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Chapter 1
General introduction

Hepatitis C virus (HCV) infection
HCV is a single‐stranded positive‐sense RNA virus that was first identified in 19891. HCV
belongs to the Flaviviridae family and has six major genotypes2. According to the estimation
of the World Health Organization3, approximately 170 million people, 3% of the world
population, are HCV positive with 3 to 4 million de novo infections each year. Of the newly
infected individuals only approx. 15‐40% will effectively clear the virus and those who fail to
do so will develop a chronic and progressive infection. The prevalence is high in Egypt
(>10%), Asia (5‐10%) and Southern Europe (1‐2.5%) and is low in the Netherlands (<1%)4.
Chronic hepatitis C is a slowly progressive disease causing no or few symptoms in the initial
phase, but 10 to 20% of the patients develop liver cirrhosis over a period of 10 to 30 years.
Patients with liver cirrhosis have an annual risk of 1 to 5% to develop liver cancer, in
particular hepatocellular carcinoma (HCC)5. Unfortunately, there are still no effective
vaccines or antibodies available for the prevention of infection.

Molecular biology of HCV
HCV particles contain a single positive‐stranded RNA genome of approximately 9,600
nucleotides in length. To date, six major genotypes and over 100 subtypes of HCV have been
identified that differ in their nucleotide sequence up to 34% between genotypes and up to
25% between subtypes 6. The whole genome composes of a single open reading frame,
encoding a polyprotein precursor of approximately 3,000 amino acids, flanked by 5’ and 3’
non‐coding regions (NCR). The life cycle of HCV consists of binding and entry host cells,
uncoating viral proteins, genome translation, polyprotein processing, viral replication,
particle assembly and release.
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Viral entry involves HCV envelope protein interaction with membrane proteins expressed
on the surface of the host cell. The exact nature of the host factors contributing to viral
binding and entry is still not completely known and is currently the focus of much research in
the field. The viral factors involved in binding and entry, namely the envelope glycoproteins
E1 and E2, are well established in several model systems7‐9. Over the past decade, several
host cell surface molecules have been identified as potential binding partners for the HCV
envelope proteins E1/E2 and are considered important for viral binding and entry. These
include CD8110, glycosaminoglycan11, scavenger receptor class B type‐1(SR‐BI)12, low‐density
lipoprotein receptor13, DC‐SIGN14, L‐SIGN15, Claudin members16‐18 and occludin (OCLN)19. A
recent study suggested that direct cell‐to‐cell transmission may represent another route of
HCV infection that can evade neutralizing antibodies20.
Upon entry, HCV genomic RNA is released and acts as both a template for the production
of the negative‐stranded RNA replication intermediate and an mRNA template for the
synthesis of the viral polyprotein. Translation of the viral polyprotein is mediated by an
internal ribosome entry site (IRES) located within the highly conserved 5' NCR. The
synthesized polyprotein is subsequently cleaved into four structural (core, E1, E2 and p7)
and six non‐structural (NS2, NS3, NS4A, NS4B, NS5A, and NS5B) proteins21. Processing of
structural proteins, including the p7/NS2 junction, is carried out by at least two host signal
peptidases and non‐structural proteins are matured by two viral proteases, NS2 and
NS3/4A21‐22.
Similarly, HCV replication also requires both viral and cellular factors. The 5’ NCR, in
particular the IRES sequence, plays an important function in ribosomal assembly. The non‐
structural proteins, NS3, NS4A, NS4B, NS5A and NS5B, appear to be essential for
replication23. NS5B is the active subunit of the replication complex known as an RNA‐
dependent RNA polymerase for the de novo generation of positive and negative stranded
RNA24. The early knowledge of host factors involved in viral replication actually came from
studies with immunosuppressive drugs, such as cyclosporine A (CsA). The anti‐HCV activity of
CsA was suggested as disrupting the functional association of cyclophilin B with NS5B, which
participated in the initiation of replication by facilitating the interaction of NS5B and the 3'
NCR of the viral RNA25. Further investigation revealed that likely other cyclophilins, including
cyclophilin A or C are also involved26. Recent development of high‐throughput technologies,
in particular RNA interference (RNAi) libraries as loss‐of‐function approaches, allows
10
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genome‐wide screening of HCV host factors. Using subgenomic and infectious models, host
factors involved in different phases of the viral life cycle can be further characterized27‐30.
In addition, new light has been shed on the interplay between cellular membranes, lipid
metabolism and HCV infection. The primary location for the assembly of HCV virions in
hepatocytes are shown to be the small lipid droplets located in close proximity of the
endoplasmatic reticulum. The HCV core protein initiates the recruitment of nonstructural
proteins and replication complexes to lipid droplet‐associated membranes31. Autophagy
("self eating"), a process for catabolizing cytoplasmic components through the lysosomal
machinery, has been implicated in the modulation of interactions between RNA viruses and
their host. HCV infection has been shown to induce autophagy32 and facilitate the viral
infection by damping the host innate immunity33, such as interferon response34.

Therapy for chronic HCV
Interferons are of vital importance for the innate defense against viral infection and involve
the induction of a multitude of interferon‐stimulated genes (ISGs) to establish an antiviral
status35. Despite the fact that the exact antiviral mechanism‐of‐action of most ISG members
remains poorly defined, the clinical application of interferon‐alpha (IFN‐) has led to the
landmark for the treatment of chronic HCV. The further modification of interferon through
PEGylation and the combination with ribavirin, the current standard of care, has dramatically
improved the outcome that approx. half of the patients can develop a sustained virologic
response (SVR)36‐37. The translation of molecular biology has recently fuelled a rapid progress
in HCV drug development. A range of directly acting antivirals (DAA), including protease and
polymerase inhibitors, are at various stages of clinical development38. These compounds not
only have potent antiviral capacities, but also dramatically potentiate the efficacy of the
current standard of care39‐40. Therefore, the next generation of standard care is expected to
be interferon, ribavirin plus DAAs41.
However, given the large infected population, accumulated non‐responders, poor
tolerability to interferon or DAAs, and special populations (human immunodeficiency virus
coinfected patients, liver transplanted patients, etc.), novel antivirals remain urgently
required, which ideally should act on distinct mechanisms and be applicable in the current
non‐responders and special populations with less side effects.
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Liver transplantation, immunosuppressants and HCV recurrence
HCV patients who failed to clear the virus will have high risk of developing end‐stage liver
disease and HCC. Then, liver transplantation is the only treatment option and HCV has now
become the major indication for liver transplantation worldwide. However, HCV universally
re‐infects the liver graft after transplantation causing an accelerated recurrent liver disease,
resulting in cirrhosis of the donor liver in 10‐41% of the patients after five to ten years42‐43
Moreover, the current standard therapy in transplant patients is much less efficient, with
only 20‐30% of SVR rate44.
The more aggravated course of HCV infection after transplantation and relative
resistance to antiviral therapy have been attributed to several host and viral factors
including

genotype,

donor

age

and

in

particular

the

application

of

specific

immunosuppressive medication45. However, the arguments regarding the choice of
immunosuppressants for HCV‐related transplantation patients have come from clear
evidence in basic research, rather than from clinical observation. The first evidence that the
calcineurin inhibitor (CNI) cyclosporine A (CsA), but not FK506 (tacrolimus, Tac), can inhibit
HCV replication in vitro46, sparked a clinical debate on the possible differential impact of Tac
and CsA on HCV recurrence. So far, the actions and mechanisms of glucocorticosteroids47‐48,
CNIs49‐50 and mycophenolic acid (MPA)51 on HCV infection and the antiviral effects of
interferon have been extensively studied in cell culture models. Retrospective clinical studies
have recently debated on the impact of the newer generation immunosuppressant
rapamycin on the recurrence of HCV after liver transplantation52‐53, whereas to personal
knowledge no basic study has reported on this rising issue.

RNAi and microRNA
RNAi, discovered a decade ago54, is a sequence‐specific inhibition of gene expression at
posttranscriptional level. It is triggered by small interfering RNA (siRNA), which can be
introduced into cells directly as synthetic siRNA or indirectly as vector expressed short‐
hairpin RNA (shRNA) precursor55. Encoded shRNA can be exported to the cytoplasm and
cleaved into active siRNA by a cellular enzyme, Dicer. These siRNAs are assembled into a
multicomponent complex, known as the RNA‐induced silencing complex (RISC), which
12
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incorporates a single strand of the siRNA serving as a guide sequence to target and silence
homologous messenger RNA (mRNA)56. As an innovative loss‐of‐function technology, RNAi
has been widely used for studying gene functions in experimental biology but also fuelled
the development of novel therapies for various diseases. Up to date (Dec., 2011), over 20
clinical trials of assessing therapeutic RNAi have been registered at ClinicalTrials.gov.
RNAi has been greatly facilitated the identification of host factors involved in the HCV life
cycle but also emerged as a new avenue for therapeutic application against HCV infection.
Since HCV is a single‐stranded RNA molecule, both the viral genome and host cellular factors
involved in the viral life cycle, such as viral receptor CD81, can be targeted by RNAi and
convey protection against infection57. In the context of treating chronic HCV or preventing
recurrence in HCV‐positive transplants, a single dose administration with long‐lasting
therapeutic effects would be ideal. Therefore, viral vectors, such as integrating lentiviral
vectors58 or adeno‐associated viral vectors 59, represent suitable tools for in vivo delivery of
RNAi.
MicroRNAs (miRNAs) are endogenous noncoding RNAs with approximately 22
nucleotides in length that can broadly regulate gene expression by using the RNAi machinery
to trigger either cleavage or translational suppression of the target mRNA60. MiR‐122 is a
liver‐abundant miRNA that consists of approx. 70% of the total miRNA population in adult
liver61.Numerous studies have consistently shown that HCV replication is tightly regulated by
miR‐12262‐63, and treatment of chronically infected chimpanzees with a locked nucleic acid
(LNA)‐modified oligonucleotide complementary to miR‐122 leads to long‐lasting suppression
of HCV viremia64. Moreover, miR‐122 has been implicated as a biomarker for liver injury,
since liver injury triggered the release of miR‐122 into the circulation65‐66.

Mesenchymal stem cells
Mesenchymal stem cells (MSC) are multi‐potent stem cells that were originally identified as
a heterogeneous population of stromal cells in the bone marrow (BM), but lately studies
reported the presence of MSC in other compartments including adult adipose tissue, dermal
tissues and spleen as well as umbilical cord blood and various fetal tissues. Notably, the
adult human liver also harbors resident MSC that are phenotypically and functionally
identical to BM MSC67.
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MSC have been demonstrated to be able to differentiate into various types of cells,
including bone, fat, cartilage, muscle cells and hepatocytes68‐70. Besides its lineage
differentiation potential, MSC produced trophic factors have shown to provide paracrine
support for hepatocyte proliferation, angiogenesis, tissue repair and immunomodulation71‐
73

. Interestingly, a recent study reported that BM MSC could counteract sepsis, a form of

serious bacterial infection in blood, by reprogramming of host macrophages to enhance the
production of interleukin‐1074. Based on the compelling results from in vitro and animal
models, over 170 clinical trials have been registered (June, 2011, ClinicalTrials.gov) to
investigate the therapeutic value of MSC for various diseases.

Aims of the thesis
The general aims of this thesis are: (1) to investigate the effects and mechanisims of
different immunosuppressants on HCV infection and antiviral interferon response, (2) to
evaluate the biotechnological and therapeutic utility of RNAi for HCV infection and (3) to
explore the anti‐HCV potential of mesenchymal stem cells.
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Abstract
Immune suppression considerably affects hepatitis C virus (HCV) recurrence and outcome of
antiviral treatment after liver transplantation. Recent findings suggest that the calcineurin
inhibitor FK506 (tacrolimus, Tac) but not cyclosporine A (CsA) interfere with the antiviral
activity of interferon‐ (IFN‐ in vitro. The aim of our study is to more extensively
investigate the effects of calcineurin inhibitors on IFN‐ signaling and antiviral activity in
subgenomic and infectious HCV models. Treatment with both Tac and CsA did not affect
Huh7 cell proliferation at 10 to 500 ng/ml doses, however, completely inhibited T cell
proliferation. In contrast to previous reports, Tac had no effect on IFN‐ stimulated reporter
gene expression, even at 5 g/ml dose. Furthermore, in Huh7 subgenomic HCV replicon
cells, treatment with Tac had no significant effect on the suppression of viral replication by
IFN‐. In the infectious HCV model, treatment with IFN‐ effectively inhibited both viral RNA
replication and de novo production of virus particles and both were not attenuated at any
concentration of Tac. CsA had no significant effect on IFN‐ stimulated reporter gene
expression, however as shown previously, a combination of CsA (at 500 ng/ml and higher)
and IFN‐ resulted in an enhanced inhibition of viral replication both in the subgenomic and
infectious HCV models. In conclusion, our study shows no evidence that Tac or CsA interfere
with IFN‐‐mediated inhibition of HCV replication and virion production in vitro. Therefore,
no mechanistic argument is found to break the clinical controversy about choice of
calcineurin inhibitor during post‐transplantation antiviral therapy.
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Introduction
End‐stage liver diseases caused by chronic hepatitis C virus (HCV) infection are currently the
leading indications for liver transplantation.

1

In general, HCV‐positive patients undergoing

transplantation experience a reduction in viral RNA levels within the anhepatic phase,
followed by a rapid increase in viral load due to re‐infection of the graft. HCV infection of the
graft occurs universally and rapidly after transplantation, and results in accelerated
recurrence of liver fibrosis and early development of cirrhosis. 2
The current standard therapy of HCV, pegylated‐interferon‐ (IFN‐) in combination with
ribavirin, has achieved substantial success in the primary infected patients with overall half
of the patients developing a sustained virologic response. 3 Nevertheless, treatment of HCV
recurrence after liver transplantation is much less effective with approximate sustained
virologic response rates of only 20%. 4, 5 The more aggravated course of HCV infection after
transplantation and relative resistance to antiviral therapy have been attributed to several
host and viral factors including genotype, donor age and particular the application of specific
immunosuppressive medication.

6

However, the arguments regarding the choice of

immunosuppressants for HCV‐related transplantation patients have come from clear
evidence in basic research, rather than from clinical observation. The first evidence that the
calcineurin inhibitor (CNI) cyclosporine A (CsA), but not FK506 (tacrolimus, Tac), can inhibit
HCV replication in vitro,

7, 8

sparked a clinical debate on the possible differential impact of

Tac and CsA on HCV recurrence. The primary cellular targets of CNI are immunophilins, with
CsA targeting cyclophilins and FK binding proteins being targeted by Tac. Recent studies
confirmed that the antiviral effect of CsA is mediated by inhibition of cyclophilins,

9

in

particular cyclophilin A. 10‐13 Although there is still controversy about the effect of CsA alone
on HCV replication in the setting of clinical organ transplantation,

14

more recent studies

revealed another aspect of CNI and their impact on the treatment for HCV. 15, 16 Hirano and
coworkers reported that CNI have different effects on the molecular pathways involved in
IFN signaling, showing that Tac but not CsA could interfere with interferon signaling and
thereby reducing the antiviral activity of IFN‐ in a subgenomic HCV replicon model.

16

Subsequently, this group reported intentional conversion from Tac to CsA based immune
suppression for HCV‐positive patients on preemptive interferon therapy after living donor
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liver transplantation. 17 Moreover, several in vitro studies showed that co‐treatment of CsA
with IFN‐ results in greater, synergistic, inhibition of HCV replication.18‐20
Given the importance of these laboratory observations in terms of potential translation
into the transplant clinic, the aim of the current study is to more extensively evaluate the
effects of CNI on IFN‐ signaling and antiviral activity in two state‐of‐the‐art HCV replication
and infection models.

Materials & Methods
Reagents and cell culture
IFN‐ 2a provided by Roche Ltd (Basel, Switzerland) was dissolved in water. CsA provided by
Novartis Pharma AG (Basel, Switzerland) was dissolved in a 1:1 mixture of ethanol with 10%
Tween‐20 and water. Tacrolimus (as intravenous fluid) was provided by Astellas (Hoofddorp,
The Netherlands).
The human hepatoma cell line Huh7 and the human embryonic kidney epithelial cell line
HEK293 were cultured in Dulbecco’s modified Eagle medium (DMEM) (Invitrogen–Gibco,
Breda, The Netherlands) complemented with 10% v/v fetal calf serum (Hyclone, Logan,
Utah), 100 IU/ml penicillin, 100 mg/ml streptomycin, and 2mM L‐glutamine (Invitrogen–
Gibco). Stable luciferase expressing cells were generated by transducing naïve Huh7 or
HEK293 cells with a lentiviral vector expressing the firefly luciferase gene under control of
the human phosphoglyserate kinase (PGK) promoter (PGK‐Luc).

HCV replicon models
The HCV bicistronic replicon (I389/NS3‐3V/LucUbiNeo‐ET, Huh7‐ET), containing the non‐
structure coding sequence of HCV and the luciferase gene, was used.21 Huh7‐ET cells were
cultured in the presence of 250 g/ml G418 (Sigma, Zwijndrecht, The Netherlands). Cells
were treated with IFN‐, CsA, Tac or vehicle control alone or in combination and viral
luciferase activity was measured after 24h.
Huh7.5 cells harboring the full‐length JFH1‐derived genome was used as an infectious
HCV model. 22 Both intracellular and secreted HCV RNA was determined as described below.
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Interferon reporter assay
The ISRE‐Luc reporter system, expressing the firefly luciferase gene controlled by the ISRE
interferon response element, was obtained from Stratagene, (La Jolla, CA). HEK293 cells
were grown in 96‐well multiplates and transfected with 0.2 µg of pISRE‐Luc plasmid. After
overnight incubation, the cells were incubated in the absence or presence of CsA, Tac and
IFN‐ (100 IU/ml). After 24 hr culture, the luciferase activity was measured.

Luciferase activity measurement
100 mM luciferin potassium salt (Sigma) was added to cells and incubated for 30 min at
37ºC. Luciferase activity was quantified using a LumiStar Optima luminescence counter
(BMG LabTech, Offenburg, Germany).

Real time RT‐PCR
HCV genomic RNA of secreted virions was isolated using QIAamp Viral RNA Mini Kit (Qiagen,
Venlo, The Netherlands). cDNA was prepared from total RNA of 350 µl supernatant using the
iScript cDNA Synthesis Kit from Bio‐Rad (Bio‐Rad Laboratories, Stanford, CA, USA).
Total RNA of cultured cells was isolated using a Micro RNeasy Kit (Qiagen, Venlo, The
Netherlands) and quantified using a Nanodrop ND‐1000 (Wilmington, DE, USA). cDNA was
prepared from 1 µg total RNA using the iScript cDNA Synthesis Kit from Bio‐Rad (Bio‐Rad
Laboratories, Stanford, CA, USA). The levels of HCV IRES and human GAPDH RNA were
quantified using real‐time PCR (MJ Research Opticon, Hercules, CA, USA) performed with
SYBRGreen (Sigma‐Aldrich) according to manufacturer's instructions. Cyclophilin B (CyB) or
GAPDH were used as reference genes to normalize gene expression.

MTT cell viability assay
Huh7 cells were plated in 96‐well plates and treated with concentrations of CsA or Tac for
48h. Cell metabolic activity and viability were quantified by the 3‐(4, 5‐dimethylthiazol‐2‐yl)‐
2, 5‐diphenyltetrazolium bromide (MTT, 0.5 mg/ml) assay (Sigma‐Aldrich ).

T cell proliferation assay
Effect of CsA and Tac on proliferation of T cells was determined by [3H] thymidine
incorporation assay. Briefly, peripheral blood mononuclear cells (4 x 105) in the presence or
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absence of CsA or Tac were seeded in 96‐well round‐bottom plates. Phytohemagglutinin
(PHA; Murex Biotech, UK) was used for stimulation. After 5 days, proliferation was assessed
by determination of the incorporation of 0.5 µCi (0.0185 MBq) [3H] thymidine
(Radiochemical Center, Amersham, United Kingdom) for 18 hrs.

Statistical analysis
Statistical analysis was performed by using either matched‐pair nonparametric test
(Wilcoxon signed‐rank test) or the non‐paired, nonparametric test (Mann–Whitney test)
(GraphPad Prism software). P‐values less than 0.05 were considered as statistically
significant.

Figure 1. Effect of CsA and Tac on interferon‐stimulated reporter gene expression. HEK293 cells were
transfected with interferon reporter plasmid, ISRE‐Luc. After overnight culture, cells were stimulated
with 100 IU/ml IFN‐ in the absence or presence of CsA (A) or Tac (B). HEK293 cells stably expressing
luciferase driven by the PGK promoter element (PGK‐Luc) served as control to determine potential
non‐specific effect of drugs. After 24 hr treatment, luciferase activity was measured. Shown is the
mean ± SD relative luciferase activity of ISRE‐Luc and PGK‐Luc as percentage of the IFN‐ alone group
from six experiments. At highest concentration both CsA and Tac inhibited luminescence activity of
ISRE‐Luc and PGK‐Luc, suggesting non‐specific effects rather than specific effects on interferon
signaling (* P < 0.05).

Results
Tac and CsA do not interfere with interferon‐induced gene expression
Type I interferons, IFN‐ and IFN‐, are known to stimulate the expression of genes
containing interferon‐stimulated response elements (ISRE) in the promoter region. Using the
reporter gene expression assay, the effect of CNI Tac and CsA on IFN‐ stimulated gene
expression was investigated. A plasmid, containing the luciferase gene driven by a basic
44
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TATA‐box promoter containing five ISRE repeats (ISRE‐Luc), was transiently transduced in
HEK293 cells. To exclude the possible non‐specific effects of the calcineurin inhibitors on the
host cell and bioluminescence, a control cell line was generated that constitutively expresses
the luciferase gene independent of IFN stimulation (PGK‐Luc).

Figure 2. Effect of CsA and Tac on
T cells proliferation, Huh7 cell
proliferation
and
control
luciferase activity. (A) Both CsA
and Tac effectively inhibited PHA‐
stimulated T cell proliferation
(n=6, *P < 0.01), confirming
intact biological activity of both
CNI. (B) Treatment with CsA or
Tac at concentrations up to 500
ng/ml did not affect the number
of viable, metabolically active,
Huh7 cells as measured by MTT‐
conversion assay. However at the
highest dose of 5000 ng/ml both
CNI significantly reduced the
number of active cells (mean ±
SD, n=6, *P < 0.01). (C) CsA and
Tac up to a concentration of 500
ng/ml did not effect control
luciferase activity in Huh7 cells.
Only a high concentration of
5000 ng/ml CsA or Tac resulted in
a significant reduction of 47.1% ±
4.1 and 30.9% ± 3.2 , respectively
(mean ± SD, n=4, *P < 0.01).

HEK293 cells containing ISRE‐Luc or PGK‐Luc were stimulated with IFN‐ in the presence
or absence of different concentrations of CsA or Tac. Relative luciferase activity is shown in
Figure 1. After 24h IFN‐ stimulation, a robust luminescence signal was detected in ISRE‐Luc
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cells, whereas the luminescence in PGK‐Luc cells was unaltered. Treatment with CsA or Tac
alone did not induce a luminescence signal at any concentration tested (Data not shown).
Combined treatment of IFN‐ with 100 or 500 ng/ml CsA or Tac did not alter the stimulation
of ISRE‐Luc (Fig. 1A and B). However at a higher dose of 5 g/ml CsA or Tac, significant
inhibition of the luminescence activity was seen both in ISRE‐Luc and PGK‐Luc HEK293 cells.
This suggests that high dose CsA nonspecifically affects luciferase activity rather than
specifically affecting interferon signaling (Fig. 1A and B). These results contradict to the
previous studies,

15, 16

which suggested that treatment with Tac attenuated interferon

response.
To confirm the biological activity of Tac and CsA, we tested their ability to inhibit T cell
proliferation. As shown in Figure 2A, potent inhibition of PHA‐stimulated T cell proliferation
was observed with both Tac and CsA. The inhibition was dose dependent, with Tac being
approximately ten‐fold more potent then CsA, consistent with a previous report. 23 The fact
that CsA and Tac have the expected potency on T cell proliferation, indicate that the lack of
effect on IFN‐ signaling is not due to degradation or impaired function of these CNI.

Tac and CsA do not attenuate inhibition of HCV replication by IFN‐
To evaluate whether Tac or CsA interfere with the antiviral action of interferon, a
subgenomic HCV replicon model, Huh7 ET, was used. This viral replicon lacks the HCV
structural protein coding‐sequence and instead contains the luciferase reporter gene
allowing sensitive monitoring of viral replication by measurement of luminescence.

24

As

shown in Figure 2B, both CsA and Tac did not affect the number of viable Huh7 cells, though
at the highest dose of 5000 ng/ml a significant reduction of metabolic active cells was seen
by 31% ± 5 and 34% ± 2 (mean ± SD, n=6, P < 0.01), respectively. To further distinguish
potential non‐specific effects of CNI on luciferase activity, we generated a Huh7 cell line that
stably expressed luciferase under control of the human PGK promotor (Huh7‐PGK‐Luc).
Using this cell line, no effect of CNI on luciferease activtity was observed at concentrations
up to 500 ng/ml (Figure 2C). Only at the highest dose of 5000 ng/ml, both CsA and Tac
significantly inhibited luciferase activity by mean 47% ± 4 SD and 31% ± 3 SD, respectively
(n=4, P < 0.01). These findings indicate that only at the highest dose used, CNI attenuate cell
growth of Huh7 cells without further non‐specific effects on bioluminescence.
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Figure 3. Effect of CsA and Tac on IFN‐ mediated suppression of viral replication in subgenomic HCV
replicon cells. A) Treatment with CsA alone significantly reduced viral luciferase activity at 500 ng/ml
dose by 71.6% ± 5.1. In contrast, Tac alone had a much smaller effect on HCV replication, although at
5000 ng/ml dose significantly inhibited viral luciferase activity. (C) Treatment of low dose of IFN‐ (1
IU/ml) resulted in a significant inhibition of viral replication (P < 0.01). Combined treatment with CsA
(10‐100ng/ml) had no effect on IFN‐ mediated suppression of viral replication, while at higher dose
(500 or 5000ng/ml) an enhanced inhibition of viral replication was observed. (D) Combined
treatment of IFN‐ with Tac at any dose did not interfere the antiviral activity of interferon. Data are
presented as mean ± SD of six independent experiments.

In Huh7 ET cells, treatment with CsA alone significantly reduced viral luciferase activity
(mean inhibition of 71.6% ± 5.1 SD at 500 ng/ml dose, n=6, P < 0.01) (Fig. 3A) without strong
effect on control luciferase activity in Huh7‐PGK‐Luc cells (Fig. 2C). In contrast, Tac alone had
a much smaller effect on HCV replication, although at 5000 ng/ml dose significantly reduced
viral luciferase activity (51% ± 8, mean ± SD, n=5, P < 0.01) (Fig. 3B) but with clear effect on
control luciferase (Fig. 2C). As shown in Figure 3C, treatment with low dose IFN‐ (1 IU/ml)
resulted in inhibition of HCV replication by 73.2% ± 4.5 (mean ± SD, n=6, P < 0.01). Combined
treatment of IFN‐ with CsA had no effect on suppression of viral replication at low doses of
CsA (10‐100 ng/ml) where as, consistent with previous studies,

7, 18‐20

at higher dose of CsA

an enhanced inhibition of HCV replication was observed (Fig. 3C). However, combined
treatment of IFN‐ with Tac did not attenuate the suppression of viral replication at any
dose tested (Fig. 3D). Similar results were obtained when Huh7 ET cells were pre‐treated
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with Tac or CsA for 16 hrs before IFN‐ stimulation (data not shown). Overall, no evidence
was found that Tac or CsA interfere with the inhibition of HCV replication by IFN‐.

Figure 4. IFN‐ mediated suppression of viral replication and virion production in the JFH1‐derived
infectious HCV model is not affected by Tac. Four days treatment of IFN‐ (10 IU/ml) profoundly
inhibited production of both cellular (A, B) and secreted (C, D) viral RNA levels. Combined treatment
of IFN‐ with different concentrations of CsA (A) or Tac (B) did not affect the inhibition of viral RNA
replication in the cells. Furthermore, no effect was observed on the secretion of virus particles after
combined treatment with different concentrations of CsA (C) or Tac (D). Data are presented as mean
± SD of three independent experiments.

Effect of Tac and CsA on antiviral action of IFN‐in the infectious HCV model
The obvious limitation of subgenomic HCV models is the lack of a productive infection. With
the identification of a genotype 2a isolate, JFH1, an infectious HCV model was established
which allows the study of the complete viral lifecycle in culture, including the assembly and
release of infectious particles.

22

Using this model, we evaluated the effect of CNI on the

inhibition of both viral replication and the secretion of de novo viral particles. Four days
treatment of IFN‐ (10 IU/ml) profoundly inhibited the production of cellular and secreted
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viral RNA levels by 91.7% ± 1.7 and 93.5% ± 2.4 (n=3, P < 0.01), respectively (Figure 4).
Consistent with the results in the subgenomic replicon model, combination of IFN‐ and CsA
(Fig. 4A) or Tac (Fig. 4B) did not interfere with the inhibition of viral RNA levels. Moreover no
interfere was observed on the secretion of virus particles after combined treatment with CsA
(Fig. 4C) or Tac (Fig. 4D). Although the highest dose of Tac accentuated the inhibitory effect
of IFN, it is most likely due to the non‐specific effect of on host cells. These results in the
infectious HCV model again did not show evidence that Tac or CsA interfere with IFN‐
signaling.

Discussion

In the current study, we found no evidence that either CsA or Tac interferes with IFN‐
induced gene expression (Fig. 1) or IFN‐ mediated antiviral activity against HCV (Fig. 3‐4).
For our study we used two well‐established HCV culture models,

22, 24

which allowed

determination of both viral replication and the production and release of infectious HCV
particles. We confirmed results from earlier studies,

7, 8, 18‐20

showing that CsA has antiviral

activity alone and in combination with IFN‐ (Fig. 3A and 3C, Fig. 4A and Fig. 4C). Treatment
with Tac alone showed limited antiviral activity, as shown earlier.

7, 19, 25

Importantly,

however, we did not observe any inhibitory effect of Tac on IFN‐ signaling (Fig 1B) or its
antiviral activity (Fig. 3D, Fig. 4B and Fig. 4D), in contrast to previous reports. 15, 16 In both the
interferon reporter assay and HCV culture models, clinically relevant concentrations of Tac
reached in serum of organ transplant recipients (5‐30 ng/ml)

26

had no negative effect on

IFN‐activity.
Of note, there are several clear differences between our study and that of Hirano et al, 16
including drug dosing, HCV models and experimental cell lines. In the earlier study, effects
on IFN‐ signaling were only observed at extremely high concentrations of Tac (5‐10 µM),
which is equivalent to 4000‐8000 ng/ml and more than two log higher than serum
concentration in Tac‐treated patients. In our study, we applied a proper internal luciferase
control to distinguish and normalize for non‐specific effects of drugs on cell viability, cell
proliferation and bioluminescence activity. Indeed, as shown in Figure 2, 5000 ng/ml Tac
significantly affected the number of viable cells and total luciferase activity of Huh7‐PGK‐Luc.
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Moreover, we have tested the effects of Tac in both subgenomic (genotype 1b) and
infectious (genotype 2a) HCV models, while Hirano et al only used 1b subgenomic model.
Although Huh7.5 cells, the host of infectious HCV, is defective in RIG‐I pathway, an important
pathway in IFN stimulation, 293T cells which we used for the IFN reporter array have been
reported to be competent in this pathway. 27 Therefore, RIG‐I is olso unlikely an explanation
for the differences between our study and that of Hirano et al, although the exact factors
determining the different conclusions remain unclear.
To investigate the effects of CNI on IFN‐ signaling bears significant clinical relevance.
Although a multitude of studies have demonstrated the potent antiviral effects of CsA in
vitro, the clinical evidence that CsA has an impact on HCV infection after transplantation is
rather limited. In contrast to its limited potency in monotherapy, substantial clinical studies
has suggested its benefit when combined with pegylated IFN‐

25, 28‐30

However, this

superiority of CsA over Tac was failed to observe in chronic HCV patients by other studies. 31,
32

Since lacking of proper randomized clinical trial, basic experimental data appears to be

important in the debate of this controversial issue.
In this study, we show no evidence that Tac interferes with IFN‐‐mediated inhibition of
HCV replication and virion production in vitro, suggesting no mechanistic argument is found
to break the clinical controversy about choice of calcineurin inhibitor during post‐
transplantation antiviral therapy.
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Abstract
Immune suppression considerably affects hepatitis C virus (HCV) recurrence and outcome of
antiviral treatment after liver transplantation. Recent findings suggest that the calcineurin
inhibitor FK506 (tacrolimus, Tac) but not cyclosporine A (CsA) interfere with the antiviral
activity of interferon‐ (IFN‐ in vitro. The aim of our study is to more extensively
investigate the effects of calcineurin inhibitors on IFN‐ signaling and antiviral activity in
subgenomic and infectious HCV models. Treatment with both Tac and CsA did not affect
Huh7 cell proliferation at 10 to 500 ng/ml doses, however, completely inhibited T cell
proliferation. In contrast to previous reports, Tac had no effect on IFN‐ stimulated reporter
gene expression, even at 5 g/ml dose. Furthermore, in Huh7 subgenomic HCV replicon
cells, treatment with Tac had no significant effect on the suppression of viral replication by
IFN‐. In the infectious HCV model, treatment with IFN‐ effectively inhibited both viral RNA
replication and de novo production of virus particles and both were not attenuated at any
concentration of Tac. CsA had no significant effect on IFN‐ stimulated reporter gene
expression, however as shown previously, a combination of CsA (at 500 ng/ml and higher)
and IFN‐ resulted in an enhanced inhibition of viral replication both in the subgenomic and
infectious HCV models. In conclusion, our study shows no evidence that Tac or CsA interfere
with IFN‐‐mediated inhibition of HCV replication and virion production in vitro. Therefore,
no mechanistic argument is found to break the clinical controversy about choice of
calcineurin inhibitor during post‐transplantation antiviral therapy.
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Introduction
End‐stage liver diseases caused by chronic hepatitis C virus (HCV) infection are currently the
leading indications for liver transplantation.

1

In general, HCV‐positive patients undergoing

transplantation experience a reduction in viral RNA levels within the anhepatic phase,
followed by a rapid increase in viral load due to re‐infection of the graft. HCV infection of the
graft occurs universally and rapidly after transplantation, and results in accelerated
recurrence of liver fibrosis and early development of cirrhosis. 2
The current standard therapy of HCV, pegylated‐interferon‐ (IFN‐) in combination with
ribavirin, has achieved substantial success in the primary infected patients with overall half
of the patients developing a sustained virologic response. 3 Nevertheless, treatment of HCV
recurrence after liver transplantation is much less effective with approximate sustained
virologic response rates of only 20%. 4, 5 The more aggravated course of HCV infection after
transplantation and relative resistance to antiviral therapy have been attributed to several
host and viral factors including genotype, donor age and particular the application of specific
immunosuppressive medication.

6

However, the arguments regarding the choice of

immunosuppressants for HCV‐related transplantation patients have come from clear
evidence in basic research, rather than from clinical observation. The first evidence that the
calcineurin inhibitor (CNI) cyclosporine A (CsA), but not FK506 (tacrolimus, Tac), can inhibit
HCV replication in vitro,

7, 8

sparked a clinical debate on the possible differential impact of

Tac and CsA on HCV recurrence. The primary cellular targets of CNI are immunophilins, with
CsA targeting cyclophilins and FK binding proteins being targeted by Tac. Recent studies
confirmed that the antiviral effect of CsA is mediated by inhibition of cyclophilins,

9

in

particular cyclophilin A. 10‐13 Although there is still controversy about the effect of CsA alone
on HCV replication in the setting of clinical organ transplantation,

14

more recent studies

revealed another aspect of CNI and their impact on the treatment for HCV. 15, 16 Hirano and
coworkers reported that CNI have different effects on the molecular pathways involved in
IFN signaling, showing that Tac but not CsA could interfere with interferon signaling and
thereby reducing the antiviral activity of IFN‐ in a subgenomic HCV replicon model.

16

Subsequently, this group reported intentional conversion from Tac to CsA based immune
suppression for HCV‐positive patients on preemptive interferon therapy after living donor
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liver transplantation. 17 Moreover, several in vitro studies showed that co‐treatment of CsA
with IFN‐ results in greater, synergistic, inhibition of HCV replication.18‐20
Given the importance of these laboratory observations in terms of potential translation
into the transplant clinic, the aim of the current study is to more extensively evaluate the
effects of CNI on IFN‐ signaling and antiviral activity in two state‐of‐the‐art HCV replication
and infection models.

Materials & Methods
Reagents and cell culture
IFN‐ 2a provided by Roche Ltd (Basel, Switzerland) was dissolved in water. CsA provided by
Novartis Pharma AG (Basel, Switzerland) was dissolved in a 1:1 mixture of ethanol with 10%
Tween‐20 and water. Tacrolimus (as intravenous fluid) was provided by Astellas (Hoofddorp,
The Netherlands).
The human hepatoma cell line Huh7 and the human embryonic kidney epithelial cell line
HEK293 were cultured in Dulbecco’s modified Eagle medium (DMEM) (Invitrogen–Gibco,
Breda, The Netherlands) complemented with 10% v/v fetal calf serum (Hyclone, Logan,
Utah), 100 IU/ml penicillin, 100 mg/ml streptomycin, and 2mM L‐glutamine (Invitrogen–
Gibco). Stable luciferase expressing cells were generated by transducing naïve Huh7 or
HEK293 cells with a lentiviral vector expressing the firefly luciferase gene under control of
the human phosphoglyserate kinase (PGK) promoter (PGK‐Luc).

HCV replicon models
The HCV bicistronic replicon (I389/NS3‐3V/LucUbiNeo‐ET, Huh7‐ET), containing the non‐
structure coding sequence of HCV and the luciferase gene, was used.21 Huh7‐ET cells were
cultured in the presence of 250 g/ml G418 (Sigma, Zwijndrecht, The Netherlands). Cells
were treated with IFN‐, CsA, Tac or vehicle control alone or in combination and viral
luciferase activity was measured after 24h.
Huh7.5 cells harboring the full‐length JFH1‐derived genome was used as an infectious
HCV model. 22 Both intracellular and secreted HCV RNA was determined as described below.
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Interferon reporter assay
The ISRE‐Luc reporter system, expressing the firefly luciferase gene controlled by the ISRE
interferon response element, was obtained from Stratagene, (La Jolla, CA). HEK293 cells
were grown in 96‐well multiplates and transfected with 0.2 µg of pISRE‐Luc plasmid. After
overnight incubation, the cells were incubated in the absence or presence of CsA, Tac and
IFN‐ (100 IU/ml). After 24 hr culture, the luciferase activity was measured.

Luciferase activity measurement
100 mM luciferin potassium salt (Sigma) was added to cells and incubated for 30 min at
37ºC. Luciferase activity was quantified using a LumiStar Optima luminescence counter
(BMG LabTech, Offenburg, Germany).

Real time RT‐PCR
HCV genomic RNA of secreted virions was isolated using QIAamp Viral RNA Mini Kit (Qiagen,
Venlo, The Netherlands). cDNA was prepared from total RNA of 350 µl supernatant using the
iScript cDNA Synthesis Kit from Bio‐Rad (Bio‐Rad Laboratories, Stanford, CA, USA).
Total RNA of cultured cells was isolated using a Micro RNeasy Kit (Qiagen, Venlo, The
Netherlands) and quantified using a Nanodrop ND‐1000 (Wilmington, DE, USA). cDNA was
prepared from 1 µg total RNA using the iScript cDNA Synthesis Kit from Bio‐Rad (Bio‐Rad
Laboratories, Stanford, CA, USA). The levels of HCV IRES and human GAPDH RNA were
quantified using real‐time PCR (MJ Research Opticon, Hercules, CA, USA) performed with
SYBRGreen (Sigma‐Aldrich) according to manufacturer's instructions. Cyclophilin B (CyB) or
GAPDH were used as reference genes to normalize gene expression.

MTT cell viability assay
Huh7 cells were plated in 96‐well plates and treated with concentrations of CsA or Tac for
48h. Cell metabolic activity and viability were quantified by the 3‐(4, 5‐dimethylthiazol‐2‐yl)‐
2, 5‐diphenyltetrazolium bromide (MTT, 0.5 mg/ml) assay (Sigma‐Aldrich ).

T cell proliferation assay
Effect of CsA and Tac on proliferation of T cells was determined by [3H] thymidine
incorporation assay. Briefly, peripheral blood mononuclear cells (4 x 105) in the presence or
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absence of CsA or Tac were seeded in 96‐well round‐bottom plates. Phytohemagglutinin
(PHA; Murex Biotech, UK) was used for stimulation. After 5 days, proliferation was assessed
by determination of the incorporation of 0.5 µCi (0.0185 MBq) [3H] thymidine
(Radiochemical Center, Amersham, United Kingdom) for 18 hrs.

Statistical analysis
Statistical analysis was performed by using either matched‐pair nonparametric test
(Wilcoxon signed‐rank test) or the non‐paired, nonparametric test (Mann–Whitney test)
(GraphPad Prism software). P‐values less than 0.05 were considered as statistically
significant.

Figure 1. Effect of CsA and Tac on interferon‐stimulated reporter gene expression. HEK293 cells were
transfected with interferon reporter plasmid, ISRE‐Luc. After overnight culture, cells were stimulated
with 100 IU/ml IFN‐ in the absence or presence of CsA (A) or Tac (B). HEK293 cells stably expressing
luciferase driven by the PGK promoter element (PGK‐Luc) served as control to determine potential
non‐specific effect of drugs. After 24 hr treatment, luciferase activity was measured. Shown is the
mean ± SD relative luciferase activity of ISRE‐Luc and PGK‐Luc as percentage of the IFN‐ alone group
from six experiments. At highest concentration both CsA and Tac inhibited luminescence activity of
ISRE‐Luc and PGK‐Luc, suggesting non‐specific effects rather than specific effects on interferon
signaling (* P < 0.05).

