng mRNA for degradati on and indirectly 
inhibiti ng all viral RNA transcripti on. Proceedings of the 
Nati onal Academy of Sciences of the United States of 
America 2003 Mar 4; 100(5): 2718-2723.

119. Konishi M, Wu CH, Wu GY. Inhibiti on of HBV replicati on 
by siRNA in a stable HBV-producing cell line. Hepatology 
(Balti more, Md 2003 Oct; 38(4): 842-850.

120. Kronke J, Kitt ler R, Buchholz F, Windisch MP, Pietschmann 
T, Bartenschlager R, Frese M. Alternati ve approaches for 
effi  cient inhibiti on of hepati ti s C virus RNA replicati on by 
small interfering RNAs. Journal of virology 2004 Apr; 78(7): 
3436-3446.

References Cited.indd   172 26/04/2008   4:23:13 PM



References

Ap
pe

nd
ix

 i 
17

3

PART V: Appendices 

121. Wilson JA, S. Jayasena, A. Khvorova, S. Sabati nos, I.G. 
Rodrigue-Gervais, S. Arya, F. Sarangi, M. Harris-Brandts, S. 
Beaulieu, C.D. Richardson. RNA interference blocks gene 
expression and RNA synthesis from hepati ti s C replicons 
propagated in human liver cells. Proceedings of the Nati onal 
Academy of Sciences of the United States of America 2003 
March 4 2003; 100(5): 2783-2788.

122. Yokota T, N. Sakamoto, N. Enomoto, Y. Tanabe, M. Miyagishi, 
S. Maekawa, L. Yi, M. Kurosaki, K. Taira, M. Watanabe, H. 
Mizusawa. Inhibiti on of intracellular hepati ti s C virus 
replicati on by syntheti c and vector-derived small interfering 
RNAs. European Molecular Biology Organizati on 2003 April 
3 2003; 4(6): 602-608.

123. Ji J, M. Wernli, T. Klimkait, P. Erb. Enhnced gene silencing by 
the applicati on of multi ple specifi c small interfering RNA’s. 
Federati on of European  Biochemical Societi es 2003; 552: 
247-252.

124. Henry SD, van der Wegen P, Metselaar HJ, Tilanus HW, 
Scholte BJ, van der Laan LJ. Simultaneous targeti ng of HCV 
replicati on and viral binding with a single lenti viral vector 
containing multi ple RNA interference expression cassett es. 
Mol Ther 2006 Oct; 14(4): 485-493.

Chapter 3

1. Starzl T. E., T. L. Marchioro, K. A. Porter, et al.  1967. 
Homotransplantati on of the liver. Transplantati on 
5:Suppl:790-803

2. Everson G. T.  2002. Impact of immunosuppressive therapy 
on recurrence of hepati ti s C. Liver Transpl 8:S19-27

3. Calleja J. L., A. Albillos, G. Cacho, et al.  1996. Interferon and 
prednisone therapy in chronic hepati ti s C with non-organ-
specifi c anti bodies. J Hepatol 24:308-312

4. Fong T. L., B. Valinluck, S. Govindarajan, et al.  1994. Short-
term prednisone therapy aff ects aminotransferase acti vity 
and hepati ti s C virus RNA levels in chronic hepati ti s C. 
Gastroenterology 107:196-199

5. Magrin S., A. Craxi, C. Fabiano, et al.  1994. Hepati ti s C 
viremia in chronic liver disease: relati onship to interferon-
alpha or corti costeroid treatment. Hepatology (Balti more, 
Md 19:273-279

6. Gane E. J., N. V. Naoumov, K. P. Qian, et al.  1996. A 
longitudinal analysis of hepati ti s C virus replicati on following 
liver transplantati on. Gastroenterology 110:167-177

7. Gane E. J., B. C. Portmann, N. V. Naoumov, et al.  1996. 
Long-term outcome of hepati ti s C infecti on aft er liver 
transplantati on. The New England journal of medicine 
334:815-820

8. Fukumoto T., T. Berg, Y. Ku, et al.  1996. Viral dynamics of 
hepati ti s C early aft er orthotopic liver transplantati on: 
evidence for rapid turnover of serum virions. Hepatology 
(Balti more, Md 24:1351-1354

9. Boor P. P., H. J. Metselaar, S. Mancham, et al.  2006. 
Prednisolone suppresses the functi on and promotes 
apoptosis of plasmacytoid dendriti c cells. Am J Transplant 
6:2332-2341

10. Rosen H. R., D. J. Hinrichs, D. R. Gretch, et al.  1999. 
Associati on of multi specifi c CD4(+) response to hepati ti s 
C and severity of recurrence aft er liver transplantati on. 
Gastroenterology 117:926-932

11. Papatheodoridis G. V., S. G. Barton, D. Andrew, et al.  1999. 
Longitudinal variati on in hepati ti s C virus (HCV) viraemia 
and early course of HCV infecti on aft er liver transplantati on 
for HCV cirrhosis: the role of diff erent immunosuppressive 
regimens. Gut 45:427-434

12. Papatheodoridis G. V., S. Davies, A. P. Dhillon, et al.  
2001. The role of diff erent immunosuppression in the 
long-term histological outcome of HCV reinfecti on aft er 
liver transplantati on for HCV cirrhosis. Transplantati on 
72:412-418

13. Filipponi F., F. Callea, M. Salizzoni, et al.  2004. Double-blind 
comparison of hepati ti s C histological recurrence Rate in 
HCV+ Liver transplant recipients given basiliximab + steroids 
or basiliximab + placebo, in additi on to cyclosporine and 
azathioprine. Transplantati on 78:1488-1495

14. Llado L., X. Xiol, J. Figueras, et al.  2006. Immunosuppression 
without steroids in liver transplantati on is safe and reduces 
infecti on and metabolic complicati ons: results from a 
prospecti ve multi center randomized study. J Hepatol 
44:710-716

15. Kuo A., N. A. Terrault.  2006. Management of hepati ti s C in 
liver transplant recipients. Am J Transplant 6:449-458

16. Berenguer M., V. Aguilera, M. Prieto, et al.  2006. Signifi cant 
improvement in the outcome of HCV-infected transplant 
recipients by avoiding rapid steroid tapering and potent 
inducti on immunosuppression. J Hepatol 44:717-722

17. Brillanti  S., M. Vivarelli, N. De Ruvo, et al.  2002. Slowly 
tapering off  steroids protects the graft  against hepati ti s 
C recurrence aft er liver transplantati on. Liver Transpl 
8:884-888

18. Lake J. R.  2003. The role of immunosuppression in 
recurrence of hepati ti s C. Liver Transpl 9:S63-66

19. Eghtesad B., J. J. Fung, A. J. Demetris, et al.  2005. 
Immunosuppression for liver transplantati on in HCV-
infected pati ents: mechanism-based principles. Liver 
Transpl 11:1343-1352

20. Lohmann V., F. Korner, J. Koch, et al.  1999. Replicati on of 
subgenomic hepati ti s C virus RNAs in a hepatoma cell line. 
Science 285:110-113

21. Henry S. D., H. J. Metselaar, R. C. Lonsdale, et al.  2006. 
Mycophenolic Acid Inhibits Hepati ti s C Virus Replicati on and 
Acts in Synergy With Cyclosporin A and Interferon-alpha. 
Gastroenterology 131:1452-1462

22. Henry S. D., P. van der Wegen, H. J. Metselaar, et al.  2006. 
Simultaneous targeti ng of HCV replicati on and viral binding 
with a single lenti viral vector containing multi ple RNA 
interference expression cassett es. Mol Ther 14:485-493

23. Windisch M. P., M. Frese, A. Kaul, et al.  2005. Dissecti ng 
the interferon-induced inhibiti on of hepati ti s C virus 
replicati on by using a novel host cell line. Journal of virology 
79:13778-13793

24. Auwardt R. B., S. J. Mudge, C. G. Chen, et al.  1998. 
Regulati on of nuclear factor kappaB by corti costeroids in rat 
mesangial cells. J Am Soc Nephrol 9:1620-1628

25. Miyazawa K., A. Mori, H. Okudaira.  1998. Regulati on of 
interleukin-1beta-induced interleukin-6 gene expression 
in human fi broblast-like synoviocytes by glucocorti coids. 
Journal of biochemistry 124:1130-1137

26. John M., S. J. Hirst, P. J. Jose, et al.  1997. Human airway 
smooth muscle cells express and release RANTES in 
response to T helper 1 cytokines: regulati on by T helper 2 
cytokines and corti costeroids. J Immunol 158:1841-1847

27. Ray A., K. E. Prefontaine.  1994. Physical associati on 
and functi onal antagonism between the p65 subunit of 
transcripti on factor NF-kappa B and the glucocorti coid 
receptor. Proceedings of the Nati onal Academy of Sciences 
of the United States of America 91:752-756

References Cited.indd   173 26/04/2008   4:23:14 PM



References

PART V: Appendices 

Appendix i 
174

28. Sheppard K. A., K. M. Phelps, A. J. Williams, et al.  1998. 
Nuclear integrati on of glucocorti coid receptor and nuclear 
factor-kappaB signaling by CREB-binding protein and steroid 
receptor coacti vator-1. The Journal of biological chemistry 
273:29291-29294

29. De Bosscher K., M. L. Schmitz, W. Vanden Berghe, et al.  
1997. Glucocorti coid-mediated repression of nuclear 
factor-kappaB-dependent transcripti on involves direct 
interference with transacti vati on. Proceedings of the 
Nati onal Academy of Sciences of the United States of 
America 94:13504-13509

30. Nissen R. M., K. R. Yamamoto.  2000. The glucocorti coid 
receptor inhibits NFkappaB by interfering with serine-2 
phosphorylati on of the RNA polymerase II carboxy-terminal 
domain. Genes & development 14:2314-2329

31. De Bosscher K., W. Vanden Berghe, L. Vermeulen, et al.  
2000. Glucocorti coids repress NF-kappaB-driven genes by 
disturbing the interacti on of p65 with the basal transcripti on 
machinery, irrespecti ve of coacti vator levels in the cell. 
Proceedings of the Nati onal Academy of Sciences of the 
United States of America 97:3919-3924

Chapter 4

1. Berenguer M, Prieto M, San Juan F, Rayon JM, Marti nez F, 
Carrasco D, Moya A, Orbis F, Mir J, Berenguer J. Contributi on 
of donor age to the recent decrease in pati ent survival 
among HCV-infected liver transplant recipients. Hepatology 
2002;36:202-10.

2. Everson GT. Impact of immunosuppressive therapy 
on recurrence of hepati ti s C. Liver Transplantati on 
2002;8:S19-S27.

3. Brillanti  S, Vivarelli M, De Ruvo N, Aden AA, Camaggi V, 
D’Errico A, Furlini G, Bellusci R, Roda E, Cavallari A. Slowly 
tapering off  steroids protects the graft  against hepati ti s 
C recurrence aft er liver transplantati on. Liver Transpl 
2002;8:884-8.

4. Pollard S. Calcineurin inhibiti on and disease recurrence in 
the hepati ti s C virus-positi ve liver transplant recipient. Liver 
Int 2004;24:402-6.

5. Franke EK, Luban J. Inhibiti on of HIV-1 replicati on by 
cyclosporine A or related compounds correlates with the 
ability to disrupt the Gag-cyclophilin A interacti on. Virology 
1996;222:279-82.

6. Bouchard MJ, Puro RJ, Wang L, Schneider RJ. Acti vati on and 
inhibiti on of cellular calcium and tyrosine kinase signaling 
pathways identi fy targets of the HBx protein involved in 
hepati ti s B virus replicati on. J Virol 2003;77:7713-9.

7. Watashi K, Hijikata M, Hosaka M, Yamaji M, Shimotohno 
K. Cyclosporin A suppresses replicati on of hepati ti s 
C virus genome in cultured hepatocytes. Hepatology 
2003;38:1282-8.

8. Nakagawa M, N. Sakamoto, N. Enomoto, Y. Tanabe, N. 
Kanazawa, T. Koyama, M. Kurosaki, S. Maekawa, T. Yamashiro, 
C-H. Chen, Y. Itsui, S. Kakinuma, M. Watanabe. Specifi c 
inhibiti on of hepati ti s C virus replicati on by cyclosporin A. 
Biochem Biophys Res Commun 2004;313:42-47.

9. Nakagawa M, Sakamoto N, Tanabe Y, Koyama T, Itsui Y, 
Takeda Y, Chen CH, Kakinuma S, Oooka S, Maekawa S, 
Enomoto N, Watanabe M. Suppression of hepati ti s C virus 
replicati on by cyclosporin a is mediated by blockade of 
cyclophilins. Gastroenterology 2005;129:1031-41.

10. Watashi K, Ishii N, Hijikata M, Inoue D, Murata T, Miyanari 
Y, Shimotohno K. Cyclophilin B Is a Functi onal Regulator 
of Hepati ti s C Virus RNA Polymerase. Molecular Cell 
2005;19:111-122.