Results
Tac and CsA do not interfere with interferon‐induced gene expression
Type I interferons, IFN‐ and IFN‐, are known to stimulate the expression of genes
containing interferon‐stimulated response elements (ISRE) in the promoter region. Using the
reporter gene expression assay, the effect of CNI Tac and CsA on IFN‐ stimulated gene
expression was investigated. A plasmid, containing the luciferase gene driven by a basic
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TATA‐box promoter containing five ISRE repeats (ISRE‐Luc), was transiently transduced in
HEK293 cells. To exclude the possible non‐specific effects of the calcineurin inhibitors on the
host cell and bioluminescence, a control cell line was generated that constitutively expresses
the luciferase gene independent of IFN stimulation (PGK‐Luc).

Figure 2. Effect of CsA and Tac on
T cells proliferation, Huh7 cell
proliferation
and
control
luciferase activity. (A) Both CsA
and Tac effectively inhibited PHA‐
stimulated T cell proliferation
(n=6, *P < 0.01), confirming
intact biological activity of both
CNI. (B) Treatment with CsA or
Tac at concentrations up to 500
ng/ml did not affect the number
of viable, metabolically active,
Huh7 cells as measured by MTT‐
conversion assay. However at the
highest dose of 5000 ng/ml both
CNI significantly reduced the
number of active cells (mean ±
SD, n=6, *P < 0.01). (C) CsA and
Tac up to a concentration of 500
ng/ml did not effect control
luciferase activity in Huh7 cells.
Only a high concentration of
5000 ng/ml CsA or Tac resulted in
a significant reduction of 47.1% ±
4.1 and 30.9% ± 3.2 , respectively
(mean ± SD, n=4, *P < 0.01).

HEK293 cells containing ISRE‐Luc or PGK‐Luc were stimulated with IFN‐ in the presence
or absence of different concentrations of CsA or Tac. Relative luciferase activity is shown in
Figure 1. After 24h IFN‐ stimulation, a robust luminescence signal was detected in ISRE‐Luc

45

Chapter 3. FK506 does not interfere with interferon
cells, whereas the luminescence in PGK‐Luc cells was unaltered. Treatment with CsA or Tac
alone did not induce a luminescence signal at any concentration tested (Data not shown).
Combined treatment of IFN‐ with 100 or 500 ng/ml CsA or Tac did not alter the stimulation
of ISRE‐Luc (Fig. 1A and B). However at a higher dose of 5 g/ml CsA or Tac, significant
inhibition of the luminescence activity was seen both in ISRE‐Luc and PGK‐Luc HEK293 cells.
This suggests that high dose CsA nonspecifically affects luciferase activity rather than
specifically affecting interferon signaling (Fig. 1A and B). These results contradict to the
previous studies,

15, 16

which suggested that treatment with Tac attenuated interferon

response.
To confirm the biological activity of Tac and CsA, we tested their ability to inhibit T cell
proliferation. As shown in Figure 2A, potent inhibition of PHA‐stimulated T cell proliferation
was observed with both Tac and CsA. The inhibition was dose dependent, with Tac being
approximately ten‐fold more potent then CsA, consistent with a previous report. 23 The fact
that CsA and Tac have the expected potency on T cell proliferation, indicate that the lack of
effect on IFN‐ signaling is not due to degradation or impaired function of these CNI.

Tac and CsA do not attenuate inhibition of HCV replication by IFN‐
To evaluate whether Tac or CsA interfere with the antiviral action of interferon, a
subgenomic HCV replicon model, Huh7 ET, was used. This viral replicon lacks the HCV
structural protein coding‐sequence and instead contains the luciferase reporter gene
allowing sensitive monitoring of viral replication by measurement of luminescence.

24

As

shown in Figure 2B, both CsA and Tac did not affect the number of viable Huh7 cells, though
at the highest dose of 5000 ng/ml a significant reduction of metabolic active cells was seen
by 31% ± 5 and 34% ± 2 (mean ± SD, n=6, P < 0.01), respectively. To further distinguish
potential non‐specific effects of CNI on luciferase activity, we generated a Huh7 cell line that
stably expressed luciferase under control of the human PGK promotor (Huh7‐PGK‐Luc).
Using this cell line, no effect of CNI on luciferease activtity was observed at concentrations
up to 500 ng/ml (Figure 2C). Only at the highest dose of 5000 ng/ml, both CsA and Tac
significantly inhibited luciferase activity by mean 47% ± 4 SD and 31% ± 3 SD, respectively
(n=4, P < 0.01). These findings indicate that only at the highest dose used, CNI attenuate cell
growth of Huh7 cells without further non‐specific effects on bioluminescence.
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Figure 3. Effect of CsA and Tac on IFN‐ mediated suppression of viral replication in subgenomic HCV
replicon cells. A) Treatment with CsA alone significantly reduced viral luciferase activity at 500 ng/ml
dose by 71.6% ± 5.1. In contrast, Tac alone had a much smaller effect on HCV replication, although at
5000 ng/ml dose significantly inhibited viral luciferase activity. (C) Treatment of low dose of IFN‐ (1
IU/ml) resulted in a significant inhibition of viral replication (P < 0.01). Combined treatment with CsA
(10‐100ng/ml) had no effect on IFN‐ mediated suppression of viral replication, while at higher dose
(500 or 5000ng/ml) an enhanced inhibition of viral replication was observed. (D) Combined
treatment of IFN‐ with Tac at any dose did not interfere the antiviral activity of interferon. Data are
presented as mean ± SD of six independent experiments.

In Huh7 ET cells, treatment with CsA alone significantly reduced viral luciferase activity
(mean inhibition of 71.6% ± 5.1 SD at 500 ng/ml dose, n=6, P < 0.01) (Fig. 3A) without strong
effect on control luciferase activity in Huh7‐PGK‐Luc cells (Fig. 2C). In contrast, Tac alone had
a much smaller effect on HCV replication, although at 5000 ng/ml dose significantly reduced
viral luciferase activity (51% ± 8, mean ± SD, n=5, P < 0.01) (Fig. 3B) but with clear effect on
control luciferase (Fig. 2C). As shown in Figure 3C, treatment with low dose IFN‐ (1 IU/ml)
resulted in inhibition of HCV replication by 73.2% ± 4.5 (mean ± SD, n=6, P < 0.01). Combined
treatment of IFN‐ with CsA had no effect on suppression of viral replication at low doses of
CsA (10‐100 ng/ml) where as, consistent with previous studies,

7, 18‐20

at higher dose of CsA

an enhanced inhibition of HCV replication was observed (Fig. 3C). However, combined
treatment of IFN‐ with Tac did not attenuate the suppression of viral replication at any
dose tested (Fig. 3D). Similar results were obtained when Huh7 ET cells were pre‐treated
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with Tac or CsA for 16 hrs before IFN‐ stimulation (data not shown). Overall, no evidence
was found that Tac or CsA interfere with the inhibition of HCV replication by IFN‐.

Figure 4. IFN‐ mediated suppression of viral replication and virion production in the JFH1‐derived
infectious HCV model is not affected by Tac. Four days treatment of IFN‐ (10 IU/ml) profoundly
inhibited production of both cellular (A, B) and secreted (C, D) viral RNA levels. Combined treatment
of IFN‐ with different concentrations of CsA (A) or Tac (B) did not affect the inhibition of viral RNA
replication in the cells. Furthermore, no effect was observed on the secretion of virus particles after
combined treatment with different concentrations of CsA (C) or Tac (D). Data are presented as mean
± SD of three independent experiments.

Effect of Tac and CsA on antiviral action of IFN‐in the infectious HCV model
The obvious limitation of subgenomic HCV models is the lack of a productive infection. With
the identification of a genotype 2a isolate, JFH1, an infectious HCV model was established
which allows the study of the complete viral lifecycle in culture, including the assembly and
release of infectious particles.

22

Using this model, we evaluated the effect of CNI on the

inhibition of both viral replication and the secretion of de novo viral particles. Four days
treatment of IFN‐ (10 IU/ml) profoundly inhibited the production of cellular and secreted
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viral RNA levels by 91.7% ± 1.7 and 93.5% ± 2.4 (n=3, P < 0.01), respectively (Figure 4).
Consistent with the results in the subgenomic replicon model, combination of IFN‐ and CsA
(Fig. 4A) or Tac (Fig. 4B) did not interfere with the inhibition of viral RNA levels. Moreover no
interfere was observed on the secretion of virus particles after combined treatment with CsA
(Fig. 4C) or Tac (Fig. 4D). Although the highest dose of Tac accentuated the inhibitory effect
of IFN, it is most likely due to the non‐specific effect of on host cells. These results in the
infectious HCV model again did not show evidence that Tac or CsA interfere with IFN‐
signaling.

Discussion

In the current study, we found no evidence that either CsA or Tac interferes with IFN‐
induced gene expression (Fig. 1) or IFN‐ mediated antiviral activity against HCV (Fig. 3‐4).
For our study we used two well‐established HCV culture models,

22, 24

which allowed

determination of both viral replication and the production and release of infectious HCV
particles. We confirmed results from earlier studies,

7, 8, 18‐20

showing that CsA has antiviral

activity alone and in combination with IFN‐ (Fig. 3A and 3C, Fig. 4A and Fig. 4C). Treatment
with Tac alone showed limited antiviral activity, as shown earlier.

7, 19, 25

Importantly,

however, we did not observe any inhibitory effect of Tac on IFN‐ signaling (Fig 1B) or its
antiviral activity (Fig. 3D, Fig. 4B and Fig. 4D), in contrast to previous reports. 15, 16 In both the
interferon reporter assay and HCV culture models, clinically relevant concentrations of Tac
reached in serum of organ transplant recipients (5‐30 ng/ml)

26

had no negative effect on

IFN‐activity.
Of note, there are several clear differences between our study and that of Hirano et al, 16
including drug dosing, HCV models and experimental cell lines. In the earlier study, effects
on IFN‐ signaling were only observed at extremely high concentrations of Tac (5‐10 µM),
which is equivalent to 4000‐8000 ng/ml and more than two log higher than serum
concentration in Tac‐treated patients. In our study, we applied a proper internal luciferase
control to distinguish and normalize for non‐specific effects of drugs on cell viability, cell
proliferation and bioluminescence activity. Indeed, as shown in Figure 2, 5000 ng/ml Tac
significantly affected the number of viable cells and total luciferase activity of Huh7‐PGK‐Luc.
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Moreover, we have tested the effects of Tac in both subgenomic (genotype 1b) and
infectious (genotype 2a) HCV models, while Hirano et al only used 1b subgenomic model.
Although Huh7.5 cells, the host of infectious HCV, is defective in RIG‐I pathway, an important
pathway in IFN stimulation, 293T cells which we used for the IFN reporter array have been
reported to be competent in this pathway. 27 Therefore, RIG‐I is olso unlikely an explanation
for the differences between our study and that of Hirano et al, although the exact factors
determining the different conclusions remain unclear.
To investigate the effects of CNI on IFN‐ signaling bears significant clinical relevance.
Although a multitude of studies have demonstrated the potent antiviral effects of CsA in
vitro, the clinical evidence that CsA has an impact on HCV infection after transplantation is
rather limited. In contrast to its limited potency in monotherapy, substantial clinical studies
has suggested its benefit when combined with pegylated IFN‐

25, 28‐30

However, this

superiority of CsA over Tac was failed to observe in chronic HCV patients by other studies. 31,
32

Since lacking of proper randomized clinical trial, basic experimental data appears to be

important in the debate of this controversial issue.
In this study, we show no evidence that Tac interferes with IFN‐‐mediated inhibition of
HCV replication and virion production in vitro, suggesting no mechanistic argument is found
to break the clinical controversy about choice of calcineurin inhibitor during post‐
transplantation antiviral therapy.
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Abstract
Previously, we demonstrated that mycophenolic acid (MPA), an immunosuppressant
commonly used in organ transplantation, effectively inhibited hepatitis C virus (HCV)
replication in synergy with interferon‐ (IFN‐). MPA is a potent IMPDH inhibitor but its
anti‐viral mechanism is less understood. The aim of this study is to investigate the anti‐HCV
mechanism of MPA and the molecular basis for it’s synergy with IFN‐. The role of IMPDH
and interferon‐stimulated genes (ISGs) was investigated in two HCV models using gain or
loss‐of‐function approaches. In vivo effects of MPA treatment was studies in NOD/SCID mice
engrafted with HCV replicon cells. Potent anti‐viral effects of MPA at clinically relevant
concentrations were observed in both the subgenomic and JFH1‐derived infectious HCV
models. In mice, MPA treatment led to robust inhibition of HCV replication by 76% ± 12 SD
(P < .05). Ectopic expression of a MPA‐resistant IMPDH2 mutant in HCV host cells completely
reversed the anti‐proliferative effect of MPA but only partially affected the anti‐viral
potency. However, similar to ribavirin, MPA induced expression of multiple anti‐viral ISGs,
including IRF1. Co‐treatment of MPA with IFN‐ resulted in additive effects on ISG
expression and enhanced IFN‐induced luciferase reporter activity. Knockdown of IRF1, but
not IFITM3, significantly attenuated the inhibition of HCV replication by MPA. In conclusion,
MPA exerts a potent anti‐HCV effect in vitro and in mice and acts in synergy with IFN‐.
MPA’s anti‐HCV activity is partially dependent of IMPDH but also involves stimulation of
ISGs, providing a molecular basis for it’s synergy with IFN‐.
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Introduction
End‐stage liver diseases caused by chronic hepatitis C virus (HCV) infection has become the
leading indication for liver transplantation worldwide.1 However, HCV re‐infection of the
graft occurs universally and rapidly after transplantation with much poorer response rate to
the current standard therapy of pegylated interferon‐alpha (IFN‐) in combination with
ribavirin,2 which subsequently results in accelerated recurrence of liver fibrosis and early
development of cirrhosis.3 The more aggravated course of HCV recurrence and relative
resistance to anti‐viral therapy have been attributed to several host and viral factors
including

genotype,

donor

age

and

in

particular

the

application

of

specific

immunosuppressive medication.
Mycophenolic acid (MPA) is the activated component of the pro‐drug mycophenolate
mofetil (MMF), a highly effective immunosuppressant that lacks the nephrotoxicity
associated with CNI‐based immunosuppression. Therefore, MMF is commonly used in kidney
transplantation, but it is also approved for the prophylaxis of allograft rejection after cardiac
or liver transplantation. Recently, MMF‐based CNI‐free or CNI‐reduction strategies gain
more interest in liver transplantation to prevent renal dysfunction.4‐6 Previous work from our
group has shown that MPA, which is known to have anti‐viral activity against many viruses,7‐
10

also has potent inhibitory effects on HCV replication and further act in synergy with IFN‐

.11
MPA acts as an uncompetitive inhibitor of inosine monophosphate dehydrogenase
(IMPDH), in particular the isoform IMPDH2. Inhibition of IMPDH decreases intracellular
levels of guanosine nucleotide pools resulting in inadequate quantities for nominal DNA
duplication.12 Guanosine depletion was thought to be responsible for the anti‐proliferative
and immunosuppressive effects of MPA.13 This mechanism likely is also responsible for the
anti‐viral effects of MPA against the west nile,8, 11 yellow fever9 and chikungunya10 viruses, as
supplementation by exogenous guanosine near‐completely overcomes these inhibitory
effects. To the contrary, supplementation of guanosine had only little effect on the inhibition
of HCV replication by MPA,11, 14 suggesting also other mechanisms are involved.
Recent evidence suggests that ribavirin, which is used with pegylated IFN‐ for
treatment of HCV, has the previously unrecognized ability to induce the expression of
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interferon‐stimulates genes (ISGs).15 Ribavirin is a synthetic nucleoside analogue which is a
known inhibitor of the IMPDH enzyme, be it with less potency than MPA. Though ribavirin
monotherapy appears to have only limited clinical efficacy, in vitro studies showed that
ribavirin has a remarkable broad anti‐viral activity against a spectrum of RNA and DNA
viruses.16 Thomas et al.15 showed that ribavirin potentiated the anti‐viral action of IFN‐ by
inducing the expression of multiple ISGs, including IRF7 and IRF9, known to be critical for
defenses against HCV. These findings are consistent with an earlier clinical study showing
ribavirin combination treatment results in more rapid and higher interferon‐induced
cytokine production as compared to patients receiving IFN‐

monotherapy.17 The exact

mechanism how ribavirin induces the expression of ISGs remains enigmatic but seems to
involve the direct activation of the so‐called interferon‐stimulated response element (ISRE),
known to promote transcription of most ISGs.18 Whether other IMPDH inhibitors, like MPA,
have similar effects on ISG expression as ribavirin remains unknown.
The aim of the current study was to gain more insight in the anti‐viral mechanism of
action of MPA. We investigated the effects of MPA in vitro using the JFH1‐derived infectious
HCV model and in a mouse model using subgenomic HCV replicon cells. Using a specific
MPA‐resistant IMPDH2 mutant, we demonstrated the anti‐HCV effect of MPA is largely
independent of the IMPDH enzymatic activity. However, similar to ribavirin, MPA treatment
alone or combined with IFN‐ augmented the expression of multiple ISGs by activation of
the ISRE promoter element. These results provide new mechanistic insights into the anti‐
viral effects of MPA and it’s synergy with interferon.

Materials & Methods

Reagents
Stock of MPA (Novartis Pharma AG, Basel, Switzerland) was dissolved in DMSO and IFN‐ 2a
(Roche Ltd, Basel, Switzerland) was dissolved in water. All agents were stored in 15 l
aliquots and frozen at –20ºC. Dulbecco’s modified Eagle medium (DMEM), penicillin,
streptomycin and L‐glutamine were obtained from Invitrogen–Gibco (Breda, The
Netherlands). Fetal calf serum was obtained from Hyclone (Logan, Utah). Geneticin (G418),
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luciferin potassium salt, guanosine (diluted to 1 mM in PBS and stored at ‐20ºC) and
SYBRGreen were purchased from Sigma‐Aldrich (Zwijndrecht, The Netherlands).
Cell culture
Cell monolayers of the human embryonic kidney epithelial cell line 293T and human
hepatoma cell lines Huh7, Huh7‐ET, Huh7.5.1 and Huh6 were maintained in complete DMEM
(cDMEM) containing 10% v/v fetal calf serum, 100 IU/ml penicillin, 100 g/ml streptomycin
and 2 mM L‐glutamine. Stable luciferase expressing cells were generated by transducing
naïve Huh7 cells with a lentiviral vector expressing the firefly luciferase gene (LV‐PGK‐Luc).
Transduced cells were expanded for at least 10 days before use in experiments.

HCV culture models
Huh7‐ET replicon was based on Huh7 cells containing a subgenomic HCV bicistronic replicon
(I389/NS3‐3V/LucUbiNeo‐ET).19 The viral replication of Huh7‐ET can be monitored by
measuring luciferase activity. The Huh6 replicon contains Con1 replicon without reporter
gene.20 Both replicons were maintained with 250 g/ml G418. Huh7 cells harboring the full‐
length JFH1‐derived genome was used as an infectious HCV model.21 Infected Huh7 cells
were treated with MPA for six days. In order to normalize cell numbers as a consequence of
inhibition of cell proliferation by MPA, cells were harvested at day five and re‐seeded at
same density. 24hrs after re‐seeding, cells and conditioned cultured medium were harvested
and analyzed for HCV viral RNA content by RT‐PCR quantification. Conditioned cultured
medium was centrifugated at 4000 rpm for 10 min to remove cell debris. For secondary
infection, naïve Huh7 cells were incubated with conditioned medium diluted 1:1 with fresh
cDMEM medium (not containing MPA) and, after 24 hrs, analysed for cellular HCV RNA.

HCV mouse model
Huh7‐ET HCV replicon cells and control Huh7 cells constitutively expressing luciferase gene
(1 x 106 cells in 200

L PBS) were simultaneously engrafted into the right and left flanks of

8‐week‐old female NOD/LtSz‐scid/scid (NOD/SCID) mice. After overnight recovery, mice
were intraperitoneally injected with 100 µl of 50 mg/ml D‐luciferin potassium salt dissolved
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in PBS (Caliper Life Sciences, Hopkinton, MA). After 10 minutes, the pre‐treatment luciferase
activity was measured in living mice using an IVIS camera under anaesthesia by 1.5%
isoflurane inhalation. Immediately after measurement, 50 mg/kg body weight of MPA (in
200 µl) was intraperitoneally injected. Control animals were intraperitoneally injected with
PBS/10%DMSO as vehicle control. The dose of MPA used was based on previous studies of
preclinical efficacy and toxicology of MPA in experimental mice models.22‐23 24 hrs after
injection, luciferase activity was measured again as a post‐treatment value.
Lentiviral vector (LV) production and transduction
The LV backbone plasmid for expression of mutated IMPDH2 (LV‐mutIMPDH2) was gifted by
Dr. Jiing‐Kuan Yee (City of Hope National Medical Center, USA). The LV‐ISRE transcriptional
reporter system was obtained from SBI Systems Biosciences (Mountain View, CA, USA). The
LV expressing the firefly luciferase gene under control of the human phosphoglycerate
kinase (PGK) promoter (LV‐PGK‐Luc) was a kind gift of Dr. Pascal van der Wegen (Erasmus
MC, Rotterdam, The Netherlands). Plasmids (Sigma‐Aldrich) for expression of interfering
short hairpin RNA (shRNA) targeting IRF1, IFITM3 or GFP were obtained from Erasmus
Center for Biomics (Rotterdam, The Netherlands). LV were prepared as previously
published.24 In brief, a third‐generation lentiviral packaging system was used to produce
high‐titer VSV‐G‐pseudotyped LV in 293T cells. Packaging cell supernatants were removed 36
and 48 hr post‐transfection, passed through a 0.45 µM filter, and concentrated 1000‐fold by
ultracentrifugation. LV pellet was resuspended in PBS.
Since the LV shRNA vectors contain puromycin resistance gene, stably transduced Huh7
cells can be selected by culturing in 1 μg/ml puromycin to clear the non‐transduced cells.25

Cell number counting
Huh7 cell transduced with or without LV‐mutIMPDH2 were treated with MPA for seven days.
The number of viable cells was counted by staining with trypan blue solution, after
trypsinization.
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Interferon signaling reporter assay
It is known that the expression of most ISGs is regulated by the ISRE promoter element. Type
I interferon‐stimulation will trigger the binding of particular transcription factors to the ISRE,
thereby enhancing the transcription of the ISGs.26 To mimic this biological process, we used
a LV transcriptional reporter system expressing the firefly luciferase gene driven by a
minimal CMV basal promoter containing multiple ISREs.
The HCV permissive Huh7 cells were transduced with LV‐ISRE‐Luc to create a stable
reporter cell line. Transduced cells were plated in 96‐well multiplates and treated with IFN‐
, MPA or a combination. After 24 hr of culture, the luciferase activity was measured. For
this, 100 mM luciferin potassium salt was added to cells and incubated for 30 min at 37ºC.
Luciferase activity was quantified using a LumiStar Optima luminescence counter (BMG
LabTech, Offenburg, Germany).

Real‐time RT‐PCR
RNA was isolated using a Machery‐Nagel NucleoSpin RNA II kit (Bioké, Leiden, The
Netherlands) and quantified using a Nanodrop ND‐1000 (Wilmington, DE, USA). cDNA was
prepared from total RNA using an iScript cDNA Synthesis Kit from Bio‐Rad (Bio‐Rad
Laboratories, Stanford, CA, USA). The cDNA of IRF1, IRF7, IRF9, IFITM3, HCV IRES and GAPDH
were quantified using real‐time PCR (MJ Research Opticon, Hercules, CA, USA) performed
with SYBRGreen according to manufacturer's instructions. GAPDH was used as reference
gene to normalize gene expression.

Statistical analysis
Statistical analysis was performed by using either the matched‐pair nonparametric test
(Wilcoxon signed‐rank test) or the non‐paired, nonparametric test (Mann–Whitney test)
using Graphpad Prism software. P‐values less than 0.05 were considered as statistically
significant.
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Figure 1. Potent and specific anti‐viral activity of MPA in subgenomic and infectious HCV culture
models. (A) Huh7‐ET cells with the subgenomic HCV replicon containing the luciferase reporter gene
and control luciferase expressing Huh7 cells were treated for 24 hrs (short‐term) with a dose‐range
of MPA. At 5 and 10 µg/ml concentration, MPA significantly inhibited HCV luciferase activity by 62% ±
1 and 79% ± 0.5 (* P < 0.01, mean ± SD, n=6) but did not significantly affect control luciferase activity
(B) Design of experiments in the JFH‐1 derived infectious HCV model. Huh7 cells were treated with
different concentrations of MPA starting directly after inoculation with JFH‐1 HCV. At day five, cells
were harvested and re‐seeded at same density for all conditions and further cultured for 24 hrs. At
day six, cells and conditioned culture medium were analysed for HCV viral RNA by RT‐PCR. For
secondary infection, naïve Huh7 cells were incubated with 50% diluted conditioned medium and
analysed for cellular HCV RNA after 24 hrs. (C) Treatment of MPA (1, 5 or 10 µg/ml) significantly
reduced both cellular and secreted HCV RNA, as well as secondary infection. Strongest effects were
observed with 10 µg/ml MPA, showing inhibition of cellular HCV RNA by a mean of 80% ± 11,
inhibition of secreted HCV RNA by 79% ± 6 and inhibition of secondary infectivity of the supernatants
by 96% ± 0.1. Shown are the mean of relative HCV RNA levels of three independent experiments ±
SD. * P < 0.01

Results
Potent anti‐viral activity of MPA in subgenomic and infectious HCV culture models
We and others previously showed in two subgenomic HCV replicon models that treatment
with clinical relevant doses of MPA resulted in potent inhibition of viral replication which
was not due to loss of cell proliferation or cell viability.11, 14 To further confirm the specificity
of the anti‐viral effect of MPA, we repeated experiments with Huh7‐ET cells and included
Huh7 cells constitutively expressing the luciferase reporter gene not controlled by a viral
promoter but the human PGK promoter.27 As shown in Figure 1A, 24 hrs (short‐term)
treatment with 5 and 10 g/ml MPA significantly reduced HCV IRES‐driven luciferase activity
but did not significantly affect the control, PGK‐driven, luciferase activity. This result
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confirms that MPA specifically acts on viral replication and does not interfere with luciferase
enzymatic activity or cell viability/numbers.
With the identification of a genotype 2a isolate, JFH1, an infectious HCV model was
established which allows the study of the complete viral lifecycle in culture, including the
assembly and release of infectious particles.21 Using this model, the effects of MPA on
primary and secondary HCV infection were investigated (Figure 1B). As shown in Figure 1C,
treatment of 1, 5 or 10 µg/ml MPA significantly reduced both cellular and secreted HCV RNA.
Strongest effects were observed with 10 µg/ml MPA, showing inhibition of cellular HCV RNA
by a mean of 80% ± 11 SD, inhibition of secreted HCV by 79% ± 6 SD as well as inhibition
secondary infectivity of secreted HCV by 96% ± 0.1.

MPA inhibits HCV replication in mice
To further evaluate the anti‐viral potency of MPA in vivo, we used an HCV replicon based
mouse model by engrafting Huh7‐ET cells subcutaneously in the flank of immunodeficient
NOD/SCID mice. As a control for potential non‐specific effects on injected cells or luciferase
activity, Huh7 cells stably expressing luciferase under control of the PGK promotor were
engrafted in the opposite flank of the same animal. After overnight engraftment of Huh7
cells, mice were treated for 24 hrs with MPA (50 mg/kg body weight) or vehicle control.
Luciferase activity was measured in live animals 24 hrs after the treatment. As shown in
Figure 2A, MPA treatment resulted in a robust inhibition of HCV replicon luciferase as
compared to the vehicle control treatment. Both control and MPA treatments did not affect
signals of the control luciferase Huh7 cells. Quantification of luciferase activities in all mice
showed that MPA treatment did not significantly alter the control luciferase activity (Figure
2B), but resulted in a 76% ± 12 SD reduction in HCV replication (n=7) compared to the
vehicle control treated group (n=7, P < 0.05; Figure 2C). These experiments clearly showed
that systemic treatment with MPA in mice resulted in strong local inhibition of HCV
replication in ectopically engrafted human hepatoma cells.
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Figure 2. MPA treatment of mice significantly inhibited HCV replication in engrafted human replicon
cells. NOD/SCID mice were subcutaneously engrafted with Huh7‐ET HCV replication cells (HCV‐Luc) at
the right flank and with control luciferase Huh7 cells (PGK‐Luc) left flank of the back. After 18 hrs
recovery, mice were treated with MPA or vehicle control administered intraperitoneally. (A) Before
treatment (0h) and 24 hrs after treatment (24h) luciferase activity was non‐invasively measured
using a highly sensitive photocamera. Baseline luciferase activity of HCV‐Luc and PGK‐Luc cells were
similar (left panels), but after 24 hrs MPA treatment dramatically reduced the luciferase activity of
HCV‐Luc cells as compared to PBS treatment (right panels). MPA did not affect signals of control PGK‐
Luc cells. (B) Quantification of PGK‐Luc luciferase activity of mice treated with vehicle (n=7) or MPA
(n=7). MPA or control treatments did not significantly reduced luciferase activity as compared to
baseline values. (C) Quantification of HCV‐Luc luciferase activity. MPA treatment resulted in a 76% ±
12 SD reduction in HCV replication (n=7) as compared to the control group (n=7).

IMPDH2 only partially contributes to the anti‐HCV effect of MPA
MPA can effectively bind to IMPDH, leading to the inhibition of the enzymatic activity of de
novo guanosine nucleotide biosynthesis. However, supplementation of exogenous
guanosine only had minor effects on the restoration of the inhibitory effects of MPA on HCV
replication (Figure 3A). MPA has a five‐fold higher potency for inhibition of the type II
isoform (IMPDH2) than the type I isoform (IMPDH1).28 Proliferating lymphocytes depend,
more than other cell types, on de novo synthesis of purines. Therefore MPA sensitively
inhibits lymphocyte proliferation, thereby conferring immunosuppressive effects.12 Recently,
64

Chapter 4. MPA augments interferon response
an experimentally mutated IMPDH2 coding sequence fused to the green fluorescent protein
(GFP) reporter gene was generated and expressed by a lentiviral vector (LV‐mutIMPDH2). It
has normal IMP hydrogenase activity but lacks the binding site for MPA. Recently, an
experimental mutant of IMPDH2 has been generated, which has normal IMP hydrogenase
activity but lacks the binding site for MPA. Ectopic expression of this IMPDH2 variant leads to
significantly increased resistance to MPA in lymphocytes, monocytes and hematopoietic
stem cells.13

Figure 3. Ectopic expression of MPA‐resistant IMPDH2 completely restored cell proliferation but
hardly affected the inhibition of HCV replication by MPA. (A) Supplementation of exogenous
guanosine slightly affected the anti‐HCV effect of MPA in Huh7‐ET replicon cells. (B) Expression of the
IMPDH2‐GFP fusion protein in LV‐mutIMPDH2 transduced Huh7 cells could be detected by
flowcytometric analysis of green fluorescence. Overexpression of IMPDH2 alone did not affect cell
growth (C) and viral replication (D). (C) Upon treatment of MPA, overexpression of IMPDH2 almost
completely restored the anti‐proliferative effect on Huh7 cells (n=3). (D) However, HCV replication
was only slightly affected, although it is significant (n=6). Data are presented as the mean ± SD. * P <
0.01
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Previously we showed that the anti‐viral activity of MPA appeared largely independent of
guanosine depletion. To further investigate the role of IMPDH2 in HCV inhibition by MPA, we
used a lentiviral vector expressing MPA‐resistant IMPDH2 (LV‐mutIMPDH2) (Figure 3B). As
shown in Figure 3C, transduction of Huh7 cells with LV‐mutIMPDH2 alone did not affect cell
proliferation during a seven day (long‐term) culture. However, these cells became almost
completely resistant against the anti‐proliferative effects of MPA (mean 72% ± 1 SD
inhibition in control cells and 5% ± 9 in LV‐mutIMPDH2 cells). Contrary, as shown in Figure
3D, expression of MPA‐resistant IMPDH2 in Huh7‐ET replicon cells had only minor effects on
the inhibition of HCV replication (mean 80% ± 9 SD inhibition in control cells and 66% ± 8 in
LV‐mutIMPDH2 cells n=6, P < 0.01), which is consistent with the observation in Figure 3A.
These findings suggest that other pathways are involved in the anti‐viral action of MPA,
besides the IMPDH enzymatic inhibition.

MPA induces expression of interferon‐stimulated genes
Earlier in vitro and in vivo studies showed that MPA synergizes with IFN‐ in inhibiting
HCV.11, 29 To further explore the mechanism of the anti‐viral synergy with IFN‐, the effect of
MPA on interferon induced gene expression was investigated in Huh7 and in a T‐lymphocyte
cell line. It is known that expression of most ISGs by interferons is regulated by the ISRE
promoter element.26 To investigate whether MPA can stimulate ISRE‐driven transcription,
we used a lentiviral transcriptional reporter system expressing the firefly luciferase gene
driven by a promoter containing multiple ISREs (LV‐IRES‐Luc). Huh7 cells were transduced
with the LV‐IRES‐Luc or control vector, LV‐PGK‐Luc, to create stable reporter cell lines (Figure
4A). As shown in Figure 4B, stimulation with IFN‐ resulted in a dose‐dependent induction of
ISRE regulated luciferase activity (up to 230% of baseline activity with 100 IU/ml), without
stimulation of control luciferase activity. Surprisingly, treatment with MPA, at clinically
achievable doses, also resulted in a dose‐dependent induction of ISRE‐related luciferase
activity without affecting the control luciferase activity (Figure 4C). At 5g/ml of MPA the
ISRE luciferase activity was 131% ± 6 (mean ± SEM, n=7, P < 0.01) of baseline activity, which
is equivalent to stimulation with approx. 2‐4 IU/ml IFN‐.
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Figure 4. MPA induced the expression of interferon‐stimulated genes. (A) To study IFN‐
stimulated gene expression, a stable Huh7 reporter cell line was used containing the firefly
luciferase gene under the control of multiple ISRE promoter elements (ISRE‐Luc). As control,
Huh7 cells constitutively expressing luciferase under control of human PGK promoter (PGK‐
Luc) were used, to rule out non‐specific effects on host cells or bioluminescence. (B)
Stimulation with IFN‐ for 24 hours resulted in dose‐dependent enhancement of ISRE‐
regulated luciferase activity, up to 2.5‐times the baseline level at 100 IU/ml concentrations.
No stimulation of control luciferase activity was observed in PGK‐Luc cells. (C) Treatment of
the Huh7 reporter cells with different doses of MPA (1, 5 or 10 g/ml for 24 hrs) resulted in a
dose‐dependent induction of ISRE regulated luciferase activity without affecting the control
PGK luciferase activity. (D) Treatment of naïve Huh7 cells with 10 g/ml MPA up to 48 hrs
results in a significant upregulation of IRF1 (n=6), IRF9 (n=9) and IFITM3 (n=5) expression.
The induction of IRF1 gene expression occurred as early as 3 hrs after treatment, whereas
highest expression of all ISGs was observed after 48 hrs. (E) Induction of IRF1, IRF9 and
IFITM3 gene expression by MPA is dose‐dependent. Cells were treated with MPA for 48 hrs
and shown is the mean of four independent experiments. (F) The induction of these three
ISGs was not observed in the T lymphocyte cell line SupT1, treated with MPA for 48 hrs.
Instead, IRF7 was significantly induced. All gene expression was normalized to the reference
gene, GAPDH. Data are presented as the mean ± SD. * P < 0.01
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Figure 5. Analysis of
genome‐wide expression
profile of peripheral
blood mononuclear cells
(PBMC) from kidney
transplantation patients,
who were treated with
MMF for induction of
immunosuppression
(GEO
accession:
GSE1563).
Compared
with PBMC from healthy
volunteers (red bar,
n=8), several Interferon‐
Induced Genes (ISGs)
were
significantly
upregulated in MMF
treated patients (blue
bar, n=9). These ISGs
include
interferon
regulatory factor (IRF) 1,
2, 3, 4, 5, 7, interferon‐
induced transmembrane
protein
1
(IFITM1),
interferon‐induced
protein
35
(IFI35),
interferon‐stimulated
exonuclease gene 20
KDa (ISG20).

To test whether activation of ISRE‐induced transcription indeed resulted in induction of
ISGs, we analyzed the expression of IRF1, IRF7, IRF9 and IFITM3 in Huh7 cells treated with
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MPA. In particular, IRF1, IRF7 and IFITM3 are well‐known for their broad anti‐viral effects.30‐
32

Consistent with the enhanced ISRE activity, we observed significant upregulation of IRF1,

IRF9 and IFITM3 (Figure 4D and E), but IRF7 was below detection level (data not shown).
Highest expression levels were observed at 48 hrs of treatment reaching up to 4‐times the
base line expression for IRF1 (Figure 4D). Remarkably, induction of IRF1 was already
observed after 3 hrs of MPA treatment (approx. 70% increase). In contrast, the induction of
IRF9 and IFITM3 did not occur in the first 24 hrs but was significantly upregulated at 48 hrs
(Figure 4D). The induction of IRF1, IRF9 and IFITM3 by MPA in Huh7 cells showed clear dose‐
dependency (Figure 4E), but the induction was not observed in the T cell line, SupT1 (Figure
4F). Although IRF7 was not detectable in Huh7 cells, it was significantly upregulated in SupT1
cells after MPA treatment (Figure 4F). These findings suggest that the induction of ISGs by
MPA may be a general effect, but the type of ISGs may vary per cell type. Consistently,
genome‐wide gene expression profiling of peripheral blood mononuclear cells (PBMC) from
kidney transplantation patients on MMF immunosuppression (n=9) showed that several ISGs
were significantly upregulated as compared to PBMC of healthy controls (n=8). As shown in
Figure 5, these ISGs included interferon regulatory factors (IRF) 1, 2, 3, 4, 5, 7, interferon‐
induced transmembrane protein 1 (IFITM1), interferon‐induced protein 35 (IFI35) and
interferon‐stimulated exonuclease gene 20 KDa (ISG20). Distinct from the anti‐proliferative
mechanism, ectopic expression of mutated IMPDH2 or addition of exogenous guanosine had
no effect on the induction of ISGs by MPA (data not shown), suggesting that inhibition of
IMPDH activity and induction of ISGs are two independent pathways.

MPA augments IFN‐‐induced ISG expression
To address whether MPA can further potentiate the interferon‐induced ISRE transcription
activity, we treated the Huh7 reporter cells with a combination of IFN and MPA. As shown in
Figure 6A, combining stimulation with IFN‐ at different concentrations (1, 10 or 100 IU/ml)
with different doses of MPA (1, 5 or 10 g/ml) resulted in a general increase of ISRE‐driven
luciferase activity as compared to IFN‐ treatment alone. For instance, combination of 1
g/ml MPA with 10 IU of IFN‐ significantly increased the ISRE‐driven luciferase actvitivity
by a mean 36% ± 14 SEM (n=6, P < 0.05) compared to IFN‐ alone. Consistent with
enhanced ISRE stimulation, combining MPA with IFN‐ significantly enhanced the induction
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of IRF1 (Figure 6B), IRF9 (Figure 6C) and IFITM3 (Figure 6D) expression (n=3, P <0.01). For
IRF1 and IFITM3, the combined effect of IFN‐ and MPA seems additive, whereas for the
combined induction of IRF9 appeared to be synergistic (upregulation of IRF9 mRNA levels
was 1.7 fold ± 0.3 SD with 5 g/ml MPA alone, 9.3 fold ± 2.2 SD with 10 IU/ml IFN‐ alone
and 31.8 fold ± 12.5 SD with combination of MPA and IFN‐ (Figure 6C). Taken together,
these results showed that the treatment of hepatocyte‐like cells with MPA induced the
expression of ISGs and, in combination with IFN‐, further augmented the expression of
these anti‐viral effectors in an either additive or synergistic fashion. These results support
our previous finding showing synergistic anti‐HCV effects of MPA and IFN‐.11

Figure
6.
MPA
potentiated
IFN‐‐
induced ISG expression.
(A) The stable Huh7
reporter
cell
line
containing the firefly
luciferase gene under the
control of multiple ISRE
promoter elements (ISRE‐
Luc)
was
used
to
investigate the combined
effects of IFN‐ and MPA.
Cells were stimulated
with 1, 10 or 100 IU/ml
IFN‐ alone or in
with
combination
different doses of MPA
(1, 5 or 10 g/ml) for 24
hrs. At all concentrations
of IFN, MPA resulted in a
significant increase of
ISRE‐driven
luciferase
activity as compared to
IFN‐ alone (P < 0.05).
Consistent with enhanced
ISRE stimulation, 48 hrs
treatment of naïve Huh7
cells with IFN‐
(10
IU/ml) combined with
MPA (5 µg/ml) enhanced
the induction of ISGs.
Gene expression of (B) IRF1, (C) IRF9 and (D) IFITM3 was significantly higher compared to treatment
with IFN or MPA alone. Shown is the mean of three independent experiments and gene expression
was normalized to GAPDH. *P < 0.01
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Anti‐HCV activity of MPA is partially mediated by IRF1 but not IFITM3
A recent study by the group of Rice has identified IRF1 out of 380 human ISGs as the most
potent ISG to inhibit HCV replication.32 To investigate the role of IRF1 in the inhibition of HCV
by MPA, a Huh7 cell line was generated stably expressing shRNA directed against IRF1. For
this, Huh7cells were transduced with a vector expressing shRNA complementary to the
human IRF1 RNA transcript (shIRF1). Vectors containing shRNA targeting IFITM3 (shIFITM3)
or GFP (shCon) served as controls. As shown in Figure 7A, shIRF1 significantly reduced IRF1
gene expression as compared to shCon control cells. Treatment with MPA resulted in
upregulation of IRF1 in both shIRF1 and shGFP cells, but was significantly lower in the shIRF1
compared to shCon cells (1.5 fold ± 0.6 SD versus 3.2 fold ± 1.1 SD, P < 0.05, Figure 7A).
Similar results were obtained with shIFITM3, resulting in an over 70% reduction in IFITM3
gene expression in MPA or untreated cells (Figure 7B). Remarkably, given the relative low
potency of shIRF1 to reduce IRF1 gene expression (approx. 50% reduction), a significant loss
of anti‐viral effect of MPA was observed in shIRF1 cells challenged with JFH1 HCV (Figure
7C). Treatment with MPA resulted in an inhibition of HCV infection by 83% and 85% in
control cells containing shCon or shIFITM3, respectively. However, in cells expressing shIRF1
the observed inhibition of HCV infection was only 67%, which is approx. 20% less inhibition
than in shIFITM3 and shCon controls (n=4, P < 0.05). Likely, the loss of inhibition by MPA
would have been higher if a more potent shRNAs against IRF1 would have been available. Of
note, we screened five different IRF1 shRNA sequences, but none resulted in greater
knockdown than 50% of IRF1 expression, which unfortunately is not unusual for shRNAs.
Overall these findings clearly indicated that IRF1 is involved in the anti‐viral effects of MPA.
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Figure 7. IRF1 but not IFITM3 contributed to the anti‐HCV activity of MPA. Naïve Huh7 cells
were stably transduced with lentiviral vectors expressing shRNA targeting IRF1 (shIRF1),
IFITM3 (shIFITM3) or negative control GFP (shCon). (A) IRF1 gene expression. IRF1 mRNA
levels were approx. 50% reduced by shIRF1, as compared to shCon, in Huh7 cells with or
without MPA treatment (10 µg/ml). (B). IFITM3 gene expression. ShIFITM3 resulted in an
over 70% reduction in IFITM3 gene expression both in MPA or untreated cells. (C) Effect of
shRNA on HCV infection and inhibition by MPA. Huh7 cells were inoculated with infectious
HCV particles and subsequently treated with10 µg/ml MPA for four days. HCV RNA levels
were determined by IRES‐specific qRT‐PCR. Both shIRF1 and shIFITM3 resulted in higher HCV
infection levels compared to shCon by 28% and 42%, respectively. Treatment by MPA
resulted in a mean inhibition of HCV infection by 83% ± 2 and 85% ± 5 for shCon and
shIFITM3 expressing cells, respectively, similar to non‐transduced Huh7 cells (Fig. 1C).
However, MPA treatment in shIRF1 expressing cells only resulted in a mean inhibition of HCV
infection by 67% ± 6. Shown is the mean ± SD of three or four independent experiments.* P
< 0.05, **P < 0.01
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Discussion
In the current study we demonstrated that MPA significantly inhibited HCV replication and
infection, both in subgenomic and infectious culture models (Figure 1). This anti‐viral effect
was confirmed in vivo after systemic treatment with MPA in mice bearing subgenomic HCV
replicon cells (Figure 2). The anti‐viral activity of MPA was found to be only partially
dependent on IMPDH2 (Figure 3) but also involved the upregulation and action of ISGs like
IRF1 (Figure 4 and 6). When combined with IFN‐, MPA significantly promoted the induction
of ISGs (Figure 6). These findings provided mechanistic supports for previously reported
synergic effects of MPA and IFN‐ on HCV infection.11, 29 Effects of MPA on HCV and ISGs
were observed at doses from 1 to 10 µg/ml, which are clinically achievable concentrations.
In liver transplant recipients receiving MMF or MPA, serum peak levels range from 0.6 to
11.5 µg/ml and trough levels average around 3 µg/ml.33 Moreover, animal studies have
indicated that MPA accelerates in the liver and that drug levels in hepatocytes will exceed
those observed in serum.34
We found that clinical relevant doses of MPA could directly induce the expression of the
important anti‐viral ISGs, IRF1, IRF9 and IFITM3 (Figure 4). The induction of these ISGs by
MPA was comparable to the levels observed after stimulation with 1 to 5 IU/ml IFN‐.
Combining MPA and IFN‐ resulted in additive effects on the induction of IRF1 and IFITM3
and even synergistic effects on IRF9 expression (Figure 6). In particular IRF1, but also IRF7
and IRF9 have been shown to have potent anti‐viral effects on HCV.30, 32 IFITM3 was recently
identified as an important ISG for the innate cellular defense against H1N1 influenza, West
Nile and dengue viruses.31 The role of IFITM3 in HCV infection is less well established, though
we did observe elevated HCV infectivity in Huh7 cells with reduced IFITM3 expression (Figure
7C). However, knockdown of IFITM3 gene expression did not interfere with the inhibition of
HCV infection by MPA. In contrast, a mere 50% knockdown of IRF1 gene expression by
shRNA resulted in significant loss of HCV inhibition by MPA of approx. 20% (Figure 7C). These
findings suggest that IRF1, but not IFITM3, mediate part of the anti‐viral effect of MPA, but
likely other ISGs or other effector molecules may be also involved in this process. In human,
approximately 400 ISGs have been identified, many of which have individually no or limited
anti‐viral effects, but in combined action with other ISGs have an important contribution to
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the anti‐viral effects of interferons.32 Therefore it is tempting to hypothesize that, in addition
to IRF1, the anti‐viral action of MPA involves the concerted action of multiple other ISGs.
Our experiments with the T‐lymphocyte cell line suggest that the type of ISGs induced by
MPA may be very different between different cell lines. In the hepatocyte‐like cell line Huh7,
both ribavirin15 and MPA (Figure 4) induced the expression of IRF9, but this was not
observed in T cells. Contrary, MPA treatment of T cells induced the expression of IRF7, which
was not detectable by in Huh7 cells (Figure 4). MPA’s potent induction of IRF1 expression in
Huh7 cells was not observed in T cells or macrophages,35 and even reduced IRF1 expression
has been observed in rat fibroblasts35 and astrocytes.36 Though further study is required,
these findings indicate that the transcriptional regulation of ISGs by MPA is cell type‐specific.
Furthermore, it will be interesting to investigate whether some of the tissue type‐specific
adverse effects of MPA treatment, like observed in the intestine or bone marrow
compartments, are related to the induction of particular ISGs.
The transcriptional activity of most ISGs is regulated by the ISRE promoter element.26
Interferon‐stimulation will trigger the binding of IFN‐stimulated gene factor 3 (ISGF‐3) to the
ISRE, thereby enhancing the transcription of the ISGs. In the present study we found that
MPA, like IFN‐, significantly induced ISRE‐driven transcription in a luciferase reporter assay.
When MPA was used in combination with IFN‐ a significant increase of ISRE activation was
observed (Figure 6A). Recently, we reported that also ribavirin has the ability to enhance
ISRE‐driven transcription activity,18 consistent with the study of Thomas et al.15 who showed
that ribavirin induced expression of multiple ISGs. Further study is required to determine the
exact molecular mechanism of ISG induction and understand the interplay between
inteferons, ribavirin and MPA. This may help advancing our knowledge on immune‐
suppressive and anti‐viral strategies for HCV recurrence after liver transplantation.
Despite the safety and efficacy of MMF as immunosuppressive medication in HCV
transplant patents has been demonstrated,6, 37 the exact effects on HCV infection has not
been clearly studied in prospective, randomized and double‐blinded trials. In the organ
transplantation setting, MMF has been reported to reduce the incidence of HCV recurrence
used at optimal doses and for a minimal period of one year after liver transplantation.38
Several studies, including two prospective non‐randomized studies, showed a significant
viral load reduction by MMF treatment,39‐41 whereas three other studies reported no effect
of MPA on HCV infection.42‐44 However, the effects of MMF on HCV‐related liver fibrosis
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progression appears less controversial with several prospective/randomized studies43‐44 and
retrospective studies38, 40, 45 showing a significant benefit of MMF. Interestingly, no clear
anti‐viral effect was observed with MPA monotherapy in chronic HCV patients outside the
transplant setting.46 However, similar effects were observed for ribavirin, showing
substantial anti‐HCV activity in vitro15, 47 but is generally considered to have little or no
detectable anti‐viral activity as monotherapy in patients.48 By analyzing the early viral
kinetics during ribavirin monotherapy, minor and transient effects were observed on HCV
viral load.49 However, when combined with IFN‐, ribavirin clearly increases the sustained
virologic response by 3‐fold.50 In vitro, we found that MPA, like ribavirin, acts in synergy with
IFN‐ on HCV replication.11 Consistent with this synergistic action, an earlier clinical study
showed that combining MPA with pegylated IFN‐ in chronic HCV patients resulted in a
significantly better end‐of‐therapy response rate (72%) over the amantadine/pegIFN‐
group (42%) or standard treatment group (ribavirin/pegIFN‐, 59%) in a difficult‐to‐treat
population of previous non‐responders to standard therapy.29 This effect of MPA on the end‐
of‐therapy response rate was not observed in another study using ineffective anti‐viral
therapy with non‐pegylated IFN‐.51 In contrast to ribavirin, both studies showed no benefit
of MPA on the sustained virological response rate of the IFN‐ therapy.29, 51 It is known that
most anti‐viral compounds can cause a good end‐of‐therapy response rate that is often not
sufficient to result in an effective, immune‐mediated, elimination of the virus which is
required for a curative sustained virologic response. It is conceivable that the potent
immunosuppressive activity of MPA in patients (more potent than ribavirin) interferes with
the anti‐viral immune responses and ultimate clearance of the virus by the immune system.
This may explain the discrepancy between the clear and broad anti‐viral effects of MPA
observed in culture models,7‐10 and in immunodeficient mice (Figure 2) and the less clear
anti‐viral effects of MPA treatment in immune‐competent patients. Thus, the suppressive
effects on host immune responses could mask changes in viral replication (i.e. viral load)
caused by the ant‐viral activity of immunosuppressive drugs such as cyclosporine A (CsA) and
MPA. Consistent with this theory, the non‐immunosuppressive derivative of CsA, Debio 025,
was shown to have much more anti‐viral activity in animals and patients than
immunosuppressive CsA.52‐55 It will therefore be interesting to further study non‐
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immunosuppressive derivatives for MPA for their anti‐viral properties in vitro and in
patients.

Figure 8. Proposed anti‐viral mechanisms of MPA. The uptake of MPA by cells involves
organic anion transporting polypeptides (AOTPs) and potential other transporters.
Intracellular, MPA acts as an uncompetitive inhibitor of IMPDH, in particular the isoform
IMPDH2, and results in the inhibition of the enzymatic activity of de novo nucleotide
biosynthesis. (A) Lymphocytes are highly dependent on de novo synthesis of purines for cell
proliferation and therefore are most sensitive to the inhibition by MPA. In addition, the
present study provided evidence that MPA induces expression of the ISG, IRF7 (Fig. 4). (B) In
epithelial cells like hepatocytes, persistent attenuation of nucleotide biosynthesis by MPA
leads to GTP depletion and potential inhibition of viral replication. In addition to this IMPDH‐
dependent anti‐viral pathway, MPA also conveys a rapid anti‐viral effect mediated by
induction of ISG expression (C). Trough an unknown mechanism, MPA directly potentiates
the activity of the ISRE promoter element both in the presence or absence of IFN‐
stimulation. In particular, the induction of IRF1 expression by MPA in hepatocyte‐like cells
seems to contribute to the IMPDH2‐independent inhibition of HCV infection. The sensitivity
to either or both of these anti‐viral pathways depends on the type of host cell, the type of
virus and dosing/duration of treatment by MPA.
As proposed in Figure 8, the general anti‐viral mechanism of MPA involves two distinct
pathways, an IMPDH dependent pathway and an IMPDH‐independent ISG pathway.
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Inhibition of IMPDH by MPA reduces the de novo production of GTP nucleotides which are
required for DNA and RNA synthesis. The inhibition of many viruses by MPA, including west
nile virus,8, 11 yellow fever virus,9 and chikungunya virus10 seem to predominately depend on
this pathway as replication is fully restored by supplementation with exogenous guanosine.
In case of HCV, however, IMPDH inhibition and ISG induction simultaneously contributed to
the anti‐viral action of MPA. Conceivably, MPA may be beneficial in reducing HCV recurrence
after liver transplantation.
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Introduction
Ribavirin, a synthetic nucleoside analogue, is used in combination with pegylated interferon‐
 (IFN‐) as the standard of care for the treatment of patients with chronic hepatitis C. The
combination of ribavirin significantly improves the sustained virologic response of IFN‐
therapy, but the exact mechanism remains enigmatic.1 Though ribavirin monotherapy
appears to have only limited clinical efficacy,1‐2 in vitro studies showed that ribavirin by itself
has a remarkable broad antiviral activity against a spectrum RNA and DNA viruses,
equivalent to interferons.3 Now, an exciting new study by Thomas et al. in Hepatology4
shows that ribavirin treatment induces the expression of particular interferon‐stimulates
genes (ISGs), including IRF7 and IRF9, and thereby potentiates the antiviral action of IFN‐in
hepatitis C virus (HCV) cell culture models. As the transcription factors IRF7 and IRF9 are
known to be critical for antiviral defenses, including against HCV infection, the authors
conclude that antiviral action of ribavirin alone1‐2 and in particular in combination with IFN‐
4 acts via the induction of ISGs. This study supports earlier clinical evidence by the same
group that patients receiving ribavirin in addition to IFN‐ had a more rapid and higher
elevation of interferon‐induced cytokine, IP‐10/CXCL10.5 The authors put great afford in
further unraveling the signal transduction events leading to induction of ISGs and ruled out
the involvement of NF‐B, IPS‐1 and STAT1 signaling pathways. However, the direct
mechanism how ribavirin induces gene expression of ISGs was not resolved. Studying the
antiviral action of another IMPDH inhibitor mycophenolic acid,6 we now have found new
further evidence on how ribavirin can promote the transcription of a broad range of ISGs.

Materials & Methods
Cell culture and HCV model
Huh7‐ET replicon was based on Huh7 cells containing a subgenomic HCV bicistronic replicon
(I389/NS3‐3V/LucUbiNeo‐ET). Cell monolayers of the human embryonic kidney epithelial cell
line 293T and human hepatoma cell lines Huh7 and Huh7‐ET were maintained in complete
DMEM (cDMEM) containing 10% v/v fetal calf serum, 100 IU/ml penicillin, 100 g/ml
streptomycin and 2 mM L‐glutamine. Stable luciferase expressing cells were generated by
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transducing naïve Huh7 cells with a lentiviral vector expressing the firefly luciferase gene
(LV‐PGK‐Luc). Transduced cells were expanded for at least 10 days before use in experiments

Interferon signaling reporter assay
It is known that the expression of most ISGs is regulated by the ISRE promoter element. Type
I interferon‐stimulation will trigger the binding of particular transcription factors to the ISRE,
thereby enhancing the transcription of the ISGs. To mimic this biological process, we used a
LV transcriptional reporter system expressing the firefly luciferase gene driven by a minimal
CMV basal promoter containing multiple ISREs.
The HCV permissive Huh7 cells were transduced with LV‐ISRE‐Luc to create a stable
reporter cell line. Transduced cells were plated in 96‐well multiplates and treated with IFN‐
, ribavirin or a combination. After 24 hr of culture, the luciferase activity was measured. For
this, 100 mM luciferin potassium salt was added to cells and incubated for 30 min at 37ºC.
Luciferase activity was quantified using a LumiStar Optima luminescence counter (BMG
LabTech, Offenburg, Germany).

Real‐time RT‐PCR
RNA was isolated using a Machery‐Nagel NucleoSpin RNA II kit (Bioké, Leiden, The
Netherlands) and quantified using a Nanodrop ND‐1000 (Wilmington, DE, USA). cDNA was
prepared from total RNA using an iScript cDNA Synthesis Kit from Bio‐Rad (Bio‐Rad
Laboratories, Stanford, CA, USA). The cDNA of IRF1, IRF9, IFITM3, HCV IRES and GAPDH were
amplified by 40 cycles and quantified using real‐time PCR (MJ Research Opticon, Hercules,
CA, USA) performed with SYBRGreen according to manufacturer's instructions. GAPDH was
used as reference gene to normalize gene expression.

Statistical analysis
Statistical analysis was performed by using either the matched‐pair nonparametric test
(Wilcoxon signed‐rank test) or the non‐paired, nonparametric test (Mann–Whitney test)
using Graphpad Prism software. P‐values less than 0.05 were considered as statistically
significant.
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Results & Discussion

To further investigate the specificity of the anti‐viral effect of ribavirin, we tested in Huh7‐ET
subgenomic HCV replicon cells expressing luciferase reporter related to HCV replication. As a
control, Huh7 cells constitutively expressing the luciferase reporter gene not controlled by a
viral promoter but the human PGK promoter were included. As shown in Figure 1A, the
specific anti‐HCV effects were observed with 25 to 100 m ribavirin treatment. We further
confirmed that ribavirin were able to induce multiple ISG expression, including IRF1, IRF9
and IFITM3 (Fig. 1B).
Figure 1. (A) The effects of ribavirin on HCV
replication was tested in Huh7‐ET replicon cells
(HCV‐Luc) (mean±SD). PGK‐Luc indicates the
effects of ribavirin on the constitutively
expressed control luciferase gene in Huh7
cells. (B) The induction of IRF1, IRF9 and
IFITM3 by ribavirin in Huh7 cells (mean±SD).

It is known that gene expression of
many ISGs is regulated by the interferon
stimulated response element (ISRE) in the
promoter region. Upon exposure to type I
interferon, transcriptional activity of ISGs
will be enhanced by binding of different
transcription factors to the ISRE.7 To mimic
this biological process, we used a lentiviral
transcriptional reporter system expressing
the firefly luciferase gene driven by
multiple ISREs (SBI Systems Biosciences,
Mountain View, CA). Huh7 cells were
transduced with this vector to create a
stable reporter cell line (Fig. 2A). As
expected, stimulation with IFN‐ resulted in a dose‐dependent induction of luciferase
activity (Fig. 2B), over 3‐times the baseline activity. Remarkably, also treatment with clinical
achievable doses of ribavirin8 resulted in a dose‐dependent induction of ISRE‐related
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luciferase activity (Fig. 2C). For instance, 2 ug/ml of ribavirin has significantly increased
luciferase activity by 23%±2 (mean±SEM, n=5, Mann–Whitney test p<0.05) and 20 ug/ml
increased luciferase activity by 45%±12 (p<0.05), compared with basal luciferase expression.
No effect on cell viability or control luciferase activity was observed (not shown), suggesting
ribavirin directly augment the ISRE‐mediated transcription activity. To address whether
ribavirin can potentiate the interferon‐induced ISRE transcription activity, we treated the
Huh7 reporter cells with a combination of IFN‐ and ribavirin. As shown in figure 2C,
combining a lowest dose of ribavirin (0.2 ug/ml) has already significantly increased the
luciferase activity by 25%±7 (mean±SEM, n=8, Wilcoxon matched pairs test P<0.05),
compared with interferon treatment alone. At the highest dose (100 ug/ml), ribavirin
enhanced the luciferase activity by 65%±17 (mean±SEM, n=6, P<0.01).
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Figure 2. The effects of ribavirin on the transcription activity of ISRE. (A) A stable reporter cell line for
modeling interferon response was generated by transducing Huh7 cells with a lentiviral vector
expressing luciferase gene under the control of multiple ISREs with a minimal CMV basal promoter.
(B) Interferon‐alpha (0.1‐104 IU/ml) treatment (24h) resulted in dose‐dependent induction of ISRE‐
regulated luciferase activity in the reporter cell line. (C) The reporter cell line was treated with 0.2, 2,
20 or 100 ug/ml ribavirin or in combination with IFN‐ (1 or 10 IU/ml) for 24 hrs. Ribavirin alone
dose‐dependently induced luciefrase activity. Data presented the mean and SEM of five replicates of
three independent experiments. Furthermore, Ribvirin augments interferon triggered induction of
luciferase activity. Data presented the mean and SEM of three independent experiments (2‐3
replicates for each). The basal luciferase activity was settled as 1.

Taken together, our findings show that ribavirin potentiates the transcription activity of
ISRE and can explain the enhanced expression of ISGs when combined with IFN‐.4‐5
Moreover, it is known that ISRE regulate the expression of the IP‐10/CXCL10 and PKR genes,
thereby providing a molecular basis for the observed effect of ribavirin on the expression of
these genes.9‐10 Further understanding of the interplay between inteferons and ribavirin
could be useful in advancing therapeutic strategies for hepatitis C.
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Abstract
BACKGROUND: Chronic viral infections have a tremendous impact on global health and
therefore new therapeutic options should be urgently explored. RNA interference (RNAi)
represents a promising new approach to combat viral infections and recent developments in
the field of gene therapy have increased the feasibility of clinical applications. OBJECTIVE: to
explore the utility of RNAi for the treatment of the ultimately life‐threatening liver disease
caused by the hepatitis C virus (HCV), affecting approx. 170 million people worldwide.
METHODS: A comprehensive review of current developments in liver‐directed gene delivery
and the potential application of RNAi for the treatment of HCV is provided. In addition, the
involvement of microRNAs (miRNA) in HCV infection and the potential therapeutic
implications are emphasized. CONCLUSIONS: RNAi technologies have fuelled a rapid
progress in the basic understanding of the HCV biology and revealed numerous new viral
and host cell factors as potential targets for therapy. Together with the improvement of
gene delivery technology and the discovery of the critical role of miRNA in HCV infection,
RNAi and miRNA‐based antiviral strategies hold great promise for the future.
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1. Introduction

Infection with hepatitis C virus (HCV) is one of the major global health problems. In total, an
estimated 170 million people are infected worldwide, with 3 to 4 million new infections per
year. A range of 55–85% of those infected individuals fail to clear the virus and progress to a
chronic infection state which is associated with a high risk of developing liver cirrhosis,
hepatocellular carcinoma (HCC) or liver failure 1. End‐stage liver diseases and HCC caused by
chronic HCV infection are currently the major indications for liver transplantation. However,
re‐infection of HCV occurs universally causing accelerated recurrence of liver disease

2‐3

.

Unfortunately, there is still no effective vaccine or antibodies available for the prevention of
infection.
The current standard therapy of HCV is pegylated‐interferon‐ (Peg‐IFN‐) in
combination with ribavirin 4. However, the success of the therapy is dependent on the
genotype and the viral load at the start of therapy and during treatment. Overall, still half of
the patients fail to develop a sustained virologic response, i.e. fail to completely eradicate
the virus

5‐6

. Treatment against HCV recurrence after liver transplantation is even less

effective with a sustained virologic response rate of only about 20%

7‐8

. Furthermore, both

interferon and ribavirin are expensive and often cause severe side effects, limiting their
broader use 4, 9‐10.
The accumulation of basic knowledge regarding the HCV biology has dramatically
speeded up due to the advances of HCV cell culture systems. Recent research has identified
several promising targets for the development of novel therapies. This has resulted in the
initiation of numerous clinical trials to test new viral enzyme inhibitors, immune modulators,
monoclonal and polyclonal antibodies, antisense RNA and therapeutic vaccination

11‐12

.

Among the new technologies, RNA interference (RNAi) is one of the most promising avenues
for the development of anti‐viral therapies.
RNAi, only discovered a decade ago

13

, is a sequence‐specific inhibition of gene

expression at posttranscriptional level. It is triggered by 21 nucleotides small interfering
RNAs (siRNAs), which can be directly introduced into cells as synthetic siRNAs, or indirectly,
as double‐stranded RNAs delivered by vectors. Long double‐stranded RNAs (dsRNAs) or
short‐hairpin RNAs (shRNAs) are cleaved into active siRNA by a cellular enzyme, Dicer. These
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siRNAs are assembled into a multicomponent complex, known as the RNA‐induced silencing
complex (RISC), which incorporates a single strand of the siRNA serving as a guide sequence
to target and silence homologous messenger RNA (mRNA)

14‐15

. Indeed, such a simple,

potent and specific gene silencing system has greatly fuelled the identification of novel anti‐
HCV targets as well as sparked the development of new therapeutic strategies. In addition,
the discovery of a regulatory role for endogenous host cell microRNAs (miRNAs) in HCV viral
replication have shed new light on HCV biology and represents a promising new avenue for
therapeutic intervention

16

. In this article, we will provide a comprehensive overview of

current developments and the potential applications of RNAi and miRNA‐based antiviral
strategies in HCV therapy.

2. Therapeutic application of RNAi

2.1 Viral targets
HCV contains a positive‐stranded RNA genome of about 9,600 nucleotides in length,
belonged to the Flaviviridae family. To date, six major genotypes and over 70 subtypes of
HCV have been identified that differ by 31%‐34% between genotypes and 20%‐25% between
subtypes in their nucleotide sequence 17‐18. The whole genome composes of a 5’ and 3’ non‐
coding region (NCR) flanking a single open reading frame encoding a polyprotein precursor
of approximately 3,000 amino acids. The polyprotein is cleaved into four structural (core, E1,
E2 and p7) and six non‐structural (NS2, NS3, NS4A, NS4B, NS5A, and NS5B) proteins

19‐20

.

Since HCV is a single positive‐strand RNA virus, the genomic replication is achieved by
synthesis of a full‐length negative‐strand RNA intermediate. Negative stranded RNA in turn
provides a template for the de novo production of positive‐stranded RNA. NS5B, the HCV
RNA‐dependent RNA‐polymerase, is responsible for synthesis of both the positive‐ and
negative‐stranded genomes. In general, the positive‐stranded template is much more
abundant than the negative strand one, because of its utilization of translation, replication,
and packaging into progeny virus. Synthesis of HCV viral proteins by the host cell machinery
is initiated by binding of the viral 5' NCR internal ribosome entry site (IRES) with the 40S
ribosomal subunit.
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As a RNA virus that the genome functions both as the viral messenger RNA and a
template for viral replication, the HCV genome seems a sensitive target for RNAi. In
particular, the property of HCV replication that exclusively occurs in cytoplasm leads to a
better susceptibility of the virus to the host cell RNAi machinery. Within the viral genome,
the IRES is the most conserved sequence and therefore may represent one of the most ideal
target for RNAi 21. Also conserved domains of HCV structural and non‐structural proteins are
suitable to RNAi mediated silencing.
In the past five years, a multitude of in vitro studies have been published showing that
HCV infection and replication can be effectively targeted by RNAi. First studies showing
efficacy used HCV non‐structuaral sequences including, NS3, NS4B, NS5A and NS5B

22‐25

.

After that, several studies also demonstrated efficient inhibition of HCV replication by RNAi
targeting the HCV IRES region

26‐28

. Reduced production of infectious HCV particles was

observed when cells were transduced with the IRES‐targeting siRNA in cell culture models 29.
The NS5B RNA‐dependent RNA‐polymerase lacks proofreading abilities. As a result, HCV
has a high mutation rate (103 per nucleotide per generation). Due to this and the high
replication rate in chronic hepatitis C patients innumerable quasispecies are formed

30

.

Considering this extensive genomic variation and the high mutation rate during replication, it
is conceivable that the virus will likely escape sequence‐restricted silencing effects of RNAi
31

. Indeed, under high pressure of siRNA, is was found that resistant replicons can emerge by

the generation of point mutations within the siRNA target sequence 32‐33. Potential strategies
to avoid this problem of viral resistance development by mutational escape are being
developed and will be discussed in section 5.1. Additionally, the problem of resistance
development against RNAi could largely be avoided by targeting host cell factors, rather then
viral factors, as will be discussed in the next paragraph.

2.2 Host cell targets
Owing to development of cell culture systems for HCV

34, 35

, the progress of understanding

the HCV life‐cycle and host cell interactions was rapidly accelerated. Several host factors
essential in viral entry, i.e. CD81 36, glycosaminoglycan 37, scavenger receptor class B type‐1
(SR‐BI) 38, low‐density lipoprotein receptor 39, DC‐SIGN 40, L‐SIGN 41 and Claudin ‐1, ‐6 and ‐9,
have been identified 42‐44. Likely, these receptors need to act in concurrence and contribute
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to different stages of the entry process like viral binding, clustering, clatherin‐mediated
endocytosis and endosomal escape of the viral genome to the cytoplasm 45. Most recently
human occludin was identified as a crucial factor for HCV entry in human cells and combined
expression with human CD81 could even render mouse cells infectable with HCV
psuedotyped particles 46.
In addition to viral entry, many host factors have been identified that contribute to viral
replication. The best documented factors so far are lipid and vesicle‐associated membrane
proteins (FBL‐2, VAP‐A and VAP‐B)

47‐49

and the chaperone proteins cyclophilins (CyPA and

CyPB) 50, FKBP8 and heat‐shock proteins 51. In particular, the process of understanding HCV
biology and identifying novel therapeutic targets has been greatly speeded up by successfull
application of RNAi‐based single target silencing as well as genome‐wide screening of
multiple targets. Most of these novel but less established host factors are involved in signal
transduction, gene transcription, protein synthesis and RNAi pathway, but most of these are
still controversial and require further investigation 52‐54.
Due to high‐fidelity proof reading ability of mammalian DNA polymerases host‐cellular
factors are not prone to mutation and, as a consequence, genetic variation is much lower as
compared to that of HCV. Host cellular factors targeted by RNAi are therefore not likely to
develop resistance by mutational escape. Several studies have shown that host cell factors
can be effectively targeted by RNAi to silence HCV infection. For instance, knockdown of
CD81 by RNAi can significantly reduce the binding of HCV envlope protein E2 to human
hepatoma cells

55‐56

. Indeed definitive proof of the therapeutic value of CD81 in vivo was

provided by a recent study showing that treatment with anti‐CD81 antibodies completely
protected humanized liver‐uPA‐SCID mice from a challenge by different HCV genotype
strains

57

. Another potential HCV receptor, SR‐BI, is primarily expressed in the liver and

steroidogenic tissues. A 90% downregulation of SR‐BI expression in Huh7 cells by RNAi
caused a 30–90% inhibition of infection by HCV envelope pseudotyped virus particles,
depending on the HCV genotype 58. Also host cell factors involved in supporting the function
of HCV non‐structural proteins, like NS5A and NS5B, could provide useful targets for
silencing viral replication 52.
Though host cell factors offer numerous opportunities for RNAi‐based therapeutic
intervention, an obvious drawback to this strategy is the potential severe side‐effects

96

Chapter 6.1. RNAi and microRNA‐based therapies for HCV
silencing may have on homeostasis of hepatocytes. All the host factors identified to date are
known to perform important cellular functions. Silencing of these genes could have
determent effects on the function and survival of hepatocytes. These effects need to be
more extensively investigated before host cell factors could be seriously considered as
targets for therapy.

2.3 Gap between basic experimental investigations and clinical applications
Although the discovery of HCV in 1989 was greatly contributed by using chimpanzees model
18

, wide scale use of this endangered species as laboratory animals has been limited by

ethical concerns and the high financial costs. Engraftment of hepatoma cells harbouring
subgenomic HCV replicon or infected virions into mice or rat served as an alternative

59‐60

,

although these types of tumor‐based models could be considered artificial. Recently,
development of a chimeric mouse model has facilitated the study of HCV virology and
antiviral treatment. This immunodeficient mouse model carries the mouse urokinase‐type
plasminogen activator (uPA) gene, which can induce severe liver toxicity. Following the
transplantation of human hepatocytes, a humanized liver can be established in the mice,
which supports in vivo infection of HCV 61. However, this transgenic mouse model remains
very challenging due to high mortality of homozygote mice, inconvenience logistics of
obtaining fresh human hepatocytes and the required use of newborn animals. Moreover, it
is an immunodificient mouse model that is clearly not suitable to study immune responses
against HCV or responses against RNAi vehicles and gene therapy vectors.
Although the first proof‐of‐concept of applying RNAi against HCV in vivo has been
provided by co‐transduction in mice liver with a plasmid expressing an anti‐NS5B shRNA and
a plasmid containing luciferase gene fused with the HCV NS5B sequences 62, the therapeutic
value of RNAi has to be further validated in better in vivo models. This is dependent on the
future development of more robust and appropriate small animal models that will allow
studying HCV infection and antiviral therapy in the context of a (humanized) immune
system.
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3. Liver‐targeted delivery of synthetic siRNA or vector‐expressed
shRNA

Figure 1. Mechanisms of RNAi and miRNA‐based therapies for hepatitis C infection. RNAi effects can
be achieved by delivery of chemically synthetic siRNA or by vector‐expression of shRNA. ShRNA can
be expressed in the host cell using non‐integrating, adenoviral or adeno‐associated viral vectors, or
integrating, lentiviral vectors. ShRNA is cleaved into active siRNA by the cellular enzyme, Dicer. RNAi
mediated gene silencing can be applied to treat HCV infection by targeting either viral RNA or mRNA
of host cell factors, such as surface receptor CD81. MiR‐122, a liver specific microRNA, plays a
positive role in HCV replication and therefore silencing of miR‐122 by modified antisense
oligonucleotides (ASO), such as the locked nucleic acid probes, could be considered as a potential
therapeutic modality.

In terms of in vivo application of RNAi, particularly for the treatment of Hepatitis C, the
success will greatly depend on the effective delivery systems to target the liver. The first in
vivo proof‐of‐concept that RNAi can be delivered to the liver came from a study by the group
of Mark Kay 62. Using hydrodynamic transduction in mice they demonstrated that a plasmid
expressing an anti‐NS5B shRNA could effectively silence the expression of a luciferase fusion
gene containing the HCV NS5B sequences in the liver. RNAi can be achieved by different
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means (Figure 1) and each requiring specific delivery systems for effective targeting of the
liver, as will be discussed here.

3.1 Synthetic siRNA
Chemically‐synthesized siRNAs have been widely used at the early stages of RNAi research 13,
63

. However, their pharmacological application faces a number of limitations, including

restricted cell penetration, short blood persistence due to sensitivity for degradation and
detrimental off‐target effects 64‐67. Thereby, proper modification and conjugation of “naked”
raw siRNA are required to achieve targeted delivery to the liver.
Several chemical modifications have been reported that improve the in vivo properties
of siRNA, including phosphorothioate linkages, boranophosphate linkages, locked nucleic
acid, 2′‐modified RNA, 4′‐thio modified RNA, Ribo‐difluorotoluyl nucleotide and
uncharged nucleic acid mimics

68

. Chemically modified siRNAs have been shown to

significantly prolong stability, improve liver targeting ability and enhance gene silencing
capacity with reduced toxic and immunostimulatory side effects 69‐71. Another strategy that
has been implied is to conjugate siRNAs to small molecules or peptides. Conjugation of
siRNA with antibody or vitamin A‐coupled liposomes or cationic liposomes has shown to be
effective of liver‐targeted RNAi delivery in small animals

72‐75

. Efficacy of liposome delivery

has been shown in HCV gene transgenic mice 72, 76.
Synthetic siRNAs have moved into the clinic at an unprecedented pace 77. Several of the
most advanced clinical trials focus on the treatment of age‐related macular degeneration,
which is a leading cause of blindness 78. If synthetic siRNAs would be applicable in treatment
of chronic HCV infection, we expect that proper modification or conjugation, like with
polymer, lipid or lipidoid‐composed nanoparticles, will be required for effective delivery to
the liver. The incorporation of liver‐specific ligands into these particles may further enhance
the delivery efficacy and reduce the side‐effects and non‐specificity.

3.2 Vector‐expressed shRNA
If RNAi is to be utilized as an effective treatment of chronic infectious disease like hepatitis C,
long‐term and stable silencing needs to be achieved. Gene therapy vector‐based encoding of
shRNA can produce relative long‐term and continuous silencing. Most of gene therapy
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vectors are modified viruses which can be applied to deliver a cargo sequence to cells.
Currently the most commonly used viral vectors for the delivery of RNAi are derived from
the adenoviruses, adeno‐associated viruses and lentiviruses and will be discussed.
Adenoviral vectors are the earliest vector system that has been developed and is most
effective in transducing proliferating cells. First evidence that adenoviral vectors could be
used to target the liver was shown in HBV transgenic mice. Using an adenoviral vector
expressing an anti‐HBV siRNA specific inhibition of HBV gene expression was observed

79

.

More recent, intravenous delivery of the adenovirus‐vector expressing HCV targeted shRNA
was also shown efficient in specific suppression of HCV genomic RNA and protein synthesis
in the liver of HCV structural protein transgenic mice

80

. Despite this success, there are

considrable concerns regarding the application of adenoviral vectors in the clinic. One major
obstacle is the pre‐existing immune reactivity against adenoviral vectors

81

. Recent study

demonstrated that monomethoxy polyethylene glycol‐succinimidyl propionate modified
adenoviral vector could attenuate both adaptive immune response and hepatotoxicity,
leading to the improved delivery efficacy of shRNA into the liver

82

. In the setting of RNAi

delivery, another issue is that adenovirus highly expressed small non‐coding RNAs, which can
inhibit the RNAi pathway by acting as competitive substrates which saturate the Dicer and
RISC machinery

83‐84

. This limitation is potentially circumstance in the newest, third‐

generation, helper‐dependent adenoviral vector that all viral encoding sequences are
replaced by stuffer DNA and transgene 85. The proof of concept has been provided by recent
studies showing that the third‐generation adenoviral vector mediated shRNA expression
allows inhibition of target gene expression in the liver, although high level shRNA expression
seems to result in activation of the interferon response 86‐87.
Adeno‐associated viral (AAV) vectors have potential for shRNA delivery. Up to date,
summer 2010, 75 gene therapy trials using AAV vectors have been registered at The Journal
of Gene Medicine Clinical Trial site (http://www.abedia.com/wiley). These trials were
approved for treating various diseases, including cancer, monogenic diseases, neurological
diseases, ocular diseases, cardiovascular diseases and infectious diseases (Figure 2). There is
a single liver‐directed Phase I trial in patients with severe hemophilia B using AAV to deliver
the normal human Factor IX (FIX) gene. This study achieved only transient therapeutic gene
expression, likely due to the preexisting immunity to the AAV2 serotype 88. Two additional
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trials of liver‐directed AAV gene therapy for hemophilia B are currently recruiting
participants (ClinicalTrials.gov).
Although AAV serotype 2 (AAV2) is the first AAV that was vectored for gene delivery, pre‐
existing immunity against AAV2 likely led to the failure of the clinical hemophilia B gene
therapy trial

88

. AAV serotype 8, a new member of the AAV family isolated from rhesus

monkeys, is less prone to recognition by pre‐existing antibodies in humans and also show a
10‐ to 100‐fold increased transduction efficiency in mice liver 89‐90. A further improvement of
conventional single‐stranded AAV vectors is the construction of self‐complementary AAV
vectors which can anneal to form stable transcriptional active DNA dimers after uncoating 91.
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Figure 2. Clinical trials of AAV‐mediated gene therapy registered at the Journal of Gene Medicine
Clinical Trial site. (A) In total, there are 75 registered AAV trials, including 29 for monogenic diseases,
17 for cancers, 6 for ocular diseases, 3 for cardiovascular diseases, 2 for infectious diseases and 4 for
other indications. (B) 45 trials are at the stage of Phase I, 11 at Phase I/II, 11 at Phase II and 8 at
Phase III. (C) Distribution of trials according to the year of approved/initiated. Two trials lacking the
information of the year approved/initiated and two from 2010 are not listed in the graph.

Lentiviral vectors are derived from HIV‐1 and are distinguished from the other vectors in
the fact that they can integrate into host genome and therefore are capable of mediating
long‐term expression of shRNA

92‐94

. However, production limitation and potential safety

issues related to genomic integration and recombination limits their widespread clinical
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application. Currently, new generation vectors have been developed such as the third
generation VSV‐G pseudotyped HIV‐1 vectors, HIV‐2 vectors and simian immunodeficiency
virus vectors

95‐97

to overcome these problems and further modification of the envelope

protein with a HBV peptide could improve targeting of the liver 98. Moreover, the safety and
specificity of RNAi delivery can be further enhanced by transcriptional regulation. Different
from the first‐generation shRNA, the second‐generation mimics the structure of pri‐miRNA,
which therefore can be expressed by polymerase II promoters 99. Polymerase III promoters,
in particular U6, often overly expresses shRNA, shown to induce acute cytotoxicity 100. Using
liver‐specific pol II promoter driving shRNA expression has been shown improved tolerability
101

.

3.3 Delivery of viral vector‐expressed shRNA during isolated liver perfusion
With end‐stage liver disease due to chronic HCV infection being the leading indication for
liver transplantation worldwide, management and treatment of recurrent disease remains a
major clinical challenge. RNAi, in particular delivered by viral vector, can be ideal to modify
the new graft and to protect HCV recurrence. During the process of liver transplantation, the
donor undergoes multiple perfusions to clear the liver of blood, preserve it, and prepare it
for transplant. Ex vivo perfusion of the liver could provide a good opportunity for liver
targeted delivery of gene therapy.
Early studies have demonstrated that ex vivo perfusion of cold‐preserved rat liver grafts
with replication‐defective adenoviral vectors resulted in uptake and expression of
transgenes

102‐103

. Similar, vector delivery during graft perfusion showed efficacy in

protecting renal or cardiac graft from acute rejection 104‐105. In order to use RNAi to protect
liver grafts from re‐infection by HCV, integrating self‐inactivating lentiviral vectors would be
most suitable, because of their capability of stable and long‐time expression of shRNA.
Interestingly, a commonly used graft preservation solution, University of Wisconsin solution,
improved the lentiviral transduction of hepatocytes under both normothermic and
hypothermic conditions. Hydroxyethyl starch was found to be responsible for the increase in
transduction

106

. In the context of liver transplantation, this opens a distinct window of

opportunity to increase the ex vivo transfer of vectors, even under cold conditions.
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4. The role of microRNAs in HCV infection

4.1 Regulation of HCV replication by microRNAs
Increasing evidence has suggested the involvement of microRNAs (miRNA) in viral infection
107

. A liver specific miRNA, miR‐122, is the first identified host miRNA linked to HCV

replication 16. Two putative binding sites located in the 5’ NCR are considered for miR‐122
targeting, and binding to both sites was found to be necessary for viral replication. The two
sites are adjacent and are separated by a short spacer, which is largely conserved between
HCV genotypes

108

. These targets are notably very different from the normal miRNA

targeting of mRNA. Generally, miRNA targets the 3’ NCR, leading to suppression or
degradation of mRNA 109. Interestingly, insertion of the HCV miR‐122 binding sites into the 3'
NCR of a reporter mRNA leads to downregulation of mRNA expression, indicating that the
location of the miR‐122 binding site is crucial in gene regulation 108.
In addition to the direct interaction, miR‐122 can indirectly facilitate HCV replication by
regulation of heme oxygenase‐1 (HO‐1) expression, a key cytoprotective enzyme capable of
suppressing HCV replication

110‐111

. More recently, miR‐122 has been shown to stimulate

HCV translation by enhancing the association of ribosomes with the viral RNA at an early
initiation stage

112

. Moreover, interferon‐beta has been shown to rapidly modulate the

expression of numerous cellular miRNAs including miR‐122, and that eight of these miRNAs
have sequence‐predicted targets within the HCV genome. These findings may support the
notion that mammalian species can use cellular miRNAs to combat viral infections through
the interferon system

113

. A recent clinical study showed that miR‐122 expression was

markedly decreased in HCV patients who did not develop a sustained virological response
during IFN‐
pathway

114

therapy, confirming the link between the IFN response and the miRNA
. Recently, an additional miRNA, miR‐199a*, was identified as a potential

inhibitor of HCV replication 115.