11. Allison AC, Eugui EM. Mycophenolate mofeti l and 
its mechanisms of acti on. Immunopharmacology 
2000;47:85-118.

12. Carter SB, Franklin TJ, Jones DF, Leonard BJ, Mills SD, 
Turner RW, Turner WB. Mycophenolic acid: an anti -
cancer compound with unusual properti es. Nature 
1969;223:848-50.

13. Mitsui A, Suzuki S. Immunosuppressive eff ect of 
mycophenolic acid. J Anti biot (Tokyo) 1969;22:358-63.

14. Williams RH, Lively DH, DeLong DC, Cline JC, Sweeny MJ. 
Mycophenolic acid: anti viral and anti tumor properti es. J 
Anti biot (Tokyo) 1968;21:463-4.

15. Diamond MS, Zachariah M, Harris E. Mycophenolic acid 
inhibits dengue virus infecti on by preventi ng replicati on of 
viral RNA. Virology 2002;304:211-21.

16. Gong ZJ, De Meyer S, Clarysse C, Verslype C, Neyts J, De 
Clercq E, Yap SH. Mycophenolic acid, an immunosuppressive 
agent, inhibits HBV replicati on in vitro. J Viral Hepat 
1999;6:229-36.

17. Robertson CM, Hermann LL, Coombs KM. Mycophenolic 
acid inhibits avian reovirus replicati on. Anti viral Res 
2004;64:55-61.

18. Leyssen P, Balzarini J, De Clercq E, Neyts J. The predominant 
mechanism by which ribavirin exerts its anti viral acti vity in 
vitro against fl aviviruses and paramyxoviruses is mediated by 
inhibiti on of IMP dehydrogenase. J Virol 2005;79:1943-7.

19. Morrey JD, Smee DF, Sidwell RW, Tseng C. Identi fi cati on of 
acti ve anti viral compounds against a New York isolate of 
West Nile virus. Anti viral Res 2002;55:107-16.

20. Hermann LL, Coombs KM. Inhibiti on of reovirus by 
mycophenolic acid is associated with the M1 genome 
segment. J Virol 2004;78:6171-9.

21. Kornberg A, Kupper B, Tannapfel A, Hommann M, Scheele 
J. Impact of mycophenolate mofeti l versus azathioprine on 
early recurrence of hepati ti s C aft er liver transplantati on. Int 
Immunopharmacol 2005;5:107-15.

22. Bahra M, Neumann UI, Jacob D, Puhl G, Klupp J, Langrehr 
JM, Berg T, Neuhaus P. MMF and calcineurin taper in 
recurrent hepati ti s C aft er liver transplantati on: impact on 
histological course. Am J Transplant 2005;5:406-11.

23. Jain A, Kashyap R, Demetris AJ, Eghstesad B, Pokharna R, 
Fung JJ. A prospecti ve randomized trial of mycophenolate 
mofeti l in liver transplant recipients with hepati ti s C. Liver 
Transpl 2002;8:40-6.

24. Platz KP, Mueller AR, Willimski C, Mansoorian B, Berg T, 
Neuhaus R, Hopf U, Radke C, Neuhaus P. Indicati on for 
mycophenolate mofeti l therapy in hepati ti s C pati ents 
undergoing liver transplantati on. Transplant Proc 
1998;30:2232-3.

25. Zekry A, Gleeson M, Guney S, McCaughan GW. A prospecti ve 
cross-over study comparing the eff ect of mycophenolate 
versus azathioprine on allograft  functi on and viral load 
in liver transplant recipients with recurrent chronic HCV 
infecti on. Liver Transpl 2004;10:52-7.

26. Firpi RJ, Nelson DR, Davis GL. Lack of anti viral eff ect of a short 
course of mycophenolate mofeti l in pati ents with chronic 
hepati ti s C virus infecti on. Liver Transpl 2003;9:57-61.

27. Fasola CG, Nett o GJ, Jennings LW, Christensen LL, Molmenti  
EP, Sanchez EQ, Levy MF, Goldstein RM, Klintmalm GB. 
Recurrence of hepati ti s C in liver transplant recipients 
treated with mycophenolate mofeti l. Transplant Proc 
2002;34:1563-4.

References Cited.indd   174 26/04/2008   4:23:14 PM



References

Ap
pe

nd
ix

 i 
17

5

PART V: Appendices 

28. Nakabayashi H, Taketa K, Miyano K, Yamane T, Sato J. 
Growth of human hepatoma cells lines with diff erenti ated 
functi ons in chemically defi ned medium. Cancer Res 
1982;42:3858-63.

29. Frese M, Schwarzle V, Barth K, Krieger N, Lohmann V, Mihm 
S, Haller O, Bartenschlager R. Interferon-gamma inhibits 
replicati on of subgenomic and genomic hepati ti s C virus 
RNAs. Hepatology 2002;35:694-703.

30. Reed LMH. A simple method for esti mati ng fi ft y percent end 
points. Amer J Hyg 1938;27:493-497.

31. Philpott  NJ, Turner AJ, Scopes J, Westby M, Marsh JC, 
Gordon-Smith EC, Dalgleish AG, Gibson FM. The use of 
7-amino acti nomycin D in identi fying apoptosis: simplicity 
of use and broad spectrum of applicati on compared with 
other techniques. Blood 1996;87:2244-51.

32. Haworth R, Platt  N, Keshav S, Hughes D, Darley E, Suzuki H, 
Kurihara Y, Kodama T, Gordon S. The macrophage scavenger 
receptor type A is expressed by acti vated macrophages and 
protects the host against lethal endotoxic shock. J Exp Med 
1997;186:1431-9.

33. Livak KJ, Schmitt gen TD. Analysis of relati ve gene expression 
data using real-ti me quanti tati ve PCR and the 2(-Delta Delta 
C(T)) Method. Methods 2001;25:402-8.

34. Berenbaum MC. What is synergy? Pharmacol Rev 
1989;41:93-141.

35. Maniere TCE, V.A. Raymond, Andre M. Bilodeau. Cyclosporin 
reduces hepati ti s C virus replicati on in the replicon model. J 
Hepatol 2004;40:S120.

36. Patel CG, Akhlaghi F. High-performance liquid chromatography 
method for the determinati on of mycophenolic acid and its 
acyl and phenol glucuronide metabolites in human plasma. 
Ther Drug Monit 2006;28:116-22.

37. Matsuzawa Y, Nakase, T. Metabolic fate of ethyl O-[N-(p-
carboxyphenyl)-carbamoyl] mycophenolate (CAM), a new 
anti tumor agent, in experimental animals. J Parmacobiodyn 
1984;7:776-83.

38. Cole E, Midtvedt K, Johnston A, Patti  son J, O’Grady C. 
Recommendati ons for the implementati on of Neoral 
C(2) monitoring in clinical practi ce. Transplantati on 
2002;73:S19-22.

39. Niederberger W, M. Lemaire, G. Maurer, K. Nussbaumer, 
and O. Wagner. Distrubuti on and binding of cyclosporin in 
blood and ti ssues. Transplant Proc 1983;15:2419-2421.

40. Lensmeyer GL, Wiebe DA, Carlson IH, Subramanian R. 
Concentrati ons of cyclosporin A and its metabolites in 
human ti ssues postmortem. J Anal Toxicol 1991;15:110-5.

41. Zhou S, Liu R, Baroudy BM, Malcolm BA, Reyes GR. The 
eff ect of ribavirin and IMPDH inhibitors on hepati ti s C virus 
subgenomic replicon RNA. Virology 2003;310:333-42.

42. Molcan. Mychophenolate Mofeti l. htt p://www.molcan.
com/mycophenolate.htm 2005.

43. Wiesner RH, Shorr JS, Steff en BJ, Chu AH, Gordon RD, Lake 
JR. Mycophenolate mofeti l combinati on therapy improves 
long-term outcomes aft er liver transplantati on in pati ents 
with and without hepati ti s C. Liver Transpl 2005;11:750-9.

44. Fasola CG, Nett o GJ, Christensen LL, Molmenti  EP, Sanchez 
EQ, Levy MF, Goldstein RM, Klintmalm GB. Delay of 
hepati ti s C recurrence in liver transplant recipients: impact 
of mycophenolate mofeti l on transplant recipients with 
severe acute rejecti on or with renal dysfuncti on. Transplant 
Proc 2002;34:1561-2.

45. Nelson DR, Soldevila-Pico C, Reed A, Abdelmalek MF, 
Hemming AW, Van der Werf WJ, Howard R, Davis GL. 
Anti -interleukin-2 receptor therapy in combinati on with 
mycophenolate mofeti l is associated with more severe 
hepati ti s C recurrence aft er liver transplantati on. Liver 
Transpl 2001;7:1064-70.

46. Wiesner R, Rabkin J, Klintmalm G, McDiarmid S, Langnas 
A, Punch J, McMaster P, Kalayoglu M, Levy G, Freeman R, 
Bismuth H, Neuhaus P, Mamelok R, Wang W. A randomized 
double-blind comparati ve study of mycophenolate mofeti l 
and azathioprine in combinati on with cyclosporine and 
corti costeroids in primary liver transplant recipients. Liver 
Transpl 2001;7:442-50.

47. Platz KP, Mueller AR, Berg T, Neuhaus R, Hopf U, Lobeck 
H, Neuhaus P. Searching for the opti mal management of 
hepati ti s C pati ents aft er liver transplantati on. Transpl Int 
1998;11 Suppl 1:S209-11.

48. Pawlotsky JM, Dahari H, Neumann AU, Hezode C, 
Germanidis G, Lonjon I, Castera L, Dhumeaux D. Anti viral 
acti on of ribavirin in chronic hepati ti s C. Gastroenterology 
2004;126:703-14.

49. Herrine SK, Brown RS, Jr., Bernstein DE, Ondovik MS, Lentz 
E, Te H. Peginterferon alpha-2a combinati on therapies in 
chronic hepati ti s C pati ents who relapsed aft er or had a viral 
breakthrough on therapy with standard interferon alpha-2b 
plus ribavirin: a pilot study of effi  cacy and safety. Dig Dis Sci 
2005;50:719-26.

50. Cornberg M, Hinrichsen H, Teuber G, Berg T, Naumann U, 
Falkenberg C, Zeuzem S, Manns MP. Mycophenolate mofeti l 
in combinati on with recombinant interferon alfa-2a in 
interferon-nonresponder pati ents with chronic hepati ti s C. J 
Hepatol 2002;37:843-7.

51. Garcia-Retorti llo M, X. Forns, A. Feliu, E. Moiti nho, J. Costa, 
M. Navasa, A. Rimola, J. Rodes. Hepati ti s C virus during 
and immediately aft er liver transplantati on. Hepatology 
2002;35:680-687.

52. Crabtree GW, Henderson JF. Pathways of purine 
ribonucleoti de catabolism in Ehrlich ascites tumor cells in 
vitro. Can J Biochem 1971;49:959-63.

53. Stangl JR, Carroll KL, Illichmann M, Striker R. Eff ect of 
anti metabolite immunosuppressants on Flaviviridae, 
including hepati ti s C virus. Transplantati on 2004;77:562-7.

Chapter 5

1. Allison AC, Eugui EM. Mycophenolate mofeti l and its 
mechanisms of acti on. Immunopharmacology 2000 May; 
47(2-3): 85-118.

2. Carter SB, Franklin TJ, Jones DF, Leonard BJ, Mills SD, 
Turner RW, Turner WB. Mycophenolic acid: an anti -cancer 
compound with unusual properti es. Nature 1969 Aug 23; 
223(208): 848-850.

3. Mitsui A, Suzuki S. Immunosuppressive eff ect of 
mycophenolic acid. The Journal of anti bioti cs 1969 Aug; 
22(8): 358-363.

4. Williams RH, Lively DH, DeLong DC, Cline JC, Sweeny MJ. 
Mycophenolic acid: anti viral and anti tumor properti es. The 
Journal of anti bioti cs 1968 Jul; 21(7): 463-464.

5. Diamond MS, Zachariah M, Harris E. Mycophenolic acid 
inhibits dengue virus infecti on by preventi ng replicati on of 
viral RNA. Virology 2002 Dec 20; 304(2): 211-221.

6. Gong ZJ, De Meyer S, Clarysse C, Verslype C, Neyts J, De 
Clercq E, Yap SH. Mycophenolic acid, an immunosuppressive 
agent, inhibits HBV replicati on in vitro. Journal of viral 
hepati ti s 1999 May; 6(3): 229-236.

References Cited.indd   175 26/04/2008   4:23:14 PM



References

PART V: Appendices 

Appendix i 
176

7. Hermann LL, Coombs KM. Inhibiti on of reovirus by 
mycophenolic acid is associated with the M1 genome 
segment. Journal of virology 2004 Jun; 78(12): 6171-6179.

8. Robertson CM, Hermann LL, Coombs KM. Mycophenolic 
acid inhibits avian reovirus replicati on. Anti viral Res 2004 
Oct; 64(1): 55-61.

9. Leyssen P, Balzarini J, De Clercq E, Neyts J. The predominant 
mechanism by which ribavirin exerts its anti viral acti vity in 
vitro against fl aviviruses and paramyxoviruses is mediated 
by inhibiti on of IMP dehydrogenase. Journal of virology 
2005 Feb; 79(3): 1943-1947.

10. Morrey JD, Smee DF, Sidwell RW, Tseng C. Identi fi cati on of 
acti ve anti viral compounds against a New York isolate of 
West Nile virus. Anti viral Res 2002 Jul; 55(1): 107-116.

11. Henry SD, Metselaar HJ, Lonsdale RC, Kok A, Haagmans BL, 
Tilanus HW, van der Laan LJ. Mycophenolic Acid Inhibits 
Hepati ti s C Virus Replicati on and Acts in Synergy With 
Cyclosporin A and Interferon-alpha. Gastroenterology 2006 
Nov; 131(5): 1452-1462.

12. Lohmann V, Korner F, Koch J, Herian U, Theilmann L, 
Bartenschlager R. Replicati on of subgenomic hepati ti s C 
virus RNAs in a hepatoma cell line. Science (New York, NY 
1999 Jul 2; 285(5424): 110-113.

13. Gozdek A, Zhukov I, Polkowska A, Poznanski J, Stankiewicz-
Drogon A, Pawlowicz JM, Zagorski-Ostoja W, Borowski P, 
Boguszewska-Chachulska AM. NS3 Pepti de, a novel potent 
hepati ti s C virus NS3 helicase inhibitor: its mechanism 
of acti on and anti viral acti vity in the replicon system. 
Anti microbial agents and chemotherapy 2008 Feb; 52(2): 
393-401.

14. Chen KX, Vibulbhan B, Yang W, Cheng KC, Liu R, Pichardo 
J, Butkiewicz N, Njoroge FG. Potent and selecti ve small 
molecule NS3 serine protease inhibitors of Hepati ti s C virus 
with dichlorocyclopropylproline as P2 residue. Bioorg Med 
Chem 2007 Nov 5.

15. Lin K, Kwong AD, Lin C. Combinati on of a hepati ti s C 
virus NS3-NS4A protease inhibitor and alpha interferon 
synergisti cally inhibits viral RNA replicati on and facilitates 
viral RNA clearance in replicon cells. Anti microbial agents 
and chemotherapy 2004 Dec; 48(12): 4784-4792.

16. Sperandio D, Gangloff  AR, Litvak J, Goldsmith R, Hataye 
JM, Wang VR, Shelton EJ, Elrod K, Janc JW, Clark JM, Rice 
K, Weinheimer S, Yeung KS, Meanwell NA, Hernandez D, 
Staab AJ, Venables BL, Spencer JR. Highly potent non-
pepti dic inhibitors of the HCV NS3/NS4A serine protease. 
Bioorganic & medicinal chemistry lett ers 2002 Nov 4; 
12(21): 3129-3133.

17. Chen CM, He Y, Lu L, Lim HB, Tripathi RL, Middleton T, 
Hernandez LE, Beno DW, Long MA, Kati  WM, Bosse TD, 
Larson DP, Wagner R, Lanford RE, Kohlbrenner WE, Kempf 
DJ, Pilot-Mati as TJ, Molla A. Acti vity of a potent hepati ti s 
C virus polymerase inhibitor in the chimpanzee model. 
Anti microbial agents and chemotherapy 2007 Dec; 51(12): 
4290-4296.

18. Patel PD, Patel MR, Kaushik-Basu N, Talele TT. 3D QSAR and 
Molecular Docking Studies of Benzimidazole Derivati ves as 
Hepati ti s C Virus NS5B Polymerase Inhibitors. J Chem Inf 
Model 2008 Jan 28; 48(1): 42-55.

19. Nitt oli T, Curran K, Insaf S, Digrandi M, Orlowski M, Chopra 
R, Agarwal A, Howe AY, Prashad A, Floyd MB, Johnson B, 
Sutherland A, Wheless K, Feld B, O’Connell J, Mansour TS, 
Bloom J. Identi fi cati on of Anthranilic Acid Derivati ves as 
a Novel Class of Allosteric Inhibitors of Hepati ti s C NS5B 
Polymerase. Journal of medicinal chemistry 2007 Nov 29; 
50(24): 6290.

20. Smith DB, Marti n JA, Klumpp K, Baker SJ, Blomgren PA, 
Devos R, Granycome C, Hang J, Hobbs CJ, Jiang WR, Laxton 
C, Le Pogam S, Leveque V, Ma H, Maile G, Merrett  JH, Pichota 
A, Sarma K, Smith M, Swallow S, Symons J, Vesey D, Najera 
I, Cammack N. Design, synthesis, and anti viral properti es 
of 4’-substi tuted ribonucleosides as inhibitors of hepati ti s 
C virus replicati on: the discovery of R1479. Bioorganic & 
medicinal chemistry lett ers 2007 May 1; 17(9): 2570-2576.

21. Nakabayashi H, Taketa K, Miyano K, Yamane T, Sato J. 
Growth of human hepatoma cells lines with diff erenti ated 
functi ons in chemically defi ned medium. Cancer research 
1982 Sep; 42(9): 3858-3863.

22. Frese M, Schwarzle V, Barth K, Krieger N, Lohmann V, 
Mihm S, Haller O, Bartenschlager R. Interferon-gamma 
inhibits replicati on of subgenomic and genomic hepati ti s 
C virus RNAs. Hepatology (Balti more, Md 2002 Mar; 35(3): 
694-703.

23. Philpott  NJ, Turner AJ, Scopes J, Westby M, Marsh JC, 
Gordon-Smith EC, Dalgleish AG, Gibson FM. The use of 
7-amino acti nomycin D in identi fying apoptosis: simplicity 
of use and broad spectrum of applicati on compared with 
other techniques. Blood 1996 Mar 15; 87(6): 2244-2251.

24. Lee S, Lee JH, Kee YH, Park MY, Myung H. Parti al 
reconsti tuti on of hepati ti s C virus RNA polymerizati on by 
heterologous expression of NS5B polymerase and template 
RNA in bacterial cell. Virus Res 2005 Aug 10; 114: 158-163.

25. Livak KJ, Schmitt gen TD. Analysis of relati ve gene expression 
data using real-ti me quanti tati ve PCR and the 2(-Delta Delta 
C(T)) Method. Methods 2001; 25(4): 402-408.

26. Watashi K, Hijikata M, Hosaka M, Yamaji M, Shimotohno 
K. Cyclosporin A suppresses replicati on of hepati ti s C virus 
genome in cultured hepatocytes. Hepatology (Balti more, 
Md 2003 Nov; 38(5): 1282-1288.

27. Wray SK, Gilbert BE, Noall MW, Knight V. Mode of acti on of 
ribavirin: eff ect of nucleoti de pool alterati ons on infl uenza 
virus ribonucleoprotein synthesis. Anti viral Res 1985 Feb; 
5(1): 29-37.

28. Mizuno K, Tsujino M, Takada M, Hayashi M, Atsumi K. 
Studies on bredinin. I. Isolati on, characterizati on and 
biological properti es. The Journal of anti bioti cs 1974 Oct; 
27(10): 775-782.

29. Sakaguchi K, Tsujino M, Yoshizawa M, Mizuno K, Hayano 
K. Acti on of bredinin on mammalian cells. Cancer research 
1975 Jul; 35(7): 1643-1648.

30. Moradpour D, Brass V, Bieck E, Friebe P, Gosert R, Blum 
HE, Bartenschlager R, Penin F, Lohmann V. Membrane 
associati on of the RNA-dependent RNA polymerase is 
essenti al for hepati ti s C virus RNA replicati on. Journal of 
virology 2004 Dec; 78(23): 13278-13284.

31. Okura I, Horiike N, Michitaka K, Onji M. Eff ect of mutati on 
in the hepati ti s C virus nonstructural 5B region on HCV 
replicati on. Journal of gastroenterology 2004; 39(5): 
449-454.

32. Kukolj G, McGibbon GA, McKercher G, Marquis M, Lefebvre 
S, Thauvett e L, Gauthier J, Goulet S, Poupart MA, Beaulieu 
PL. Binding-site characterizati on and resistance to a class of 
non-nucleoside inhibitors of the HCV NS5B polymerase. The 
Journal of biological chemistry 2005 Sep 27.

33. Biswal BK, Wang M, Cherney MM, Chan L, Yannopoulos CG, 
Bilimoria D, Bedard J, James MN. Non-nucleoside inhibitors 
binding to hepati ti s C virus NS5B polymerase reveal a novel 
mechanism of inhibiti on. J Mol Biol 2006 Aug 4; 361(1): 
33-45.

References Cited.indd   176 26/04/2008   4:23:14 PM



References

Ap
pe

nd
ix

 i 
17

7

PART V: Appendices 

34. Wang M, Ng KK, Cherney MM, Chan L, Yannopoulos CG, 
Bedard J, Morin N, Nguyen-Ba N, Alaoui-Ismaili MH, Bethell 
RC, James MN. Non-nucleoside analogue inhibitors bind 
to an allosteric site on HCV NS5B polymerase. Crystal 
structures and mechanism of inhibiti on. The Journal of 
biological chemistry 2003 Mar 14; 278(11): 9489-9495.

35. Love RA, Parge HE, Yu X, Hickey MJ, Diehl W, Gao J, Wriggers 
H, Ekker A, Wang L, Thomson JA, Dragovich PS, Fuhrman SA. 
Crystallographic identi fi cati on of a noncompeti ti ve inhibitor 
binding site on the hepati ti s C virus NS5B RNA polymerase 
enzyme. Journal of virology 2003 Jul; 77(13): 7575-7581.

36. Biswal BK, Cherney MM, Wang M, Chan L, Yannopoulos 
CG, Bilimoria D, Nicolas O, Bedard J, James MN. Crystal 
structures of the RNA-dependent RNA polymerase 
genotype 2a of hepati ti s C virus reveal two conformati ons 
and suggest mechanisms of inhibiti on by non-nucleoside 
inhibitors. The Journal of biological chemistry 2005 May 6; 
280(18): 18202-18210.

Chapter 6

1. Choo QL, Kuo G, Weiner AJ, Overby LR, Bradley DW, 
Houghton M. Isolati on of a cDNA clone derived from a 
blood-borne non-A, non-B viral hepati ti s genome. Science 
1989; 244: 359-362

2. Simmonds P, Alberti  A, Alter HJ, Bonino F, Bradley DW, 
Brechot C, Brouwer JT, Chan SW, Chayama K, Chen DS, et al. 
A proposed system for the nomenclature of hepati ti s C viral 
genotypes. Hepatology 1994; 19: 1321-1324

3. Sarbah SA, Younossi ZM. Hepati ti s C: an update on the silent 
epidemic. Journal of clinical gastroenterology 2000; 30: 
125-143

4. Hoofnagle JH, di Bisceglie AM. The treatment of chronic 
viral hepati ti s. The New England journal of medicine 1997; 
336: 347-356

5. McHutchison JG, K. Patel. Future therapy of hepati ti s C. 
Hepatology 2002; 36: S245-S252

6. Smith AE, Helenius A. How viruses enter animal cells. 
Science 2004; 304: 237-242

7. Bukh J, Forns X, Emerson SU, Purcell RH. Studies of hepati ti s 
C virus in chimpanzees and their importance for vaccine 
development. Intervirology 2001; 44: 132-142

8. Cocquerel L, Voisset C, Dubuisson J. Hepati ti s C virus entry: 
potenti al receptors and their biological functi ons. The 
Journal of general virology 2006; 87: 1075-1084

9. Gardner JP, Durso RJ, Arrigale RR, Donovan GP, Maddon 
PJ, Dragic T, Olson WC. L-SIGN (CD 209L) is a liver-specifi c 
capture receptor for hepati ti s C virus. Proceedings of the 
Nati onal Academy of Sciences of the United States of 
America 2003; 100: 4498-4503

10. Lozach PY, Lortat-Jacob H, de Lacroix de Lavalett e A, 
Staropoli I, Foung S, Amara A, Houles C, Fieschi F, Schwartz 
O, Virelizier JL, Arenzana-Seisdedos F, Altmeyer R. DC-SIGN 
and L-SIGN are high affi  nity binding receptors for hepati ti s 
C virus glycoprotein E2. The Journal of biological chemistry 
2003; 278: 20358-20366

11. Pileri P, Uematsu Y, Campagnoli S, Galli G, Falugi F, Petracca 
R, Weiner AJ, Houghton M, Rosa D, Grandi G, Abrignani S. 
Binding of hepati ti s C virus to CD81. Science 1998; 282: 
938-941

12. Scarselli E, Ansuini H, Cerino R, Roccasecca RM, Acali 
S, Filocamo G, Traboni C, Nicosia A, Cortese R, Vitelli A. 
The human scavenger receptor class B type I is a novel 
candidate receptor for the hepati ti s C virus. Embo J 2002; 
21: 5017-5025

13. Goh PY, Tan YJ, Lim SP, Tan YH, Lim SG, Fuller-Pace F, Hong 
W. Cellular RNA helicase p68 relocalizati on and interacti on 
with the hepati ti s C virus (HCV) NS5B protein and the 
potenti al role of p68 in HCV RNA replicati on. J Virol 2004; 
78: 5288-5298