4.2 Therapeutic targeting of miRNAs
MiRNAs represent a novel class of cellular molecules involved in HCV life cycle. The discovery
of the positive regulatory function of miR‐122 in HCV replication and the existing technology
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of manipulating miRNA function have provided the basis of developing miRNA‐targeted
therapeutic strategies for HCV infection. Inhibition of miR‐122 function can be achieved
through the use of conventional antisense technology. This antisense approach can act at
multiple levels to affect miR‐122, such as by binding to the mature, pre‐ or pri‐miR‐122 and
block their function. However, the low efficacy of the conventional antisense
oligonucleotides (ASO) often requires additional modification to improve their biological
activity.
The first report on the successful use of 2'‐O‐methyl (OMe) ASO was to knockdown let‐7
function in Drosophila 116. Subsequently, ASO was applied to inhibit miR‐122 in mice, which
was termed “antagomiRs”

117

. Transfection of miR‐122 antagomir reduced HCV RNA up to

84% in two independent subgenomic models, respectively 110. Another approach, MOE (2'‐O‐
methoxyethyl phosphorothioate) modification, has also shown to effectively inhibit miR‐122
activity in the liver 118.
Locked nucleic acid (LNA) modification represents a more advanced approach. LNA is a
class of ASO with the ribose ring ‘locked’ by a methylene bridge connecting the 2’‐O atom
with the 4’‐C atom. By “locking” the molecule with the methylene bridge, LNA ASO is
constrained in the ideal conformation for Watson‐Crick binding, making the pairing with a
complementary nucleotide strand more rapid and increasing the stability of the resulting
duplex 119. A simple systemic delivery of an unconjugated, PBS‐formulated LNA‐antimiR has
shown to effectively antagonize miR‐122 in non‐human primates, resulting in uptake of the
LNA‐antimiR in the cytoplasm of primate hepatocytes and formation of stable
heteroduplexes between the LNA‐antimiR and miR‐122. As miR‐122 was shown to be a key
regulator of cholesterol and fatty‐acid metabolism in the adult liver 118, this treatment led to
a long‐lasting and reversible decrease in total plasma cholesterol without any evidence for
LNA‐associated toxicities or histopathological changes in these animals

120

. Similar results

were reported in mice by the same group 121.
Additionally, miR‐122 silencing can be achieved by LNA/2′‐O‐methyl mixmer, peptide
nucleic acids (PNA), PNA–peptide conjugates, or a chimeric 2'Fluoro/2'OMe modified ASO.
An antisense PNA conjugated to a cell‐penetrating peptide can inhibit miR‐122 without the
need for transfection or electroporation of the human or rat cell lines, highlighting the
potential therapeutic applications

122

. The chimeric 2'Fluoro/2'OMe anti‐miR‐122 ASO
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displays improved efficacy and a 5‐10 fold improvement in potency compared to LNA ASO,
indicating its potential for further development as anti‐HCV therapeutic agent

123

. In

contrast, miR‐199a* was shown to inhibit viral replication, therefore overexpression could
be a rational therapeutic strategy 115.

5. Potential limitations of RNAi therapy

5.1 Resistance and mutational escape
Similar to existing antiviral monotherapies, RNAi monotherapy may fail to completely
control infection and will allow the evolution of resistant quasispecies. Therefore, a
combined strategy is likely required to successfully control the HCV infection. The strict
specificity of RNAi has as disadvantage that a single nucleotide mutation in the targeted HCV
sequence can abrogate recognition and thus silencing. A first straightforward solution to this
problem is to simultaneously target multiple viral sequences

32

. Also for conventional

antiviral compounds it became clear from the treatment of HIV/AIDS that only a
combinational strategy as used in the highly active anti‐viral therapy, HAART, is effective in
preventing the development of viral resistance. In vitro treatment of HCV with a library of
endoribonuclease‐prepared siRNAs, which simultaneously target multiple sites of the viral
genome, was shown to effectively inhibit the replication of subgenomic and genomic HCV
replicons and avert escape

124

. Alternatively, multiple‐targeted siRNAs can be generated

from raw or vector‐derived long double stranded RNA molecules by Dicer 125‐126.
A second strategy is the simultaneous targeting of both viral and host sequences. Cellular
proteasome α‐subunit 7 (PSMA7) and Hu antigen R (HuR) have been found to interact with
HCV

127‐128

. Combination of PSMA7‐ and HuR‐directed siRNAs with HCV‐directed siRNAs

revealed additive antiviral effects in HCV replicons

129

. Similarly, both entry and replication

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 cassettes driven by three
H1 promoters were effective in concurrently reducing HCV replication and CD81 mediated
E2 binding, with comparable efficacy to the single shRNA vectors 93. Invention of the second‐
generation shRNA that mimics the structure of pri‐miRNA provided the possibility of
expressing multiple shRNA in a single cassette. Multimerization of a single miR‐155‐based
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cassette up to at least eight copies of anti‐luciferase shRNAs can be used to increase the
inhibition of a single target mRNA

130

. HIV‐1 replication can be efficiently inhibited by

simultaneous expression of four antiviral siRNAs in the single polycistron mir‐17‐92 context
131

. Certainly, such an approach could well fit in the design of multi‐shRNAs strategies for

HCV treatment.
IFN‐ possesses indirect antiviral activity by stimulating genes that can lead to a non‐
virus‐specific antiviral response. Based on their complementary antiviral mechanisms,
combining RNAi with IFN‐ may prevent therapeutic resistance and exhibit additive antiviral
activity. Promisingly, we found that lentiviral mediated RNAi and IFN‐ act independently
on HCV replication showing combined antiviral activity with no evidence of cross‐
interference. Treatment with IFN‐ had no effect on either lentiviral vector transduction or
gene silencing efficacy

132

. In addition, upregulation of certain host genes, such as the

ubiquitin specific protease 18 (USP18), have been determined to be associated with patients
who do not respond to interferon therapy. It was subsequently demonstrated that silencing
of USP18 enhanced the anti‐HCV activity of interferon, which provided another approach of
combining RNAi with IFN‐

133

. Additional combination of RNAi with ribavirin, ribozymes,

ASO or small molecule inhibitors would be reasonable, but needs to be further evaluated.

5.2 Viral suppression of RNAi
It has been shown that RNAi is involved in the inhibition of viral infection and silencing of
transposable elements in plants, insects, fungi and nematodes

134‐138

. Although it remains

controversial whether RNAi also acts as an antiviral defence mechanisms in mammalian
species 139, the interplay of viral infection with the RNAi pathway is more established 140.
Given the fact that the replication of the HCV genome involves dsRNA and the IRES
region contains double stranded hairpin structures, RNAi may exert anti‐HCV action. It has
been shown that either incubation of HCV IRES with Dicer enzyme or transfection of HCV
sequence into cells can result in generation of IRES‐related siRNA, indicating that both
exogenous and endogenous Dicer can target HCV IRES. Furthermore, NS5B‐related siRNA
can be detected in a HCV subgenomic replicon, suggesting that a dsRNA intermediate may
also be targeted by the RNAi pathway 141.
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Like many other viruses, HCV can overcome the antiviral effects of RNAi through several
mechanisms. It was found that siRNA‐mediated gene silencing of the reporter gene GFP was
inhibited when the entire HCV polyprotein was expressed. The structural protein E2 was
found to be responsible for this inhibition by bounding to Argonaute‐2 (Ago‐2), a component
of the RISC complex

142

. HCV core protein was also found to inhibit shRNA but not siRNA

mediated gene silencing, suggesting functional inhibition of Dicer enzyme without affecting
the activity of RISC

141, 143

. It was further recognized that the N‐terminal 62 amino acids of

the core were required for RNAi suppression 143.

6. Expert opinion

An overwhelming number of studies so far have extensively demonstrated the power of
RNAi in understanding HCV biology and has revealed its potency as therapeutic approach.
Identification of host factors involved in the various stages of the viral life cycle by RNAi
screening has provided important new knowledge regarding the virus‐host interactions and
revealed many potential therapeutic targets. In particular, the discovery of cellular miR‐122
as a positive modulator of HCV replication has attracted broad interest to develop ASO‐
based therapeutic strategies. However, targeting miRNA and other host factors has to be
considered with caution, as long as their exact physiological function is not fully understood.
The observed active interplay of HCV with the RNAi pathway may re‐ignite a smouldering
debate on whether RNAi in human is contributing to the innate immune defence against
viral infections.
Although HCV RNA genome is a prime target for RNAi, it has become clear that the
therapeutic application is far from straightforward. Single RNAi target‐based strategies likely
fall short due to the high mutation rate, genetic diversity, complicated genomic structure
and RNAi inhibition by the virus. Therefore, multiple viral targets, combined targeting of viral
and host factors, or even combination with conventional treatments, may be necessary to
achieve the best therapeutic effects. Together with the rapid improvement of gene delivery
technology, RNAi based therapy against HCV infection has a very promising future. However,
before clinical applications can be considered, it is essential to bridge the gap between
experimental in vitro research and clinical application of RNAi therapy in patients by
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evaluate the long‐term in vivo efficacy of RNAi in better, immune competent, small animal
models for HCV.

108

Chapter 6.1. RNAi and microRNA‐based therapies for HCV

References
1.

Sarbah SA, Younossi ZM. Hepatitis C: an update on the silent epidemic. J Clin Gastroenterol 2000;30:125‐
143.

2.

Brown RS. Hepatitis C and liver transplantation. Nature 2005;436:973‐978.

3.

Yilmaz N, Shiffman ML, Stravitz RT, Sterling RK, Luketic VA, Sanyal AJ, et al. A prospective evaluation of
fibrosis progression in patients with recurrent hepatitis C virus following liver transplantation. Liver Transpl
2007;13:975‐983.

4.

Manns MP, McHutchison JG, Gordon SC, Rustgi VK, Shiffman M, Reindollar R, et al. Peginterferon alfa‐2b
plus ribavirin compared with interferon alfa‐2b plus ribavirin for initial treatment of chronic hepatitis C: a
randomised trial. Lancet 2001;358:958‐965.

5.

Davis GL, Wong JB, McHutchison JG, Manns MP, Harvey J, Albrecht J. Early virologic response to treatment
with peginterferon alfa‐2b plus ribavirin in patients with chronic hepatitis C. Hepatology 2003;38:645‐652.

6.

Zeuzem S, Buti M, Ferenci P, Sperl J, Horsmans Y, Cianciara J, et al. Efficacy of 24 weeks treatment with
peginterferon alfa‐2b plus ribavirin in patients with chronic hepatitis C infected with genotype 1 and low
pretreatment viremia. J Hepatol 2006;44:97‐103.

7.

Samuel D, Bizollon T, Feray C, Roche B, Ahmed SN, Lemonnier C, et al. Interferon‐alpha 2b plus ribavirin in
patients with chronic hepatitis C after liver transplantation: a randomized study. Gastroenterology
2003;124:642‐650.

8.

Garcia‐Retortillo M, Forns X. Prevention and treatment of hepatitis C virus recurrence after liver
transplantation. J Hepatol 2004;41:2‐10.

9.

Fried MW, Shiffman ML, Reddy KR, Smith C, Marinos G, Goncales FL, Jr., et al. Peginterferon alfa‐2a plus
ribavirin for chronic hepatitis C virus infection. N Engl J Med 2002;347:975‐982.

10. Fried MW. Side effects of therapy of hepatitis C and their management. Hepatology 2002;36:S237‐244.
11. McHutchison JG, Bartenschlager R, Patel K, Pawlotsky JM. The face of future hepatitis C antiviral drug
development: recent biological and virologic advances and their translation to drug development and
clinical practice. J Hepatol 2006;44:411‐421.
12. Pawlotsky JM. Therapy of hepatitis C: from empiricism to eradication. Hepatology 2006;43:S207‐220.
13. Fire A, Xu S, Montgomery MK, Kostas SA, Driver SE, Mello CC. Potent and specific genetic interference by
double‐stranded RNA in Caenorhabditis elegans. Nature 1998;391:806‐811.
14. Hannon GJ. RNA interference. Nature 2002;418:244‐251.
15. Tomari Y, Zamore PD. Perspective: machines for RNAi. Genes Dev 2005;19:517‐529.
16. Jopling CL, Yi M, Lancaster AM, Lemon SM, Sarnow P. Modulation of hepatitis C virus RNA abundance by a
liver‐specific MicroRNA. Science 2005;309:1577‐1581.
17. Simmonds P, Bukh J, Combet C, Deleage G, Enomoto N, Feinstone S, et al. Consensus proposals for a
unified system of nomenclature of hepatitis C virus genotypes. Hepatology 2005;42:962‐973.
18. Choo QL, Kuo G, Weiner AJ, Overby LR, Bradley DW, Houghton M. Isolation of a cDNA clone derived from a
blood‐borne non‐A, non‐B viral hepatitis genome. Science 1989;244:359‐362.
19. Giannini C, Brechot C. Hepatitis C virus biology. Cell Death Differ 2003;10 Suppl 1:S27‐38.
20. Penin F, Brass V, Appel N, Ramboarina S, Montserret R, Ficheux D, et al. Structure and function of the
membrane anchor domain of hepatitis C virus nonstructural protein 5A. J Biol Chem 2004;279:40835‐
40843.
21. Prabhu R, Garry RF, Dash S. Small interfering RNA targeted to stem‐loop II of the 5' untranslated region
effectively inhibits expression of six HCV genotypes. Virol J 2006;3:100.
22. Kapadia SB, Brideau‐Andersen A, Chisari FV. Interference of hepatitis C virus RNA replication by short
interfering RNAs. Proc Natl Acad Sci U S A 2003;100:2014‐2018.

109

Chapter 6.1. RNAi and microRNA‐based therapies for HCV
23. Yokota T, Sakamoto N, Enomoto N, Tanabe Y, Miyagishi M, Maekawa S, et al. Inhibition of intracellular
hepatitis C virus replication by synthetic and vector‐derived small interfering RNAs. EMBO Rep 2003;4:602‐
608.
24. Wilson JA, Jayasena S, Khvorova A, Sabatinos S, Rodrigue‐Gervais IG, Arya S, et al. RNA interference blocks
gene expression and RNA synthesis from hepatitis C replicons propagated in human liver cells. Proc Natl
Acad Sci U S A 2003;100:2783‐2788.
25. Randall G, Grakoui A, Rice CM. Clearance of replicating hepatitis C virus replicon RNAs in cell culture by
small interfering RNAs. Proc Natl Acad Sci U S A 2003;100:235‐240.
26. Hamazaki H, Ujino S, Abe E, Miyano‐Kurosaki N, Shimotohno K, Takaku H. RNAi expression mediated
inhibition of HCV replication. Nucleic Acids Symp Ser (Oxf) 2004:307‐308.
27. Ilves H, Kaspar RL, Wang Q, Seyhan AA, Vlassov AV, Contag CH, et al. Inhibition of hepatitis C IRES‐
mediated gene expression by small hairpin RNAs in human hepatocytes and mice. Ann N Y Acad Sci
2006;1082:52‐55.
28. Kanda T, Steele R, Ray R, Ray RB. Small interfering RNA targeted to hepatitis C virus 5' nontranslated region
exerts potent antiviral effect. J Virol 2007;81:669‐676.
29. Chevalier C, Saulnier A, Benureau Y, Flechet D, Delgrange D, Colbere‐Garapin F, et al. Inhibition of hepatitis
C virus infection in cell culture by small interfering RNAs. Mol Ther 2007;15:1452‐1462.
30. Neumann AU, Lam NP, Dahari H, Gretch DR, Wiley TE, Layden TJ, et al. Hepatitis C viral dynamics in vivo
and the antiviral efficacy of interferon‐alpha therapy. Science 1998;282:103‐107.
31. Grimm D, Kay MA. Combinatorial RNAi: a winning strategy for the race against evolving targets? Mol Ther
2007;15:878‐888.
32. Wilson JA, Richardson CD. Hepatitis C virus replicons escape RNA interference induced by a short
interfering RNA directed against the NS5b coding region. J Virol 2005;79:7050‐7058.
33. Konishi M, Wu CH, Kaito M, Hayashi K, Watanabe S, Adachi Y, et al. siRNA‐resistance in treated HCV
replicon cells is correlated with the development of specific HCV mutations. J Viral Hepat 2006;13:756‐761.
34. Lohmann V, Korner F, Koch J, Herian U, Theilmann L, Bartenschlager R. Replication of subgenomic hepatitis
C virus RNAs in a hepatoma cell line. Science 1999;285:110‐113.
35. Wakita T, Pietschmann T, Kato T, Date T, Miyamoto M, Zhao Z, et al. Production of infectious hepatitis C
virus in tissue culture from a cloned viral genome. Nat Med 2005;11:791‐796.
36. Levy S, Todd SC, Maecker HT. CD81 (TAPA‐1): a molecule involved in signal transduction and cell adhesion
in the immune system. Annu Rev Immunol 1998;16:89‐109.
37. Barth H, Schafer C, Adah MI, Zhang F, Linhardt RJ, Toyoda H, et al. Cellular binding of hepatitis C virus
envelope glycoprotein E2 requires cell surface heparan sulfate. J Biol Chem 2003;278:41003‐41012.
38. Scarselli E, Ansuini H, Cerino R, Roccasecca RM, Acali S, Filocamo G, et al. The human scavenger receptor
class B type I is a novel candidate receptor for the hepatitis C virus. Embo J 2002;21:5017‐5025.
39. Agnello V, Abel G, Elfahal M, Knight GB, Zhang QX. Hepatitis C virus and other flaviviridae viruses enter
cells via low density lipoprotein receptor. Proc Natl Acad Sci U S A 1999;96:12766‐12771.
40. Pohlmann S, Zhang J, Baribaud F, Chen Z, Leslie GJ, Lin G, et al. Hepatitis C virus glycoproteins interact with
DC‐SIGN and DC‐SIGNR. J Virol 2003;77:4070‐4080.
41. Gardner JP, Durso RJ, Arrigale RR, Donovan GP, Maddon PJ, Dragic T, et al. L‐SIGN (CD 209L) is a liver‐
specific capture receptor for hepatitis C virus. Proc Natl Acad Sci U S A 2003;100:4498‐4503.
42. Evans MJ, von Hahn T, Tscherne DM, Syder AJ, Panis M, Wolk B, et al. Claudin‐1 is a hepatitis C virus co‐
receptor required for a late step in entry. Nature 2007;446:801‐805.
43. Zheng A, Yuan F, Li Y, Zhu F, Hou P, Li J, et al. Claudin‐6 and claudin‐9 function as additional coreceptors for
hepatitis C virus. J Virol 2007;81:12465‐12471.
44. Meertens L, Bertaux C, Cukierman L, Cormier E, Lavillette D, Cosset FL, et al. The tight junction proteins
claudin‐1, ‐6, and ‐9 are entry cofactors for hepatitis C virus. J Virol 2008;82:3555‐3560.

110

Chapter 6.1. RNAi and microRNA‐based therapies for HCV
45. Lanford RE, Evans MJ, Lohmann V, Lindenbach B, Gale M, Jr., Rehermann B, et al. The accelerating pace of
HCV research: a summary of the 15th International Symposium on Hepatitis C Virus And Related Viruses.
Gastroenterology 2009;136:9‐16.
46. Ploss A, Evans MJ, Gaysinskaya VA, Panis M, You H, de Jong YP, et al. Human occludin is a hepatitis C virus
entry factor required for infection of mouse cells. Nature 2009.
47. Wang C, Gale M, Jr., Keller BC, Huang H, Brown MS, Goldstein JL, et al. Identification of FBL2 as a
geranylgeranylated cellular protein required for hepatitis C virus RNA replication. Mol Cell 2005;18:425‐
434.
48. Evans MJ, Rice CM, Goff SP. Genetic interactions between hepatitis C virus replicons. J Virol
2004;78:12085‐12089.
49. Hamamoto I, Nishimura Y, Okamoto T, Aizaki H, Liu M, Mori Y, et al. Human VAP‐B Is Involved in Hepatitis C
Virus Replication through Interaction with NS5A and NS5B. J Virol 2005;79:13473‐13482.
50. Watashi K, Ishii N, Hijikata M, Inoue D, Murata T, Miyanari Y, et al. Cyclophilin B Is a Functional Regulator of
Hepatitis C Virus RNA Polymerase. Molecular Cell 2005;19:111‐122.
51. Okamoto T, Nishimura Y, Ichimura T, Suzuki K, Miyamura T, Suzuki T, et al. Hepatitis C virus RNA replication
is regulated by FKBP8 and Hsp90. Embo J 2006.
52. Randall G, Panis M, Cooper JD, Tellinghuisen TL, Sukhodolets KE, Pfeffer S, et al. Cellular cofactors affecting
hepatitis C virus infection and replication. Proc Natl Acad Sci U S A 2007;104:12884‐12889.
53. Ng TI, Mo H, Pilot‐Matias T, He Y, Koev G, Krishnan P, et al. Identification of host genes involved in hepatitis
C virus replication by small interfering RNA technology. Hepatology 2007;45:1413‐1421.
54. Supekova L, Supek F, Lee J, Chen S, Gray N, Pezacki JP, et al. Identification of human kinases involved in
hepatitis C virus replication by small interference RNA library screening. J Biol Chem 2008;283:29‐36.
55. McKeating JA, Zhang LQ, Logvinoff C, Flint M, Zhang J, Yu J, et al. Diverse hepatitis C virus glycoproteins
mediate viral infection in a CD81‐dependent manner. J Virol 2004;78:8496‐8505.
56. Henry SD, Metselaar HJ, Lonsdale RC, Kok A, Haagmans BL, Tilanus HW, et al. Mycophenolic Acid Inhibits
Hepatitis C Virus Replication and Acts in Synergy With Cyclosporin A and Interferon‐alpha.
Gastroenterology 2006;131:1452‐1462.
57. Meuleman P, Hesselgesser J, Paulson M, Vanwolleghem T, Desombere I, Reiser H, et al. Anti‐CD81
antibodies can prevent a hepatitis C virus infection in vivo. Hepatology 2008;48:1761‐1768.
58. Lavillette D, Morice Y, Germanidis G, Donot P, Soulier A, Pagkalos E, et al. Human serum facilitates
hepatitis C virus infection, and neutralizing responses inversely correlate with viral replication kinetics at
the acute phase of hepatitis C virus infection. J Virol 2005;79:6023‐6034.
59. Zhu Q, Oei Y, Mendel DB, Garrett EN, Patawaran MB, Hollenbach PW, et al. Novel robust hepatitis C virus
mouse efficacy model. Antimicrob Agents Chemother 2006;50:3260‐3268.
60. Wu GY, Konishi M, Walton CM, Olive D, Hayashi K, Wu CH. A novel immunocompetent rat model of HCV
infection and hepatitis. Gastroenterology 2005;128:1416‐1423.
61. Meuleman P, Leroux‐Roels G. The human liver‐uPA‐SCID mouse: a model for the evaluation of antiviral
compounds against HBV and HCV. Antiviral Res 2008;80:231‐238.
62. McCaffrey 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.
63. Elbashir SM, Harborth J, Lendeckel W, Yalcin A, Weber K, Tuschl T. Duplexes of 21‐nucleotide RNAs
mediate RNA interference in cultured mammalian cells. Nature 2001;411:494‐498.
64. Sledz CA, Holko M, de Veer MJ, Silverman RH, Williams BR. Activation of the interferon system by short‐
interfering RNAs. Nat Cell Biol 2003;5:834‐839.
65. Persengiev SP, Zhu X, Green MR. Nonspecific, concentration‐dependent stimulation and repression of
mammalian gene expression by small interfering RNAs (siRNAs). Rna 2004;10:12‐18.
66. Robbins MA, Rossi JJ. Sensing the danger in RNA. Nat Med 2005;11:250‐251.

111

Chapter 6.1. RNAi and microRNA‐based therapies for HCV
67. Kleinman ME, Yamada K, Takeda A, Chandrasekaran V, Nozaki M, Baffi JZ, et al. Sequence‐ and target‐
independent angiogenesis suppression by siRNA via TLR3. Nature 2008;452:591‐597.
68. Corey DR. Chemical modification: the key to clinical application of RNA interference? J Clin Invest
2007;117:3615‐3622.
69. Morrissey DV, Lockridge JA, Shaw L, Blanchard K, Jensen K, Breen W, et al. Potent and persistent in vivo
anti‐HBV activity of chemically modified siRNAs. Nat Biotechnol 2005;23:1002‐1007.
70. Morrissey DV, Blanchard K, Shaw L, Jensen K, Lockridge JA, Dickinson B, et al. Activity of stabilized short
interfering RNA in a mouse model of hepatitis B virus replication. Hepatology 2005;41:1349‐1356.
71. Hu YB, Li DG, Lu HM. Modified synthetic siRNA targeting tissue inhibitor of metalloproteinase‐2 inhibits
hepatic fibrogenesis in rats. J Gene Med 2007;9:217‐229.
72. Watanabe T, Umehara T, Yasui F, Nakagawa S, Yano J, Ohgi T, et al. Liver target delivery of small interfering
RNA to the HCV gene by lactosylated cationic liposome. J Hepatol 2007;47:744‐750.
73. Song E, Zhu P, Lee SK, Chowdhury D, Kussman S, Dykxhoorn DM, et al. Antibody mediated in vivo delivery
of small interfering RNAs via cell‐surface receptors. Nat Biotechnol 2005;23:709‐717.
74. Wen WH, Liu JY, Qin WJ, Zhao J, Wang T, Jia LT, et al. Targeted inhibition of HBV gene expression by single‐
chain antibody mediated small interfering RNA delivery. Hepatology 2007;46:84‐94.
75. Sato Y, Murase K, Kato J, Kobune M, Sato T, Kawano Y, et al. Resolution of liver cirrhosis using vitamin A‐
coupled liposomes to deliver siRNA against a collagen‐specific chaperone. Nat Biotechnol 2008;26:431‐
442.
76. Kim SI, Shin D, Lee H, Ahn BY, Yoon Y, Kim M. Targeted delivery of siRNA against hepatitis C virus by
apolipoprotein A‐I‐bound cationic liposomes. J Hepatol 2009;50:479‐488.
77. Castanotto D, Rossi JJ. The promises and pitfalls of RNA‐interference‐based therapeutics. Nature
2009;457:426‐433.
78. Whitehead KA, Langer R, Anderson DG. Knocking down barriers: advances in siRNA delivery. Nat Rev Drug
Discov 2009;8:129‐138.
79. Uprichard SL, Boyd B, Althage A, Chisari FV. Clearance of hepatitis B virus from the liver of transgenic mice
by short hairpin RNAs. Proc Natl Acad Sci U S A 2005;102:773‐778.
80. Sakamoto N, Tanabe Y, Yokota T, Satoh K, Sekine‐Osajima Y, Nakagawa M, et al. Inhibition of hepatitis C
virus infection and expression in vitro and in vivo by recombinant adenovirus expressing short hairpin RNA.
J Gastroenterol Hepatol 2008;23:1437‐1447.
81. Schulick AH, Vassalli G, Dunn PF, Dong G, Rade JJ, Zamarron C, et al. Established immunity precludes
adenovirus‐mediated gene transfer in rat carotid arteries. Potential for immunosuppression and vector
engineering to overcome barriers of immunity. J Clin Invest 1997;99:209‐219.
82. Crowther C, Ely A, Hornby J, Mufamadi MS, Salazar F, Marion P, et al. Efficient Inhibition of Hepatitis B
Virus Replication in Vivo Using Peg‐Modified Adenovirus Vectors. Hum Gene Ther 2008.
83. Lu S, Cullen BR. Adenovirus VA1 noncoding RNA can inhibit small interfering RNA and MicroRNA
biogenesis. J Virol 2004;78:12868‐12876.
84. Andersson MG, Haasnoot PC, Xu N, Berenjian S, Berkhout B, Akusjarvi G. Suppression of RNA interference
by adenovirus virus‐associated RNA. J Virol 2005;79:9556‐9565.
85. Kochanek S, Clemens PR, Mitani K, Chen HH, Chan S, Caskey CT. A new adenoviral vector: Replacement of
all viral coding sequences with 28 kb of DNA independently expressing both full‐length dystrophin and
beta‐galactosidase. Proc Natl Acad Sci U S A 1996;93:5731‐5736.
86. Ruiz R, Witting SR, Saxena R, Morral N. Robust hepatic gene silencing for functional studies using helper‐
dependent adenovirus vectors. Hum Gene Ther 2008.
87. Witting SR, Brown M, Saxena R, Nabinger S, Morral N. Helper‐dependent adenovirus‐mediated short
hairpin RNA expression in the liver activates the interferon response. J Biol Chem 2008;283:2120‐2128.

112

Chapter 6.1. RNAi and microRNA‐based therapies for HCV
88. Manno CS, Pierce GF, Arruda VR, Glader B, Ragni M, Rasko JJ, et al. Successful transduction of liver in
hemophilia by AAV‐Factor IX and limitations imposed by the host immune response. Nat Med
2006;12:342‐347.
89. Gao L, Aizaki H, He JW, Lai MM. Interactions between viral nonstructural proteins and host protein hVAP‐
33 mediate the formation of hepatitis C virus RNA replication complex on lipid raft. J Virol 2004;78:3480‐
3488.
90. Nakai H, Fuess S, Storm TA, Muramatsu S, Nara Y, Kay MA. Unrestricted hepatocyte transduction with
adeno‐associated virus serotype 8 vectors in mice. J Virol 2005;79:214‐224.
91. Wang Z, Ma HI, Li J, Sun L, Zhang J, Xiao X. Rapid and highly efficient transduction by double‐stranded
adeno‐associated virus vectors in vitro and in vivo. Gene Ther 2003;10:2105‐2111.
92. Naldini L, Blomer U, Gallay P, Ory D, Mulligan R, Gage FH, et al. In vivo gene delivery and stable
transduction of nondividing cells by a lentiviral vector. Science 1996;272:263‐267.
93. Henry SD, van der Wegen P, Metselaar HJ, Tilanus HW, Scholte BJ, van der Laan LJ. Simultaneous targeting
of HCV replication and viral binding with a single lentiviral vector containing multiple RNA interference
expression cassettes. Mol Ther 2006;14:485‐493.
94. Takigawa Y, Nagano‐Fujii M, Deng L, Hidajat R, Tanaka M, Mizuta H, et al. Suppression of hepatitis C virus
replicon by RNA interference directed against the NS3 and NS5B regions of the viral genome. Microbiol
Immunol 2004;48:591‐598.
95. Johnston JC, Gasmi M, Lim LE, Elder JH, Yee JK, Jolly DJ, et al. Minimum requirements for efficient
transduction of dividing and nondividing cells by feline immunodeficiency virus vectors. J Virol
1999;73:4991‐5000.
96. Poeschla EM, Wong‐Staal F, Looney DJ. Efficient transduction of nondividing human cells by feline
immunodeficiency virus lentiviral vectors. Nat Med 1998;4:354‐357.
97. Rizvi TA, Panganiban AT. Simian immunodeficiency virus RNA is efficiently encapsidated by human
immunodeficiency virus type 1 particles. J Virol 1993;67:2681‐2688.
98. Markusic DM, Kanitz A, Oude‐Elferink RP, Seppen J. Preferential gene transfer of lentiviral vectors to liver‐
derived cells, using a hepatitis B peptide displayed on GP64. Hum Gene Ther 2007;18:673‐679.
99. Chang K, Elledge SJ, Hannon GJ. Lessons from Nature: microRNA‐based shRNA libraries. Nat Methods
2006;3:707‐714.
100.Grimm D, Streetz KL, Jopling CL, Storm TA, Pandey K, Davis CR, et al. Fatality in mice due to oversaturation
of cellular microRNA/short hairpin RNA pathways. Nature 2006;441:537‐541.
101.Giering JC, Grimm D, Storm TA, Kay MA. Expression of shRNA from a tissue‐specific pol II promoter is an
effective and safe RNAi therapeutic. Mol Ther 2008;16:1630‐1636.
102.Shaked A, Csete ME, Drazan KE, Bullington D, Wu L, Busuttil RW, et al. Adenovirus‐mediated gene transfer
in the transplant setting. II. Successful expression of transferred cDNA in syngeneic liver grafts.
Transplantation 1994;57:1508‐1511.
103.Olthoff KM, Judge TA, Gelman AE, da Shen X, Hancock WW, Turka LA, et al. Adenovirus‐mediated gene
transfer into cold‐preserved liver allografts: survival pattern and unresponsiveness following transduction
with CTLA4Ig. Nat Med 1998;4:194‐200.
104.Gong N, Dong C, Chen Z, Chen X, Guo H, Zeng Z, et al. Adenovirus‐mediated antisense‐ERK2 gene therapy
attenuates chronic allograft nephropathy. Transplant Proc 2006;38:3228‐3230.
105.Dudler J, Simeoni E, Fleury S, Li J, Pagnotta M, Pascual M, et al. Gene transfer of interleukin‐18‐binding
protein attenuates cardiac allograft rejection. Transpl Int 2007;20:460‐466.
106.Henry SD, van der Wegen P, Metselaar HJ, Scholte BJ, Tilanus HW, van der Laan LJ. Hydroxyethyl starch‐
based preservation solutions enhance gene therapy vector delivery under hypothermic conditions. Liver
Transpl 2008;14:1708‐1717.
107.Gottwein E, Cullen BR. Viral and cellular microRNAs as determinants of viral pathogenesis and immunity.
Cell Host Microbe 2008;3:375‐387.

113

Chapter 6.1. RNAi and microRNA‐based therapies for HCV
108.Jopling CL, Schutz S, Sarnow P. Position‐dependent function for a tandem microRNA miR‐122‐binding site
located in the hepatitis C virus RNA genome. Cell Host Microbe 2008;4:77‐85.
109.Liu J. Control of protein synthesis and mRNA degradation by microRNAs. Curr Opin Cell Biol 2008;20:214‐
221.
110.Shan Y, Zheng J, Lambrecht RW, Bonkovsky HL. Reciprocal effects of micro‐RNA‐122 on expression of heme
oxygenase‐1 and hepatitis C virus genes in human hepatocytes. Gastroenterology 2007;133:1166‐1174.
111.Zhu Z, Wilson AT, Mathahs MM, Wen F, Brown KE, Luxon BA, et al. Heme oxygenase‐1 suppresses hepatitis
C virus replication and increases resistance of hepatocytes to oxidant injury. Hepatology 2008;48:1430‐
1439.
112.Henke JI, Goergen D, Zheng J, Song Y, Schuttler CG, Fehr C, et al. microRNA‐122 stimulates translation of
hepatitis C virus RNA. Embo J 2008.
113.Pedersen IM, Cheng G, Wieland S, Volinia S, Croce CM, Chisari FV, et al. Interferon modulation of cellular
microRNAs as an antiviral mechanism. Nature 2007;449:919‐922.
114.Sarasin‐Filipowicz M, Krol J, Markiewicz I, Heim MH, Filipowicz W. Decreased levels of microRNA miR‐122
in individuals with hepatitis C responding poorly to interferon therapy. Nat Med 2009;15:31‐33.
115.Murakami Y, Aly HH, Tajima A, Inoue I, Shimotohno K. Regulation of the hepatitis C virus genome
replication by miR‐199a(*). J Hepatol 2009;50:453‐460.
116.Hutvagner G, Simard MJ, Mello CC, Zamore PD. Sequence‐specific inhibition of small RNA function. PLoS
Biol 2004;2:E98.
117.Krutzfeldt J, Rajewsky N, Braich R, Rajeev KG, Tuschl T, Manoharan M, et al. Silencing of microRNAs in vivo
with 'antagomirs'. Nature 2005;438:685‐689.
118.Esau C, Davis S, Murray SF, Yu XX, Pandey SK, Pear M, et al. miR‐122 regulation of lipid metabolism
revealed by in vivo antisense targeting. Cell Metab 2006;3:87‐98.
119.Valoczi A, Hornyik C, Varga N, Burgyan J, Kauppinen S, Havelda Z. Sensitive and specific detection of
microRNAs by northern blot analysis using LNA‐modified oligonucleotide probes. Nucleic Acids Res
2004;32:e175.
120.Elmen J, Lindow M, Schutz S, Lawrence M, Petri A, Obad S, et al. LNA‐mediated microRNA silencing in non‐
human primates. Nature 2008;452:896‐899.
121.Elmen J, Lindow M, Silahtaroglu A, Bak M, Christensen M, Lind‐Thomsen A, et al. Antagonism of microRNA‐
122 in mice by systemically administered LNA‐antimiR leads to up‐regulation of a large set of predicted
target mRNAs in the liver. Nucleic Acids Res 2008;36:1153‐1162.
122.Fabani MM, Gait MJ. miR‐122 targeting with LNA/2'‐O‐methyl oligonucleotide mixmers, peptide nucleic
acids (PNA), and PNA‐peptide conjugates. Rna 2008;14:336‐346.
123.Bhat B, Esau C, Davis S, Propp S, Kinberger G, Gaus H, et al. 2'‐O‐Methoxyethyl/2'‐Fluoro Modified
Oligonucleotides Result in More Potent Inhibition of micro RNA‐122 in Vivo: A Target implicatedin HCV
Replication. Nucleic Acids Symp Ser (Oxf) 2008:69.
124.Kronke J, Kittler R, Buchholz F, Windisch MP, Pietschmann T, Bartenschlager R, et al. Alternative
approaches for efficient inhibition of hepatitis C virus RNA replication by small interfering RNAs. J Virol
2004;78:3436‐3446.
125.De Francesco R, Migliaccio G. Challenges and successes in developing new therapies for hepatitis C. Nature
2005;436:953‐960.
126.Watanabe T, Sudoh M, Miyagishi M, Akashi H, Arai M, Inoue K, et al. Intracellular‐diced dsRNA has
enhanced efficacy for silencing HCV RNA and overcomes variation in the viral genotype. Gene Ther
2006;13:883‐892.
127.Kruger M, Beger C, Welch PJ, Barber JR, Manns MP, Wong‐Staal F. Involvement of proteasome alpha‐
subunit PSMA7 in hepatitis C virus internal ribosome entry site‐mediated translation. Mol Cell Biol
2001;21:8357‐8364.

114

Chapter 6.1. RNAi and microRNA‐based therapies for HCV
128.Spangberg K, Wiklund L, Schwartz S. HuR, a protein implicated in oncogene and growth factor mRNA
decay, binds to the 3' ends of hepatitis C virus RNA of both polarities. Virology 2000;274:378‐390.
129.Korf M, Jarczak D, Beger C, Manns MP, Kruger M. Inhibition of hepatitis C virus translation and subgenomic
replication by siRNAs directed against highly conserved HCV sequence and cellular HCV cofactors. J Hepatol
2005;43:225‐234.
130.Chung KH, Hart CC, Al‐Bassam S, Avery A, Taylor J, Patel PD, et al. Polycistronic RNA polymerase II
expression vectors for RNA interference based on BIC/miR‐155. Nucleic Acids Res 2006;34:e53.
131.Liu YP, Haasnoot J, ter Brake O, Berkhout B, Konstantinova P. Inhibition of HIV‐1 by multiple siRNAs
expressed from a single microRNA polycistron. Nucleic Acids Res 2008;36:2811‐2824.
132.ter Brake O, Haasnoot J, Kurreck J, Berkhout B. ESF‐EMBO symposium: antiviral applications of RNA
interference. Retrovirology 2008;5:81.
133.Randall G, Chen L, Panis M, Fischer AK, Lindenbach BD, Sun J, et al. Silencing of USP18 potentiates the
antiviral activity of interferon against hepatitis C virus infection. Gastroenterology 2006;131:1584‐1591.
134.Waterhouse PM, Wang MB, Lough T. Gene silencing as an adaptive defence against viruses. Nature
2001;411:834‐842.
135.Voinnet O. RNA silencing as a plant immune system against viruses. Trends Genet 2001;17:449‐459.
136.Wilkins C, Dishongh R, Moore SC, Whitt MA, Chow M, Machaca K. RNA interference is an antiviral defence
mechanism in Caenorhabditis elegans. Nature 2005;436:1044‐1047.
137.Wang XH, Aliyari R, Li WX, Li HW, Kim K, Carthew R, et al. RNA interference directs innate immunity against
viruses in adult Drosophila. Science 2006;312:452‐454.
138.Segers GC, Zhang X, Deng F, Sun Q, Nuss DL. Evidence that RNA silencing functions as an antiviral defense
mechanism in fungi. Proc Natl Acad Sci U S A 2007;104:12902‐12906.
139.Cullen BR. Is RNA interference involved in intrinsic antiviral immunity in mammals? Nat Immunol
2006;7:563‐567.
140.de Vries W, Berkhout B. RNAi suppressors encoded by pathogenic human viruses. Int J Biochem Cell Biol
2008;40:2007‐2012.
141.Wang Y, Kato N, Jazag A, Dharel N, Otsuka M, Taniguchi H, et al. Hepatitis C virus core protein is a potent
inhibitor of RNA silencing‐based antiviral response. Gastroenterology 2006;130:883‐892.
142.Ji J, Glaser A, Wernli M, Berke JM, Moradpour D, Erb P. Suppression of short interfering RNA‐mediated
gene silencing by the structural proteins of hepatitis C virus. J Gen Virol 2008;89:2761‐2766.
143.Chen W, Zhang Z, Chen J, Zhang J, Zhang J, Wu Y, et al. HCV core protein interacts with Dicer to antagonize
RNA silencing. Virus Res 2008;133:250‐258.

115

116

Chapter 6.2
A dynamic perspective of RNAi library development
Qiuwei Pan1, Luc J.W. van der Laan2, Harry L.A. Janssen1 and Maikel P. Peppelenbosch1
1

Department of Gastroenterology and Hepatology, 2Department of Surgery and Laboratory

of Experimental Transplantation and Intestinal Surgery, Erasmus MC‐University Medical
Center, Rotterdam, The Netherlands.

Trends in Biotechnology, 2012, in press
117

Chapter 6.2. RNAi library development

Abstract
Shortly after the dissertation of the mechanism of RNA interference (RNAi), various RNAi
libraries for invertebrates, plants or mammalians that enable loss‐of‐function genetic
screens on a genome‐wide scale have been developed. Joint academic and industrial effort
has led to the commercial launch of many of these libraries and this field is expected to
continuously evolve at incredible speed. This article comparatively reviews the principles and
applications of different RNAi libraries: from earlier synthetic to recent lentiviral RNAi
libraries. The unique properties and limitations of each library will be important references
for instigators to choose particular library for their specific application.

118

Chapter 6.2. RNAi library development

RNAi library: conception and development
The definition of the central dogma of molecular biology in 1970, which is that "DNA makes
RNA makes protein", has led to the realization that antisense base pairing might constitute
an efficient strategy to interfere with gene expression for mechanistic studies or therapeutic
purposes 1. Initially, development of this approach for practical purposes was haphazard,
fraught with setbacks and false starts. The field progressed slowly with most advances being
made in plant biology, and especially in petunia. In 1993, the discovery of microRNA
(miRNA), a class of small noncoding RNAs that act as master regulators in eukaryotic cells 2,
accelerated development in the RNA research field. In 1998, the first antisense drug
(Fomivirsen, injected to treat cytomegalovirus retinitis) was approved by the food and drug
administration 3 t the same time that the mechanism behind RNA interference (RNAi) was
dissected in Caenorhabditis elegans (C. elegans) 4. The discovery of RNAi changed the face of
gene regulation. Moreover, its application for studying gene function and for therapeutic
development evolved at incredible speed (Figure 1) 5. The dissection of the RNAi mechanism
in C. elegans was recognized with the Nobel Prize in 2006, although most researchers
recognize the earlier work in petunia as just as important 6.
An important step in RNA research was the generation of RNAi libraries in 2000 7‐8 that
allowed performing loss‐of‐function screens on a genome‐wide scale, superior to the
candidate gene approach employed before. RNAi libraries represented a major step forward
for gene function investigations and led to the identification of new genes related to various
biological functions as well as new therapeutic targets for many types of diseases. Sequence‐
specific inhibition of gene expression at the posttranscriptional level, RNAi in invertebrates 4,
9

and plants

10

can be induced by introducing long double‐stranded RNA (dsRNA, usually

hundreds of nucleotides in length) that subsequently is processed into functional small
interfering RNA (siRNA, usually 21‐25 nucleotides in length) by the host gene
silencing/miRNA machinery. RNAi in mammals is triggered by siRNA

11

: siRNA can be

introduced into cells as chemically synthetic siRNA or delivered by vectors, commonly viral
vectors, that express a short hairpin RNA (shRNA) precursor

12

. Based on their different

processing mechanisms, various types of RNAi libraries have been developed for
invertebrates, plants and mammals. In this article, we comprehensively review the
development of RNAi libraries: from early synthetic to recent lentiviral RNAi libraries (Table
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1). In addition, we propose a combinatorial approach of different RNAi libraries as an
enhanced tool.

Figure 1. Timeline of RNAi and RNAi library development.
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Long dsRNA libraries for invertebrates and plants
High throughput RNAi screening was pioneered in C. elegans

7‐8

. In 2000, a bacterially

expressed long dsRNA library (2,445 independent clones) targeting nearly 90% of predicted
genes on C. elegans chromosome I, was first presented 7. This is a re‐usable library that
permits unlimited RNAi screens simply by feeding bacterial clones to the worms, though it is
still a rudimentary form of RNAi library. At the same time, a dsRNA library targeting 96% of
the approximately 2,300 predicted open reading frames on chromosome III of C. elegans was
developed 8. The library was constructed in a step process, first involving PCR amplification
of the individual open reading frame to generate DNA templates and then by in vitro
transcription to produce dsRNAs. These dsRNA were then micro‐injected into the worms for
functional analysis, allowing large‐scale screens. Subsequently, these libraries have been
extended to cover 86%

13

and 98%

14

of the predicted genes of the C. elegans genome. A

similar approach was also applied to construct a genome‐wide long dsRNA library in
Drosophila theoretically targeting 91% of the predicted genes of this important model
organism 15. Long dsRNA sub‐genomic libraries (containing a few hundred targets) were also
developed for trypanosome
Arabidopsis

18

and maize

16

, a protozoan pathogen, and for plants including barley

17

,

19

. A few hundred transgenic RNAi lines targeting a set of

chromatin‐associated genes have been produced for Arabidopsis and maize, which are
commercially available at ChromDB (www.chromdb.org).
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Library

Type

General feature

Supplier/Institute

Refs

Bacterial
expressed

16,757 clones target 86%
of 19,427 prediected
C. elegens genes

University of Cambridge, UK

13

Sonnichsen

In vitro
transcription

20,326 dsRNAs target
98% of predected
C. elegens genes

Cenix Bioscience GmbH,
Germany

14

Perrimon

In vitro
transcription

19,470 dsRNAs target
91% of predicted
Drosophila genes

Harvard Medical School,
USA

15

Chemical
synthesis

Targeting 18,236 human
genes and 19,040 mouse
genes. A mixture of 4
siRNAs targets one gene
37,755 siRNAs target
12,585 human genes;
33,402 siRNAs target
11,134 mouse genes
Targeting >16,000 human
and >8,600 mouse
genes. a mixture of
siRNAs targets each
gene

Thermo Scientific

Sigma-Aldrich
www.sigmaaldrich.com/lifescience/functional-genomics-andrnai/mission-esirna.html

38

shRNA mimics miRNA;
amiRNA design tool for
over 100 plants;
vectors or clones
targeting much of the
Arabidopsis genome
>11,500 shRNAs target
~5,000 human druggable
genes
23,742 shRNAs target
7914 human genes;
Puromycin selection

amRNAi design tool
http://wmd.weigelworld.org
Vector and clones available at
Arabidopsis Biological Resource Center
www.arabidopsis.org

23-24

SilenceSelect
www.silenceselect.com

46

The Netherlands Cancer Institute

56

28,659 shRNAs target
9,610 human genes;

Cold Spring Harbor

57

Long dsRNA
Ahringer

siRNA
Dharmacon
siRNA

Silencer siRNA

Chemical
synthesis

MISSION
esiRNA

Endoribonuclease
prepared

Vector delivered shRNA
Arabidopsis
Plasmid
amiRNA
constructs

SilenceSelect
library

Adenoviral

NKI library

Retroviral

Hannon library
V1

Retroviral

Ambion

Laboratory, USA

9,119 shRNAs target
5,563 mouse genes;
Hannon library
V2

Retroviral

MISSION TRC
library

Lentiviral

Puromycin selection
79,805 shRNAs target
30,728 human and
67,676 shRNAs target
28,801 mouse genes.
The shRNA structure
mimics miR-30 backbone;
Puromycin selection
The TRC1 contains
~159,000 shRNAs
targeting ~16,000 human
and ~15,950 mouse
genes;
Additional ~150, 000
TRC2 constructs;
Puromycin selection

Cold Spring Harbor
Laboratory, USA

58

Sigma-Aldrich
The Broad Institute
www.sigmaaldrich.com/lifescience/functional-genomics-andrnai/shrna.html

64
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GeneNet
library

Lentiviral

GIPZ library

Lentiviral

TRIPZ
inducible
library

Lentiviral

200,000 shRNAs target
47,400 human genes;
150,000 shRNAs target
39,000 mouse genes;
Pooled genome-wide or
pathway focused vectors
Puromycin selection
62,000 shRNAs target
human genome;
62,000 shRNAs target
mouse genome;
miR-30 backbone;
GFP marker;
Puromycin selection
~159,000 shRNAs
targeting ~16,000 human
and ~15,950 mouse
genes;
miR-30 backbone;
Doxycycline inducible;
RFP marker;
Puromycin selection

System Biosciences
http://www.systembio.com/rnai-libraries

Thermo Scientific;
Cold Spring Harbor
Laboratory, USA;
Harvard University, USA
https://www.openbiosystems.com/RNAi/
shRNAmirLibraries/GIPZLentiviralshRN
Amir/
Thermo Scientific;
Cold Spring Harbor
Laboratory, USA;
Harvard University, USA
https://www.openbiosystems.com/RNAi/
shRNAmirLibraries/TRIPZlentiviralinduc
ibleshR/

Table 1. A list of RNAi libraries available for high throughput screening

Short hairpin RNA (shRNA)‐based RNAi: applicable for invertebrates, plants and mammals
Another means of RNAi delivery is the vector (plasmid)‐driven transgenic expression of
shRNA. This shRNA can be processed by the cellular RNAi/miRNA biogenesis machinery into
functional siRNA. The conventional shRNA constructs (equivalent to pre‐miRNA structure)
are often expressed by RNA polymerase (Pol) III promoters, such as H1 or U6 promoters. The
second generation of shRNA (also termed artificial miRNA, amiRNA) was developed by
mimicking the pre‐miRNA structure and replacing the mature miRNA sequence with the
target of interest. It can be transcribed either by Pol II or Pol III promoters

20

. Figure 2

illustrates the design of shRNA and amiRNA constructs and their implication in RNAi library
development. In Drosophila, the conventional shRNA approach has been widely used to
generate transgenic RNAi lines and this approach works well in all somatic tissues of this
organism, but for unknown reasons is ineffective in the female germ line

21

. Nevertheless,

amiRNAs modelled on Drosophila miR‐1 silence gene expression during oogenesis. This
approach is being used to make a genome‐wide RNAi transgenic resource, which should
greatly aid the study of Drosophila oogenesis

22

. Currently, a range of transgenic RNAi

Drosophila stocks either generated by the conventional shRNA or the amiRNA approaches is
available through the Transgenic RNAi Project (TRiP) at Harvard Medical School. In
Arabidopsis, high specific gene silencing using amiRNA‐based RNAi is available through
expression driven by constitutive, inducible or tissue‐specific Pol II promoters

23‐24

. For

automating amiRNA design, the WMD (Web MicroRNA Designer) platform has been
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developed (Table 1). In mammals, the invention of the shRNA expression cassette has
formed the basis for developing viral vector‐delivered RNAi.

Cytoplasm

Nucleus

Promoters

Implications

shRNA
•SilenceSelect adenoviral library
•NKI retroviral library
•Hannon retroviral library V1
•MISSION TRC lentiviral library
•GeneNet lentiviral library

siRNA

Dicer
Exportin

Pol III
Pre-miRNA/
Pre-amiRNA

•Hannon retroviral library V2

miRNA/amiRNA
Drosha
Constitutive Pol II

Conditional Pol II
Pri-miRNA/Pri-amiRNA

•GIPZ lentiviral library
•Arabidopsis amiRNA vectors
•TRIPZ lentiviral library
•Arabidopsis amiRNA vectors
•Drosophila amiRNA vectors

Figure 2. Principles and implications of shRNA constructs in RNAi library development. The first
generation of shRNA construct is similar to the structure of pre‐miRNA that is often expressed by
RNA polymerase (Pol) III promoters, such as H1 or U6 promoters. The second generation of shRNA
(also termed as artificial miRNA, amiRNA) was developed by modelling on the pri‐miRNA structure
and replacing the mature miRNA sequence with the target of interest. It can be transcribed either by
Pol II or Pol III promoters. Therefore, amiRNA can also be conditionally expressed by using tissue
specific or inducible Pol II promoters. shRNAs are transcribed in the nucleus and exported and
processed into functional siRNA/amiRNA by the cellular RNAi/miRNA biogenesis machinery. Both
generations of shRNAs have been widely implied for developing viral vector‐based RNAi libraries or
constructs for generating RNAi transgenic Drosophila stocks or Arabidopsis lines.

siRNA libraries and the bloom of high throughput screening in mammalian cells
In mammalian cells, long dsRNA often triggers an innate immune, such as interferon
response, resulting in a non‐sequence‐specific down‐regulation of protein expression 25. The
innate immune system utilizes sensory molecules (protein kinase R, retinoic acid‐inducible
gene I and melanoma differentiation‐associated gene 5) to trigger the interferon response to
non‐self dsRNAs that are longer than 30 bp 26. Therefore, siRNA (usually 21 bp) has become
the primary form of inducing RNAi in mammals 11.
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RNAi screening in mammals began with the identification of modulators of TRAIL‐
induced apoptosis in HeLa cells using synthetic siRNAs targeting 510 human genes

27

.

Combinatorial chemistry, used to generate multiple synthetic siRNAs, facilitated a flurry of
studies using synthetic siRNA‐based high throughput genetic screens (from sub‐genome to
genome‐wide) and has now become routine for use in mammalian cell culture. The general
workflow is described in Figure 3. Numerous lists of genes linked to various functions in
cancer, stem cell biology and virus infection, have been generated and facilitate our
understanding of these biological and pathological processes 28‐34.
Despite the bloom of RNAi screening using Figure 3. The general workflow of
siRNA library screening

chemically synthesized siRNA, considerable cost
associated

with

chemical

synthesis

and

transfection reagents limits the number of
academic laboratories that can afford genome‐

Cell-based Model Selection
Assay Design
Automation Optimization

wide siRNA screens. To circumvent this issue,
several groups have attempted to develop more
cost‐efficient approaches, termed enzymatically
prepared siRNA (esiRNA) libraries

35‐38

. The clear

High-throughput Screening
Data Analysis
Hit Selection

advantage of esiRNA libraries over chemically
synthetic siRNA libraries is that esiRNAs originate

Target Validation

from a DNA template (a cDNA library or a library of plasmids carrying the DNA of interest)
and are processed into a heterogeneous mixture of siRNAs that all target the same mRNA
sequence, leading to higher efficacy. esiRNA libraries could be potentially created for
organisms with as yet un‐sequenced genomes.
The construction of an esiRNA library requires the generation of long dsRNAs by PCR‐
amplification of a DNA template and subsequent in vitro transcription by T7 RNA
polymerase. The resulting dsRNA is digested with either RNase III or a recombinant Dicer
enzyme to generate a pool of siRNAs, which range in length from 18–25 bp after purification.
A similar strategy was also applied to generate shRNA libraries: amplified DNA templates
were directly digested by DNase into multiple short dsDNAs that were subsequently cloned
into plasmid for expression of siRNAs 39‐42.
As described above, the generation of an esiRNA library requires enormous effort. Thus,
it is generally not cost effective for academic laboratories to construct individual esiRNA
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libraries. Fortunately, the genome‐scale MISSION esiRNA libraries (Table 1) have recently
been released by Sigma‐Aldrich 38. Although some experimental data has shown a more than
10 fold higher target specificity of esiRNAs as compared to individual siRNAs, subsequent
follow up work will reveal more about the pros and cons of esiRNA libraries 37.
A common issue for both chemically synthetic and enzymatically prepared siRNA is that
the transfection protocol is accompanied by substantial non‐specific or toxic effects. In
addition, many mammalian cells are inaccessible to chemical (e.g. lipofectamin) or
electrochemical means of transfection. Furthermore, neither siRNA nor esiRNA libraries are
suitable for screens of primary untransformed cells because of poor transfection efficiency,
either in vitro, ex vivo or in vivo. Viral vectors represent advanced tools that potentially can
overcome these limitations 43.

Viral vector‐delivered RNAi libraries for mammals
Adenoviral libraries
Adenovirus is a large non‐enveloped dsDNA virus encoding more than 40 viral proteins from
the 36 kb genome. Adenoviruses are efficient for gene transfer, are relatively safe and scale
up easily. They have been widely used in clinical gene therapy trials 44 and even approved for
delivery of p53 gene for anti‐cancer treatment in particular cancers in China 45. Replication
deficient adenoviral vectors

44

are currently favored to deliver protein coding genes or

siRNAs. The SilenceSelect™ library is based on an adenoviral vector with shRNAs that can be
used to silence different human drugable targets (Table 1)

46

. This library has not been

widely used so far, but a study comprehensively identifying the cellular factors that regulate
hepatitis C virus replication shows its potential 47.
The relatively large genome of adenoviruses and the associated increased potential for
non‐specific interaction between vector and host proteins are factors that limit application
of this type of virus for library‐based screening. In addition, adenovirus highly expresses non‐
coding RNAs, viral associated RNAI and RNAII, which can inhibit RNAi pathways by acting as
competitive substrates that saturate the Dicer and the RNA‐induced silencing complex, RISC
machinery, and thus interfere with RNAi silencing

48‐49

. These considerations prompted the

development of third generation adenoviral vectors, where all viral encoding sequences
were replaced by noncoding DNA and cargo sequences and thus at least theoretically have
circumvented this issue 50. This system has not yet been implemented in a large scale RNAi
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library setting because of technical issues in vector engineering and production.
Unfortunately, adenoviral approaches use episomal delivery, which results in only transient
transgene expression. Nevertheless, the relative ease of large‐scale virus production will
ensure that adenoviral RNAi libraries remain a choice for particular in vivo application.

Adeno‐associated viral vector‐based libraries
Adeno‐associated viral (AAV) vectors have been developed from the wild type AAV that
consists of a small single‐stranded DNA genome of about 4,700 bp. In addition to the
favorable economics of vector production, AAVs infect both non‐dividing and dividing cells.
AAV mediated transgene expression is stable despite the vector’s largely episomal nature,
and lack of apparent pathogenicity. As a result, AAV vectors are the prime candidates for
clinical application as well as for RNA interference approaches and exon skipping

51‐52

. As a

single‐stranded DNA vector, synthesis of the complementary DNA to generate a dsDNA
template for transcription has rate‐limited its gene transfer efficacy. The self‐complementary
(sc) AAV vector has been developed to bypass this rate‐limiting conversion step, dramatically
improving the speed and efficiency of transduction 53. A downside to the use of scAAV is that
the transgene size should not exceed 2,000 bp in order to fit in the viral capsule, but this is
not a consideration in the context of delivery of RNAi

12, 54

. Thus, although no RNAi library

has been built based on AAV so far, we do believe it represents a promising vehicle, in
particular for in vivo screening.

Retroviral libraries
Retroviral vectors, such as the one derived from the Moloney murine leukemia virus 55, have
the ability to integrate into the host genome and therefore support long‐term transgene
expression even in quickly dividing cell types. Thus, retroviral vectors have been favored for
RNAi delivery. Table 1 lists various libraries, their sizes and the number of genes they target.
The application of these highly evolved retroviral RNAi libraries has indeed pushed the field
forward

56‐63

. However, retroviral vectors only infect dividing cells, resulting in low

transduction efficacy or even complete resistance to infection in slowly dividing and post‐
mitotic cells such as neuronal cells.
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Lentiviral libraries
Efficient transduction of both dividing and non‐dividing cells is a distinct and defining
competitive advantage of lentiviral over retroviral vectors. Lentiviral vectors were
engineered from the human immunodeficiency virus type 1 (HIV‐1) genome pseudotyped
with VSV‐G envelop proteins and have become popular for RNAi delivery as well as library
development because of their wide‐range tropism, their propensity to integration into the
host genome and their effective transduction of most cell types. The first lentiviral RNAi
library was developed by The RNAi Consortium (TRC) at the Broad Institute of MIT and
Harvard, termed the TRC library 64. Several other companies, including System Biosciences,
Santa Cruz and Thermo Scientific, also devote substantial efforts to the development of new
lentiviral RNAi libraries (Table 1). There are two lentiviral RNAi libraries recently launched by
Thermo Scientific in cooperation with Cold Spring Harbor Laboratory and Harvard University
that are especially interesting. One is engineered for constitutive expression and one is Tet‐
On‐controlled for inducible expression of shRNAs, both employing a design based on miR‐30
shRNA. A recent approach combines the advantages of esiRNA and lentiviral delivery: a
shRNA library containing ≈150 shRNAs per gene enzymatically generated from human cDNA
was cloned into an inducible lentiviral vector. The method could be further improved by
expressing multiple shRNAs per lentiviral vector 65.
Although various enormous high throughput screens have been published that
purportedly use retroviral or lentiviral RNAi libraries, most of these studies actually use a
pooled approach as illustrated in Figure 4a 60, 66‐67, since the cost of large scale gene‐by‐gene
screen is practically unaffordable. Upon transduction of a pooled library, the first step is
usually a general section of transduced cells by either chemical resistance or fluorescent‐
based cell sorting (these vectors often express a puromycin resistance gene or fluorescent
protein marker). The next step is a specific selection and clonal expansion according to the
particular experimental design, for instance screening of chemo‐resistance in tumor cells 60.
The final step of identifying positive hits could be achieved by either sequencing

66

or

microarray hybridization of integrated shRNAs 56.
Ex vivo application of retroviral or lentiviral RNAi libraries is relatively straightforward,
but the technical challenges surrounding large‐scale vector production remains a bottleneck
for in vivo applications. One affordable and thus commonly used approach is the ex vivo
transduction of stem cells or cancer cells followed by xenografting animals (Figure 4b)
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68

. Another approach is generating tissue‐specific or systemic RNAi transgenic mice by ex

vivo transduction of embryonic stem cells (Figure 4c) 69‐71. However, the unmet need for high
throughput gene‐by‐gene screen and direct in vivo application will continuously drive the
field to optimize the current libraries or develop new ones.

Perspectives
Minimizing non‐specific effects
The use of siRNA is fraught with potential off‐target effects, due to the convergence of the
processing machinery for delivered siRNA with the endogenous miRNA biosynthesis
pathway. Like miRNA, particular siRNA may suppress the expression or translation of a
subset of genes in a sequence‐dependent manner via partial base‐pairing, in addition to the
cleavage of the perfect base‐paired target gene. The off‐target effects on mRNA expression
can be detected by genome‐wide expression profiling, whereas the effects on translation are
often impossible to assess 72. Bioinformatics provides some tools that help optimize shRNA
design in this respect

56

. In theory, esiRNAs have a high risk of inducing off‐target effects

because a mixture of siRNAs is generated for each target gene without pre‐selection.
Although, some argue that because each single siRNA in a pool has different off‐targets but
the same on‐target effects, siRNA pools can dilute out off‐target effects 37, 72‐73. The second
position in the guide strand for the siRNA is essential to recognize off‐targets whereas an
otherwise perfectly‐matched on‐target is much less affected by mismatch at this position.
Therefore, chemical modification by adding a 2'‐O‐methyl substantially reduces off‐target
effects

74

. Likewise a single nucleotide bulge placed at position 2 of the antisense strand

substantially alleviates off‐target effects

75

. Incorporation of unlocked nucleic acid

modification into position 7 is also able to reduce off‐target effects, without affecting RNAi
potency 76.
In addition to sequence‐specific off‐target effects, the convergence of siRNA and miRNA
machinery could potentially affect the biogenesis of cellular miRNAs. Because of the broad
regulatory function of miRNAs on gene expression, disturbance of miRNA biogenesis may
fundamentally change cell physiology. Vector expressed shRNA requires export from the
nucleus to the cytoplasm and processing into functional siRNA. Thus, it is likely to have a
bigger impact on miRNA machinery than raw synthetic siRNA. AAV‐mediated over‐
expression of shRNA has been shown to evoke liver toxicity in mice, ultimately even causing
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death 77. Here, cellular RNAi factors including exportin‐5 and four Argonaute proteins were
likely saturated 78. Saturation of the miRNA pathway was also observed using some lentiviral
RNAi libraries as a consequence of over‐expression of shRNA, although no significant cell
toxicity was observed 79. The lethal toxicity that was observed 77 could have been caused by
the combination of AAV vector and over‐expressed shRNA. Saturation of miRNA machinery
was also observed with transfection of raw siRNA 80. Given the broad functions of miRNAs in
regulating gene expression and other biological processes such as virus infection

79, 81

, this

type of sequence‐independent off‐target effect is an obvious issue in almost all types of
screen. For siRNA libraries, transfection reagents are another factor in the induction of non‐
specific effects. Thermo Scientific has been at the forefront of attempts to develop
transfection reagent free approaches for siRNA delivery 82. For viral vector‐delivered shRNA,
transduction of the vector could also potentially induce non‐specificity.

Any type of

screening will require validation by an alternative technology. A further consideration when
choosing raw siRNA or vector expressed shRNA is the competence of particular cell types to
process shRNA. Ovarian cancer cells, for example, have largely lost the ability to process
shRNA and miRNA, as a result of reduced expression of Dicer and Drosha 83. Therefore, it is
crucial to include appropriate experimental controls to minimize risks of misinterpretation of
RNAi screening data due to non‐specific effects

84

. For siRNAs or shRNAs, one or multiple

scrambled sequences are often recommended to be included as negative controls. For viral
vector delivered RNAi, it is also crucial to balance the vector input between the control and
experimental conditions. For esiRNAs, Renilla Luciferase, Firefly Luciferase or eGFP‐derived
esiRNAs are recommended as negative controls by Sigma‐Aldrich. However, these are
questioned as fair controls because of the heterogeneity of the pooled siRNAs mixture. The
field urgently awaits clear and valid control standards.

Confirming gene silencing
It is difficult in any high‐throughput screen to validate the gene silencing efficacy of each
siRNA or shRNA individually. Differences in the efficacy, however, may account for the
variation between different screens for the same phenotype. For instance, identified hits in
the screens of host factors for HIV or HCV infection, had very little overlap and many well‐
established host factors were not confirmed (i.e. false negatives) in those screens

34, 79

.A

fully‐validated library would certainly move the field forward, and efforts such as the
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comprehensive validation of the TRC library currently attempted by Sigma‐Aldrich are well
under way. Interestingly, a ‘‘Sensor assay’’ that enables high‐throughput identification of
effective shRNAs in a massively parallel format has recently been developed. This unbiased
assay has identified potent shRNAs by constructing and evaluating 20,000 RNAi reporters
that cover every possible target site in nine mammalian transcripts

85

. Ultimately these

efforts will result in higher reproducibility between different screens.

Optimizing hit selection
Another potential cause of significant variability among different RNAi screens is the criteria
for hit selection. Various analyses, including z score, z* score, strictly standardized mean
difference (SSMD), SSMD* and t statistic, have been well‐used to determine RNAi screen
criteria 86. However, issues remain. For example, it is unclear how to deal with values just
below a threshold. This probably depends to a large extent on the relative importance of
reducing validation work (which requires less false positives) as opposed to the missed
opportunities created by false negatives 87. Bibliohistoric approaches can provide a second
pass filter, but require substantial human resources. Integrating RNAi screening datasets
with other genomic information, particularly those represented in the form of networks has
been shown to facilitate the identification of false‐positives and false‐negatives 88. We urge
the field to set forth accepted standards that would ensure the quality and accuracy of
information in the large datasets generated from RNAi genome‐wide screens.
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Combined use of different libraries
Improving RNAi libraries may ultimately require a combinatory strategy for optimal
screening (Figure 4d). For example, first, a genome‐wide screen could be performed using
siRNA library in cell culture. Then, the selected hits could be validated by lentiviral RNAi in
vitro and further validated in vivo by AAV or adenoviral RNAi.

Conclusions
The power of unbiased library approaches (Figure 5) has motivated investigators to develop
RNAi arrays. New RNAi libraries with confirmed gene knockdown efficacy, fewer off‐target
effects and both in vitro and in vivo high throughput screening capabilities need to be
developed and will further foster progress in the field. More sophisticated hit selection
methodologies are urgently called for and probably require the collective efforts of industry
and academy. Nevertheless, the very substantial fruits that genome‐wide RNAi screens have
delivered justify the energy devoted to them.

Figure 4. In vitro and ex vivo application of lentiviral RNAi library, and a proposed combinatorial use
of different RNAi libraries. (a) Lentiviral RNAi libraries are often used as a pool of sub‐ or genome‐
scales of vectors. For in vitro screening, cells are first transduced with vectors and then are selected
by either chemical resistance or cell sorting based on reporter gene expressing, depending on the
types of vectors used. Upon clonal expansion according to particular experimental design, positive
hits could be identified by either sequencing or microarray hybridization of integrated shRNAs. (b)
For ex vivo application, stem cells or cancer cells can be transduced with single of pooled vectors.
Phenotypes are screened in animal by xenograftment assay. (c) Another ex vivo approach is
generation of tissue‐specific or systemic RNAi transgenic mice by vector transduction of embryonic
stem cells. (d) siRNA library can be used as an initial screening in cell culture (one or multiple cell
culture models). Selected hits can be validated by lentiviral RNAi in vitro. AAV or adenoviral RNAi can
be used for in vivo further validation.
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Figure 5. Comparative summary of algorithms for the construction and application of long dsRNA,
esiRNA, siRNA and viral vector delivered RNAi libraries.

Chapter 6.2. RNAi library development

References
1.

Crick F. Central dogma of molecular biology. Nature 1970;227:561‐563.

2.

Lee RC, Feinbaum RL, Ambros V. The C. elegans heterochronic gene lin‐4 encodes small RNAs with
antisense complementarity to lin‐14. Cell 1993;75:843‐854.

3.

Roush W. Antisense aims for a renaissance. Science 1997;276:1192‐1193.

4.

Fire A, Xu S, Montgomery MK, Kostas SA, Driver SE, Mello CC. Potent and specific genetic interference by
double‐stranded RNA in Caenorhabditis elegans. Nature 1998;391:806‐811.

5.

Lares MR, Rossi JJ, Ouellet DL. RNAi and small interfering RNAs in human disease therapeutic applications.
Trends Biotechnol 2010;28:570‐579.

6.

Bots M, Maughan S, Nieuwland J. RNAi Nobel ignores vital groundwork on plants. Nature 2006;443:906.

7.

Fraser AG, Kamath RS, Zipperlen P, Martinez‐Campos M, Sohrmann M, Ahringer J. Functional genomic
analysis of C. elegans chromosome I by systematic RNA interference. Nature 2000;408:325‐330.

8.

Gonczy P, Echeverri C, Oegema K, Coulson A, Jones SJ, Copley RR, et al. Functional genomic analysis of cell
division in C. elegans using RNAi of genes on chromosome III. Nature 2000;408:331‐336.

9.

Kennerdell JR, Carthew RW. Use of dsRNA‐mediated genetic interference to demonstrate that frizzled and
frizzled 2 act in the wingless pathway. Cell 1998;95:1017‐1026.

10. Waterhouse PM, Graham MW, Wang MB. Virus resistance and gene silencing in plants can be induced by
simultaneous expression of sense and antisense RNA. Proc Natl Acad Sci U S A 1998;95:13959‐13964.
11. Elbashir SM, Harborth J, Lendeckel W, Yalcin A, Weber K, Tuschl T. Duplexes of 21‐nucleotide RNAs
mediate RNA interference in cultured mammalian cells. Nature 2001;411:494‐498.
12. Pan Q, Tilanus HW, Janssen HL, van der Laan LJ. Prospects of RNAi and microRNA‐based therapies for
hepatitis C. Expert Opin Biol Ther 2009;9:713‐724.
13. Kamath RS, Fraser AG, Dong Y, Poulin G, Durbin R, Gotta M, et al. Systematic functional analysis of the
Caenorhabditis elegans genome using RNAi. Nature 2003;421:231‐237.
14. Sonnichsen B, Koski LB, Walsh A, Marschall P, Neumann B, Brehm M, et al. Full‐genome RNAi profiling of
early embryogenesis in Caenorhabditis elegans. Nature 2005;434:462‐469.
15. Boutros M, Kiger AA, Armknecht S, Kerr K, Hild M, Koch B, et al. Genome‐wide RNAi analysis of growth and
viability in Drosophila cells. Science 2004;303:832‐835.
16. Subramaniam C, Veazey P, Redmond S, Hayes‐Sinclair J, Chambers E, Carrington M, et al. Chromosome‐
wide analysis of gene function by RNA interference in the african trypanosome. Eukaryot Cell 2006;5:1539‐
1549.
17. Douchkov D, Nowara D, Zierold U, Schweizer P. A high‐throughput gene‐silencing system for the functional
assessment of defense‐related genes in barley epidermal cells. Mol Plant Microbe Interact 2005;18:755‐
761.
18. Kerschen A, Napoli CA, Jorgensen RA, Muller AE. Effectiveness of RNA interference in transgenic plants.
FEBS Lett 2004;566:223‐228.
19. McGinnis K, Murphy N, Carlson AR, Akula A, Akula C, Basinger H, et al. Assessing the efficiency of RNA
interference for maize functional genomics. Plant Physiol 2007;143:1441‐1451.
20. Chang K, Elledge SJ, Hannon GJ. Lessons from Nature: microRNA‐based shRNA libraries. Nat Methods
2006;3:707‐714.
21. Perrimon N, Ni JQ, Perkins L. In vivo RNAi: today and tomorrow. Cold Spring Harb Perspect Biol
2010;2:a003640.
22. Ni JQ, Zhou R, Czech B, Liu LP, Holderbaum L, Yang‐Zhou D, et al. A genome‐scale shRNA resource for
transgenic RNAi in Drosophila. Nat Methods 2011;8:405‐407.

135

Chapter 6.2. RNAi library development
23. Schwab R, Ossowski S, Riester M, Warthmann N, Weigel D. Highly specific gene silencing by artificial
microRNAs in Arabidopsis. Plant Cell 2006;18:1121‐1133.
24. Ossowski S, Schwab R, Weigel D. Gene silencing in plants using artificial microRNAs and other small RNAs.
Plant J 2008;53:674‐690.
25. Gantier MP, Williams BR. The response of mammalian cells to double‐stranded RNA. Cytokine Growth
Factor Rev 2007;18:363‐371.
26. Yoneyama M, Kikuchi M, Natsukawa T, Shinobu N, Imaizumi T, Miyagishi M, et al. The RNA helicase RIG‐I
has an essential function in double‐stranded RNA‐induced innate antiviral responses. Nat Immunol
2004;5:730‐737.
27. Aza‐Blanc P, Cooper CL, Wagner K, Batalov S, Deveraux QL, Cooke MP. Identification of modulators of
TRAIL‐induced apoptosis via RNAi‐based phenotypic screening. Mol Cell 2003;12:627‐637.
28. Whitehurst AW, Bodemann BO, Cardenas J, Ferguson D, Girard L, Peyton M, et al. Synthetic lethal screen
identification of chemosensitizer loci in cancer cells. Nature 2007;446:815‐819.
29. Chia NY, Chan YS, Feng B, Lu X, Orlov YL, Moreau D, et al. A genome‐wide RNAi screen reveals
determinants of human embryonic stem cell identity. Nature 2010;468:316‐320.
30. Li Q, Brass AL, Ng A, Hu Z, Xavier RJ, Liang TJ, et al. A genome‐wide genetic screen for host factors required
for hepatitis C virus propagation. Proc Natl Acad Sci U S A 2009;106:16410‐16415.
31. Brass AL, Dykxhoorn DM, Benita Y, Yan N, Engelman A, Xavier RJ, et al. Identification of host proteins
required for HIV infection through a functional genomic screen. Science 2008;319:921‐926.
32. Brass AL, Huang IC, Benita Y, John SP, Krishnan MN, Feeley EM, et al. The IFITM proteins mediate cellular
resistance to influenza A H1N1 virus, West Nile virus, and dengue virus. Cell 2009;139:1243‐1254.
33. Krishnan MN, Ng A, Sukumaran B, Gilfoy FD, Uchil PD, Sultana H, et al. RNA interference screen for human
genes associated with West Nile virus infection. Nature 2008;455:242‐245.
34. Houzet L, Jeang KT. Genome‐wide screening using RNA interference to study host factors in viral
replication and pathogenesis. Exp Biol Med (Maywood) 2011;236:962‐967.
35. Yang D, Buchholz F, Huang Z, Goga A, Chen CY, Brodsky FM, et al. Short RNA duplexes produced by
hydrolysis with Escherichia coli RNase III mediate effective RNA interference in mammalian cells. Proc Natl
Acad Sci U S A 2002;99:9942‐9947.
36. Myers JW, Jones JT, Meyer T, Ferrell JE, Jr. Recombinant Dicer efficiently converts large dsRNAs into siRNAs
suitable for gene silencing. Nat Biotechnol 2003;21:324‐328.
37. Kittler R, Surendranath V, Heninger AK, Slabicki M, Theis M, Putz G, et al. Genome‐wide resources of
endoribonuclease‐prepared short interfering RNAs for specific loss‐of‐function studies. Nat Methods
2007;4:337‐344.
38. Theis M, Buchholz F. MISSION esiRNA for RNAi screening in mammalian cells. J Vis Exp 2010.
39. Shirane D, Sugao K, Namiki S, Tanabe M, Iino M, Hirose K. Enzymatic production of RNAi libraries from
cDNAs. Nat Genet 2004;36:190‐196.
40. Sugao K, Hirose K. Enzymatic production of RNAi libraries from cDNAs and high‐throughput selection of
effective shRNA expression constructs. Methods Mol Biol 2011;729:123‐139.
41. Sen G, Wehrman TS, Myers JW, Blau HM. Restriction enzyme‐generated siRNA (REGS) vectors and libraries.
Nat Genet 2004;36:183‐189.
42. Luo B, Heard AD, Lodish HF. Small interfering RNA production by enzymatic engineering of DNA (SPEED).
Proc Natl Acad Sci U S A 2004;101:5494‐5499.
43. Couto LB, High KA. Viral vector‐mediated RNA interference. Curr Opin Pharmacol 2010;10:534‐542.
44. Shirakawa T. Clinical trial design for adenoviral gene therapy products. Drug News Perspect 2009;22:140‐
145.

136

Chapter 6.2. RNAi library development
45. Peng Z. Current status of gendicine in China: recombinant human Ad‐p53 agent for treatment of cancers.
Hum Gene Ther 2005;16:1016‐1027.
46. van Es HH, Arts GJ. Biology calls the targets: combining RNAi and disease biology. Drug Discov Today
2005;10:1385‐1391.
47. Vaillancourt FH, Pilote L, Cartier M, Lippens J, Liuzzi M, Bethell RC, et al. Identification of a lipid kinase as a
host factor involved in hepatitis C virus RNA replication. Virology 2009;387:5‐10.
48. Andersson MG, Haasnoot PC, Xu N, Berenjian S, Berkhout B, Akusjarvi G. Suppression of RNA interference
by adenovirus virus‐associated RNA. J Virol 2005;79:9556‐9565.
49. Lu S, Cullen BR. Adenovirus VA1 noncoding RNA can inhibit small interfering RNA and MicroRNA
biogenesis. J Virol 2004;78:12868‐12876.
50. Kochanek S, Clemens PR, Mitani K, Chen HH, Chan S, Caskey CT. A new adenoviral vector: Replacement of
all viral coding sequences with 28 kb of DNA independently expressing both full‐length dystrophin and
beta‐galactosidase. Proc Natl Acad Sci U S A 1996;93:5731‐5736.
51. van der Laan LJ, Wang Y, Tilanus HW, Janssen HL, Pan Q. AAV‐mediated gene therapy for liver diseases: the
prime candidate for clinical application? Expert Opin Biol Ther 2011;11:315‐327.
52. Koornneef A, van Logtenstein R, Timmermans E, Pisas L, Blits B, Abad X, et al. AAV‐mediated in vivo
knockdown of luciferase using combinatorial RNAi and U1i. Gene Ther 2011;18:929‐935.
53. McCarty DM, Monahan PE, Samulski RJ. Self‐complementary recombinant adeno‐associated virus (scAAV)
vectors promote efficient transduction independently of DNA synthesis. Gene Ther 2001;8:1248‐1254.
54. Ojano‐Dirain C, Glushakova LG, Zhong L, Zolotukhin S, Muzyczka N, Srivastava A, et al. An animal model of
PDH deficiency using AAV8‐siRNA vector‐mediated knockdown of pyruvate dehydrogenase E1alpha. Mol
Genet Metab 2010;101:183‐191.
55. Barquinero J, Eixarch H, Perez‐Melgosa M. Retroviral vectors: new applications for an old tool. Gene Ther
2004;11 Suppl 1:S3‐9.
56. Berns K, Hijmans EM, Mullenders J, Brummelkamp TR, Velds A, Heimerikx M, et al. A large‐scale RNAi
screen in human cells identifies new components of the p53 pathway. Nature 2004;428:431‐437.
57. Paddison PJ, Silva JM, Conklin DS, Schlabach M, Li M, Aruleba S, et al. A resource for large‐scale RNA‐
interference‐based screens in mammals. Nature 2004;428:427‐431.
58. Silva JM, Li MZ, Chang K, Ge W, Golding MC, Rickles RJ, et al. Second‐generation shRNA libraries covering
the mouse and human genomes. Nat Genet 2005;37:1281‐1288.
59. Mullenders J, Fabius AW, Madiredjo M, Bernards R, Beijersbergen RL. A large scale shRNA barcode screen
identifies the circadian clock component ARNTL as putative regulator of the p53 tumor suppressor
pathway. PLoS One 2009;4:e4798.
60. Holzel M, Huang S, Koster J, Ora I, Lakeman A, Caron H, et al. NF1 is a tumor suppressor in neuroblastoma
that determines retinoic acid response and disease outcome. Cell 2010;142:218‐229.
61. Zender L, Xue W, Zuber J, Semighini CP, Krasnitz A, Ma B, et al. An oncogenomics‐based in vivo RNAi screen
identifies tumor suppressors in liver cancer. Cell 2008;135:852‐864.
62. Bric A, Miething C, Bialucha CU, Scuoppo C, Zender L, Krasnitz A, et al. Functional identification of tumor‐
suppressor genes through an in vivo RNA interference screen in a mouse lymphoma model. Cancer Cell
2009;16:324‐335.
63. Zuber J, Shi J, Wang E, Rappaport AR, Herrmann H, Sison EA, et al. RNAi screen identifies Brd4 as a
therapeutic target in acute myeloid leukaemia. Nature 2011;478:524‐528.
64. Moffat J, Grueneberg DA, Yang X, Kim SY, Kloepfer AM, Hinkle G, et al. A lentiviral RNAi library for human
and mouse genes applied to an arrayed viral high‐content screen. Cell 2006;124:1283‐1298.
65. Henry SD, Pan Q, van der Laan LJ. Production of multicopy shRNA lentiviral vectors for antiviral therapy.
Methods Mol Biol 2011;721:313‐332.