14. Keck ZY, Xia J, Cai Z, Li TK, Owsianka AM, Patel AH, Luo G, 
Foung SK. Immunogenic and functi onal organizati on of 
hepati ti s C virus (HCV) glycoprotein E2 on infecti ous HCV 
virions. J Virol 2007; 81: 1043-1047

15. Nakagawa S, Umehara T, Matsuda C, Kuge S, Sudoh M, 
Kohara M. Hsp90 inhibitors suppress HCV replicati on in 
replicon cells and humanized liver mice. Biochemical and 
biophysical research communicati ons 2007; 353: 882-888

16. Giannini C, Brechot C. Hepati ti s C virus biology. Cell death 
and diff erenti ati on 2003; 10 Suppl 1: S27-38

17. Penin F, Dubuisson J, Rey FA, Moradpour D, Pawlotsky JM. 
Structural biology of hepati ti s C virus. Hepatology 2004; 39: 
5-19

18. Wellnitz S, Klumpp B, Barth H, Ito S, Depla E, Dubuisson 
J, Blum HE, Baumert TF. Binding of hepati ti s C virus-like 
parti cles derived from infecti ous clone H77C to defi ned 
human cell lines. J Virol 2002; 76: 1181-1193

19. Barth H, Ulsenheimer A, Pape GR, Diepolder HM, Hoff mann 
M, Neumann-Haefelin C, Thimme R, Henneke P, Klein R, 
Paranhos-Baccala G, Depla E, Liang TJ, Blum HE, Baumert TF. 
Uptake and presentati on of hepati ti s C virus-like parti cles by 
human dendriti c cells. Blood 2005; 105: 3605-3614

20. Steinmann D, Barth H, Gissler B, Schurmann P, Adah MI, 
Gerlach JT, Pape GR, Depla E, Jacobs D, Maertens G, Patel 
AH, Inchauspe G, Liang TJ, Blum HE, Baumert TF. Inhibiti on 
of hepati ti s C virus-like parti cle binding to target cells by 
anti viral anti bodies in acute and chronic hepati ti s C. J Virol 
2004; 78: 9030-9040

21. Triyatni M, B. Saunier, Pdma, Maruvada, A.R. Davis, L. 
Ulianich, T. Heller, A. Patel, L.D. Kohn, T.J. Liang. Interacti on 
of hepati ti s C virus-like parti cles and cells: a model system 
for studying viral binding and entry. Journal of Virology 
2002; 76: 9335-9344

22. Bartosch B, Bukh J, Meunier JC, Granier C, Engle RE, 
Blackwelder WC, Emerson SU, Cosset FL, Purcell RH. In vitro 
assay for neutralizing anti body to hepati ti s C virus: evidence 
for broadly conserved neutralizati on epitopes. Proceedings 
of the Nati onal Academy of Sciences of the United States of 
America 2003; 100: 14199-14204

23. Lavillett e D, Morice Y, Germanidis G, Donot P, Soulier A, 
Pagkalos E, Sakellariou G, Intrator L, Bartosch B, Pawlotsky 
JM, Cosset FL. Human serum facilitates hepati ti s C virus 
infecti on, and neutralizing responses inversely correlate 
with viral replicati on kineti cs at the acute phase of hepati ti s 
C virus infecti on. J Virol 2005; 79: 6023-6034

24. Logvinoff  C, Major ME, Oldach D, Heyward S, Talal A, Balfe P, 
Feinstone SM, Alter H, Rice CM, McKeati ng JA. Neutralizing 
anti body response during acute and chronic hepati ti s C virus 
infecti on. Proceedings of the Nati onal Academy of Sciences 
of the United States of America 2004; 101: 10149-10154

25. Meunier JC, Engle RE, Faulk K, Zhao M, Bartosch B, Alter 
H, Emerson SU, Cosset FL, Purcell RH, Bukh J. Evidence for 
cross-genotype neutralizati on of hepati ti s C virus pseudo-
parti cles and enhancement of infecti vity by apolipoprotein 
C1. Proceedings of the Nati onal Academy of Sciences of the 
United States of America 2005; 102: 4560-4565

26. Schofi eld DJ, Bartosch B, Shimizu YK, Allander T, Alter HJ, 
Emerson SU, Cosset FL, Purcell RH. Human monoclonal 
anti bodies that react with the E2 glycoprotein of hepati ti s C 
virus and possess neutralizing acti vity. Hepatology 2005; 42: 
1055-1062

References Cited.indd   177 26/04/2008   4:23:15 PM



References

PART V: Appendices 

Appendix i 
178

27. Blight KJ, Kolykhalov AA, Rice CM. Effi  cient initi ati on of 
HCV RNA replicati on in cell culture. Science 2000; 290: 
1972-1974

28. Buonocore L, Blight KJ, Rice CM, Rose JK. Characterizati on 
of vesicular stomati ti s virus recombinants that express and 
incorporate high levels of hepati ti s C virus glycoproteins. J 
Virol 2002; 76: 6865-6872

29. Dreux M, Pietschmann T, Granier C, Voisset C, Ricard-Blum 
S, Mangeot PE, Keck Z, Foung S, Vu-Dac N, Dubuisson J, 
Bartenschlager R, Lavillett e D, Cosset FL. High density 
lipoprotein inhibits hepati ti s C virus-neutralizing anti bodies 
by sti mulati ng cell entry via acti vati on of the scavenger 
receptor BI. The Journal of biological chemistry 2006; 281: 
18285-18295

30. Lagging LM, Meyer K, Owens RJ, Ray R. Functi onal role of 
hepati ti s C virus chimeric glycoproteins in the infecti vity of 
pseudotyped virus. J Virol 1998; 72: 3539-3546

31. Brass V, Bieck E, Montserret R, Wolk B, Hellings JA, Blum 
HE, Penin F, Moradpour D. An amino-terminal amphipathic 
alpha-helix mediates membrane associati on of the hepati ti s 
C virus nonstructural protein 5A. The Journal of biological 
chemistry 2002; 277: 8130-8139

32. Egger D, Wolk B, Gosert R, Bianchi L, Blum HE, Moradpour 
D, Bienz K. Expression of hepati ti s C virus proteins induces 
disti nct membrane alterati ons including a candidate viral 
replicati on complex. J Virol 2002; 76: 5974-5984

33. Penin F, Brass V, Appel N, Ramboarina S, Montserret R, 
Ficheux D, Blum HE, Bartenschlager R, Moradpour D. 
Structure and functi on of the membrane anchor domain 
of hepati ti s C virus nonstructural protein 5A. The Journal of 
biological chemistry 2004; 279: 40835-40843

34. Siridechadilok B, Fraser CS, Hall RJ, Doudna JA, Nogales E. 
Structural roles for human translati on factor eIF3 in initi ati on 
of protein synthesis. Science 2005; 310: 1513-1515

35. Spahn CM, Kieft  JS, Grassucci RA, Penczek PA, Zhou K, 
Doudna JA, Frank J. Hepati ti s C virus IRES RNA-induced 
changes in the conformati on of the 40s ribosomal subunit. 
Science 2001; 291: 1959-1962

36. Evans MJ, Rice CM, Goff  SP. Geneti c interacti ons between 
hepati ti s C virus replicons. J Virol 2004; 78: 12085-12089

37. Hamamoto I, Nishimura Y, Okamoto T, Aizaki H, Liu M, Mori 
Y, Abe T, Suzuki T, Lai MM, Miyamura T, Moriishi K, Matsuura 
Y. Human VAP-B Is Involved in Hepati ti s C Virus Replicati on 
through Interacti on with NS5A and NS5B. J Virol 2005; 79: 
13473-13482

38. Okamoto T, Nishimura Y, Ichimura T, Suzuki K, Miyamura 
T, Suzuki T, Moriishi K, Matsuura Y. Hepati ti s C virus RNA 
replicati on is regulated by FKBP8 and Hsp90. Embo J 2006

39. Wang C, Gale M, Jr., Keller BC, Huang H, Brown MS, Goldstein 
JL, Ye J. Identi fi cati on of FBL2 as a geranylgeranylated cellular 
protein required for hepati ti s C virus RNA replicati on. Mol 
Cell 2005; 18: 425-434

40. Watashi K, Ishii N, Hijikata M, Inoue D, Murata T, Miyanari 
Y, Shimotohno K. Cyclophilin B Is a Functi onal Regulator of 
Hepati ti s C Virus RNA Polymerase. Molecular Cell 2005; 19: 
111-122

41. Dixit NM, Perelson AS. The metabolism, pharmacokineti cs 
and mechanisms of anti viral acti vity of ribavirin against 
hepati ti s C virus. Cell Mol Life Sci 2006; 63: 832-842

42. Henry SD, Metselaar HJ, Lonsdale RC, Kok A, Haagmans BL, 
Tilanus HW, van der Laan LJ. Mycophenolic Acid Inhibits 
Hepati ti s C Virus Replicati on and Acts in Synergy With 
Cyclosporin A and Interferon-alpha. Gastroenterology 2006; 
131: 1452-1462

43. Jopling CL, Yi M, Lancaster AM, Lemon SM, Sarnow P. 
Modulati on of hepati ti s C virus RNA abundance by a liver-
specifi c MicroRNA. Science 2005; 309: 1577-1581

44. Bartel DP. MicroRNAs: genomics, biogenesis, mechanism, 
and functi on. Cell 2004; 116: 281-297

45. He L, Hannon GJ. MicroRNAs: small RNAs with a big role in 
gene regulati on. Nature reviews 2004; 5: 522-531

46. Harfe BD. MicroRNAs in vertebrate development. Current 
opinion in geneti cs & development 2005; 15: 410-415

47. Chang J, Nicolas E, Marks D, Sander C, Lerro A, Buendia 
MA, Xu C, Mason WS, Moloshok T, Bort R, Zaret KS, Taylor 
JM. miR-122, a mammalian liver-specifi c microRNA, is 
processed from hcr mRNA and may downregulate the high 
affi  nity cati onic amino acid transporter CAT-1. RNA biology 
2004; 1: 106-113

48. Eti emble J, Moroy T, Jacquemin E, Tiollais P, Buendia MA. 
Fused transcripts of c-myc and a new cellular locus, hcr in a 
primary liver tumor. Oncogene 1989; 4: 51-57

49. Lagos-Quintana M, Rauhut R, Yalcin A, Meyer J, Lendeckel 
W, Tuschl T. Identi fi cati on of ti ssue-specifi c microRNAs from 
mouse. Curr Biol 2002; 12: 735-739

50. Krutzfeldt J, Rajewsky N, Braich R, Rajeev KG, Tuschl T, 
Manoharan M, Stoff el M. Silencing of microRNAs in vivo 
with ‘antagomirs’. Nature 2005; 438: 685-689

51. Kronke J, Kitt ler R, Buchholz F, Windisch MP, Pietschmann 
T, Bartenschlager R, Frese M. Alternati ve approaches for 
effi  cient inhibiti on of hepati ti s C virus RNA replicati on by 
small interfering RNAs. J Virol 2004; 78: 3436-3446

52. Prabhu R, Garry RF, Dash S. Small interfering RNA targeted 
to stem-loop II of the 5’ untranslated region eff ecti vely 
inhibits expression of six HCV genotypes. Virology journal 
2006; 3: 100

53. Hamazaki H, Ujino S, Abe E, Miyano-Kurosaki N, Shimotohno 
K, Takaku H. RNAi expression mediated inhibiti on of HCV 
replicati on. Nucleic acids symposium series (2004) 2004: 
307-308

54. Ilves H, Kaspar RL, Wang Q, Seyhan AA, Vlassov AV, Contag 
CH, Leake D, Johnston BH. Inhibiti on of hepati ti s C IRES-
mediated gene expression by small hairpin RNAs in human 
hepatocytes and mice. Annals of the New York Academy of 
Sciences 2006; 1082: 52-55

55. Kanda T, Steele R, Ray R, Ray RB. Small Interfering Rna 
Targeted to Hepati ti s C Virus 5’nontranslated Region Exerts 
Potent Anti viral Eff ect. J Virol 2006

56. McCaff rey AP, L. Meuse, T.T.T. Pham, D.S. Conklin, G.J. 
Hannon, M.A. Kay. RNA interference in adult mice. Nature 
2002; 418: 38-39

57. Takigawa Y, M. Nagano-Fujii, L. Deng, R. Hidajat, M. Tanaka, 
H. Mizuta, H. Hott a. Supression of hepati ti s C virus replicon 
by RNA interference directed against the NS3 and NS5b 
regions of the viral genome. Microbology and Immunology 
2004; 48: 591-598

58. Wilson JA, Richardson CD. Hepati ti s C virus replicons escape 
RNA interference induced by a short interfering RNA 
directed against the NS5b coding region. J Virol 2005; 79: 
7050-7058

59. Zhang J, Yamada O, Sakamoto T, Yoshida H, Araki H, Murata 
T, Shimotohno K. Inhibiti on of hepati ti s C virus replicati on by 
pol III-directed overexpression of RNA decoys corresponding 
to stem-loop structures in the NS5B coding region. Virology 
2005; 342: 276-285