137

Chapter 6.2. RNAi library development
66. Ali N, Karlsson C, Aspling M, Hu G, Hacohen N, Scadden DT, et al. Forward RNAi screens in primary human
hematopoietic stem/progenitor cells. Blood 2009;113:3690‐3695.
67. Yeung ML, Houzet L, Yedavalli VS, Jeang KT. A genome‐wide short hairpin RNA screening of jurkat T‐cells
for human proteins contributing to productive HIV‐1 replication. J Biol Chem 2009;284:19463‐19473.
68. Zuber J, McJunkin K, Fellmann C, Dow LE, Taylor MJ, Hannon GJ, et al. Toolkit for evaluating genes required
for proliferation and survival using tetracycline‐regulated RNAi. Nat Biotechnol 2011;29:79‐83.
69. Dickins RA, McJunkin K, Hernando E, Premsrirut PK, Krizhanovsky V, Burgess DJ, et al. Tissue‐specific and
reversible RNA interference in transgenic mice. Nat Genet 2007;39:914‐921.
70. Premsrirut PK, Dow LE, Kim SY, Camiolo M, Malone CD, Miething C, et al. A rapid and scalable system for
studying gene function in mice using conditional RNA interference. Cell 2011;145:145‐158.
71. McJunkin K, Mazurek A, Premsrirut PK, Zuber J, Dow LE, Simon J, et al. Reversible suppression of an
essential gene in adult mice using transgenic RNA interference. Proc Natl Acad Sci U S A 2011;108:7113‐
7118.
72. Jackson AL, Bartz SR, Schelter J, Kobayashi SV, Burchard J, Mao M, et al. Expression profiling reveals off‐
target gene regulation by RNAi. Nat Biotechnol 2003;21:635‐637.
73. Buchholz F, Kittler R, Slabicki M, Theis M. Enzymatically prepared RNAi libraries. Nat Methods 2006;3:696‐
700.
74. Jackson AL, Burchard J, Leake D, Reynolds A, Schelter J, Guo J, et al. Position‐specific chemical modification
of siRNAs reduces "off‐target" transcript silencing. RNA 2006;12:1197‐1205.
75. Dua P, Yoo JW, Kim S, Lee DK. Modified siRNA structure with a single nucleotide bulge overcomes
conventional siRNA‐mediated off‐target silencing. Mol Ther 2011;19:1676‐1687.
76. Bramsen JB, Pakula MM, Hansen TB, Bus C, Langkjaer N, Odadzic D, et al. A screen of chemical
modifications identifies position‐specific modification by UNA to most potently reduce siRNA off‐target
effects. Nucleic Acids Res 2010;38:5761‐5773.
77. Grimm D, Streetz KL, Jopling CL, Storm TA, Pandey K, Davis CR, et al. Fatality in mice due to oversaturation
of cellular microRNA/short hairpin RNA pathways. Nature 2006;441:537‐541.
78. Grimm D, Wang L, Lee JS, Schurmann N, Gu S, Borner K, et al. Argonaute proteins are key determinants of
RNAi efficacy, toxicity, and persistence in the adult mouse liver. J Clin Invest 2010;120:3106‐3119.
79. Pan Q, de Ruiter PE, von Eije KJ, Smits R, Kwekkeboom J, Tilanus HW, et al. Disturbance of the microRNA
pathway by commonly used lentiviral shRNA libraries limits the application for screening host factors
involved in hepatitis C virus infection. FEBS Lett 2011;585:1025‐1030.
80. Khan AA, Betel D, Miller ML, Sander C, Leslie CS, Marks DS. Transfection of small RNAs globally perturbs
gene regulation by endogenous microRNAs. Nat Biotechnol 2009;27:549‐555.
81. Jopling CL, Yi M, Lancaster AM, Lemon SM, Sarnow P. Modulation of hepatitis C virus RNA abundance by a
liver‐specific MicroRNA. Science 2005;309:1577‐1581.
82. http://www.dharmacon.com
83. Merritt WM, Lin YG, Han LY, Kamat AA, Spannuth WA, Schmandt R, et al. Dicer, Drosha, and outcomes in
patients with ovarian cancer. N Engl J Med 2008;359:2641‐2650.
84. Echeverri CJ, Beachy PA, Baum B, Boutros M, Buchholz F, Chanda SK, et al. Minimizing the risk of reporting
false positives in large‐scale RNAi screens. Nat Methods 2006;3:777‐779.
85. Fellmann C, Zuber J, McJunkin K, Chang K, Malone CD, Dickins RA, et al. Functional identification of
optimized RNAi triggers using a massively parallel sensor assay. Mol Cell 2011;41:733‐746.
86. Zhang XD. Illustration of SSMD, z score, SSMD*, z* score, and t statistic for hit selection in RNAi high‐
throughput screens. J Biomol Screen 2011;16:775‐785.
87. Chung N, Zhang XD, Kreamer A, Locco L, Kuan PF, Bartz S, et al. Median absolute deviation to improve hit
selection for genome‐scale RNAi screens. J Biomol Screen 2008;13:149‐158.

138

Chapter 6.2. RNAi library development
88. Wang L, Tu Z, Sun F. A network‐based integrative approach to prioritize reliable hits from multiple
genome‐wide RNAi screens in Drosophila. BMC Genomics 2009;10:220.

139

140

Chapter 7

Disturbance of the microRNA pathway by commonly used
lentiviral shRNA libraries limits the application for screening
host factors involved in hepatitis C virus infection

Qiuwei Pan1, Petra E. de Ruiter2, Karin J. von Eije3, Ron Smits1, Jaap Kwekkeboom1,
Hugo W. Tilanus2, Ben Berkhout3, Harry L.A. Janssen1 and Luc J.W. van der Laan2
1

Department of Gastroenterology and Hepatology, 2Department of Surgery and Laboratory

of Experimental Transplantation and Intestinal Surgery, Erasmus MC‐University Medical
Center, Rotterdam, The Netherlands. 3Laboratory of Experimental Virology, Department of
Medical Microbiology, Center for Infection and Immunity Amsterdam (CINIMA), Academic
Medical Center of the University of Amsterdam, Amsterdam, The Netherlands.

FEBS Lett, 2011, 6;585(7):1025‐30
141

Chapter 7. Disturbance of miRNA pathway by lentiviral shRNA libraries

Abstract
RNA interference (RNAi) is widely used as a screening tool for the identification of host
genes involved in viral infection. Due to the limitation of raw small interfering RNA (siRNA),
we tested two commonly used short hairpin RNA (shRNA) lentiviral libraries to identify host
factors involved in hepatitis C virus (HCV) infection. It was found that these shRNA library
vectors caused non‐specific disturbance of HCV replication that was not due to toxicity or
interferon response, but related to the high shRNA levels disturbing the endogenous
microRNA biogenesis. The high shRNA levels achieved with these vectors reduced the levels
of mature microRNAs, including miR‐122 known to promote HCV replication. Our findings
extend the caution of potential off‐target effects of lentiviral shRNA libraries which appear
unsuitable to screen microRNA regulated phenotypes, such as HCV replication.

142

Chapter 7. Disturbance of miRNA pathway by lentiviral shRNA libraries

1. Introduction

The development of RNAi libraries, which allowed performing genome wide loss‐of‐function
screens, has been a major step forward for the study of gene function and resulted in
identification of new genes related to various biological functions and discovery of new
therapeutic targets for many types of diseases [1]. The RNAi Consortium (TRC) library is the
first and the currently most widely used lentiviral RNAi library, which uses multiple distinct
short hairpin RNAs (shRNA) to knockdown most of the known human and mouse genes [2‐
3]. Broad application of this library has already been reported in numerous publications on
the identification of human disease‐related genes [4‐6]. The TRC library appears to have
advantages over conventional synthetic small interference RNA (siRNA) libraries.
Transfection of synthetic siRNA only evokes transient gene silencing often accompanied with
non‐specific or toxic effects, and many types of mammalian cells are ineffective or resistant
to the transfection [7]. Lentiviral vector delivery of RNAi possesses great advantages over
raw siRNA applications owing to their wide‐range tropism, genomic integration property and
effective in vitro delivery.
Given the need to better understand the biology of hepatitis C virus (HCV) infection and
the search for new therapeutic targets, several recent studies have attempted to screen host
factors using siRNA libraries [8‐11]. However, mainly due to the limitation of synthetic siRNA,
host factors identified had very little overlap and many well‐established host factors were
not identified (i.e. false negatives) in those screens. Our previous studies showed that
lentiviral vectors expressing shRNAs could sequence specifically knockdown HCV genomic
RNA or host factors, whereas vectors expressing no or irrelevant shRNAs had no significant
effect on HCV replication [12‐13].
In the present study, we have tested different lentiviral shRNA expression systems for
screening of HCV host factors and compared their on‐target and off‐target effects. Here we
report sequence non‐specific effects of two commonly used lentiviral shRNA libraries on HCV
replication. Further analysis showed that this off‐target effect is caused by a disturbance of
the microRNA biosynthesis in the transduced cells associated with the high level of shRNA
expression by these vectors. Solutions to minimize the off‐target effects are discussed.
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2. Materials & Methods
2.1. Cell culture
Cell monolayers of the human embryonic kidney epithelial cell line 293T and the human
hepatoma cell line Huh7 were maintained in Dulbecco’s modified Eagle medium (DMEM)
(Invitrogen–Gibco, Breda, The Netherlands) complemented with 10% v/v fetal calf serum
(Hyclone, Logan, Utah, USA), 100 IU/ml penicillin, 100 mg/ml streptomycin, and 2mM L‐
glutamine (Invitrogen–Gibco) (cDMEM). Huh7 or Huh6 cells containing a subgenomic HCV
replicon were maintained with 250 g/ml G418 (Sigma, Zwijndrecht, The Netherlands).
Effects on HCV replication were determined based on luciferase activity or quantitative real
time PCR.

2.2. Purchase or poduction of lentiviral vectors
TRC lentiviral vectors (Sigma‐Aldrich) were obtained from Erasmus Center for Biomics. Santa
Cruz lentiviral RNAi vectors were ordered from Santa Cruz Biotechnology, Inc., California,
USA. Other vectors were preserved in van‐der‐Laan or Berkhout’s lab.

2.3. In vitro vector transductions, GFP and CD81 analysis
Concentrated virus stocks were titrated using 293T cells 24h after infection, with
transduction efficiency based on the number of GFP‐positive cells as determined by
flowcytometry (FACSCalibur; BD BioSciences, Mountain View, CA, USA) after 72 hours. CD81
expression was determined using flowcytometry by staining with phycoerythrin (PE)
conjugated mouse anti‐human CD81 monoclonal antibody (BD Pharmingen, San Diego, USA).
Mouse IgG1 was used as isotype‐matched control antibody (BD Pharmingen).

2.4. Selection of cells transduced with low dose TRC or home made shCD81 lentiviral
vectors
Huh7 cells were transduced with low dose TRC or home made shCD81 lentiviral vectors, in
order to generate stable cell lines with comparable low copy number of vector integration.
Since TRC vector contains puromycin resistance gene, transduced cells were selected by
culturing in 1 ug/ml puromycin to clear the non‐transduced cells. Whereas our home made
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shCD81 vector contains GFP reporter gene, transduced GFP positive cells were sorted by
FACS Aria sorter (BD BioSciences).

2.5. Production of RNAi conditioned medium (CM)
Huh7 cells were cultured with normal culture medium. When cultures reached 60‐70%
confluence, cells were un‐transduced or transduced by vector for 6 hrs, washed three times
with PBS and subcultured in normal medium for more than six days. Conditional medium
(CM) was collected from the second refreshment of the culture medium. To avoid transfer of
free LV‐sh vectors or cells, the CM was centrifuged and filtered (0.25 µM pores).

2.6. Luciferase assay
100 mM luciferin potassium salt (Sigma) was added to Huh‐7 ET cells and incubated for 30
min at 37ºC. Luciferase activity was quantified using a LumiStar Optima luminescence
counter (BMG LabTech, Offenburg, Germany).

2.7. Quantification of gene expression by real time RT‐PCR
Cells were lysed using Trizol (Invitrogen–Gibco), RNA was precipitated using 75% EtOH and
captured with a Micro RNeasy silica column (Qiagen, Venlo, The Netherlands). RNA was
quantified using a Nanodrop ND‐1000 (Wilmington, DE, USA). cDNA was prepared from 1 µg
total RNA using the iScript cDNA Synthesis Kit from Bio‐Rad (Bio‐Rad Laboratories, Stanford,
CA, USA). The cDNAs of HCV, FKBP8, CyB, CD81 and GAPDH were quantified using real‐time
PCR (MJ Research Opticon, Hercules, CA, USA) performed with SYBR Green PCR Master Mix
(Bioline USA Inc., Tauton, MA) according to manufacturer's instructions.

2.8. Quantification of miRNA
The kits for total RNA isolation, cDNA preparation and real‐time PCR detection of miRNA
were purchased from Exiqon, Denmark or Applied Biosystems, USA, and the experiments
were performed according to manufacture’s guidelines. RNA was quantified using a
Nanodrop ND‐1000 (Wilmington, DE, USA).
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2.9. Quantification of shRNA
The TRC shCD81 and our home made shCD81 vector express shRNA targeting the same
region of human CD81 gene (TRC shCD81: CAAGGATGTGAAGCAGTTCTA; home made
shCD81: GGATGTGAAGCAGTTCTAT). Therefore, it allows designing a customized kit for
quantification of both shCD81. To avoid amplification of CD81 mRNA, we specially amplified
the antisense sequence of shCD81 (UAGAACUGCUUCACAUCC) using a custom TaqMan‐
based real‐time PCR assay ordered from Applied Biosystems.
In order to perform a fair comparison of shCD81 expression between two vector
systems, Huh7 cells were transduced with low dose TRC or home‐made shCD81 lentiviral
vectors to generate stable cell lines with comparable low copy number of vector integration.
Cells transduced with TRC vector were selected by culturing in puromycin, whereas cells
transduced with home‐made shCD81 vector were sorted based on GFP positivity.

2.10. Quantification of lentiviral vector integration by real time RT‐PCR
Genomic DNA of TRC or home made shCD81 tranduced cells was isolated using QIAamp DNA
Blood Mini Kit (Qigan, Venlo, The Netherlands). DNA was quantified using Nanodrop ND‐
1000 (Wilmington, DE, USA).
sequence:

forward

primer,

The following primers were used to amplify the vector
5‐CTGGAAGGGCTAATTCACTC‐3;

reverse

primer,

5‐

GGTTTCCCTTTCGCTTTCAG‐3 [14]. 250 ng, 1.25 µg or 2.5 µg of genomic DNA with SYBR Green
PCR Master Mix (Bioline USA Inc.) and primer were used per RT‐PCR reaction to determine
the relative copy number of integrated lentiviral vector.

2.11. Statistical analysis
Statistical analysis was performed by using either matched pair nonparametric test
(Wilcoxon signed‐rank test) or the non‐paired, nonparametric test (Mann–Whitney test)
usingGraphPad Prism software. P‐values less than 0.05 were considered as statistically
significant.
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3. Results & Discussion
The TRC lentiviral shRNA library (Sigma‐Aldrich, St. Louis, MO, USA) [3] is based on the third‐
generation self‐inactivating lentiviral vector contains a shRNA cassette driven by the human
polymerase III promoter U6 and the puromycin resistance gene (puromycin n‐acetyl
transferase) driven by the PGK promoter element. Using these vectors, long‐term gene
silencing can be achieved at low Multiplicity Of Infection (MOI) transduction by puromycin
selection of stable vector‐integrated cells. We first screened in the established HCV
subgenomic replicon model, Huh7‐ET, which contains HCV non‐structural sequences and a
luciferase reporter gene [15]. Viral replication was monitored by measuring luciferase
activity. As expected, a pool of five different shRNA vectors targeting a known HCV host
factor, FKBP8 [16], resulted in knockdown of FKBP8 gene expression and inhibition of HCV
replication (Fig. 1A). However, a control vector containing shRNA targeting green fluorescent
protein (shGFP), which is not expressed in these HCV replicon cells, unexpectedly resulted in
inhibition of HCV replication without affecting FKBP8 gene expression (Fig. 1A). Surprisingly,
any set of shRNA vectors we tested from the TRC library (fourteen target genes without
known relation to HCV replication), evoked a significant inhibition of HCV replication
compared to untreated replicon cells or cells treated with the control vector (LV‐con)
without shRNA cassette (Fig. 1B). The tetraspanin CD81 is known to be involved in HCV viral
entry but not viral replication. Direct comparison of our home‐made shCD81 vector [12‐13]
and the TRC shCD81 vector containing the exact same CD81 target sequence showed both
vectors had similar efficacy in reducing CD81 gene expression, however, only the TRC vector
affected HCV replication (Fig. 1C). The off‐target and the gene‐specific silencing effects of the
TRC shCD81 vector had similar dose‐dependency for a range of MOI (Fig. 1D). The off‐target
effect was even seen after four weeks of puromycin selection of cells with low vector
integration rates (Fig. 1E). This was tested in another hepatoma cell line, Huh6 replicon, a
model that is more suitable for long‐term maintaining HCV replication in culture [17]. These
results suggest that optimization of the dose of the shRNA vector is not able to circumvent
the off‐target effect. We further tested another independent lentiviral shRNA library
commercially

available

from

Santa

Cruz

Biotechnology

(http://www.scbt.com/gene_silencers.html.) For each target gene, pools of three to five
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individual vectors are provided, each containing different shRNA species driven by the same
H1, human polymerase III promoter. As shown in Figure 1F, all the vectors induced specific
silencing of target genes by 70‐80% but also evoked off‐target inhibition of HCV replication.
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Figure 1. Sequence non‐specific disturbance of HCV replication by widely used lentiviral shRNA
libraries. (A) HCV replication was dramatically reduced in Huh7‐ET replicon cells after transducing the
TRC shFKBP8 vector. However, a control vector containing shRNA targeting GFP also inhibited HCV
replication without affecting FKBP8 gene expression. (B) Set of fourteen TRC shRNA vectors (pool of
4‐5 vectors for each target gene) tested in the subsequent screening showed clear non‐specific
effects on HCV replication. (C) TRC shCD81 and our home made (HM) shCD81 vector, which target
the same sequence of CD81 mRNA, significantly reduced CD81 expression at comparable levels.
However, the TRC vector but not our original vector showed a clear off‐target effect on HCV
replication. (D) The TRC shCD81 vector down regulated CD81 expression in a dose‐dependent fashion
as determined by qRT‐PCR, but is closely accompanied with off‐target effects on HCV replication. (E)
The non‐specific effect on HCV replication was also observed in Huh6 replicon cells transduced with
low dose TRC shCD81 vector and long‐term culture after puromycin selection and it was comparable
with the specific knockdown of the CD81 target gene. Data of HCV and CD81 RNA expression was
calculated as the percentage of cells transduced with a control vector, LV‐con. (F) Also vectors
obtained from Santa Cruz lentiviral shRNA library showed significant off‐target effects on HCV
replication. * P<0.01.

It is known that expression of double‐stranded RNA can induce the production of type I
interferons via activation of PKR. In order to exclude the possible induction of interferon as
well as other paracrine antiviral cytokines/compounds by the TRC shRNA vectors, we
collected culture medium from transduced Huh7 cells and determined the antiviral activity
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in HCV replicon cells. As shown in Figure 2A, conditioned medium of transduced cells had no
effect on HCV replication suggesting that no significant amounts of interferon or other
antiviral cytokines/compounds are produced.

B 120

120

100

100
Cell viability (%)

Relative HCV replication (%)

A
80
60
40

**

20

80
60
40
20

0

0
CTR

IFN

LV- shRNACM
con-CM

C

Blank
CTR LV-con
LV-con shRNA
shRNA

D
120
Relative HCV replication (%)

Relative HCV replication (%)

120
100
80
60
40
20

100
80
60
40
20
0

0
CTR

PURO+ PURO-

CTR

LV-con

U1shpol

U6shpol

7skshpol

H1shpol

U1shnef

U6shnef

7skshnef

H1shnef

Figure 2. The off‐target effect of lentiviral shRNA libraries is independent of interferon production,
cytotoxicity, the puromycin resistance gene or the type of promoter used. (A) 0.3 IU/ml of interferon‐
alpha (IFN) significantly inhibits HCV replication by 85% ± 2 (mean ± SD, n=5, **P<0.01), whereas
conditioned medium (CM) derived from Huh7 cells transduced with TRC LV‐con or TRC LV‐shRNA
vectors did not show inhibition of viral replication in Huh7‐ET replicon cells, indicating no production
of significant amounts of interferon or other antiviral cytokines/compounds after transduction of
lentiviral vectors. Data presented in the shRNA‐CM group is the mean of five experiments with
different LV‐shRNA vectors. (B) Transduction of either control or shRNA vectors did not affect cell
viability determined by MTT cell metabolism assay. (C) Deletion of the puromycin resistance gene
from TRC vector did not circumvent the off‐target effect. (D) Two sets of shRNAs, directed against
HIV targets which are not expressed in the HCV replicon cells, driven by four different promoters (the
polymerase III promoters U6, H1, 7SK and the polymerase II promoter U1) did not induce any non‐
specific effect on HCV replication, indicating that promoters by themselves are not responsible for
the difference in off‐target effects. Shown is mean ± SD of three independent experiments.
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The number of viable cells was also not changed after transduction as measured by MTT
conversion assay (Fig. 2B). One clear difference between our vectors and the vectors from
the TRC and Santa Cruz libraries is the fact that these latter ones contain the puromycin
resistance gene. To investigate whether the puromycin resistance gene cause the inhibition
of HCV replication, a modified version of the TRC shGFP vector was made by removing the
coding sequence of the puromycin resistance gene. As shown in Figure 2C, this modified
lentiviral vector had a similar effect on HCV replication as the wild type shGFP vector. An
alternative explanation for the different off‐target effects of shRNA vectors is the use of a
particular promoter element, as it was reported that shRNA expression levels could
significantly differ between, for instance, the U6 and H1 promoters [18]. To investigate
whether different promoters cause distinct off‐target effects, two sets of shRNAs vectors
were tested with four different promoters (the polymerase III promoters U6, H1, 7SK and
the polymerase II, U1)[19]. The shRNAs were directed against the Pol and Nef HIV sequences
which are not present in the HCV replicon cells. As shown in Figure 2D, none of vectors
induced any inhibition of HCV replication, suggesting that a difference in promoter does not,
by it self, explain the difference in off‐target effects.

Previous study has reported that adeno‐associated virus delivered shRNA in certain
context could over‐saturate the cellular microRNA pathways [20]. Numerous studies have
consistently shown that HCV replication is tightly regulated by the endogenous microRNA,
miR‐122 [21‐22], and treatment of chronically infected chimpanzees with a locked nucleic
acid (LNA)‐modified oligonucleotide complementary to miR‐122 leads to long‐lasting
suppression of HCV viremia [23]. Therefore, we investigated the effects of library shRNA
vectors on the miRNA biogenesis. As shown in Figure 3A, we found that in transduced cells
levels of mature miR‐122 (detected by mature miRNA specific RT‐PCR) were significantly
reduced by 68% ± 10 (mean ± SD, n=7, P<0.01), which was accompanied by a more than 3‐
fold increased expression of cyclin G1 (CCNG1), known to be negatively regulated by miR‐
122 [24] (Fig. 3B). Similar results were obtained with cells having low vector integration rates
selected by puromycin treatment, showing long‐term suppression of miR‐122 coinciding
with a persistent reduction of HCV replication (Fig. 3C). Disturbance of miRNA biogenesis
was not restricted to miR‐122 but also seen for five other hepatic abundant miRNAs (Fig.
3D).
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To further investigate the cause of miRNA biogenesis disturbances, we directly compared
shRNA expression levels in cells transduced with the TRC shCD81 vector or our home‐made
shCD81 vectors using a customized quantitative RT‐PCR assay. The shRNA of both vectors
target the same region of CD81 mRNA, allowing direct comparison of expression levels. Both
vectors resulted in a similar number of integrated vectors per cell (1.0 vrs 1.8 copy numbers
per cells, P=0.51). As shown in Figure 4A, both vectors resulted in a comparable knockdown
of CD81 cell surface expression. However, the TRC shCD81 vector resulted in an over 10‐fold
higher expression of shRNA then our own shCD81 vector (Fig. 4B). Consistently, significant
lower expression of miR‐122 was observed in the TRC transduced cells (Fig. 4C). Apparently,
the commercial lentiviral shRNA vectors have been optimized for efficient shRNA expression
intended to maximize the knockdown efficiency of the target genes. Additional experiments
were performed to confirm the relation between shCD81 and miR‐122 level. As shown in
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Figure 4D, escalating doses of the vector input resulted in an increased level of shCD81 and,
reversely, a decreased level of miR‐122. This is consistent with the earlier observation that
increasing dose of TRC shRNA vectors results in increasing inhibition of HCV replication (Fig.
1D). Combined, these results indicate that over‐expression of shRNA affects the miRNA
levels, likely by causing saturation of the cellular components of the miRNA biosynthesis
pathway including exportin‐5 and Argonaute proteins [25].
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Figure 4. Over‐expression of shRNA by the TRC library vector causes disturbance of mature miRNA
levels. Huh7 cells transduced with low dose TRC or home‐made (HM) shCD81 lentiviral vectors were
selected by puromycin resistance or cell sorting, respectively. (A) Comparable CD81 knockdown by
TRC or home‐made shCD81 vectors was observed (mean ± SD, n=4). (B) The shCD81 expression level
was significantly higher in TRC vector transduced cells (12.6 fold ± 0.8 SD, n=4, *P<0.01) as compared
to home‐made vector transduced cells. (C) Accordingly, miR‐122 expression was significantly down‐
regulated in TRC shCD81 cells and not the HM shCD81 cells (n=4, * P<0.01). (D) Increasing doses of
the vector input of TRC shCD81 vector resulted in increased level of shCD81 and reversely decreased
the levels of miR‐122. Shown is one representative experiment of two.

In conclusion, we found that two widely used lentiviral shRNA libraries have unexpected
effects on HCV replication, due to the disturbance of endogenous miRNA production by high
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the levels of shRNAs. The model system we have used maybe particular sensitive to
regulation by miRNA, but these findings raise concerns about potential off‐target effects
seen in lentiviral RNAi screens due to effects on miRNA regulated phenotypes. Therefore,
based on our findings, caution should be taken in interpretation and validation of positive
hits obtained in lentiviral RNAi screening, and appropriate control vectors should be tested
to exclude effects on miRNA processing. A solution to this problem is proposed to balance
the optimization of shRNA expression levels in order to obtain effective RNAi and the
minimization of disturbance of miRNA levels.
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Abstract
RNA interference (RNAi), a sequence‐specific gene silencing technology triggered by small
interfering RNA (siRNA), represents promising new avenues for treatment of various liver
diseases, including hepatitis C virus (HCV) infection. In plants and invertebrate, RNAi
provides an important mechanism of cellular defense against viral pathogens and is
dependent on the spread of siRNA to neighboring cells. In this study, we investigated
whether vector‐delivered RNAi can transfer between hepatic cells in vitro and in mice and
whether this exchange could extend the therapeutic effect of RNAi against HCV infection.
Transmission of RNAi was investigated in culture by assessing silencing of HCV replication
and expression of viral entry receptor, CD81, using a human hepatic cell line and primary B
lymphocytes transduced with siRNA‐expressing vectors. In vivo transmission between
hepatic cells was investigated in NOD/SCID mice. Involvement of exosomes was
demonstrated by purification, uptake and mass spectrometric analysis. We found that
human and mouse liver cells as well as primary human B cells have the ability to exchange
small RNAs, including cellular endogenous microRNA and delivered siRNA targeting HCV or
CD81. The transmission of RNAi was largely cell‐contact independent and partially mediated
by exosomes. Evidence of RNAi transmission in vivo was observed in NOD/SCID mice
engrafted with human hepatoma cells producing CD81 siRNA, causing suppression of CD81
expression in mouse hepatocytes. In conclusion, both human and mouse hepatic cells
exchange small silencing RNAs, partially mediated by shuttling of exosomes. Transmission of
siRNA potentially extends the therapeutic reach of RNAi‐based therapies against HCV as well
as other liver diseases.
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Introduction
The translation of molecular biology research has recently fuelled a rapid progress in the
drug development for hepatitis C virus (HCV) infection. The directly acting antivirals,
including a range of protease and polymerase inhibitors, are at various stages of clinical
development.1 These compounds have potent antiviral activity but also dramatically
potentiate the efficacy of the current standard of care, based on pegylated interferon‐alpha
(IFN‐) combined with ribavirin.2‐3 However, given the large infected population (approx.
170 million carriers), accumulated non‐responders, poor tolerability to interferon or the
directly acting antivirals, and special populations (e.g. human immunodeficiency virus (HIV)
co‐infected patients and transplanted patients), novel antivirals remain urgently required,
which ideally should act on distinct mechanisms and be applicable in the current non‐
responders and special populations with less side effect.
RNA interference (RNAi) is a sequence‐specific inhibition of gene expression at
posttranscriptional level. It is triggered by small interfering RNA (siRNA), which can be
introduced into cells as synthetic siRNA or synthesized from a transgene in the cells as the
short‐hairpin RNA (shRNA) precursor.4 By using the cellular gene silencing/microRNA
(miRNA) biogenesis machinery, these delivered siRNA induces degradation of mRNA by
targeting the complementary sequences.5 This technology has now emerged as a new
avenue to combat viral infections and recent developments in the field of gene therapy have
increased the feasibility of clinical applications with dozens of RNAi clinical trails currently
underway (www.ClinicalTrials.gov). Both the viral genome and host cellular factors involved
in the viral life cycle, such as viral receptor CD81, can be targeted by RNAi and convey
protection against infection.6‐7 In the context of treating chronic HCV or preventing
recurrence in HCV‐positive transplant, a single dose administration with long‐lasting
therapeutic effects would be ideal. Therefore, integrating lentiviral vector expressing shRNA
represents a suitable strategy.8
In plants and invertebrates, RNAi naturally provides an important defense mechanism
against pathogens. Pathogen‐derived siRNA, formed by processing of double stranded RNA
(replication) intermediates during infection, spread to neighboring cells and even propagate
throughout the entire organism.9‐11 This transmission of RNAi was shown to be of critical
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importance for plant and insect resistance against infections.9, 11‐12 RNAi transmission is also
able to direct epigenetic modification in recipient cells in plants and conveys protection
against pathogenic challenges.13‐14 Mammalian cells, like mouse or human mast cell lines,15
the African green monkey kidney fibroblast‐like cell line,16 and human glioma, embryonic
kidney, Epstein–Barr virus positive nasopharyngeal carcinoma and B lymphocyte cell lines,16‐
19

were shown to be able to transfer cellular or viral encoded miRNAs in culture via secreted

exosomes in cell‐contact independent manner. In contrast, transmission of endogenous
miRNA, viral miRNA or delivered small RNA between B and T cell lines in culture occurs in a
cell contact‐dependent.20
In this study, we investigated transmission of vector‐derived RNAi in culture of human
hepatic cells and primary human B cells and in mice liver. We found that human and mouse
liver cells and primary human B cells have the ability to exchange small RNAs, including small
silencing RNA as well as miRNA. We further demonstrated that transmission of gene
silencing is cell‐cell contact independent and, like reported for miRNA, can be partially
mediated by exchange of secreted exosomes. The property of hepatic cells to exchange
small silencing RNAs can significantly extends the therapeutic reach of RNAi‐based therapy
against HCV infection and other liver diseases.

Materials & Methods

Cell culture
Cell monolayers of the human embryonic kidney epithelial cell line 293T and human
hepatoma cell line Huh7, Huh6 and HepG2 were maintained in Dulbecco’s Modified Eagle
Medium (DMEM, Invitrogen–Gibco, Breda, The Netherlands) supplemented with 10% v/v
fetal calf serum (Hyclone, Logan, Utah, USA), 100 IU/ml penicillin, 100

g/ml streptomycin,

and 2 mM L‐glutamine (Invitrogen–Gibco). Huh7 cells containing a subgenomic HCV
bicistronic replicon (I389/NS3‐3V/LucUbiNeo‐ET, Huh7‐ET) were maintained with 250 g/ml
G418 (Sigma, Zwijndrecht, The Netherlands).
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Primary human B cells were expanded from liver transplant donor splenocytes using a
mouse fibroblast cell line stably transfected with human CD40L. The detailed protocol was
described in our previous study.21

Luciferase assay
Effects on HCV replication were determined based on luciferase activity. 100 mM luciferin
potassium salt (Sigma) was added to Huh‐7 ET cells and incubate for 30 min at 37°C.
Luciferase activity was quantified using a LumiStar Optima luminescence counter (BMG
LabTech, Offenburg, Germany).

miR‐122 reporter assay
pMiR‐Luc reporter vector expressing firefly luciferase gene incorporated with a unique miR‐
122 target site at its 3’UTR was purchased from Signosis, Inc. (Sunnyvale, CA, USA). 293T
cells were transfected with the plasmid and treated with concentrated Huh7‐CM or control
medium for 24h. Luciferase activity was measured as described above.

Lentiviral vectors, conditioned medium (CM) and RNAi transfer experiments
Lentiviral vectors LV‐shCD81 and LV‐shNS5b, were constructed and produced as previously
reported.8 LV‐shNS5b contains expression cassettes of shRNA targets the viral NS5b region
(GACACUGAGACACCAAUUGAC 6367‐6388). LV‐shCD81 targets human and mouse CD81
mRNA (GGAUGUGAAGCAGUUCUAU). Lentiviral vector expressing miR‐122 (LV‐miR‐122) was
constructed by cloning of the precursor sequence of mature miR‐122 amplified by PCR from
human genomic DNA. A third‐generation lentiviral packaging system pND‐CAG/GFP/WPRE
was used to produce high‐titer VSV‐G‐pseudotyped lentiviral vectors in 293T cells. Vector
supernatants were removed 36 and 48 hr post transfection, passed through a 0.45

m filter

and concentrated 1000‐fold by ultracentrifugation. Concentrated virus stocks were titrated
using 293T cells 24h after infection, with transduction efficiency based on the number of
GFP‐positive cells as determined by flowcytometry (FACSCalibur; BD BioSciences, Mountain
View, CA, USA) after 72 hours. Vector concentration was determined in 293T cells based on
the number of GFP‐positive cells as determined by flowcytometry. CD81 expression was
determined using flowcytometry by staining with phycoerythrin (PE) conjugated mouse anti‐
human CD81 monoclonal antibody (BD Pharmingen, San Diego, USA). Mouse IgG1 was used
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as isotype‐matched control antibody (BD Pharmingen). Effects of RNAi on CD81 expression
was determent by flowcytometry.
Huh7 cells were cultured with normal culture medium. When cultures reaching 60‐70%
confluence, cells were un‐transduced or transduced by LV‐shCD81, LV‐shNS5b or LV‐shCon
for 6 hrs, washed three times with PBS and subcultured in normal medium for more than 8
days. Conditioned medium (CM) was collected after the second refreshment of the culture
medium. To generate CM specifically containing miR‐122, 293T cells were transduced with
LV‐miR‐122 or control lentiviral vector (LV‐CTR). After overnight transduction, 293T cells
were washed three times and cultured for up to 8 days. The CM from 293T was prepared
using fresh culture medium and collected after 48 hrs. All CM were centrifuged at 4 000 rpm
for 30 min to remove cell contaminants. Concentrated CM (approx. 25‐ to 100‐fold) was
prepared using ultrafiltration units with a 3‐kDa cutoff membrane (Millipore, Bedford, MA,
USA). Huh7 cells were treated with conditioned medium for 48 hrs at 1:1 dilution.

Cell co‐culture experiments
To generate stable shRNA integrated cell lines, naïve Huh7 cells were transduced with the
lentiviral vectors and were expanded in culture for at least 8 days before using in
experiments. Co‐culture experiments were performed for 48 hrs in 96‐well culture plates,
with 20 000 Huh7‐ET HCV replicon cells per well mixed with 20 000, 10 000 or 2 000 control
LV‐shRNA or LV‐shNS5b transduced Huh7 cells. HCV replication was determined by
luciferase activity. Co‐culture with control (parental) Huh7 cells had no effect on HCV
replication/luciferase activity and did not effect Huh7‐ET cell proliferation at any condition,
as measured by CFSE dilution assays.
Similarly, primary human B cells were also transduced with LV‐shRNA or LV‐shNS5b
vector to generate stable shRNA donor cells. Co‐culture experiments were performed by
mixing with Huh7‐ET cells.

RNA transfer experiments in mice
Immunodeficient NOD/SCID mice (Charles River Laboratories, Wilmington, MA, USA) aged 3‐
4 weeks were used. The use of animals was proved by the institutional animal ethics
committee at Erasmus Medical Center Rotterdam. Mice were engrafted with 0.5 × 106 Huh7‐
shCD81 (four mice) or Huh7‐shCon (seven mice) cells injected intrasplenic. Cell
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transplantations and surgical procedures were performed under 1.5% isoflurane inhalation
anaesthesia and a prophylactic antibiotic was given. Two and half weeks after engraftment,
mice were sacrificed and liver tissue obtained for analysis. To demonstrate cell‐free transfer
of small RNA, NOD/SCID mice were intravenous injected with 200 µL of 100‐fold
concentrated shCD81‐CM or shCon‐CM every two days for three times (four animals per
group). After 6 days, mice livers were procured, dissociated by collagenase digestion22 and
analyzed for CD81 expression by flowcytometry.

Exosome purification and electron microscopy imaging
Exosomes were prepared from the supernatant of Huh7 cells by differential centrifugation.
Briefly, supernatant was centrifuged at 3 000 g for 20 min to eliminate cells and at 10 000 g
for 30 min to remove cell debris. Exosomes were pelleted by ultracentrifugation (Beckman
SW28) at 64,047 g for 110 min followed by a sucrose gradient isolation at 100 000 g
(Beckman SWTi60). For uptake experiments, 0.1% Rhodamine C18 solution was added to the
sucrose before centrifugation. For electron microscopy, exosomes were visualized by
negatively staining using uranyl acetate.

Exosome uptake and RNAi transfer
For visualization of exosome uptake, Huh7 cells were seeded on glass cover slips. Rhodamine
labeled exosomes were added to live cells on coverslips in heated‐chamber (37°C) and
uptake was measured real‐time using confocal microscopy (Zeiss LSM510META). To
determine the kinetics of exosome uptake, images were taken every minute for 45 minutes.
Paraformaldehyde (PFA)‐fixed cells served as control to exclude passive transfer of
Rhodamine by exosome cell‐fushion. In order to specify the subcellular localization of
exosomes, nuclear staining using the Hoechst dye were performed. In these experiments,
only two time points were measured, 1 and 30 min after adding exosomes. This is to avoid
cytotoxicity of Hoechst induction by the laser and decay of the nuclear staining.
RNAi transfer by purified exosomes was tested by treating Huh7‐ET cells with shNS5
containing exosomes for 48h and viral replication was measured based on luciferase activity.
Similarly, Huh7 cells were treated with shCD81‐containing exosomes for 48h and CD81 cell
surface expression was quantified by flowcytometry.
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Mass spectrometric analysis
Two batches of purified exosomes were subjected to mass spectrometry at the Erasmus MC
Proteomics Center. Briefly, 1D SDS‐PAGE gel lanes were cut into 2‐mm slices using an
automatic gel slicer and subjected to in‐gel reduction with dithiothreitol, alkylation with
iodoacetamide and digestion with trypsin (Promega, sequencing grade), essentially as
described by Wilm et al.23 Nanoflow LC‐MS/MS was performed on an 1100 series capillary LC
system (Agilent Technologies) coupled to an LTQ‐Orbitrap mass spectrometer (Thermo)
operating in positive mode and equipped with a nanospray source. Peptide mixtures were
trapped on a ReproSil C18 reversed phase column (Dr Maisch GmbH; column dimensions 1.5
cm × 100 µm, packed in‐house) at a flow rate of 8 µl/min. Peptide separation was performed
on ReproSil C18 reversed phase column (Dr Maisch GmbH; column dimensions 15 cm × 50
µm, packed in‐house) using a linear gradient from 0 to 80% B (A = 0.1 % formic acid; B = 80%
(v/v) acetonitrile, 0.1 % formic acid) in 70 min and at a constant flow rate of 200 nl/min using
a splitter. The column eluent was directly sprayed into the ESI source of the mass
spectrometer. Mass spectra were acquired in continuum mode; fragmentation of the
peptides was performed in data‐dependent mode. Peak lists were automatically created
from raw data files using the Mascot Distiller software (version 2.3; MatrixScience). The
Mascot search algorithm (version 2.2, MatrixScience) was used for searching against a
customized database containing all IPI_human protein sequences (release 2010_09). The
peptide tolerance was typically set to 10 ppm and the fragment ion tolerance was set to 0.8
Da. A maximum number of two missed cleavages by trypsin were allowed and
carbamidomethylated cysteine and oxidized methionine were set as fixed and variable
modifications, respectively. The Mascot score cut‐off value for a positive protein hit was set
to 65. Individual peptide MS/MS spectra with Mascot scores below 40 were checked
manually and either interpreted as valid identifications or discarded. Typical contaminants,
also present in immunopurifications using beads coated with pre‐immune serum or
antibodies directed against irrelevant proteins were omitted from the table.