60. Koutsoudakis G, Herrmann E, Kallis S, Bartenschlager R, 
Pietschmann T. The level of CD81 cell surface expression is 
a key determinant for producti ve entry of hepati ti s C virus 
into host cells. J Virol 2007; 81: 588-598

References Cited.indd   178 26/04/2008   4:23:15 PM



References

Ap
pe

nd
ix

 i 
17

9

PART V: Appendices 

61. Bartosch B, Verney G, Dreux M, Donot P, Morice Y, Penin 
F, Pawlotsky JM, Lavillett e D, Cosset FL. An Interplay 
between Hypervariable Region 1 of the Hepati ti s C Virus E2 
Glycoprotein, the Scavenger Receptor BI, and High-Density 
Lipoprotein Promotes both Enhancement of Infecti on and 
Protecti on against Neutralizing Anti bodies. J Virol 2005; 79: 
8217-8229

62. Lavillett e D, Tarr AW, Voisset C, Donot P, Bartosch B, Bain C, 
Patel AH, Dubuisson J, Ball JK, Cosset FL. Characterizati on of 
host-range and cell entry properti es of the major genotypes 
and subtypes of hepati ti s C virus. Hepatology 2005; 41: 
265-274

63. Evans MJ, von Hahn T, Tscherne DM, Syder AJ, Panis M, 
Wolk B, Hatziioannou T, McKeati ng JA, Bieniasz PD, Rice CM. 
Claudin-1 is a hepati ti s C virus co-receptor required for a 
late step in entry. Nature 2007

64. Henry SD, van der Wegen P, Metselaar HJ, Tilanus HW, 
Scholte BJ, van der Laan LJ. Simultaneous targeti ng of HCV 
replicati on and viral binding with a single lenti viral vector 
containing multi ple RNA interference expression cassett es. 
Mol Ther 2006; 14: 485-493

65. El Awady MK, El Din NG, El Garf WT, Youssef SS, Omran MH, 
El Abd J, Goueli SA. Anti sense oligonucleoti de inhibiti on 
of hepati ti s C virus genotype 4 replicati on in HepG2 cells. 
Cancer cell internati onal 2006; 6: 18

66. Hanecak R, Brown-Driver V, Fox MC, Azad RF, Furusako 
S, Nozaki C, Ford C, Sasmor H, Anderson KP. Anti sense 
oligonucleoti de inhibiti on of hepati ti s C virus gene 
expression in transformed hepatocytes. J Virol 1996; 70: 
5203-5212

67. Heintges T, Encke J, zu Putlitz J, Wands JR. Inhibiti on 
of hepati ti s C virus NS3 functi on by anti sense 
oligodeoxynucleoti des and protease inhibitor. J Med Virol 
2001; 65: 671-680

68. McCaff rey AP, Meuse L, Karimi M, Contag CH, Kay MA. A 
potent and specifi c morpholino anti sense inhibitor of 
hepati ti s C translati on in mice. Hepatology 2003; 38: 
503-508

69. McHutchison JG, Patel K, Pockros P, Nyberg L, Pianko S, Yu 
RZ, Dorr FA, Kwoh TJ. A phase I trial of an anti sense inhibitor 
of hepati ti s C virus (ISIS 14803), administered to chronic 
hepati ti s C pati ents. Journal of hepatology 2006; 44: 88-96

70. Wakita T, Wands JR. Specifi c inhibiti on of hepati ti s C virus 
expression by anti sense oligodeoxynucleoti des. In vitro 
model for selecti on of target sequence. The Journal of 
biological chemistry 1994; 269: 14205-14210

71. Zhang H, Hanecak R, Brown-Driver V, Azad R, Conklin B, 
Fox MC, Anderson KP. Anti sense oligonucleoti de inhibiti on 
of hepati ti s C virus (HCV) gene expression in livers of 
mice infected with an HCV-vaccinia virus recombinant. 
Anti microbial agents and chemotherapy 1999; 43: 347-353

72. Naldini L, Blomer U, Gallay P, Ory D, Mulligan R, Gage 
FH, Verma IM, Trono D. In vivo gene delivery and stable 
transducti on of nondividing cells by a lenti viral vector. 
Science 1996; 272: 263-267

73. Johnston JC, Gasmi M, Lim LE, Elder JH, Yee JK, Jolly DJ, 
Campbell KP, Davidson BL, Sauter SL. Minimum requirements 
for effi  cient transducti on of dividing and nondividing cells 
by feline immunodefi ciency virus vectors. J Virol 1999; 73: 
4991-5000

74. Poeschla E, Gilbert J, Li X, Huang S, Ho A, Wong-Staal F. 
Identi fi cati on of a human immunodefi ciency virus type 2 
(HIV-2) encapsidati on determinant and transducti on of 
nondividing human cells by HIV-2-based lenti virus vectors. J 
Virol 1998; 72: 6527-6536

75. Poeschla EM, Wong-Staal F, Looney DJ. Effi  cient transducti on 
of nondividing human cells by feline immunodefi ciency 
virus lenti viral vectors. Nature medicine 1998; 4: 354-357

76. Rizvi TA, Panganiban AT. Simian immunodefi ciency virus RNA 
is effi  ciently encapsidated by human immunodefi ciency 
virus type 1 parti cles. J Virol 1993; 67: 2681-2688

77. Nakai H, Fuess S, Storm TA, Muramatsu S, Nara Y, Kay 
MA. Unrestricted hepatocyte transducti on with adeno-
associated virus serotype 8 vectors in mice. J Virol 2005; 79: 
214-224

78. Gao G, Vandenberghe LH, Alvira MR, Lu Y, Calcedo R, Zhou 
X, Wilson JM. Clades of Adeno-associated viruses are widely 
disseminated in human ti ssues. J Virol 2004; 78: 6381-6388

79. Silva JM, Li MZ, Chang K, Ge W, Golding MC, Rickles RJ, Siolas 
D, Hu G, Paddison PJ, Schlabach MR, Sheth N, Bradshaw 
J, Burchard J, Kulkarni A, Cavet G, Sachidanandam R, 
McCombie WR, Cleary MA, Elledge SJ, Hannon GJ. Second-
generati on shRNA libraries covering the mouse and human 
genomes. Nature geneti cs 2005; 37: 1281-1288

80. Kutay H, Bai S, Datt a J, Moti wala T, Pogribny I, Frankel W, 
Jacob ST, Ghoshal K. Downregulati on of miR-122 in the 
rodent and human hepatocellular carcinomas. Journal of 
cellular biochemistry 2006; 99: 671-678

Chapter 7

1.  Murphy, F.A., Fauquet, C.M., Bishop, D.H.L., Ghabrial, S.A., 
Jarvis, A.W., Martelli, G.P., Mayo, M.A., & Summers, M.D. 
(1995) Virus Taxomony. In: Sixth Report of the Internati onal 
Committ ee on Taxomony of Viruses Ed.^Eds.), Vol. p.^pp. 
424-426. Springer-Verlag, Vienna & New York.

2.  Lohmann, V., Hoff mann, S., Herian, U., Penin, F. and 
Bartenschlager, R. (2003) Viral and cellular determinants of 
hepati ti s C virus RNA replicati on in cell culture. J Virol. 77: 
3007-3019.

3.  Bartenschlager, R., Ahlborn-Laake, L., Mous, J. and Jacobsen, 
H. (1994) Kineti c and structural analyses of hepati ti s C virus 
polyprotein processing. J Virol. 68: 5045-5055.

4.  Bartenschlager, R. and Lohmann, V. (2000) Replicati on of 
hepati ti s C virus. J Gen Virol. 81: 1631-1648.

5.  Pileri, P., Uematsu, Y., Campagnoli, S., Galli, G., Falugi, F., 
Petracca, R., Weiner, A.J., Houghton, M., Rosa, D., Grandi, G. 
and Abrignani, S. (1998) Binding of hepati ti s C virus to CD81. 
Science. 282: 938-941.

6.  Bartosch, B., Vitelli, A., Granier, C., Goujon, C., Dubuisson, J., 
Pascale, S., Scarselli, E., Cortese, R., Nicosia, A. and Cosset, 
F.L. (2003) Cell entry of hepati ti s C virus requires a set of co-
receptors that include the CD81 tetraspanin and the SR-B1 
scavenger receptor. J Biol Chem. 278: 41624-41630.

7.  Cocquerel, L., Kuo, C.C., Dubuisson, J. and Levy, S. (2003) 
CD81-dependent binding of hepati ti s C virus E1E2 
heterodimers. J Virol. 77: 10677-10683.

8.  Elbashir, S.M., Harborth, J., Lendeckel, W., Yalcin, A., Weber, 
K. and Tuschl, T. (2001) Duplexes of 21-nucleoti de RNAs 
mediate RNA interference in cultured mammalian cells. 
Nature. 411: 494-498.

9.  Fire, A., S.Q. Xu, M.K. Montgomery, S.A. Kostas, S.E. Driver, 
C.C. Mello (1998) Potent and specifi c interference by 
double-stranded RNA in Caenorhabditi t elegans. Nature. 
391: 806-811.

10. Bernstein, E., Caudy, A.A., Hammond, S.M. and Hannon, G.J. 
(2001) Role for a bidentate ribonuclease in the initi ati on 
step of RNA interference. Nature. 409: 363-366.

11.  Hammond, S.M., E. Bernstein, D. Beach, G.J. Hannon (2000) 
An RNA-directed nuclease mediates post-transcripti onal 
gene silencing in Drosophila cells. Nature. 404: 293-296.

References Cited.indd   179 26/04/2008   4:23:15 PM



References

PART V: Appendices 

Appendix i 
180

12.  Jacque, J.M. and Triques, K. and Stevenson, M. (2002) 
Modulati on of HIV-1 replicati on by RNA interference. 
Nature. 418: 435-438.

13.  Novina, C.D., M.F. Murray, D.M. Dykxhoorn, P.J. Beresford, J. 
Riess, S-K. Lee, R.G. Collman, J. Lieberman, P. Shankar, P.A. 
Sharp (2002) siRNA-directed inhibiti on of HIV-1 infecti on. 
Nat Med. 8: 681-686.

14.  Gitlin, L. and Karelsky, S. and Andino, R. (2002) Short 
interfering RNA confers intracellular anti viral immunity in 
human cells. Nature. 418: 430-434.

15.  Ge, Q., McManus, M.T., Nguyen, T., Shen, C.H., Sharp, P.A., 
Eisen, H.N. and Chen, J. (2003) RNA interference of infl uenza 
virus producti on by directly targeti ng mRNA for degradati on 
and indirectly inhibiti ng all viral RNA transcripti on. Proc Natl 
Acad Sci U S A. 100: 2718-2723.

16.  Konishi, M. and Wu, C.H. and Wu, G.Y. (2003) Inhibiti on of 
HBV replicati on by siRNA in a stable HBV-producing cell line. 
Hepatology. 38: 842-850.

17.  Kronke, J., Kitt ler, R., Buchholz, F., Windisch, M.P., 
Pietschmann, T., Bartenschlager, R. and Frese, M. (2004) 
Alternati ve approaches for effi  cient inhibiti on of hepati ti s C 
virus RNA replicati on by small interfering RNAs. J Virol. 78: 
3436-3446.

18.  Wilson, J.A., S. Jayasena, A. Khvorova, S. Sabati nos, I.G. 
Rodrigue-Gervais, S. Arya, F. Sarangi, M. Harris-Brandts, 
S. Beaulieu, C.D. Richardson (2003) RNA interference 
blocks gene expression and RNA synthesis from hepati ti s C 
replicons propagated in human liver cells. Proc Natl Acad Sci 
U S A. 100: 2783-2788.

19.  Yokota, T., N. Sakamoto, N. Enomoto, Y. Tanabe, M. Miyagishi, 
S. Maekawa, L. Yi, M. Kurosaki, K. Taira, M. Watanabe, H. 
Mizusawa (2003) Inhibiti on of intracellular hepati ti s C virus 
replicati on by syntheti c and vector-derived small interfering 
RNAs. European Molecular Biology Organizati on. 4: 
602-608.

20.  Ji, J., M. Wernli, T. Klimkait, P. Erb (2003) Enhanced gene 
silencing by the applicati on of multi ple specifi c small 
interfering RNA’s. Federati on of European  Biochemical 
Societi es. 552: 247-252.

21.  McKeati ng, J.A., Zhang, L.Q., Logvinoff , C., Flint, M., Zhang, 
J., Yu, J., Butera, D., Ho, D.D., Dusti n, L.B., Rice, C.M. and 
Balfe, P. (2004) Diverse hepati ti s C virus glycoproteins 
mediate viral infecti on in a CD81-dependent manner. J Virol. 
78: 8496-8505.

22.  Dull, T., R. Zuff erey, M. Kelly, R.J. Mandel, M. Nguyen, D. 
Trono, L. Naldini (1998) A third-generati on lenti virus vector 
with a conditi onal packaging system. Journal of Virology. 72: 
8463-8471.

23.  Zuff erey, R., T. Dull, R.J. Mandel, A. Bukovsky, D. Quiroz, L. 
Naldini, D. Trono (1998) Self-Inacti vati ng lenti virus vector for 
safe and effi  cient in vivo gene delivery. Journal of Virology. 
72: 9873-9880.

24.  Li, M.J., Bauer, G., Michienzi, A., Yee, J.K., Lee, N.S., Kim, J., 
Li, S., Castanott o, D., Zaia, J. and Rossi, J.J. (2003) Inhibiti on 
of HIV-1 infecti on by lenti viral vectors expressing Pol III-
promoted anti -HIV RNAs. Mol Ther. 8: 196-206.

25.  Rubinson, D.A., Dillon, C.P., Kwiatkowski, A.V., Sievers, C., 
Yang, L., Kopinja, J., Rooney, D.L., Ihrig, M.M., McManus, 
M.T., Gertler, F.B., Scott , M.L. and Van Parijs, L. (2003) A 
lenti virus-based system to functi onally silence genes in 
primary mammalian cells, stem cells and transgenic mice by 
RNA interference. Nat Genet. 33: 401-406.

26.  Boden, D., Pusch, O., Lee, F., Tucker, L. and Ramratnam, B. 
(2003) Human immunodefi ciency virus type 1 escape from 
RNA interference. J Virol. 77: 11531-11535.

27.  Kanda, T., Yokosuka, O., Imazeki, F., Tanaka, M., Shino, Y., 
Shimada, H., Tomonaga, T., Nomura, F., Nagao, K., Ochiai, 
T. and Saisho, H. (2004) Inhibiti on of subgenomic hepati ti s 
C virus RNA in Huh-7 cells: ribavirin induces mutagenesis in 
HCV RNA. J Viral Hepat. 11: 479-487.

28.  Young, K.C., Lindsay, K.L., Lee, K.J., Liu, W.C., He, J.W., 
Milstein, S.L. and Lai, M.M. (2003) Identi fi cati on of a 
ribavirin-resistant NS5B mutati on of hepati ti s C virus during 
ribavirin monotherapy. Hepatology. 38: 869-878.

29.  Wilson, J.A. and Richardson, C.D. (2005) Hepati ti s C virus 
replicons escape RNA interference induced by a short 
interfering RNA directed against the NS5b coding region. J 
Virol. 79: 7050-7058.

30.  Bartenschlager, R. and Lohmann, V. (2001) Novel cell culture 
systems for the hepati ti s C virus. Anti viral Res. 52: 1-17.

31.  Lohmann, V., Korner, F., Koch, J., Herian, U., Theilmann, L. 
and Bartenschlager, R. (1999) Replicati on of subgenomic 
hepati ti s C virus RNAs in a hepatoma cell line. Science. 285: 
110-113.

32.  Pietschmann, T., Lohmann, V., Rutt er, G., Kurpanek, K. and 
Bartenschlager, R. (2001) Characterizati on of cell lines 
carrying self-replicati ng hepati ti s C virus RNAs. J Virol. 75: 
1252-1264.

33.  Nakabayashi, H., Taketa, K., Miyano, K., Yamane, T. and 
Sato, J. (1982) Growth of human hepatoma cells lines with 
diff erenti ated functi ons in chemically defi ned medium. 
Cancer Res. 42: 3858-3863.

34.  Frese, M., Schwarzle, V., Barth, K., Krieger, N., Lohmann, 
V., Mihm, S., Haller, O. and Bartenschlager, R. (2002) 
Interferon-gamma inhibits replicati on of subgenomic and 
genomic hepati ti s C virus RNAs. Hepatology. 35: 694-703.

35.  Brummelkamp, T.R. and Bernards, R. and Agami, R. (2002) 
A system for stable expression of short interfering RNAs in 
mammalian cells. Science. 296: 550-553.

36.  Miyoshi, H., U. Blomer, M. Takahashi, F.H. Gage, I.M. Verma 
(1998) Development of a self-inacti vati ng lenti virus vector. 
Journal of Virology. 72: 8150-8157.

37.  Yam, P.Y., Li, S., Wu, J., Hu, J., Zaia, J.A. and Yee, J.K. (2002) 
Design of HIV vectors for effi  cient gene delivery into human 
hematopoieti c cells. Mol Ther. 5: 479-484.

38.  Livak, K.J. and Schmitt gen, T.D. (2001) Analysis of relati ve 
gene expression data using real-ti me quanti tati ve PCR and 
the 2(-Delta Delta C(T)) Method. Methods. 25: 402-408.

39.  Flint, M., Maidens, C., Loomis-Price, L.D., Shott on, C., 
Dubuisson, J., Monk, P., Higginbott om, A., Levy, S. and 
McKeati ng, J.A. (1999) Characterizati on of hepati ti s C virus 
E2 glycoprotein interacti on with a putati ve cellular receptor, 
CD81. J Virol. 73: 6235-6244.

40.  Vrolijk, J.M., A. Kaul, B.E. Hansen, V. Lohmann, B.L. 
Haagmans, S.W. Schalm, R. Bartenschlager (2003) A 
replicon-based bioassay for the measurement of interferons 
in pati ents with chronic hepati ti s C. Journal of Virological 
Methods. 110: 201-209.

41.  Yu, J.-Y., J. Taylor, S.L. DeRuiter, A.B. Vojtek, D.L. Turner 
(2003) Simultaneous inhibiti on of GSK3a and GSKb using 
hairpin siRNA expression vectors. Molecular Therapy. 7: 
228-236.

42.  Schubert, S., Grunert, H.P., Zeichhardt, H., Werk, D., 
Erdmann, V.A. and Kurreck, J. (2005) Maintaining Inhibiti on: 
siRNA Double Expression Vectors Against Coxsackieviral 
RNAs. J Mol Biol. 346: 457-465.

43.  Jackson, A.L. and Linsley, P.S. (2004) Noise amidst the 
silence: off -target eff ects of siRNAs? Trends Genet. 20: 
521-524.

References Cited.indd   180 26/04/2008   4:23:16 PM



References

Ap
pe

nd
ix

 i 
18

1

PART V: Appendices 

44.  Leonard, J.N. and Schaff er, D.V. (2005) Computati onal design 
of anti viral RNA interference strategies that resist human 
immunodefi ciency virus escape. J Virol. 79: 1645-1654.

45.  Holen, J., M. Amarzguioui, M.T. Wiiger, E.Babaie, H. Pyrdz 
(2002) Positi onal eff ects of short interfering RNAs targeti ng 
the human coagulati on trigger ti ssue factor. Nucleic Acids 
Res. 30: 1757-1766.

46.  Zhang, T., Lin, R.T., Li, Y., Douglas, S.D., Maxcey, C., Ho, C., Lai, 
J.P., Wang, Y.J., Wan, Q. and Ho, W.Z. (2005) Hepati ti s C virus 
inhibits intracellular interferon alpha expression in human 
hepati c cell lines. Hepatology. 42: 819-827.

Chapter 8

1.. Olthoff  KM, Judge TA, Gelman AE, da Shen X, Hancock WW, 
Turka LA, Shaked A. Adenovirus-mediated gene transfer 
into cold-preserved liver allograft s: survival patt ern and 
unresponsiveness following transducti on with CTLA4Ig. Nat 
Med 1998 Feb; 4(2): 194-200.

2. Gong N, Dong C, Chen Z, Chen X, Guo H, Zeng Z, Ming C, Klaus 
Chen Z. Adenovirus-mediated anti sense-ERK2 gene therapy 
att enuates chronic allograft  nephropathy. Transplantati on 
proceedings 2006 Dec; 38(10): 3228-3230.

3. Dudler J, Simeoni E, Fleury S, Li J, Pagnott a M, Pascual M, 
von Segesser LK, Vassalli G. Gene transfer of interleukin-
18-binding protein att enuates cardiac allograft  rejecti on. 
Transpl Int 2007 May; 20(5): 460-466.

4. Henry SD, van der Wegen P, Metselaar HJ, Tilanus HW, 
Scholte BJ, van der Laan LJ. Simultaneous targeti ng of HCV 
replicati on and viral binding with a single lenti viral vector 
containing multi ple RNA interference expression cassett es. 
Mol Ther 2006 Oct; 14(4): 485-493.

5. Shi Q, Wilcox DA, Fahs SA, Fang J, Johnson BD, Du LM, Desai 
D, Montgomery RR. Lenti virus-mediated platelet-derived 
factor VIII gene therapy in murine haemophilia A. J Thromb 
Haemost 2007 Feb; 5(2): 352-361.

6. Maathuis MH, Leuvenink HG, Ploeg RJ. Perspecti ves in 
organ preservati on. Transplantati on 2007 May 27; 83(10): 
1289-1298.

7. Da Poian AT, Gomes AM, Oliveira RJ, Silva JL. Migrati on 
of vesicular stomati ti s virus glycoprotein to the nucleus 
of infected cells. Proceedings of the Nati onal Academy 
of Sciences of the United States of America 1996 Aug 6; 
93(16): 8268-8273.

8. White J, Matlin K, Helenius A. Cell fusion by Semliki Forest, 
infl uenza, and vesicular stomati ti s viruses. J Cell Biol 1981 
Jun; 89(3): 674-679.

9. Carneiro FA, Bianconi ML, Weissmuller G, Stauff er F, Da 
Poian AT. Membrane recogniti on by vesicular stomati ti s 
virus involves enthalpy-driven protein-lipid interacti ons. 
Journal of virology 2002 Apr; 76(8): 3756-3764.

10. Eidelman O, Schlegel R, Tralka TS, Blumenthal R. pH-
dependent fusion induced by vesicular stomati ti s virus 
glycoprotein reconsti tuted into phospholipid vesicles. 
The Journal of biological chemistry 1984 Apr 10; 259(7): 
4622-4628.

11. Wilson JA, S. Jayasena, A. Khvorova, S. Sabati nos, I.G. 
Rodrigue-Gervais, S. Arya, F. Sarangi, M. Harris-Brandts, S. 
Beaulieu, C.D. Richardson. RNA interference blocks gene 
expression and RNA synthesis from hepati ti s C replicons 
propagated in human liver cells. Proceedings of the Nati onal 
Academy of Sciences of the United States of America 2003 
March 4 2003; 100(5): 2783-2788.

12. Yokota T, N. Sakamoto, N. Enomoto, Y. Tanabe, M. Miyagishi, 
S. Maekawa, L. Yi, M. Kurosaki, K. Taira, M. Watanabe, H. 
Mizusawa. Inhibiti on of intracellular hepati ti s C virus 
replicati on by syntheti c and vector-derived small interfering 
RNAs. European Molecular Biology Organizati on 2003 April 
3 2003; 4(6): 602-608.

13. Kronke J, Kitt ler R, Buchholz F, Windisch MP, Pietschmann 
T, Bartenschlager R, Frese M. Alternati ve approaches for 
effi  cient inhibiti on of hepati ti s C virus RNA replicati on by 
small interfering RNAs. Journal of virology 2004 Apr; 78(7): 
3436-3446.

14. Nakabayashi H, Taketa K, Miyano K, Yamane T, Sato J. 
Growth of human hepatoma cells lines with diff erenti ated 
functi ons in chemically defi ned medium. Cancer research 
1982 Sep; 42(9): 3858-3863.

15. Bartenschlager R, Lohmann V. Novel cell culture systems for 
the hepati ti s C virus. Anti viral Res 2001 Oct; 52(1): 1-17.

16. Dull T, R. Zuff erey, M. Kelly, R.J. Mandel, M. Nguyen, D. 
Trono, L. Naldini. A third-generati on lenti virus vector with 
a conditi onal packaging system. Journal of virology 1998 
Novemeber 1998; 72(11): 8463-8471.

17. Yam PY, Li S, Wu J, Hu J, Zaia JA, Yee JK. Design of HIV vectors 
for effi  cient gene delivery into human hematopoieti c cells. 
Mol Ther 2002 Apr; 5(4): 479-484.

18. van Ijken MG, van Ett en B, de Wilt JH, van Tiel ST, ten Hagen 
TL, Eggermont AM. Tumor necrosis factor-alpha augments 
tumor eff ects in isolated hepati c perfusion with melphalan 
in a rat sarcoma model. J Immunother (1997) 2000 Jul-Aug; 
23(4): 449-455.

19. Philpott  NJ, Turner AJ, Scopes J, Westby M, Marsh JC, 
Gordon-Smith EC, Dalgleish AG, Gibson FM. The use of 
7-amino acti nomycin D in identi fying apoptosis: simplicity 
of use and broad spectrum of applicati on compared with 
other techniques. Blood 1996 Mar 15; 87(6): 2244-2251.

20. Haworth R, Platt  N, Keshav S, Hughes D, Darley E, Suzuki H, 
Kurihara Y, Kodama T, Gordon S. The macrophage scavenger 
receptor type A is expressed by acti vated macrophages and 
protects the host against lethal endotoxic shock. J Exp Med 
1997 Nov 3; 186(9): 1431-1439.