RNA isolation and real‐time RT‐PCR analysis
Total RNA was extracted using the miRNeasy mini kit according to manufacturer’s
instructions (Qiagen, Hilden, Germany). Mouse liver tissues were mechanically disrupted and
lysed using Trizol (Invitrogen–Gibco). RNA was quantified using a Nanodrop ND‐1000
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(Wilmington, DE, USA). cDNA was prepared from 1 µg total RNA using a iScript cDNA
Synthesis Kit from Bio‐Rad (Bio‐Rad Laboratories, Stanford, CA, USA). The cDNA of mouse
CD81, TBP, CyB, and GAPDH were quantified using real‐time PCR (MJ Research Opticon,
Hercules, CA, USA) performed with SybrGreen (Sigma‐Aldrich) according to manufacturer's
instructions. CD81 mRNA levels were normalized to the average level of the three
independent reference genes using the ddCT method. TaqMan‐based real‐time PCR kit for
detection of miR‐122 was purchased from Applied Biosystems and analysis was performed
according to manufacture’s guideline. A customized kit for quantification of small silencing
RNA

was

designed

by

amplification

of

the

antisense

sequence

of

shCD81

(UAGAACUGCUUCACAUCC) using TaqMan‐based real‐time PCR technique ordered from
Applied Biosystems. The assay supposes to preferentially amplify the mature miR‐122 or
siCD81, but possibly also detect the precursors.

Fluorescent immunohistochemistry
Mouse liver tissue was dissected and cryoprotected in 30% sucrose for generation of frozen
sections. Serial 6 μm cryosections were air‐dried for 48 h at room temperature followed by a
washing step with PBS. Sections were fixed with 50% acetone in PBS for 10 min on ice and
blocked in PBS containing 4% fat free milk for 1 h at room temperature. Subsequently,
sections were incubated with Alexa Fluor647 labeled anti‐mouse CD81 antibody (AbD
Serotec, Oxford, UK) at the dilution of 1:100 for 30 min. After three washes, nuclear staining
was achieved by incubating with DAPI (Sigma‐Aldrich) at the dilution of 1:50 for 5 min.
Multiple areas from the mouse liver tissue surrounding nodules of engrafted Huh7 cells were
analyzed by confocal microscopy. The Huh7 nodules were distinguished from liver
parenchyma based on GFP‐positivity and tumor morphology.

Statistical analysis
Statistical analysis was performed by using either matched‐pair nonparametric test
(Wilcoxon signed‐rank test) or the non‐paired, nonparametric test (Mann–Whitney test)
using GraphPad Prism software. P‐values less than 0.05 were considered as statistically
significant.
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Results

Transmission of lentiviral vector‐delivered RNAi targeting HCV receptor or viral genome
We have constructed a lentiviral vector, LV‐shNS5b, which contains both the green
fluorescent protein (GFP) reporter gene and a shRNA targeting the HCV NS5b region, which
encodes the viral RNA‐dependent RNA polymerase. We used a subgenomic HCV replication
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model, based on a Huh7 hepatoma cell line containing the non‐structural sequence of HCV
genome with a luciferase reporter gene (Huh7‐ET), mimicing viral replication without virus
particle production.24 As reported, LV‐shNS5b resulted in a maximum inhibition of HCV
replication of 98% ± 0.5 (mean ± standard deviation, n = 8, P<0.001) at highest transduction
efficiency.8, 25 However at suboptimal transduction efficiency, the percentage inhibition of
viral replication, as measured by luciferase activity, significantly exceeded the percentage of
transduced cells, as measured by GFP expression. For instance, with a transduction efficiency
of 45% GFP the observed inhibition of HCV replication was 58%, suggesting possible
extension of RNAi to non‐transduced cells. Similar results were observed with the LV‐
shCD81, a vector containing GFP and shRNA targeting the HCV receptor CD81. LV‐shCD81
profoundly reduced CD81 cell surface expression in transduced Huh7 cells (mean inhibition
92.9% ± 5.9 SD, n=8, P<0.001), but also significantly reduced CD81 expression in, the non‐
transduced, GFP‐negative cells (30.1% ± 12.9 inhibition, P<0.001) (Fig. 1A). CD81 reduction
was not related to loss of cell viability as dead/permeable cells were excluded from analysis.

Figure 1. Evidence for intercellular functional transmission of small silencing RNAs. (A) Silencing of
CD81 expression by LV‐shCD81 extended to, GFP‐negative, non‐transduced cells. Huh7 cells were
transduced by LV‐GFP containing either a CD81 targeting shRNA (LV‐shCD81) or a scrambled control
shRNA (LV‐shCon). Shown in the upper panel is representative histogram of GFP fluorescence
intensity. Lower panels show flowcytometric analysis of CD81 staining in gated GFP negative (left
panel) and GFP positive (right panel) cells transduced with LV‐shCon (Red line) or LV‐shCD81 (Purple
area). Blue lines show isotype‐matched control staining. The percentages of CD81 positive cells are
indicated. (B) HCV replicon cells (Huh7‐ET) were directly co‐cultured with cells stably expressing
shNS5b (Huh7‐shNS5b) or control shRNA (Huh7‐shCon) or treated with conditioned culture medium
(CM) of these cells. (C) Significant inhibition of HCV replication was observed at a 1:1 and 1:0.5 ratio
of Huh7‐ET with Huh7‐shNS5b as compared to co‐cultures with Huh7‐shCon or untreated cells.
Shown is the mean ± SD of six independent experiments. ** P<0.01 (D) Huh7‐ET replicon cells treated
with shNS5b‐CM (at final concentration 50%), but not shCon‐CM, showed a significantly reduced HCV
replication of 39% ± 12 (n=9, **P<0.01) compared to untreated controls. (E) Huh7‐ET cells were co‐
cultured with primary human B cells stably expressing shNS5b or shCon. (F) Significant reduction of
viral replication was observed when co‐cultured with B cells expressing shNS5b at 1:1 ratio (n=4,
**P<0.01). Such an effect was also confirmed at 1:5 ratio (n=3, *P<0.05), although high density of B
cells appears to cause some non‐specific effects.
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To ensure that the gene silencing effect on GFP negative cells was not due to insensitivity
of GFP detection or silencing of transgenic expression, additional co‐culture experiments
were performed (Fig. 1B). A significant inhibition of HCV replication was observed when
Huh7‐ET HCV replicon cells were co‐cultured with naïve Huh7 cells stably expressing shNS5b
at a 1:1 ratio (51% ± 12 SD, n=6, P<0.01) as compared to Huh7‐shCon co‐cultures and
untreated Huh7 cells (Fig. 1C). A similar effect was observed at a lower ratio of 1:0.5 of
Huh7‐ET and Huh7‐shNS5b cells, but lost significance when co‐culturing at very low ratios
(Fig. 1C). To confirm in primary human cells, B cells were generated from splenocytes and
stably transduced with shRNA vectors (Fig. 1E). Similarly, a robust inhibition of viral
replication was observed in replicon cells co‐cultured with B cells stably expressing shNS5b
at 1:1 (n=4, P<0.01) or 1:5 ratio (n=3, P<0.05) as compared to B cell‐shCon co‐cultures (Fig.
1F).
RNAi transmission has been reported as acting via cell contact‐dependent

20

or

independent15 fashions depending on the models used, although the exact mechanisms
remain largely elusive. Using immunofluorescence microscopy we observed that LV‐shCD81‐
dependent knockdown of CD81 expression in GFP negative cells was not restricted to cells in
direct contact with GFP positive cells, but rather a general pattern of CD81 reduction was
seen (data not shown). To further investigate whether RNAi can be transmitted in the
absence of direct cell‐cell contact, conditioned medium (CM) was prepared from stably
transduced Huh7 cells expressing shCon, shCD81 or shNS5b (Fig. 1B). As shown in Figure 1D,
exposure of Huh7‐ET cells to shNS5b‐CM (at final concentration of 50%) specifically reduced
HCV replication by 39% ± 12 SD (n=9, P<0.01), without transfer of GFP positivity. Treatment
with shCD81‐CM also significantly reduced CD81 expression in Huh7 cells (23.5% ± 5.1
inhibition, n=7, P<0.01). These results suggest that transmission of RNAi is cell‐contact
independent but rather seem to involve the uptake of released silencing RNA components.

Functional transmission of liver abundant miRNA
We further investigated whether such a cell‐contact independent manner of small RNA
transmission also exist for endogenous miRNA. Huh7 cells highly express miR‐122, a liver
abundant miRNA that has been reported to be a crucial positive regulator of HCV replication
and translation.26 We found that cell‐free conditioned medium of Huh7 cells (Huh7‐CM)

168

Chapter 8. Hepatic cell‐to‐cell transmission of RNAi
contained high levels of miR‐122 (data not shown). Concentration of Huh7‐CM (Huh7‐C‐CM)
using ultrafiltration resulted in a 10‐fold increase of miR‐122 levels. The miR‐122 level of
Huh7 cells is more than 200‐fold higher than another hepatoma cell line HepG2 and over
50,000‐fold higher than the embryonic kidney epithelial cell line 293T (data not shown).
Treatment of HepG2 cells with Huh7‐CM or Huh7‐C‐CM significantly increased intracellular
miR‐122 levels by 3‐ to 4‐fold (p<0.01), indicating uptake of miR‐122 from the medium. An
even more pronounced miRNA uptake was observed in 293T cells, leading to about a 20‐ or
1750‐fold elevation of cellular miR‐122 levels after exposure to Huh7‐CM and Huh7‐C‐CM,
respectively (Fig. 2A). The miRNA transfer was also observed in freshly isolated human
peripheral blood mononuclear cells incubation with Huh7‐CM, resulted in approx. 100‐fold
increase in cellular miR‐122 levels (Fig. 2B). To more specifically demonstrate the transfer of
miRNA and to exclude possible induction of miRNA gene expression by other factors present
in conditioned medium, we generated a lentiviral vector specifically expressing the precursor
of miR‐122 (LV‐miR‐122). Conditioned medium were produced from LV‐miR‐122 or control
vector (LV‐shCon) transduced 293T cells. 293T cells naturally expressed very low levels of
miR‐122 and transduction with LV‐miR‐122 (~5% transduction efficiency) resulted in approx.
10‐fold increase of cellular miR‐122 levels. As shown in Figure 2C, miR‐122‐CM but not
shCon‐CM specifically increased the cellular miR‐122 levels in 293T cells by approx. 5‐fold.
Similarly, incubation with miR‐122‐CM increased the cellular miR‐122 levels of the T cell line,
SupT1 cells, by approx. 15‐fold (Fig. 2D). To evaluate the functional consequence of miRNA
transmission, a reporter plasmid expressing luciferase gene coupled with miR‐122
complementary sequence was used to transfect 293T cells. Treatment of concentrated
Huh7‐CM significantly reduced miR‐122 associated luciferase activity compared with either
untreated or control medium treated group (P<0.01) (Fig. 2E), suggesting functional
regulation of target reporter gene expression by transferred miRNA.
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Figure 2. Evidence for intercellular functional transmission of liver abundant miRNA. (A) Uptake of
miR‐122 by 293T cells after exposure to Huh7‐CM or Huh7‐C‐CM. (B) PBMCs from healthy controls,
showing about 100‐fold increase in cellular miR‐122 level after 6 hours of incubation with Huh7‐CM.
(C) To confirm miRNA transfer and rule out the induction of miRNA gene expression by other factors
present in CM, we generated CM of 293T cells either transduced LV‐miR‐122 or LV‐shCon. Treatment
of naïve 293T cells with miR‐122‐CM but not shCon‐CM increased the cellular miR‐122 level by
approx. 5‐fold. (D) Incubation with miR‐122‐CM resulted in about 15‐fold increase of cellular miR‐122
levels in the T cell line, SupT1 cells. Data shown above is the mean ± SD of three or four independent
experiments. (E) Treatment of concentrated Huh7‐CM resulted in significant reduction of miR‐122
related luciferase activity in 293T cells transfected with miR‐122 reporter plasmid, compared with
control medium treated or untreated group. Shown is mean ± SD of three independent experiments
(n=11 replicates in total). **P<0.01.
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Secreted exosomes contain small RNAs and RNA binding proteins
Previous studies have shown that cellular miRNA can be released from cells by secretion of
microvesicles/exosomes.15, 17 To further investigate whether exosomes are involved in the
transfer of small silencing RNA, we purified secreted exosomes from Huh7‐CM or CM of
stably transduced Huh7 cells expressing shCon, shCD81 or shNS5b using density gradient
ultracentrifugation. Figure 3A shows an electronmicrograph of a purified exosome. RT‐PCR
analysis of shCD81‐CM exosomes showed the presence of both miRNA (miR‐122) and
shCD81 (Fig. 3B). Huh7‐CM derived exosomes were analyzed by mass spectrometry to
characterize the protein content. From two independent preparations of exosomes, over
600 common proteins were detected, including the established exosome markers Tsg101,
CD63, CD9, Alix, Flotillin and RAB5.27 Importantly, 56 distinct RNA binding proteins were
present, including ribosomal proteins, serine/arginine‐rich splicing factors, heterogeneous
nuclear ribonucleoproteins, eukaryotic translation initiation factors and proteasome
subunits (Fig. 3C). The presence of RNA binding proteins is consistent with a previous study,
showing exosomes derived of primary rat hepatocytes are highly enriched for nucleotide
binding proteins.28 Relevant to the content of miRNA and siRNA, we identified four proteins
in exosomes which are known to be important for the miRNA pathway and which are
potential binding partners of the small silencing RNA cargo in hepatic exosomes (Fig. 3D). In
particular interesting is the nucleolar phosphoprotein B23, NPM1, which has been recently
shown to specifically protect the degradation of miRNAs.29 RAN, the Ras‐related nuclear
protein, is known for its involvement in nucleo‐cytoplasmic transport. Interestingly, recent
studies have shown that Exportin‐5 mediated nuclear export of pre‐miRNA or shRNA acts in
a Ran–GTP dependent manner.30‐32 Further studies will be required to identify the exact
molecular machinery which is involved in the sorting and packaging of small silencing RNA
into exosomes.
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Figure 3. Exosomes contain small RNAs and RNA binding proteins. Secreted exosomes were purified
from conditioned medium (CM) from Huh7 cells using density gradient ultracentrifugation. (A)
Electronmicrograph imaging shows presence of exosomes in purified fraction. (B) RT‐PCR analysis of
purified exosomes from shCD81‐CM showed the presence of both miRNA and shCD81. Markers
indicate the anticipated amplicon size for miR‐122 and shCD81 No‐template (H2O) and purified
exosomes from shNS5b‐CM served as negative controls. This assay supposes to preferentially amplify
the mature miR‐122 or siCD81, but possibly also detect the precursors. (C) Mass spectrometry was
performed to analyze the protein content of two independent batches of Huh7‐CM derived
exosomes. Using a Mascot cutoff for specificity (Mascot >40), in total over 600 common proteins
were identified including many exosome‐specific proteins. There are 56 proteins are known RNA
binding proteins, including 32 ribosomal proteins. (D) Of the RNA binding proteins, four are known to
be involved in the miRNA pathway and are potentially involved in the selection, sorting and
packaging of small silencing RNA in hepatic exosomes. Shown are protein name, main function and
relative abundance in exosomes indicated by the amPAI value (mean of two samples).
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Figure 4. Exosome‐mediate functional transmission of small silencing RNAs. (A) Dynamic visualization
of rhodamine‐labeled exosome uptake by live Huh7 cells shows intracellular accumulation in viable
cells but not (B) in PFA‐fixed cells. Red staining represents exosomes and blue staining marks the
nucleus. Shown is one of three independent experiments. 800 x magnification. (C) Treatment of
Huh7‐ET replicon cells with purified exosomes derived from shNS5b‐CM significantly reduced viral
replication by 21.6% ± 6.4. (D) Treatment of normal Huh7 cells with purified exosomes derived from
shCD81‐CM resulted in a significant down regulation of CD81 cell surface expression by 24.5 % ± 3.1.
Shown is the mean inhibition ± SD of four independent experiments. *P<0.05.

Transmission of gene silencing is partially mediated by exosomes
To investigate the involvement of exosomes in small RNA transfer, real‐time live cell imaging
was performed with Huh7 cells exposed to fluorescent‐labeled exosomes using confocal
microscopy. Real‐time analysis showed that exosome uptake is rapid and occurs within 45
minute (data not shown). As shown in Figure 4A, ingested exosomes predominantly
accumulate in the cytoplasm or other intracellular compartments but not in the nucleus.
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Exosome uptake was observed in most of the living cells (>80%), but hardly uptake was
observed in PFA‐fixed cells (Fig. 4B), confirming that uptake is an active process. Treatment
of HCV replicon cells with purified exosomes derived from shNS5b‐CM resulted in a
significant reduction of viral replication (mean inhibition 21.6% ± 6.4 SD, n=4, P<0.01) (Fig.
4C). Similarly, treatment of Huh7 cells with exosomes derived from shCD81‐CM resulted in a
significant down regulation of CD81 cell surface expression (24.5 % ± 3.1 reduction, n=4,
P<0.05) (Fig. 4D). These findings confirm that secreted exosomes contain small RNAs,
including miRNA and small silencing RNA, can mediate transmission of functional gene
silencing. In addition, recent studies have suggested the co‐existence of exosome dependent
and independent pathways of small RNA release and transfer.20, 32, 33

Transmission of gene silencing in mouse liver
To explore the evidence for small RNA exchange in vivo, we engrafted Huh7‐shCD81 cells,
stably expressing shRNA targeting mouse CD81, or Huh7‐shCon cells, containing irrelevant
shRNA, in the liver of immunodeficient NOD/SCID mice by intrasplenic injection (Fig. 5A).
Human hepatomas in the mouse liver tissue were visualized based on green fluorescent
protein (GFP) positivity. Mouse liver tissue surrounding nodules of Huh7‐shCon cells showed
comparable CD81 expression (Fig. 5B) as untreated mice (Fig. 5C). Contrary, liver tissue
adjacent to Huh7‐shCD81 nodules showed a marked reduction in CD81 expression (Fig. 5D).
Flowcytometric quantification of mouse‐specific CD81 expression on dissociated liver cells
showed an average reduction of 71.3% on both hepatocytes and non‐parenchymal cells in
Huh7‐shCD81 versus Huh7‐shCon engrafted mice (P=0.002, Fig. 5E). This finding suggests
transfer of RNAi from the human cells to the primary mouse cells in vivo. In order to
determine whether RNAi transfer in vivo is cell‐contact dependent, NOD/SCID mice were
intravenously treated with shCD81‐C‐CM or shCon‐C‐CM (Fig. 5A). At day six, a significant
reduction of CD81 mRNA level was observed in mouse livers by shCD81‐CM treatment
(mean reduction of 31.6% ± 15.6, n=4) as compared to the shCon‐CM controls (n=4, P<0.05)
(Fig. 5F). Consistent with the gene expression levels, an approximate 20% reduction of CD81
cell surface expression was observed in both hepatocytes and non‐parenchymal cell
populations by flowcytometry (Fig. 5G). The gene silencing by shCD81‐CM was comparable
to that of liposome or nanoparticle delivery of siRNA observed in a transgenic mouse model
of HCV or in human tumors.35‐36 Despite earlier reports of hepatotoxicity by adeno‐
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associated vector mediated RNAi,37 we observed no evidence of liver injury by histology or
serum transaminases as a result of shCD81‐CM treatment.

Discussion
From the discovery of RNAi in 199838 to the approval of RNAi therapeutics or RNAi‐based
gene therapy by FDA, the face of its application has been dramatically changing. Much
attention has been received for developing antiviral RNAi against such as HIV39, HBV40 or
HCV6 infection. If RNAi therapies are to be utilized as an effective treatment or prevention of
HCV infection, long‐term, stable siRNA expression needs to be achieved. Raw synthetic
siRNA or plasmid‐encoded shRNA transfections elicit only short‐term silencing, whereas viral
vectors that encode for shRNA can potentially induce long‐term and continuous gene‐
silencing.6 Adeno‐associated viral (AAV) vectors are currently considered the prime
candidate for clinical gene therapy applications, including for the treatment of various liver
diseases. Biotech companies, such as Tacere therapeutics, have pioneered the development
of an AAV‐based anti‐HCV RNAi regimen, termed “TT‐033” (http://www.tacerebio.com).
However, AAV‐mediated expression of shRNA was shown to evoke liver toxicity in mice
ultimately causing death.37 It was suggested that the saturation of endogenous miRNA
processing machinery by overexpressed shRNA is the potential cause,41 but the exact
mechanism remains unclear. Lentiviral vector represents another promising candidate for
clinical RNAi delivery. Although certain lentiviral RNAi systems, such as some commercial
RNAi libraries, express high levels of shRNA and cause disturbance of cellular miRNA
machinery, no significant cell toxicity was observed.42 The lethal toxicity observed by Grimm
et al.37 could be caused by the combination of AAV vector and overexpressed shRNA. Of
note, the lentiviral RNAi vectors used in this study express moderate levels of shRNA without
clear effect on miRNA pathway.42 To overcome the potential toxicity and off‐target issues,
liver‐specific promoters43 or miRNA‐based RNAi constructs44 have been used to generate
safer vectors.
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Although studies have demonstrated the feasibility of combating HIV infection via ex vivo
delivery of lentivral RNAi45, it remains challenge to produce sufficient vectors targeting the
entire liver organ. Virtually for any type of vectors, it is not possible to achieve 100%
transduction efficacy in patients. The phenomenon we described in the current study that
gene silencing could transfer to neighboring non‐transduced cells could indeed potentially
overcome the issue of suboptimal vector transduction to certain extend. Whether it would
be sufficient to silence the virus in the non‐transduced cells solely via the RNAi transmission
route remains questionable. Like HIV46, HCV is prone to develop resistant mutants, if the
antiviral potency is suboptimal. Vector simultaneous delivery of multiple shRNAs targeting
different regions of the virus or combination of targeting host factors could be one solution
to prevent mutagenesis47, since the non‐transduced cells could receive multiple antiviral
shRNAs even though the levels are not so abundant. Like other new antivirals,2‐3 combining
interferon is likely required for RNAi‐based therapy to achieve ultimate success in chronically
infected HCV patients.48

Figure 5. In vivo evidence for transmission of RNAi in mice. (A) Schematic representation of in vivo
experiments with immunodeficient mice. (1) NOD/SCID were either engrafted with control Huh7 cells
expressing irrelevant shRNA targeting NS5b (Huh7‐shCon) or Huh7 cells expressing shRNA targeting
murine CD81 mRNA (Huh7‐shCD81) in the liver. (2) Alternatively, NOD/SCID we injected
intravenously with 200 µl of 100‐fold concentrated cell‐free conditioned medium (CM) from Huh7‐
shCD81 or Huh7‐shCon cells, three times with 48 hours intervals. All groups had four animals.
Confocal immunofluorescence staining using an anti‐mouse CD81‐specific antibody showed normal
CD81 expression (Red fluorescence) in the mouse liver tissue (M) surrounding nodules of Huh7‐
shCon cells (H) (B), comparable to expression in untreated mice (C). (D) Contrary, CD81 expression in
mouse liver tissue (M) surrounding Huh7‐shCD81 cells (H) was markedly reduced. (E) Flowcytometric
quantification of dissociated liver cells showed a significant reduction of CD81 expression in mouse
hepatocytes and non‐parenchymal cells (average reduction of 71.3%, P=0.002) in mice engrafted
with Huh7‐shCD81 (bottom panels) as compared to mice engrafted with Huh7‐shCon (top panels).
GFP positive human cells were gated out and a mouse specific anti‐CD81 antibody was used to
specifically determine mouse CD81 expression. Number indicated the average geometric mean
fluorescence intensity (F) Analysis of liver mRNA showed a significant knockdown of CD81 expression
in mice treated with shCD81‐CM as compared to shCon‐CM treatment. (G) Knockdown of CD81
surface expression was confirmed by flowcytometry in both hepatocyte and non‐parenchymal cell
populations (Approx. 20%). * P<0.05.
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The mechanism of RNAi transmission in plants and invertebrates has been proposed via
direct cell‐to‐cell contact or systemic spreading, although the exact mechanism remains
largely elusive. Rechavi et al. has reported transmission of small RNA between B and T cell
lines in culture occurring in a cell contact‐dependent,20 whereas many others15‐19 described
the secretory transmission pathway involving exosomes in different mammalian cell culture
systems. In this study, we also observed the release and uptake of small RNA‐packed
exosomes by hepato‐like cells. We further performed mass spectrometric analysis to
characterize the protein content of these exosomes. Along with the previous studies
charactering exosmes derived from monocytes49‐50 or hepatocytes28 there appears to be
some cell type specificity. For instance, AGO2, a protein involved in the RNAi machinery, is
detectable in monocytes49‐50 but not hepatocytes‐derived28 exosomes. The differential
enrichment of nucleotide and nucleic acid binding proteins was observed between Huh7 and
primary hepatocytes‐derived exosomes28. Interestingly, we found several proteins present in
our exosomes that potentially contribute to the functional transmission of small RNAs. RAN,
the known nucleo‐cytoplasmic transport, was demonstrated to be involved in Exportin‐5
mediated nuclear export of pre‐miRNA or shRNA.30‐32 The co‐presence of NPM1 that can
specifically protect the degradation of miRNAs29 and TUTase that can potentially edit
miRNAs or shRNAs51 suggests that the process of degradation and modification of small
RNAs can be potentially regulated within the exosmes. Conceivably, both the protein and
RNA content deters the function of transferred exosomes.
In this study, a comprehensive in vitro and in vivo demonstration of RNAi transfer was
achieved by using shRNA donor cells, conditioned medium and purified exosomes. We
assumed that exosmes only partially mediated the transmission of gene silencing and the
other part would be contributed by the secreted small RNAs independent of exosomes.
Consistently, recent study showed that substantial amount of extracellular miRNAs are
associated with Argonautes but not with exosomes.33 Further studies will be required to
identify the exact molecular machinery which regulates the release and uptake functional
small RNAs.
In summary, this study provided in vitro and in vivo evidence that small RNA could be
exchanged between hepatic cells and that this property extended RNAi‐mediated gene
silencing against HCV receptor or viral genome. Exchange of small RNAs, in our models, was
independent of direct cell‐to‐cell contact and appeared to be mediated by the secretory
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pathway partially involving exosomes. Cells stably expressing shRNA, like stem cells, may
represent an effective way for the therapeutic delivery of RNAi in vivo. These findings might
bear relevance for clinical application of RNAi‐based therapy in the treatment of chronic
hepatitis C as well as metabolic and immunomediated liver diseases.52
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Abstract
The current standard interferon‐alpha (IFN‐)‐based therapy for chronic hepatitis C virus
(HCV) infection is only effective in approximately half of the patients, prompting the need for
alternative treatments. RNA interference (RNAi) represents novel approach to combat HCV
by sequence‐specific targeting of viral or host factors involved in infection. Monotherapy of
RNAi, however, may lead to therapeutic resistance by mutational escape of the virus. Here
we proposed that combining lentiviral vector mediated RNAi and IFN‐ could be more
effective and avoid therapeutic resistance. In this study, we found that IFN‐ treatment did
not interfere with RNAi mediated gene silencing. RNAi and IFN‐ act independently on HCV
replication showing combined antiviral activity when used simultaneously or sequentially.
Transduction of mouse hepatocytes in vivo and in vitro was not effected by IFN‐ treatment.
In conclusion, RNAi and IFN‐ can be effectively combined without cross‐interference and
may represent a promising combinational strategy for the treatment of hepatitis C.
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Introduction

The hepatitis C virus (HCV) infection remains a major cause of chronic liver disease with an
estimated 170 million carriers worldwide. The current standard therapy, pegylated
interferon‐alpha (IFN‐) in combining with ribavirin, has achieved substantial success [1, 2].
However, still half of the patients fail to develop a sustained virologic response after this
therapy. To improve treatment outcomes, novel monotherapies or alternative combination
of IFN‐ based therapies are urgently required.
RNA interference (RNAi), the degradation of cognate mRNA by small interfering RNA
(siRNA), has emerged as a novel therapeutic entity for viral infections. Since the HCV
genome is a single‐stranded RNA that functions as both a template for transcription and
template for a negative strand replication intermediate, it is a prime candidate for RNAi [3].
Instead of a 5' cap, the IRES, located at the 5' NCR of the viral genome, plays an essential in
initiating translation [4]. Because of the most conserved sequence within the viral genome,
IRES seems an ideal target for RNAi and indeed several studies have demonstrated inhibition
of HCV replication by targeting this region [5‐7]. HCV replication is mediated by NS5B, an
RNA‐dependent RNA‐polymerase that lacks proofreading abilities. As a result of extremely
high mutation rate (103 per nucleotide per generation) and replication rate (1012 virions per
day) in patients, HCV quasispecies are generated [8]. NS5b region has been shown to be very
effective for RNAi induced suppression of HCV replication [9]. Host cellular factors involved
in the viral entry, such as CD81, Claudin‐1, Occludin, or SR‐B1 could also be candidate targets
for RNAi antiviral therapy [10‐12]. Knockdown of CD81 by RNAi significantly prevented the
binding of Huh7 cells to E2 protein [13]. A definitive proof of the therapeutic value of CD81
in vivo was provided by a recent study showing that treatment with anti‐CD81 antibodies
completely protected human liver‐uPA‐SCID mice from a subsequent challenge with HCV
consensus strains of different genotypes [14].
The success of RNAi in therapeutic application also depends on an efficient delivery
system, which can support long‐term siRNA production and continuous gene silencing.
Integrating self‐inactivating lentiviral vector (LV) can achieve this criterion by encoding small
hairpin RNA (shRNA), a precursor of siRNA that is cleaved into biologically active siRNA by
host cell enzyme, Dicer[15, 16].
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Similar to existing antiviral monotherapies, a new monotherapy based on a single RNAi
target will likely fail due to the development of resistance. HCV can potentially overcome the
antiviral effects of RNAi through several mechanisms, including genomic diversity,
mutational escape and attenuation of RNAi machinery [17‐20]. RNA viruses like HIV and HCV
are highly adaptive in this context and mutational escape from therapy has been
documented against single RNAi treatments [18, 21]. Thus, a combined strategy would be
necessary for eliminating HCV infection. Previous studies reported by our group and others,
have shown that simultaneously targeting both viral and host cell elements by RNAi could
increase the potency of antiviral therapies[13, 21‐23]. IFN‐ possesses indirect antiviral
activity by stimulating genes that can lead to a non‐virus‐specific antiviral response, whereas
RNAi can directly interfere with viral entry and replication through targeting viral RNA
genome or mRNA of cellular factors. Based on their complementary antiviral mechanisms,
we propose that combining RNAi with IFN‐ may prevent therapeutic resistance and exhibit
enhanced antiviral activity. Moreover, the additional combination of ribavirin to RNAi and
IFN‐ may further improve the therapeutic effects in the treatment of chronic hepatitis C.
To date, very little is known about the interaction of exogenous IFN‐

with lentiviral

vector delivery and the anti‐viral action of RNAi. Reports have suggested that the
administration of lentiviral vectors to mice triggers a rapid and transient type I IFN response
(i.e. IFN‐ and IFN‐). In animals that lack the capacity to produce type I IFN, dramatic
increases in transduction to hepatocytes were seen, indicating that endogenous IFNs may
interfere[24].
In the current study, we investigated the effect of combining lentiviral mediated RNAi
with IFN‐ in an in vitro HCV replication model. The results indicate that IFN treatment does
not affect the transduction efficiency of hepatocytes in vitro and in vivo. Moreover, IFN did
not interfere with RNAi mediated knockdown of host cell target genes, including CD81, and
showed combined antiviral activity with shRNAs directed against the HCV genome. The
combined efficacy of RNAi and IFN‐

may provide new opportunities for highly effective

antiviral therapy for hepatitis C.
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Materials & Methods
Cell culture
Cell monolayers of the human embryonic kidney epithelial cell line HEK293 and human
hepatoma cell line Huh7 and Huh6 were maintained in Dulbecco’s modified Eagle medium
(DMEM) (Invitrogen–Gibco, Breda, The Netherlands) and complemented with 10% v/v fetal
calf serum (Hyclone, Logan, Utah), 100 IU/ml penicillin, 100 mg/ml streptomycin, and 2mM
L‐glutamine (Invitrogen–Gibco) (cDMEM). Huh7 cells containing a subgenomic HCV
bicistronic replicon (I389/NS3‐3V/LucUbiNeo‐ET, Huh7‐ET) were maintained with 250 g/ml
G418 (Sigma, Zwijndrecht, The Netherlands).[25]

Construction and production of lentiviral vectors (LV)
The vectors, LV expressing Green Fluorescent Protein (LV‐GFP), LV‐shCD81, LV‐shIRES and
LV‐shNS5b containing shRNA cassettes were constructed and produced as previously
reported [13]. LV‐shIRES targets HCV IRES region (AGGUCUCGUAGACCGUGCA 321‐340). LV‐
shNS5b targets the viral NS5b region (GACACUGAGACACCAAUUGAC 6367‐6388). LV‐shCD81
targets human CD81 mRNA (GGAUGUGAAGCAGUUCUAU 594‐614). Briefly, a third‐
generation lentiviral packaging system pND‐CAG/GFP/WPRE containing shRNA expression
cassette targeting HCV IRES, NS5b region or viral receptor CD81 was used to produce high‐
titer VSV‐G‐pseudotyped lentiviral vectors in HEK293 cells. Vector supernatants were
removed 36 and 48 hr post transfection, passed through a 0.45

M filter, and concentrated

1000‐fold by ultracentrifugation. Plasmid SHC005 containing both shGFP cassette and
puromycin selectable marker was obtained from Erasmus Center for Biomics (Rotterdam,
The Netherlands). LV‐shGFP was produced in the third‐generation lentiviral packaging
system as mentioned above.

In vitro LV transductions, GFP and CD81 analysis
Concentrated LV stocks were titrated using HEK293 cells 24h after infection, with
transduction efficiency based on the number of GFP‐positive cells as determined by
flowcytometry (FACSCalibur; BD BioSciences, Mountain View, CA, USA). Transduction
efficiency of LV‐GFP in the presence of IFN‐ was tested using this method in Huh7 cells 3
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days post‐infection. Transduction efficiency of LV‐shIRES and LV‐shNS5b in Huh7‐ET cells was
also tested by this method. Pegylated IFN‐ 2a (dissolved in water) was provided by Roche
Ltd (Basel, Switzerland). CD81 expression was determined using flowcytometry by staining
with phycoerythrin (PE) conjugated mouse anti‐human CD81 monoclonal antibody (BD
Pharmingen, San Diego, USA). Mouse IgG1 was used as isotype‐matched control antibody
(BD Pharmingen).

In vivo LV transductions in mice
11‐week‐old female NOD/LtSz‐scid/scid (NOD/SCID) mice were injected intravenously with
suboptimal dose of LV‐GFP (5 x 106 transducing units in 0.25 ml PBS) in the tail vein. Three
mice were injected subcutaneously with pegylated IFN‐2b (Intron A, Schering‐Plough,
Kenilworth, NJ) at six hours before and 72 hours after intravenous administration of LV‐GFP.
The dose of peg‐IFN‐ per injection was 30

g/kg body weight, as previously described [26].

Two mice were injected with vector alone and one animal served as negative control. After
seven days, mice were sacrificed and livers were harvested. Mouse liver tissue was digested
by collagenase type IV (Sigma, Zwijndrecht, The Netherlands) for 30 min at 37ºC in order to
generate a single‐cell suspension. Transduction efficiency was determined by the percentage
of GFP‐positive hepatocytes using flowcytometric analysis (FACSCalibur, BD BioSciences).

Luciferase assay
100 mM luciferin potassium salt (Sigma) was added to Huh7‐ET cells and incubate for 30 min
at 37ºC. Luciferase activity was quantified using a LumiStar Optima luminescence counter
(BMG LabTech, Offenburg, Germany).

Statistical analysis
Statistical analysis was performed by using either matched pair nonparametric test
(Wilcoxon signed‐rank test) or the non‐paired, nonparametric test (Mann–Whitney test)
(GraphPad Prism software). P‐values less than 0.05 were considered as statistically
significant.
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Results
Potent inhibition of HCV replication by lentiviral vector mediated RNAi
A subgenomic replicon cell line (Huh7‐ET), containing HCV non‐structural sequences and a
luciferase reporter gene[25, 27], was used to determine the anti‐viral potency of IFN‐ and
RNAi (Fig. 1A). HCV replication was monitored by measuring luciferase activity. Robust
reduction of luciferase activity (97 ± 2% inhibition, mean ± SD, n = 9) was observed from 2.5
to 100 IU/ml of IFN‐.
LV‐shNS5b vector containing both GFP and shRNA targeting HCV NS5b sequence was
tested. Huh7‐ET treated with increasing dose of LV‐shNS5b resulted in higher levels of
transduction efficiency and inhibition of HCV replication as monitored by GFP reporter gene
expression and luciferase activity, respectively. Maximum inhibition of HCV replication was
observed at MOI of 20 and 25 by 98 ± 3% (mean ± SD, n = 6) (Fig. 1B). The results indicate
that RNAi mediated inhibition of HCV replication can be as effective as IFN‐ in Huh7‐ET
model.

Figure 1. Inhibition of HCV replication by IFN‐ or LV‐shNS5B. (A) Huh7‐ET replicon was used for
testing HCV replication by monitoring luciferase activity. IFN‐ treatment inhibits viral replication
in a dose‐dependent manner. Profound reduction of luciferase activity (97 ± 2% inhibition, mean ±
SD, n = 9) was observed from 2.5 to 100 IU/ml concentration of IFN‐. (B) LV‐shNS5b contains both
GFP reporter gene and shRNA targeting HCV were tested. Huh7‐ET treated with increasing dose of
LV‐shNS5b resulted in higher levels of transduction efficiency and inhibition of HCV replication,
monitored by GFP positive population and luciferase activity respectively. Maximum inhibition of
HCV replication was observed at high dose (20 or 25 MOI) by 98 ± 3% (mean ± SD, n = 6). *P<0.01
(Wilcoxon test) significantly different from untreated conditions.
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Figure 2. Effect of exogenous IFN‐on lentiviral vector transductions in vitro and in mice. (A) LV‐GFP
vector expressing GFP under control of CAG promoter was used for transduction of Huh7 cells. (B)
Representative histogram of GFP expression determined by flowcytometry of control cells and
transduced cells three day after culture. (C) No significant (P>0.05) differences of transduction
efficiency, compared with non‐treated control group, were observed with 1, 10 or 100 IU/ml of IFN‐
for high (9 MOI), intermediate (3 MOI) and low (1 MOI) vector concentrations. Shown is the mean ±
SD of four independent experiments. MOI, Multiplicity Of Infection. (D) Mice treated with exogenous
IFN‐ 6h before and 3 days after administration of LV‐GFP (subotimal dose: 5 x 106 transducing
units) showed comparable transduction efficiency in the liver (1.7 to 4.1% transduced hepatocytes),
compared with the group injected with vector only (2.1 and 4.7% transduced hepatocytes).
Percentage of GFP‐positive cells was indicated in the FACS picture for each individual mouse.
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Exogenous IFN‐has no negative impact on lentiviral transduction in vitro and in vivo
To address whether exogenous IFN‐has a negative impact on lentiviral transduction, a
vector transduction assay was performed by infecting Huh7 cells with LV‐GFP vector (Fig. 2A)
in the absence or presence of 1, 10 or 100 IU/ml of IFN‐. At day 3, transduction efficiency
was assessed by flowcytometry for GFP positive cells (Fig. 2B). When compared with non‐
treated control group (93 ± 2%, mean ± SD, n = 4), 1, 10 or 100 IU/ml concentration of IFN‐
 had no significant effect on vector transduction at MOI of 9 (97 ± 0.4%, 97 ± 0.9% and 93
± 4%, respectively; P >0.05). Similar results were observed at medium (3 MOI) and low (1
MOI) vector concentrations (Fig. 2C). Also pretreatment of cells with IFN‐ for 24 h did not
influence vector transduction (data not shown).
To further investigate the effects of exogenous IFN‐ on lentiviral transductions in vivo,
mice were treated with peg‐IFN‐ six hours before and 72 hours after to intravenous
administration of LV‐GFP. As shown in Fig. 2D, there was no significant effect of peg‐IFN‐
treatment on vector transduction in mice livers (1.7 to 4.1% transduced hepatocytes)
compared to untreated transduction group injected with vector only (2.1 and 4.7%
transduced hepatocytes).