21. Naldini L, Blomer U, Gage FH, Trono D, Verma IM. Effi  cient 
transfer, integrati on, and sustained long-term expression of 
the transgene in adult rat brains injected with a lenti viral 
vector. Proceedings of the Nati onal Academy of Sciences 
of the United States of America 1996 Oct 15; 93(21): 
11382-11388.

22. Naldini L, Blomer U, Gallay P, Ory D, Mulligan R, Gage 
FH, Verma IM, Trono D. In vivo gene delivery and stable 
transducti on of nondividing cells by a lenti viral vector. 
Science (New York, NY 1996 Apr 12; 272(5259): 263-267.

23. Picanco-Castro V, Fontes AM, Heinz S, Tonn T, Covas DT. The 
chimeric cytokine Hyper-IL-6 enhances the effi  ciency of 
lenti viral gene transfer in hepatocytes both in vitro and in 
vivo. Biotechnology lett ers 2008 Feb; 30(2): 215-220.

24. Park F, Ohashi K, Chiu W, Naldini L, Kay MA. Effi  cient 
lenti viral transducti on of liver requires cell cycling in vivo. 
Nature geneti cs 2000 Jan; 24(1): 49-52.

25. Selden C, Mellor N, Rees M, Laurson J, Kirwan M, Escors 
D, Collins M, Hodgson H. Growth factors improve gene 
expression aft er lenti viral transducti on in human adult and 
fetal hepatocytes. The journal of gene medicine 2007 Feb; 
9(2): 67-76.

26. Gojo S, Niwaya K, Taniguchi S, Nishizaki K, Kitamura S. Gene 
transfer into the donor heart during cold preservati on for 
heart transplantati on. The Annals of thoracic surgery 1998 
Mar; 65(3): 647-652.

References Cited.indd   181 26/04/2008   4:23:16 PM



References

PART V: Appendices 

Appendix i 
182

27. Pellegrini C, Jeppsson A, Taner CB, O’Brien T, Miller VM, 
Tazelaar HD, McGregor CG. Highly effi  cient ex vivo gene 
transfer to the transplanted heart by means of hypothermic 
perfusion with a low dose of adenoviral vector. The Journal 
of thoracic and cardiovascular surgery 2000 Mar; 119(3): 
493-500.

28. Schirmer JM, Miyagi N, Rao VP, Ricci D, Federspiel MJ, 
Koti n RM, Russell SJ, McGregor CG. Recombinant adeno-
associated virus vector for gene transfer to the transplanted 
rat heart. Transpl Int 2007 Jun; 20(6): 550-557.

29. Southard JH, Belzer FO. Organ preservati on. Annual review 
of medicine 1995; 46: 235-247.

30. Morariu AM, Vd Plaats A, W VO, NA TH, Leuvenink HG, 
Graaff  R, Ploeg RJ, Rakhorst G. Hyperaggregati ng eff ect of 
hydroxyethyl starch components and University of Wisconsin 
soluti on on human red blood cells: a risk of impaired graft  
perfusion in organ procurement? Transplantati on 2003 Jul 
15; 76(1): 37-43.

31. Adam R, Sett af A, Fabiani B, Bonhomme L, Astarcioglu I, 
Lahlou NK, Bismuth H. Comparati ve evaluati on of Euro-
Collins, UW soluti on, and UW soluti on without hydroxyethyl 
starch in orthotopic liver transplantati on in the rat. 
Transplantati on proceedings 1990 Apr; 22(2): 499-502.

32. Le Doux JM, Landazuri N, Yarmush ML, Morgan JR. 
Complexati on of retrovirus with cati onic and anionic 
polymers increases the effi  ciency of gene transfer. Human 
gene therapy 2001 Sep 1; 12(13): 1611-1621.

33. Davis HE, Morgan JR, Yarmush ML. Polybrene increases 
retrovirus gene transfer effi  ciency by enhancing receptor-
independent virus adsorpti on on target cell membranes. 
Biophysical chemistry 2002 Jun 19; 97(2-3): 159-172.

34. Landazuri N, Le Doux JM. Complexati on of retroviruses with 
charged polymers enhances gene transfer by increasing the 
rate that viruses are delivered to cells. The journal of gene 
medicine 2004 Dec; 6(12): 1304-1319.

35. Davis HE, Rosinski M, Morgan JR, Yarmush ML. Charged 
polymers modulate retrovirus transducti on via membrane 
charge neutralizati on and virus aggregati on. Biophysical 
journal 2004 Feb; 86(2): 1234-1242.

36. Le Doux JM, Morgan JR, Snow RG, Yarmush ML. Proteoglycans 
secreted by packaging cell lines inhibit retrovirus infecti on. 
Journal of virology 1996 Sep; 70(9): 6468-6473.

37. Cornett a K, Anderson WF. Protamine sulfate as an eff ecti ve 
alternati ve to polybrene in retroviral-mediated gene-
transfer: implicati ons for human gene therapy. Journal of 
virological methods 1989 Feb; 23(2): 187-194.

38. Guibinga GH, Miyanohara A, Esko JD, Friedmann T. Cell 
surface heparan sulfate is a receptor for att achment of 
envelope protein-free retrovirus-like parti cles and VSV-G 
pseudotyped MLV-derived retrovirus vectors to target cells. 
Mol Ther 2002 May; 5(5 Pt 1): 538-546.

39. van der Plaats A, t Hart NA, Morariu AM, Verkerke GJ, 
Leuvenink HG, Ploeg RJ, Rakhorst G. Eff ect of University of 
Wisconsin organ-preservati on soluti on on haemorheology. 
Transpl Int 2004 Jun; 17(5): 227-233.

40. Chien S, Jan K. Ultrastructural basis of the mechanism of 
rouleaux formati on. Microvascular research 1973 Mar; 5(2): 
155-166.

41. Arcasoy SM, Latoche JD, Gondor M, Pitt  BR, Pilewski JM. 
Polycati ons increase the effi  ciency of adenovirus-mediated 
gene transfer to epithelial and endothelial cells in vitro. 
Gene therapy 1997 Jan; 4(1): 32-38.

Chapter 9

1. Choo QL, Kuo G, Weiner AJ, Overby LR, Bradley DW, 
Houghton M. Isolati on of a cDNA clone derived from a 

blood-borne non-A, non-B viral hepati ti s genome. Science 
(New York, NY 1989 Apr 21; 244(4902): 359-362.

2. Simmonds P, Alberti  A, Alter HJ, Bonino F, Bradley DW, 
Brechot C, Brouwer JT, Chan SW, Chayama K, Chen DS, et al. 
A proposed system for the nomenclature of hepati ti s C viral 
genotypes. Hepatology (Balti more, Md 1994 May; 19(5): 
1321-1324.

3. Walter T, Dumorti er J, Guillaud O, Hervieu V, Scoazec JY, 
Boillot O. Factors infl uencing the progression of fi brosis in 
pati ents with recurrent hepati ti s C aft er liver transplantati on 
under anti viral therapy: A retrospecti ve analysis of 939 liver 
biopsies in a single center. Liver Transpl 2007 Feb; 13(2): 
294-301.

4. Manns MP, McHutchison JG, Gordon SC, Rustgi VK, 
Shiff man M, Reindollar R, Goodman ZD, Koury K, Ling M, 
Albrecht JK. Peginterferon alfa-2b plus ribavirin compared 
with interferon alfa-2b plus ribavirin for initi al treatment of 
chronic hepati ti s C: a randomised trial. Lancet 2001 Sep 22; 
358(9286): 958-965.

5. Lindenbach BD, Evans MJ, Syder AJ, Wolk B, Tellinghuisen 
TL, Liu CC, Maruyama T, Hynes RO, Burton DR, McKeati ng 
JA, Rice CM. Complete replicati on of hepati ti s C virus in 
cell culture. Science (New York, NY 2005 Jul 22; 309(5734): 
623-626.

6. Koutsoudakis G, Herrmann E, Kallis S, Bartenschlager R, 
Pietschmann T. The level of CD81 cell surface expression is 
a key determinant for producti ve entry of hepati ti s C virus 
into host cells. Journal of virology 2007 Jan; 81(2): 588-598.

7. Schaller T, Appel N, Koutsoudakis G, Kallis S, Lohmann V, 
Pietschmann T, Bartenschlager R. Analysis of hepati ti s C 
virus superinfecti on exclusion by using novel fl uorochrome 
gene-tagged viral genomes. Journal of virology 2007 Feb 
14.

8. Evans MJ, von Hahn T, Tscherne DM, Syder AJ, Panis M, 
Wolk B, Hatziioannou T, McKeati ng JA, Bieniasz PD, Rice CM. 
Claudin-1 is a hepati ti s C virus co-receptor required for a 
late step in entry. Nature 2007 Feb 25.

9. Bartosch B, Verney G, Dreux M, Donot P, Morice Y, Penin 
F, Pawlotsky JM, Lavillett e D, Cosset FL. An Interplay 
between Hypervariable Region 1 of the Hepati ti s C Virus E2 
Glycoprotein, the Scavenger Receptor BI, and High-Density 
Lipoprotein Promotes both Enhancement of Infecti on 
and Protecti on against Neutralizing Anti bodies. Journal of 
virology 2005 Jul; 79(13): 8217-8229.

10. Dull T, R. Zuff erey, M. Kelly, R.J. Mandel, M. Nguyen, D. 
Trono, L. Naldini. A third-generati on lenti virus vector with 
a conditi onal packaging system. Journal of virology 1998 
Novemeber 1998; 72(11): 8463-8471.

11. Rubinson DA, Dillon CP, Kwiatkowski AV, Sievers C, Yang 
L, Kopinja J, Rooney DL, Ihrig MM, McManus MT, Gertler 
FB, Scott  ML, Van Parijs L. A lenti virus-based system to 
functi onally silence genes in primary mammalian cells, 
stem cells and transgenic mice by RNA interference. Nature 
geneti cs 2003 Mar; 33(3): 401-406.

12. Ter Brake, O & Ben Berkhout. A novel approach for inhibiti on 
of HIV-1 by RNA interference: counteracti ng viral escape 
with a second generati on of siRNA’s. Journal of RNAi and 
Gene Silencing 2005 October 2005; 1(2): 56-65.

13. Wilson JA, Richardson CD. Hepati ti s C virus replicons escape 
RNA interference induced by a short interfering RNA 
directed against the NS5b coding region. Journal of virology 
2005 Jun; 79(11): 7050-7058.

14. Ter Brake O, Konstanti nova P, Ceylan M, Berkhout B. 
Silencing of HIV-1 with RNA Interference: a Multi ple shRNA 
Approach. Mol Ther 2006 Sep 5.

References Cited.indd   182 26/04/2008   4:23:16 PM



References

Ap
pe

nd
ix

 i 
18

3

PART V: Appendices 

15. Henry SD, van der Wegen P, Metselaar HJ, Tilanus HW, 
Scholte BJ, van der Laan LJ. Simultaneous targeti ng of HCV 
replicati on and viral binding with a single lenti viral vector 
containing multi ple RNA interference expression cassett es. 
Mol Ther 2006 Oct; 14(4): 485-493.

16. Brown BD, Siti a G, Annoni A, Hauben E, Sergi LS, Zingale A, 
Roncarolo MG, Guidotti   LG, Naldini L. In vivo administrati on 
of lenti viral vectors triggers a type I interferon response 
that restricts hepatocyte gene transfer and promotes vector 
clearance. Blood 2007 Apr 1; 109(7): 2797-2805.

17. Frese M, Schwarzle V, Barth K, Krieger N, Lohmann V, 
Mihm S, Haller O, Bartenschlager R. Interferon-gamma 
inhibits replicati on of subgenomic and genomic hepati ti s 
C virus RNAs. Hepatology (Balti more, Md 2002 Mar; 35(3): 
694-703.

18. McKeati ng JA, Zhang LQ, Logvinoff  C, Flint M, Zhang J, Yu 
J, Butera D, Ho DD, Dusti n LB, Rice CM, Balfe P. Diverse 
hepati ti s C virus glycoproteins mediate viral infecti on in a 
CD81-dependent manner. Journal of virology 2004 Aug; 
78(16): 8496-8505.

19. Rubinstein E, Ziyyat A, Prenant M, Wrobel E, Wolf JP, Levy 
S, Le Naour F, Boucheix C. Reduced ferti lity of female mice 
lacking CD81. Developmental biology 2006 Feb 15; 290(2): 
351-358.

20. Beignon AS, McKenna K, Skoberne M, Manches O, DaSilva I, 
Kavanagh DG, Larsson M, Gorelick RJ, Lifson JD, Bhardwaj N. 
Endocytosis of HIV-1 acti vates plasmacytoid dendriti c cells 
via Toll-like receptor-viral RNA interacti ons. The Journal of 
clinical investi gati on 2005 Nov; 115(11): 3265-3275.

21. Fonteneau JF, Larsson M, Beignon AS, McKenna K, Dasilva I, 
Amara A, Liu YJ, Lifson JD, Litt man DR, Bhardwaj N. Human 
immunodefi ciency virus type 1 acti vates plasmacytoid 
dendriti c cells and concomitantly induces the bystander 
maturati on of myeloid dendriti c cells. Journal of virology 
2004 May; 78(10): 5223-5232.

22. Bridge AJ, Pebernard S, Ducraux A, Nicoulaz AL, Iggo R. 
Inducti on of an interferon response by RNAi vectors in 
mammalian cells. Nature geneti cs 2003 Jul; 34(3): 263-264.

23. Persengiev SP, Zhu X, Green MR. Nonspecifi c, concentrati on-
dependent sti mulati on and repression of mammalian gene 
expression by small interfering RNAs (siRNAs). RNA (New 
York, NY 2004 Jan; 10(1): 12-18.

Chapter 10/11

1. Starzl TE, Marchioro TL, Porter KA, Brett schneider L. 
Homotransplantati on of the liver. Transplantati on 1967 Jul; 
5(4): Suppl:790-803.

2. Calne RY, White DJ, Rolles K, Smith DP, Herbertson BM. 
Prolonged survival of pig orthotopic heart graft s treated 
with cyclosporin A. Lancet 1978 Jun 3; 1(8075): 1183-1185.

3. Calne RY, White DJ, Thiru S, Evans DB, McMaster P, Dunn 
DC, Craddock GN, Pentlow BD, Rolles K. Cyclosporin A in 
pati ents receiving renal allograft s from cadaver donors. 
Lancet 1978 Dec 23-30; 2(8104-5): 1323-1327.

4. Zimmermann FA, White DJ, Gokel JM, Calne RY. [Orthotopic 
liver transplantati on in rats. Prolonging of survival ti me of 
allotransplants using cyclosporin A in an acute rejecti on 
model]. Chirurgisches Forum fur experimentelle und 
klinische Forschung 1979: 339-344.

5. Watashi K, Hijikata M, Hosaka M, Yamaji M, Shimotohno 
K. Cyclosporin A suppresses replicati on of hepati ti s C virus 
genome in cultured hepatocytes. Hepatology (Balti more, 
Md 2003 Nov; 38(5): 1282-1288.

6. Lohmann V, Korner F, Koch J, Herian U, Theilmann L, 
Bartenschlager R. Replicati on of subgenomic hepati ti s C 
virus RNAs in a hepatoma cell line. Science (New York, NY 
1999 Jul 2; 285(5424): 110-113.

7. Watashi K, Shimotohno K. Chemical geneti cs approach to 
hepati ti s C virus replicati on: cyclophilin as a target for anti -
hepati ti s C virus strategy. Reviews in medical virology 2007 
Jul-Aug; 17(4): 245-252.

8. Watashi K, Ishii N, Hijikata M, Inoue D, Murata T, Miyanari 
Y, Shimotohno K. Cyclophilin B Is a Functi onal Regulator 
of Hepati ti s C Virus RNA Polymerase. Molecular cell 2005 
2005/7/1; 19(1): 111-122.

9. Allison AC, Eugui EM. Mycophenolate mofeti l and its 
mechanisms of acti on. Immunopharmacology 2000 May; 
47(2-3): 85-118.

10. Hermann LL, Coombs KM. Inhibiti on of reovirus by 
mycophenolic acid is associated with the M1 genome 
segment. Journal of virology 2004 Jun; 78(12): 6171-6179.

11. Robertson CM, Hermann LL, Coombs KM. Mycophenolic 
acid inhibits avian reovirus replicati on. Anti viral Res 2004 
Oct; 64(1): 55-61.

12. Jopling CL, Yi M, Lancaster AM, Lemon SM, Sarnow P. 
Modulati on of hepati ti s C virus RNA abundance by a liver-
specifi c MicroRNA. Science (New York, NY 2005 Sep 2; 
309(5740): 1577-1581.

13. Kutay H, Bai S, Datt a J, Moti wala T, Pogribny I, Frankel W, 
Jacob ST, Ghoshal K. Downregulati on of miR-122 in the 
rodent and human hepatocellular carcinomas. Journal of 
cellular biochemistry 2006 Oct 15; 99(3): 671-678.

14. Thrasher AJ, Gaspar HB, Baum C, Modlich U, Schambach A, 
Candotti   F, Otsu M, Sorrenti no B, Scobie L, Cameron E, Blyth 
K, Neil J, Abina SH, Cavazzana-Calvo M, Fischer A. Gene 
therapy: X-SCID transgene leukaemogenicity. Nature 2006 
Sep 21; 443(7109): E5-6; discussion E6-7.

15. Kaiser J. Gene therapy. Seeking the cause of induced 
leukemias in X-SCID trial. Science (New York, NY 2003 Jan 
24; 299(5606): 495.

16. Jackson AL, Linsley PS. Noise amidst the silence: off -
target eff ects of siRNAs? Trends Genet 2004 Nov; 20(11): 
521-524.

17. Grimm D, Streetz KL, Jopling CL, Storm TA, Pandey K, Davis 
CR, Marion P, Salazar F, Kay MA. Fatality in mice due to 
oversaturati on of cellular microRNA/short hairpin RNA 
pathways. Nature 2006 May 25; 441(7092): 537-541.

18. Kuo A, Terrault NA. Management of hepati ti s C in liver 
transplant recipients. Am J Transplant 2006 Mar; 6(3): 
449-458.

19. Eckels DD, Zhou H, Bian TH, Wang H. Identi fi cati on of 
anti genic escape variants in an immunodominant epitope 
of hepati ti s C virus. Int Immunol 1999 Apr; 11(4): 577-583.

20. Kanda T, Yokosuka O, Imazeki F, Tanaka M, Shino Y, Shimada 
H, Tomonaga T, Nomura F, Nagao K, Ochiai T, Saisho H. 
Inhibiti on of subgenomic hepati ti s C virus RNA in Huh-7 
cells: ribavirin induces mutagenesis in HCV RNA. Journal of 
viral hepati ti s 2004 Nov; 11(6): 479-487.

21. Young KC, Lindsay KL, Lee KJ, Liu WC, He JW, Milstein SL, Lai 
MM. Identi fi cati on of a ribavirin-resistant NS5B mutati on of 
hepati ti s C virus during ribavirin monotherapy. Hepatology 
(Balti more, Md 2003 Oct; 38(4): 869-878.

22. Southard JH, Belzer FO. Organ preservati on. Annual review 
of medicine 1995; 46: 235-247.

23. Morariu AM, Vd Plaats A, W VO, NA TH, Leuvenink HG, 
Graaff  R, Ploeg RJ, Rakhorst G. Hyperaggregati ng eff ect of 
hydroxyethyl starch components and University of Wisconsin 
soluti on on human red blood cells: a risk of impaired graft  
perfusion in organ procurement? Transplantati on 2003 Jul 
15; 76(1): 37-43.

References Cited.indd   183 26/04/2008   4:23:16 PM



APPENDIX ii

List of Abbreviations.indd   184 26/04/2008   4:23:29 PM



List of Abbreviations

List of Abbreviations.indd   185 26/04/2008   4:23:30 PM



List of Abbreviations.indd   186 26/04/2008   4:23:30 PM



Abbreviati	ons

PART	V:	Appendices	

Ap
pe

nd
ix
	ii
	

18
7

AAV	 	 Adeno-associated	virus

ADA		 	 Adenosine	amintotransferase

ALT	 	 Alanine	aminotransferase

AmP	 	 Ampicillin	

ASGPR	 	 Asialoglycoprotein	receptor	

ASO	 	 Anti	-sense	oligonucleoti	des

Ber-EP4	 	 Epithelial	cell	surface	glycoprotein	monoclonal	anti	body	

CFSE	 	 Carboxy-fl	uorescein	diacetate,	succinimidyl	ester

CmR	 	 Chloramphenical	

cPPT	 	 Central	polypurine	tract

Csa	 	 Cyclosporine	A	

DC	 	 Dendriti	c	cells	

Dex	 	 Dexamethasone	

dGTP	 	 Deoxy-guanosine	triphosphate

DMEM	 	 Dulbecco’s	Modifi	ed	Eagle	Medium

dsRNA	 	 Double	stranded	RNA

EH	 	 EloHaes	 	

ER	 	 Endoplasmic	reti	culum

GFP	 	 Green	fl	uorescent	protein

GTP	 	 Guanosine	triphosphate

HCC	 	 Hepatocellular	carcinoma

HCV	 	 Hepati	ti	s	C	virus	

HCVcc	 	 Cell	culture-derived	HCV	parti	cles

HCV-LPs		 HCV-like	parti	cles		

HCVpp	 	 HCV	pseudotyped	parti	cles	

HEK293T	 Human	embryonic	kidney	epithelial	cell	line

HES	 	 Hydroxyethyl	Starch

HIV	 	 Human	immunodefi	ciency	virus

HTK	 	 Histadine	Thymadine	Ketogluterate

Huh-7-ET	 Huh-7	cells	w/	HCV	bicistronic	replicon

Huh-7-Hy	 Huh-7	cells	w/	HCV	monocistronic	replicon

Igl-1	 	 Na-Peg-UW	Soluti	on

IMP	 	 Inosine	5’	monophosphate

IMPDH	 	 Inosine	monophosphate	dehydrogenase

INF-α	 	 Interferon	alpha	

LV-GFP	 	 Lenti	viral	GFP	expression	vector	

LV-sh2	 	 Lenti	viral	vector	w/	two	small	hairpin	RNAs

LV-shNS5b	 Lenti	viral	vector	w/	short	hairpin	RNA	targeti	ng	the	HCV	NS5b
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MCS	 	 Multi	ple	cloning	site

MFI	 	 Mean	fl	uorescence	intensity

miRNA	 	 MicroRNA

MMF	 	 Mycophenolate	mofeti	l

MOI	 	 Multi	plicity	of	infecti	on

MPA	 	 Mycophenolic	acid	

NCR	 	 Non-coding	region	

NIH	 	 Nati	onal	Insti	tutes	of	Health

NS3	 	 HCV-non-structual	protein	3

NS5B	 	 HCV	RNA	dependent	RNA	polymerase

NTR’s	 	 Non-translated	regions

ORF	 	 Open	reading	frame

PE	 	 Phycoerythrin	

PEG	 	 Polyethylene	glycol	

pIFN-a	 	 Pegylated	Interferon	alpha	

PFA	 	 Para-formaldehyde

PI	 	 Proliferati	on	index	

Pred	 	 Prednisolone	

PTGS	 	 Postt	ranscripti	onal	gene	silencing

Rapa		 	 Rapamycin	

RBC	 	 Red	blood	cells	

RBV	 	 Replicati	on	inhibitor	ribavirin

RdRp	 	 RNA	dependent	RNA	polymerase

RISC	 	 RNA-induced	silencing	complex

RNAi	 	 RNA	interference	

shRNA	 	 Small	hairpin	RNA	

siRNA	 	 Small	interfering	RNA

SIV	 	 Simian	immunodefi	ciency	virus

SLO	 	 Liver	Research	Foundati	on

SR-B1	 	 Scavenger	receptor	class	B	type	1

SVR	 	 Sustained	virological	response

TCID	 	 Tissue	culture	infecti	ous	dose

TIL	 	 Tumor-infi	ltrati	ng	lymphocytes

UW	 	 University	of	Wisconsin	

VSV-G	 	 Vesicular	stomati	ti	s	virus	glycoproteins

WPRE	 	 Woodchuck	hepati	ti	s	virus	post-transcripti	onal	regulatory	element

XMP	 	 Xanthosine	5’	monophosphate

XSCID	 	 X-linked	severe	combined	immunodefi	ciency
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In 2002 Scot worked sporadically in what he terms ‘medical mercenary work’; consulti ng 
for various labs and departments at the University of Calgary. In 2003, he travelled to Ecuador 
to begin a populati on study based on geneti c mark recapture methods of an endangered bear 
species in South America. For 6 months he made camp on the edge of the cloud forest and 
collected bear hair and scat. The samples were to be analyzed for micro-satellites and other 
geneti c features to determine individuality and populati on structures, though this porti on of 
the study has yet to be completed.

Early in 2004 Scot travelled to Holland for what was originally to be a short visit and some 
possible consulti ng work. During which ti me his CV was spread around the research departments 
of Erasmus MC. Though obscure and diverse, his CV caught the att enti on of Dr. Luc van der Laan, 
who had an idea that incorporated all of his skills and interests; a chance to develop a gene 
therapy based treatment of a persistent viral infecti on, geneti c engineering, viral populati ons, it 
was perfect in all aspects and he leapt at the off er.  

Four years, three job descripti ons (research analyst, AIO, OIO), and much travel later; Scot 
would defend this PhD thesis under the supervision of Prof. Hugo Tilanus, Prof. Herold Metselaar 
and Dr. Luc van der Laan.  

Dr. Henry’s current whereabouts are unknown though it is wildly rumored that he now lives 
and works in his parent’s basement in Moose Jaw, Saskatchewan. He is penniless and quite, 
quite insane.

Curriculum vitea.indd   207 26/04/2008   4:35:24 PM



Notes

Curriculum vitea.indd   208 26/04/2008   4:35:24 PM