Figure 3. IFN‐ does not interfere with RNAi‐mediated knockdown of GFP. (A) LV‐shGFP vector
containing a shGFP cassette driven by U6 promoter were used. (B) Control (Huh7) and stable GFP
expressing cell line (Huh7‐GFP) were treated with LV‐shGFP. GFP expression was measured by
flowcytometry three days post‐ transductions, clearly showing inhibition of GFP expression by LV‐
shGFP in Huh7‐GFP cells. (C) Shown is the relative GFP expression based on the mean fluorescence
intensity. LV‐shGFP significantly inhibited GFP expression by 74.7 ± 2.6% (P<0.01) and treatment of 1,
10 or 100 IU/ml of IFN‐ did not interfere with the knockdown by LV‐shGFP. Shown is the mean ± SD
of three independent experiments (*P<0.01).
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IFN‐ does not interfere with RNAi mediated host gene silencing
In the setting of combining RNAi with IFN‐, a critical concern would be the influence of
exogenous IFN‐ on RNAi gene silencing efficiency. To evaluate this issue, a lentiviral vector
expressing shRNA to target report gene GFP (LV‐shGFP; Fig. 3A) was produced and gene‐
silencing efficacy was determine in the absence or presence of IFN‐ . First, a stable GFP
expressed cell line (Huh7‐GFP) was created by infecting naive Huh7 cells with LV‐GFP and
expanded for several passages. Huh7‐GFP cells were treated with LV‐shGFP with or without
IFN‐. LV‐shGFP significantly inhibited GFP mean fluorescence intensity in Huh7‐GFP cells
(Fig. 3B), by 74.7 ± 2.6% (mean ± SD, n=3, P < 0.01). Treatment of 1, 10 or 100 IU/ml IFN‐
did not significantly interfere with LV‐shGFP mediated GFP knockdown (79.1 ± 1.9%, 79.5 ±
1.4% and 74.9 ± 10%, respectively, P>0.05) (Fig. 3C).
To further confirm these findings, LV‐shCD81 was used to target HCV entry receptor
CD81. The LV‐shCD81 vector contains a GFP reporter gene to track transduction efficiencies
(Fig. 4A). CD81 knockdown was determined by flowcytometry based on the GFP positive
population (Fig. 4B, C). LV‐shCD81, compared with LV‐GFP control vector, significantly
reduced CD81 expression by 90.8 ± 8.1% (mean ± SD, n=3, P<0.01). Importantly, knockdown
of CD81 in Huh7 cells dramatically reduced infection by the JFH1‐derived infectious HCV
particles (Fig. 4D). As shown in Fig. 4E, LV‐shCD81 retained robust gene silencing efficacy in
the IFN‐ (1, 10 or 100 IU/ml) treatment groups (83.9 ± 12.9%, 87.2 ± 9.6% and 84.3 ±
11.6%, respectively). Similar results were obtained using other hepatoma cell line, Huh6
(data not shown). Taken together, these results indicate that exogenous IFN‐ does not
interfere with RNAi mediated gene silencing.
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Figure 4. IFN‐ does not interfere with RNAi‐mediated silencing of CD81. (A) LV‐shCD81 vector
containing a GFP reporter gene and shRNA targeting CD81 was used to transduce Huh7 cells. LV‐GFP
vector without shRNA cassette was used as control. (B) Three days after transfection, GFP positive
transduced cells were gated to determine CD81 expression. (C) Representative CD81 expression
histogram of GFP positive cells is shown. Isotype‐matched control antibody staining of LV‐shCD81
cells was included as negative control. (D) Knockdown of CD81 in Huh7 cells profoundly reduced HCV
infection. Three days after LV‐shCD81 transduction, Huh7 cells were exposed to JFH1‐derived
infectious HCV particles for 6 hours. Three days after infection, the LV‐shCD81 treated cells showed a
clear reduction in intracellular viral RNA levels as determined by quantitative RT‐PCR. (E) Relative
CD81 expression was calculated based on mean fluorescence intensity. LV‐shCD81 significantly
reduced CD81 expression by 90.8 ± 8.1% (P<0.01), compared to LV‐GFP cells. LV‐shCD81 retained
robust gene silencing efficacy at different concentrations of IFN‐. Shown is the mean ± SD of three
independent experiments (*P<0.01).

Simultaneous and sequential combined anti‐viral activity of IFN‐ and RNAi
The finding that IFN‐ did not affect transduction efficacy and gene silencing prompted the
question whether IFN and RNAi have combined anti‐viral effects on HCV replication. As
shown in Fig. 1B, LV‐shNS5b has potent anti‐viral activity. Combination of low dose IFN‐(<1
IU/ml) with low vector dose (MOI ≤ 5) resulted in a significant enhanced anti‐viral effect (Fig.
5A). For example, combination of 1 MOI vector with 0.9 IU/ml IFN‐ showed 92.1 ± 8.1%
(mean ± SD, n = 6, P<0.01) inhibition versus 72.2 ± 9.4% with vector alone or 71.5 ± 4.1%
with IFN‐ alone. Real‐time quantative PCR confirmed the results in this group of treatments
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(data not shown). At high dose vector (MOI ≥ 10) inhibition of HCV replication was nearly
complete and, therefore, no significant combinational effect with IFN could be observed.

Figure 5. Enhanced inhibition of HCV replication by simultaneous treatment with IFN‐ and RNAi. (A)
The structure and action of LV‐shNS5b on HCV replication have been shown in Fig. 1B. The
combination of low dose IFN‐ (< 1 IU/ml) with low dose vector (≤10 MOI) resulted in enhanced anti‐
viral effects. For example, combination of 1 MOI vector with 0.9 IU/ml IFN‐ showed 92.1% ± 8.1
inhibition, versus 72.2% ± 9.4 with vector alone or 71.5 ± 4.1% with IFN‐ alone (mean ± SD, P<0.01).
Also with 5 MOI a significant combinational effect was observed (P <0.05), but at higher MOIs
inhibition of HCV replication was nearly complete and no significant additive effect of IFN‐ was
observed. (B) LV‐shIRES vector containing GFP reporter gene and shRNA targeting HCV IRES was used
to transduce Huh7‐ET cells. Increasing dose of LV‐shIRES resulted in higher levels of transduction
efficiency and inhibition of HCV replication, shown by GFP positivity and luciferase activity,
respectively. (C) Combining low dose IFN‐ with LV‐shIRES resulted in enhanced inhibition of HCV
replication at each combined condition. Shown is the mean ± SD of six independent experiments
(*P<0.05).

In order to more clearly show the combined antiviral effect of IFN‐ and RNAi, a less
potent vector containing both GFP and shRNA targeting HCV IRES, was used (Fig. 5B). Huh7‐
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ET treated with increasing dose of LV‐shIRES vector resulted in higher levels of transduction
efficiency and inhibition of HCV replication, monitored by GFP positive population and
luciferase activity, respectively. There was a clear threshold for the level of HCV silencing
observed at vector dose of MOI 20 and higher (Fig. 5B). Similar to the results with LV‐shNS5B
vector, a combination of low dose IFN‐ with LV‐shIRES resulted in enhanced inhibition of
HCV replication at each combined condition. For example, the combination of LV‐shIRES
(MOI 20) with 0.9 IU/ml IFN‐ enhanced inhibition of HCV replication to 86.8% ± 3.4
compared to vector alone (56.4%, n = 6, P<0.001) or IFN‐ alone (72.5%, P<0.05) (Fig. 5C).
Real‐time quantative PCR confirmed the results in this group of treatments (data not
shown).
To further investigate this combined antiviral activity, Huh7‐ET cells were sequentially
treated with IFN‐

and RNAi. Cells were treated with suboptimal dose of IFN‐ (0.5 IU/ml)

for 24 hours followed by a secondary treatment with either LV‐shNS5b or again with IFN‐
. As shown in figure 6A, cells were more sensitive to subsequent treatment with RNAi
than to re‐treatment with IFN‐. Maximal inhibition of HCV replication with IFN‐ was 81.3%
± 1.3 (n = 7) versus 98.2% ± 0.2 inhibition (n = 6) with LV‐shNS5b (P<0.001). This indicates
that HCV treated with IFN‐ remains sensitive to RNAi, more so then to additional IFN‐.
Conversely, treatment of LV‐shIRES led to partial inhibition of viral replication and was more
sensitive to secondary treatment with IFN‐ than re‐treatment of the same vector (Fig. 6B).
At 48h after the initial treatment of LV‐shIRES, additional treatment of IFN‐ (0.9 IU/ml)
resulted in 96.0% ± 0.6 inhibition of viral replication versus 75.1% ± 3.7 inhibition after re‐
treatment with LV‐shIRES (n = 6, P<0.001).
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Figure 6. Subsequential treatment of IFN‐ and RNAi reciprocally enhances inhibition of HCV
replication. (A) Huh7‐ET cells were treated with low dose (0.5 IU/ml) of IFN‐ 24 hrs after which
medium was replaced and cells were treated a second time for an additional 86hrs. Secondary
treatment with IFN‐ resulted in a maximum inhibition of 81.3% ± 1.3 (n = 7, P<0.001) from t= 42hr
onward. However, subsequently switching IFN‐ to LV‐shNS5b resulted in a significantly greater
inhibition of viral replication (98.2% ± 0.2 inhibition, n = 6, P<0.001). In Huh7‐ET cells without
secondary treatment HCV replication was partially restored to approx. two‐third of baseline levels at
two days after switching. (B) Conversely, Huh7‐ET cells primarily treated with LV‐shIRES were more
sensitive to a secondary treatment with IFN‐ than re‐treatment with the same LV‐shIRES vector.
Secondary treatment with 0.9 IU/ml IFN‐ resulted in profound inhibition of viral replication (96% ±
0.6 inhibition at t=96h, n = 6, P<0.001) as compared to secondary treatment with vector (75.1 % ± 3.7
inhibition, n = 6). In Huh7‐ET cells without additional treatment HCV replication was (66.4 % ± 5.4
inhibition, n = 6). Overall these findings indicate that cells treated with IFN‐are more sensitive to
subsequential treatment with RNAi than re‐treatment with IFN‐. Equally, cells treated with RNAi are
more sensitive to subsequential treatment with IFN‐ than re‐treatment with RNAi.
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Taken together, these results indicate that RNAi and IFN‐ act independently on HCV
replication and that combination of these agents resulted in an enhanced anti‐viral effect.
Furthermore, IFN‐ and RNAi appear complementary suggesting that viral resistance to
treatment of IFN‐ remains sensitive to treatment with RNAi and, reversely, that viral
resistance to RNAi remains sensitive to inhibition by IFN‐.

Discussion

Peg‐IFN‐ in combination with ribavirin is currently the standard therapy for chronic HCV
leading to a sustained viral response in approximately half of patients with the common
genotypes [28]. In order to improve treatment outcomes and to provide opportunities to
treat previous non‐responders, it is urgent to exploit alternative therapies. RNAi represents
as a novel anti‐viral strategy that could be effective for HCV. To be applicable in therapeutic
setting, it is critical that RNAi induces long‐term and stable gene silencing. Since integrating
lentiviral vectors have shown great advantages in transgenic delivery [29], third‐generation
LV are currently the best option for stable shRNA delivery. We found that LV and RNAi can
be applied in combination with IFN‐ without effecting transduction to hepatocytes or
interfering with RNAi‐mediated gene silencing.
The action of RNAi technology is clearly different from conventional anti‐viral
compounds. Particularly when delivered by a HIV derived lentiviral vector, the first concern
would be whether the vector itself could have complicated interaction with innate immune
system, especially IFN response. The induction of an endogenous IFN‐response by shRNA
expressing vectors is dependent on the cell type and the sequence. Studies have
demonstrated that human dendritic cells can mount an IFN response after exposure to wild‐
type HIV or lentiviral vectors [30‐32]. To our knowledge, our current study is the first report
on the effect of exogenous IFN‐on lentiviral transduction and RNAi. A recent study has
shown that lentiviral vector triggers a type I interferon (IFN‐/) response that restricts
hepatocyte gene transfer and promotes vector clearance in mice [24]. These mouse
experiments contradict our experiment in NOD/SCID mice where no negative effect of
exogenous peg‐IFN‐ treatment was observed on transduction of hepatocytes (Fig. 2D). Also
previous studies by others [33, 34] and our group [13] showed no in vitro evidence of
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endogenous type I interferon responses after transduction with lentiviral vectors. The fact
that exogenous IFN‐ does not have an apparent impact on LV transductions, makes a
combined approach feasible.
In the setting of combining RNAi with IFN‐, the most critical issue would be the
influence of exogenous IFN‐ on gene silencing efficiency. This study has clearly shown that
IFN‐ does not have significant negative effects on RNAi mediated silence of both GFP report
gene and native host gene CD81. Down regulation of viral‐binding co‐receptor CD81
expression was previously shown to reduce HCV E2 envelope binding [35]. Now we (Fig. 4D)
and others [36] have shown RNAi mediated reduction of CD81 also inhibit infection of
replication competent HCV virus, JFH1. Therefore, it is conceivable that lentiviral mediated
RNAi has the potential not only to inhibit viral replication, but also to prevent infection. Most
importantly, a simultaneous combination of IFN‐ with RNAi directly targeting viral genome
(IRES or NS5b region) significantly enhanced their individual anti‐viral effects. Furthermore,
IFN‐ and RNAi clearly acted complementary shown by the fact that cells treated with IFN‐
were more sensitive to subsequent treatment with RNAi than to re‐treatment with IFN‐.
Conversely, treatment of LV‐shIRES led to partial inhibition of viral replication and was more
sensitive to secondary treatment with IFN‐ than re‐treatment of the same vector (Fig. 6B).
These findings could suggest that HCV that develops resistance to treatment with IFN‐
would still be sensitive to RNAi therapy and, reversely, that potential viral resistance
developed against RNAi would still be susceptible to inhibition by IFN‐.
Owing to the high risk of escape and resistance development, combination of RNAi with
IFN‐ may be necessary to completely cure HCV infection by attacking the virus in two
distinct ways. In particular, this approach possesses unique advantages in preventing and
treating HCV recurrence after liver transplantation. Lentiviral mediated RNAi could be used
to modify a donor graft and prevent or slow HCV recurrence after transplantation;
meanwhile, low dose IFN‐ can be used to systemically treat HCV enhancing the therapeutic
effects of both. Additional combinations with ribavirin are conceivable in order to further
enhance therapeutic effects. Our preliminary results show that ribavirin has no negative
effects on the action of RNAi (data not shown).
In conclusion, in this study we found that exogenous IFN‐ had no significant negative
influence on lentiviral transduction. In the presence of IFN‐, RNAi‐mediated gene
knockdown was unaffected and moreover, a combination of viral genome targeted RNAi
200

Chapter 9. Combined anti‐viral activity of interferon‐ and RNAi
with IFN‐ achieved enhanced anti‐viral effects. Therefore, this novel combination strategy
may offer the potential to eliminate HCV infection in chronically infected patients.
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Abstract
Recent animal and human studies highlight the potential of hepatocyte‐derived microRNAs
(HDmiRs) in serum as early, stable, sensitive, and specific biomarkers of liver injury. Their
usefulness in human liver transplantation, however, has not been addressed. Aim of this
study is to investigate serum HDmiRs as markers for hepatic injury and rejection in liver
transplantation. Serum samples of healthy controls and liver transplant recipients (n = 107),
and peri‐transplant liver allograft biopsies (n = 45) were analyzed by RT‐PCR quantification of
HDmiRs, miR‐122, miR‐148a and miR‐194. The expression of miR‐122 and miR‐148a in liver
tissue was significantly reduced with prolonged graft warm ischemia times. Conversely,
serum levels of these HDmiRs were elevated in patients with liver injury and positively
correlated with transaminase levels. HDmiRs appears to be very sensitive, as patients with
normal transaminase values (below 50 IU/L) had 6 to 17‐fold higher HDmiRs levels as healthy
controls (P < 0.005). During an episode of acute rejection, serum HDmiRs were elevated up
to 20‐fold and appear to rise earlier than transaminase levels. HDmiRs proved stable during
repeated freezing and thawing of serum. In conclusion, this study shows that liver injury is
associated with release of HDmiRs into the circulation. HDmiRs represent promising
candidates as early, stable and sensitive biomarkers for rejection and hepatic injury after
liver transplantation.

206

Chapter 10. Marking liver injury and graft rejection by miRNAs

Introduction

MicroRNAs (miRNAs), a class of small non‐coding RNAs, are important regulators of gene
expression and they control many cellular processes by post‐transcriptional suppression of
gene expression (1, 2). Altered tissue expression levels of miRNAs have lately been linked to
various pathologic conditions in humans, including malignant, infectious, metabolic,
autoimmune, and cardiovascular diseases (3‐9). These findings have lead to increased
interest in miRNAs as potential diagnostic markers as well as targets for therapeutic
interventions.
Hepatocytes express a distinct set of miRNAs of which miR‐122 is most abundant (10).
MiR‐122 was found to be an important regulator of cholesterol metabolism (11), iron
homeostasis (12) and a crucial host factor for hepatitis C virus infection and replication (13,
14). In addition to these important cellular functions, recent studies in rodents have
demonstrated that miR‐122, as well as other hepatocyte‐abundant miRNAs, are released
from cells during drug‐induced liver injury (15, 16). These hepatocyte‐derived miRNAs
(HDmiRs) were detectable in serum or plasma and levels increased dependent on the dose
and duration of drug exposure. HDmiRs were found to correlate with serum transaminases,
aspartate transaminase (AST) and alanine transaminase (ALT), as well as liver histology.
Importantly, the rise in serum miRNA in these animals appeared earlier than the rise in
transaminases. In addition to the diagnostic potential of miRNA, experimental animal studies
have shown that miRNAs are a feasible target for therapeutic intervention to minimize and
even reverse severe tissue injury caused by ischemic insults (17). In humans, it has recently
been shown that the HDmiR miR‐122 can also be detected in serum and was found to be
elevated in patients with hepatocyte injury caused by viral, alcoholic or chemical‐related
hepatotoxicity (18, 19). Also in these patients, serum and plasma miR‐122 showed a close
correlation with transaminases and liver histology. However, this has not been evaluated in
the setting of liver transplantation.
Liver transplantation has developed from a risky experimental procedure to a life‐saving
and effective treatment of end‐stage liver failure. However, despite this success, transplant
recipients can suffer from serious side effects of long‐term immune suppression and remain
at risk of de novo malignancies (20) or lose their allograft due to rejection, recurrent disease

207

Chapter 10. Marking liver injury and graft rejection by miRNAs
or biliary complications (21, 22). The potential benefit of tapering immunosuppressive
medication in patients to reduce toxicity is countered by the potential risk of losing the graft
by immune mediated rejection. Therefore, there is an urgent need for better biomarkers
that could provide earlier and more sensitive signs of rejection or liver graft dysfunction in a
non‐invasive fashion. Given their cell‐type specific distribution, their biological stability and
sensitivity of detection, HDmiRs could represent promising candidates for this. Indeed,
several recent studies in the setting of kidney transplantation have highlighted the potential
of mRNA and miRNA as biomarkers for assessing renal allograft status (23‐26). Current
protein‐based markers for liver injury, AST and ALT, are also expressed outside the liver in
muscle tissue and they can cause false elevations during muscle injury (27). Therefore,
assessment of liver allograft status often still requires tissue biopsies for more definite proof
of hepatic injury. Particularly after liver transplantation, taking trough‐cut biopsies is a
relative perilous procedure associated with pain, bleeding and infections (28‐31).
Alternatively, more sensitive, specific and non‐invasive methods for monitoring graft injury
are needed to minimize the need for liver biopsies and allow safer weaning‐off of
immunosuppressive medication.
The aim of the current study was to investigate the utility of serum HDmiRs as markers
for hepatic injury and acute rejection after liver transplantation. We found that the
expression of miR‐122 and miR‐148a in liver tissue was significantly diminished with
prolonged graft warm ischemia times and, conversely, was elevated in serum during
ischemia and reperfusion injury and acute rejection. HDmiRs were found to represent
promising candidates as biomarkers for assessing allograft status after liver transplantation.

Patients & Methods

Patient samples
All liver transplantations were performed at Erasmus Medical Center, Rotterdam, The
Netherlands. Liver graft biopsies (n = 45) were obtained during transplantation 60 minutes
after portal reperfusion and directly snap frozen for storage. Serum samples were taken
from 12 healthy controls and 43 recipients at different times after liver transplantation and
included 13 patients with histologically proven acute rejection. All blood samples were
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collected using a standardized protocol and serum was processed within 2 hours and quickly
stored in ‐80˚C. Serum samples with signs of red blood cell lysis were not used. Patient
demographics and clinical variables were extracted from a prospectively filled database and
summarized in Table 1. The intrinsic stability of HDmiRs in serum was determined by
subjecting four individual serum samples from liver transplant recipients to five freezing and
thawing cycles (‐80°C / +20°C). The Medical Ethical Council of the Erasmus MC approved the
use of human samples and all patients provided informed consent for the use of materials
for medical research.

Healthy
controls

Pre‐
transplant
End‐stage
liver disease

Non‐
rejectors

Rejectors

12

10

34

47

‐

89 ± 17

785 ± 221

151 ± 45

‐

95 ± 33

732 ± 166

219 ± 34

12

10

20

10

42 ± 3

51 ± 3

50 ± 2

40 ± 8

7 : 5

7 : 3

14 : 6

6 : 4

‐

7

10

4

Cholestatic

‐

1

3

2

Alcoholic

‐

1

2

2

Other

‐

1

5

2

Serum samples
(n)
Mean
AST
(UI/L)
Mean
ALT
(UI/L)
Patients (n)
Age (Years)
Gender (M:F)
Underlying
disease
Viral

Post‐transplant

Table 1. Characteristics of patients and healthy controls

Serum levels of AST and ALT <50 UI/L were considered normal. Acute cellular rejection
was defined by the presence of all three following criteria: a transient rise in AST and ALT
levels above the upper limit of normal, a rejection activity index (RAI) of 6 or more in the
consequent needle biopsy at histological examination and a decrease in transaminase levels
upon treatment with methylprednisolone (32).
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RNA isolation
Total RNA was extracted from approximately 10 mg of liver tissue using the miRNeasy Mini
Kit according to the manufacturer’s instructions (Qiagen, Hilden, Germany). A modified
protocol was used to isolate total RNA from serum. For this, 1.5 ml of Qiazol Lysis Reagent
was added to 200 µl of serum and extensively mixed by vortexing. Chloroform (300 µl) was
added and after centrifugation (15 minutes, 16.000 RCF), 800 µl of an aqueous RNA‐
containing layer was obtained, which was further processed according to the manufacturer’s
protocol (Qiagen). RNA extracted from liver tissue was quantified using a NanoDrop 2000
spectrophotometer (Thermo Scientific, Waltham, MA, USA) and normalized to a
concentration of 50 ng/7.5 µl. RNA extracted from serum could not be quantified due to its
low concentration and was normalized only for initial serum input.

Reverse transcription and real‐time polymerase chain reaction (RT‐PCR)
The TaqMan microRNA Reverse Transcription Kit (Applied Biosystems, Carlsbad, CA, USA)
was used to prepare cDNA, for multiple miRNAs in one reaction, using a modified protocol.
Every multiplex cDNA reaction consisted of 0.4 µl dNTP mix, 1.35 µl Multiscribe RT enzyme,
2.0 µl 10x RT Buffer, 0.25 µl RNase Inhibitor, 1.0 µl of each RT primer, and 7.5 µl of diluted
template RNA. The total reaction volume was adjusted to 20 µl with nuclease free water.
Based on literature, 15 miRNAs were initially tested, namely miR‐30a, miR‐30c, miR‐30e,
miR122, miR‐133a, miR‐148a, miR‐191, miR‐192, miR‐194, miR‐198, miR‐200c, miR‐222,
miR‐296, miR‐710 and miR‐711 (15, 33‐36). Three highly expressed hepatocyte‐rich miRNAs,
miR‐122, miR‐148a and miR‐194, were selected and further used. For analysis of liver
biopsies, additional cDNA was prepared for a small nuclear RNA, RNU43, which served as
reference gene for normalization of RNA input. For serum samples two additional non‐liver‐
abundant miRNAs, miR‐133a (muscle‐abundant) and miR‐191 (blood‐abundant), served as
controls. All cDNA reactions were performed according to the manufacturer’s instructions.
PCR reactions were carried out in duplicate and according to the manufacturer’s
instructions. Each reaction consisted of 10 µl TaqMan Universal PCR Master Mix, 0.5 µl
microRNA‐specific PCR primer (Applied Biosystems) and 5.0 µl of the previously diluted (1:10
dilution) cDNA. The final volume of every PCR reaction was adjusted to 20 µl with nuclease‐
free water.
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Statistical analyses
Statistics for correlation were generated using Spearman’s Rank Correlation test.
Comparative statistics between groups were tested using the Mann‐Whitney U and the
Wilcoxon matched pairs test by GraphPad Prism software (GraphPad Software Inc., San
Diego, USA). P‐values < 0.05 were considered significant.

Results

Reduced hepatic miRNA levels in liver grafts with long warm ischemic times
To investigate changes in intrahepatic miRNA expression in response to ischemia‐
reperfusion injury, 45 biopsies taken from liver grafts one hour after reperfusion were
analyzed. Average cold ischemia time was 484 ± 25 minutes (mean ± SEM) and the mean
warm ischemia time was 35 ± 2 minutes. As shown in Figure 1A, there was a significant
positive correlation between the levels of hepatocyte‐abundant miRNAs. Levels of miR‐122
strongly correlated with miR‐148a and miR‐194 (R ≥ 0.85, P < 0.001), but were approximately
20‐fold higher than those of miR‐148a and miR‐194. As shown in Figure 1B, the levels of miR‐
122 and miR‐148a, but not miR‐194, in these liver graft biopsies showed a significant reverse
correlation with the length of warm ischemia time (R = ‐0.307, P = 0.038 and R = ‐0.404, P =
0.005 respectively). No significant correlation of miRNA levels and cold ischemia times was
observed (data not shown). These findings suggest that graft injury associated with longer
warm ischemia times reduced levels of specific hepatocyte‐abundant miRNAs, possibly by
the release of miRNAs from injured cells.
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Figure 1. Decreased levels of hepatic miRNAs in liver grafts with extended warm ischemia times. Liver
graft tissue biopsies (n = 45) were analyzed for the hepatocyte‐abundant miRNAs, miR‐122, miR‐148a
and miR‐194, by quantitative RT‐PCR. MiRNA levels were normalized to small nuclear RNA RNU43,
which served as a reference gene. (A) Relative expression levels of miR‐122 correlated significantly
with miR‐148a and miR‐194 in the liver grafts (R ≥ 0.85, P < 0.001). MiR‐122 levels were
approximately 20‐fold higher than miR‐148a and miR‐194. (B) Decreased levels of miR‐122 and miR‐
148a in liver graft biopsies correlated significantly with length of the warm ischemia time to which
the graft had been exposed during liver transplantation (P <0.05).

Serum HDmiRs are associated with peri‐transplant ischemic liver injury
Serum samples from healthy individuals and liver allograft recipients within 2 weeks of
transplantation were analyzed for the presence of HDmiRs. All three HDmiRs, miR‐122, miR‐
148a and miR‐194, and both control miRNAs, 133a and 191, were detectable in the serum
from healthy individuals and patients. As shown in Figure 2, the levels of HDmiRs were
significantly elevated in patients after liver transplantation as compared to healthy controls.
In serum samples with high transaminase levels (AST or ALT > 50 UI/L), the levels of miR‐122
were respectively 124‐fold and 102‐fold elevated with respect to average levels in healthy (P
< 0.0001). When compared to healthy controls, levels of miR‐148a and miR‐194 were
respectively 30‐fold and 40‐fold higher in the high transaminase groups (P < 0.0001). Levels
of all HDmiRs were significantly higher in the high AST and ALT groups compared to the low
AST and ALT groups (P < 0.005, Fig. 2) with the exception of miR‐194 in the high ALT group,
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which was only 2‐fold elevated and not statistically significant. Levels of the control miRNAs,
miR‐133a and miR‐191, were not significantly different between any of the groups (Fig. 2).
The HDmiRs appeared to be sensitive, as patients with normal transaminase values had
significantly elevated levels of miR‐122, miR‐148a and miR‐194 compared to healthy controls
(respectively 11, 7, and 9‐fold higher in the low AST group and respectively 8, 6 and 17‐fold
higher in the low ALT group, P < 0.005). As shown in Figure 3, a positive correlation was
observed between serum HDmiRs levels and transaminases in patients. The correlation with
AST and ALT resulted in a coefficient R of respectively 0.80 and 0.77 for miR‐122, while for
miR‐148a the coefficient R was 0.60 for both AST and ALT (P < 0.0001). No significant
correlations were found for miR‐194 (R < 0.30, P > 0.05).

Figure 2. Hepatocyte‐derived miRNAs (HDmiRs) are elevated in serum during peri‐transplant
ischemic liver injury. HDmiRs miR‐122, miR‐148a and miR‐194, were quantified using RT‐PCR in 92
serum samples obtained from liver transplant recipients (n = 40) and healthy controls (n = 12).
Compared to healthy controls, levels of miR‐122, miR‐148a and miR‐194 were significantly elevated
in serum samples of patients with low AST and ALT levels by 11‐, 7‐, 9‐, and 8‐, 6‐ and 17‐times,
respectively. Levels were further elevated in serum of patients with transaminase levels above the
clinical diagnostic threshold of 50 UI/L. For the high AST group miR‐122, miR‐148a and miR‐194 were
11‐, 5‐ and 5‐fold higher and for the high ALT group 13‐, 5‐ and 2‐fold higher compared to the low
AST and ALT groups. Levels of control miRNAs, miR‐133a and miR‐191, were not significantly
elevated in any of the serum samples compared to healthy controls. * P < 0.005

Additional experiments to test the stability of HDmiRs in serum showed that levels of
miR‐122, miR‐148a and miR‐194 in serum were not significantly affected after five cycles of
freezing (‐80˚C) and thawing to room temperature (mean 120% ± 11 SEM, 100% ± 6 and 99%
± 19 of untreated baseline values, respectively).

213

Chapter 10. Marking liver injury and graft rejection by miRNAs
Elevated serum HDmiRs during acute rejection
Serum HDmiRs were analyzed in liver transplant recipients experiencing an episode of acute
rejection. As shown in Figure 4A, serum HDmiR miR‐122, was significantly elevated during
rejection. An average 9‐fold increase was observed at the time of rejection compared to
levels 6 months after resolving rejection (P < 0.005). For five patients a longitudinal series of
serum samples before, during and after acute rejection was analyzed. One representative
patient is shown in Figure 4B. Serum levels of miR‐122 and miR‐148a showed kinetics similar
to those of AST and ALT and increased up to 20‐fold during acute rejection. Levels of the
control miRNAs, miR‐133a and miR‐191, did not increase during acute rejection (Fig. 4B).
Although miR‐122 showed similar kinetics, it appeared to rise and drop one or two days
earlier than transaminase levels (Fig.4B). As shown in Figure 4C, in pooled date of five
patients a similar trend was observed. At the moment of diagnosis and start of treatment of
the acute rejection (0 hr) miR‐122 was already elevated to its maximum level. Levels of miR‐
122 dropped quickly after the start of intravenous methylprednisolone treatment, while
levels of AST and ALT continued to rise even after the start of treatment and took longer to
normalize.

Figure 3. Levels of serum HDmiRs in liver transplant recipients correlate with AST and ALT. HDmiRs,
miR‐122 and miR‐148a, were quantified using RT‐PCR in eighty serum samples obtained from liver
transplant recipients. Serum levels of miR‐122 and miR‐148a correlated significantly with levels of
AST and ALT in the same samples.
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Figure 4. Changes in serum HDmiRs during acute rejection. Serum samples from 13 liver transplant
recipients experiencing one or more episodes of biopsy‐proven acute rejection were analyzed. (A)
Levels of serum miR‐122 were significantly elevated during acute rejection by approximately 9‐fold
compared to levels in the same recipients 6 months after rejection was resolved (n = 13, P < 0.005).
(B) From five of these patients a longitudinal series of serum samples, taken at daily intervals, was
analyzed. Representative results from one patient are shown. Serum levels of miR‐122 and miR‐148a
increased up to 20‐fold during acute rejection (middle panel) and showed similar kinetics to those of
AST and ALT (top panel). The peak of HDmiRs appears to precede the peak of transaminases
(indicated with dashed line) and quickly normalized after starting treatment with intravenous
methylprednisolone (arrow on axis). Levels of control miRNAs, miR‐133a and miR‐191, did not show
an increase during acute rejection (lower panel). (C) Levels of serum transaminases and miR‐122 of
the 5 patients at the histologic diagnosis and start of methylprednisolone treatment (t = 0 hr) and up
to 96 hrs before and after are shown. Levels of miR‐122 reached a maximum level at the start of
treatment and quickly decreased after treatment whereas transaminase levels still continued to rise
24 hrs later.
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Discussion

Small non‐coding RNAs, in particular miRNAs, have emerged as important genetic regulators
of cellular processes, including tissue injury and repair responses (17). Recent studies in
small animal models as well as humans have demonstrated that HDmiRs are highly stable
and sensitive serum biomarkers of liver injury (15, 16, 18, 19). In both humans and rodents,
HDmiRs appeared to increase earlier and more rapidly in serum than AST and ALT. In
particular miR‐122 was significantly elevated even in subjects with transaminases below the
threshold of 50 IU/l (15, 16, 18, 19). In the current study we provide evidence that the
concept of miRNAs as biomarkers of hepatic injury is also feasible in the setting of liver
transplantation. Serum levels of HDmiRs were elevated in patients with liver injury after liver
transplantation (Fig. 2) and during acute rejection (Fig. 4). Conversely, hepatic miRNA levels
in liver graft biopsies exhibited diminished expression with prolonged warm ischemic times
(Fig. 1). During acute rejection, serum HDmiRs showed similar kinetics, however, miRNA
levels increased and decreased earlier than transaminases (Fig. 4B and C). As in previous
studies (15, 18), miRNAs showed higher sensitivity than transaminases and miRNA stability
was confirmed as proposed by earlier studies (6, 9, 37‐40).
HDmiRs could provide a solution for the urgent need for better non‐invasive biomarkers
that could serve as earlier and more sensitive signs of rejection or liver graft dysfunction.
Better markers would greatly help the management of liver transplant recipients and could
allow the safer reduction of immunosuppressive medication to achieve a better balance
between effects (prevention of graft rejection) and side effects (toxicity, infection and
malignancy). Long‐term complications of immunosuppressive drugs, such as nephrotoxicity
and de novo cancer, are becoming a bigger problem due to the long survival of liver
transplant recipients (20). Currently, the potential benefit of tapering immunosuppressive
medication in patients is countered by the potential risk of losing the graft by immune
mediated rejection. Serum ALT and AST are often insufficient for the early and definitive
diagnosis of acute rejection, necessitating the use of liver biopsies. Particularly in the setting
of liver transplantation, liver biopsies pose a significant risk for complications such as pain,
bleeding and infections (28‐31). Feasibility of the concept of minimally invasive diagnosis of
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acute rejection, based on the detection of messenger RNA, has been demonstrated for
kidney transplants (24, 25).
Currently, little is known about the mechanism and biology of release of hepatocyte‐
abundant miRNAs in response to liver injury. Ideally an unbiased genome‐wide approach
would be preferred to study release, but it is very challenging to perform gene‐array analysis
on serum samples because of the low yields of RNA and the relative high amounts required.
In our initial analyses we tested 15 different types of hepatocyte and cholangiocyte
abundant and control miRNAs selected from other studies (15, 33‐36). These included miR‐
30a, miR‐30c, miR‐30e, miR122, miR‐133a, miR‐148a, miR‐191, miR‐192, miR‐194, miR‐198,
miR‐200c, miR‐222, miR‐296, miR‐710 and miR‐711, but only the three HDmiRs were found
to be significantly elevated during acute rejection. Likely, many other miRNAs expressed in
hepatocytes and other liver cells are released during hepatic injury, but only the most
abundant and liver‐specific miRNAs will be detectable in serum. Nevertheless, the
hepatocyte‐abundant miRNA miR‐194, with expression levels in liver tissue significantly
correlating with miR‐122 (Fig. 1A), did not correlate with transaminase levels (data not
shown). This suggests that there may be sequence specificity or selectivity regarding the
release of miRNAs, rather than just a general leakage of all miRNAs from the injured cell.
This hypothesis is supported by the observation that cellular miRNAs can be released from
cells by secretion of microvesicles including exosomes and that only distinct sets of miRNAs
are selectively packaged into microvesicles (40, 41).
This specificity in release and the distinct repertoires of miRNAs expressed by various cell
types in the liver may allow in the future distinguishing between different causes and types
of liver injury, like cholangiocyte injury in bile ducts and endothelial cell injury in veins and
arteries. Preliminary data from our research group indeed suggests that tissue levels of
specific miRNAs expressed by biliary epithelial cells could be used to quantify biliary injury
and can predict the development of long‐term biliary complications and graft loss after liver
transplantation (42). In addition, miRNA‐based diagnostics could facilitate allograft selection,
particularly of marginal donors, and potentially enlarge the pool of grafts. For example,
several experimental studies demonstrated a role of hepatic miRNAs, including miR‐122, in
regulation of cell proliferation during liver regeneration after partial hepatectomy (43‐48).
Although the exact biology is not clear, it is conceivable that the decrease in miR‐122
expression during graft storage may be related to hepatic cell cycle progression in response
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to ischemic injury. It is tempting to speculate that manipulation of miRNAs using anti‐sense,
anti‐miRNA technology (11) could allow therapeutic manipulation for rescue of marginal
grafts or allow the use of smaller size split grafts by minimizing injury and stimulating cell
proliferation (17).
In summary, we demonstrate that circulating HDmiRs, miR‐122, miR‐148a and miR‐194,
are stable and detectable during hepatic injury in patients after liver transplantation. The
levels of two of these HDmiRs closely correlate with AST and ALT during post‐transplant liver
injury and acute rejection. These data support the potential of miRNA‐based diagnostic tools
for various types of liver injury in liver transplant recipients.
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Abstract
Extensive studies have demonstrated the potential applications of bone marrow–derived
mesenchymal stem cells (BM‐MSC) as regenerative or immunosuppressive treatments in the
setting of organ transplantation. The aims of the present study were to explore the presence
and mobilization of mesenchymal stem cells (MSC) in adult human liver grafts and to
compare their functional capacities to those of BM‐MSC. The culturing of liver graft
preservation fluids (perfusates) or end‐stage liver disease tissues resulted in the expansion
of MSC. Liver‐derived mesenchymal stem cells (L‐MSC) were equivalent to BM‐MSC in
adipogenic and osteogenic differentiation and in wingless‐type‐stimulated proliferative
responses. Moreover, the genome‐wide gene expression was very similar, with a 2‐fold or
greater difference found in only 82 of the 32,321 genes (0.25%). L‐MSC differentiation into a
hepatocyte lineage was demonstrated in immunodeficient mice and in vitro by the ability to
support a hepatitis C virus infection. Furthermore, a subset of engrafted MSC survived over
the long term in vivo and maintained stem cell characteristics. Like BM‐MSC, L‐MSC were
found to be immunosuppressive; this was shown by significant inhibition of T cell
proliferation. In conclusion, the adult human liver contains an MSC population with a
regenerative and immunoregulatory capacity that can potentially contribute to tissue repair
and immunomodulation after liver transplantation.
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Introduction
The adult liver harbors a population of facultative progenitors (oval cells in rodents and
hepatic progenitor cells or hepatoblasts in humans) that respond to specific injuries and can
differentiate into hepatocytes and biliary cholangiocytes.1,2 These liver progenitor cells are
quiescent in the healthy liver but are activated when certain liver diseases impair the
regenerative capacity of mature hepatocytes, cholangiocytes, or both.3 However, oval
cells/hepatic progenitors do not constitute a homogeneous population, and their precise
origin and the signals governing their activation are not entirely clear.4,5 Previous studies
have indicated the presence of a stem cell niche at the proximal biliary tree (the canals of
Hering) that contains hepatic stem cells serving as precursors to hepatic progenitor cells.6,7
Recent studies have further characterized these hepatic stem cells, which are abundant in
human fetal and adult livers and have been proposed to be precursors of hepatic
progenitors.8 This population is located in ductal plates in fetal and neonatal livers and in the
canals of Hering in pediatric and adult livers.9
The mesenchymal stem cell (MSC) is one of a few cell types on the brink of being used
clinically in different areas of therapeutic application, including organ transplantation.10 The
bone marrow (BM) compartment harbors resident MSC with multilineage differentiation
potential and anti‐inflammatory and immunomodulatory properties, which have been
proposed to play a role in the response to liver injury.11,12 Encouragingly, various studies
have demonstrated the therapeutic potential of bone marrow–derived mesenchymal stem
cells (BM‐MSC) in different liver disease models, such as liver resection, fulminant hepatic
failure, and, in particular, liver transplantation.13‐15 Besides their hepatic differentiation
potential, MSC produce trophic factors that have been shown to provide paracrine support
for hepatocyte proliferation, angiogenesis, tissue repair, and immunomodulation.16‐18
In contrast to the experimental significance of BM‐MSC in liver injury responses and in
contrast to the reports on the presence of MSC in fetal human livers and on the presence of
mesenchymallike stem cells in adult rat livers,19‐22 sufficient studies describing MSC in the
adult human liver are lacking. In this study, we first investigated the presence of MSC in
adult human liver tissue and their mobilization during graft cold storage at the time of liver
transplantation. Secondly, phenotypic and functional analyses were performed to evaluate

241

Chapter 12. Mobilization of hepatic MSC
the biological characteristics and therapeutic potential of isolated liver‐resident MSC. Gene
array analysis revealed a high degree of similarity between gene expression profiles of BM‐
MSC and liverderived mesenchymal stem cells (L‐MSC). Furthermore, Wnt responsiveness
and hepatic differentiation in vitro and in mice confirm that L‐MSC represent a bona fide
stem cell/progenitor population in the adult human liver.

Materials & Methods
Isolation and culture of MSC from liver tissue and liver perfusate solution
End‐stage liver disease tissue samples were obtained from the explanted livers of liver
transplant recipients. Liver graft preservation fluid (perfusates) was collected from human
liver grafts at the time of transplantation as described previously.23 Cells were cultured in
Dulbecco’s modified Eagle’s medium (DMEM; Lonza, Verviers, Belgium) supplemented with
10% fetal bovine serum (Hyclone, Logan, UT), 100 IU/mL penicillin, and 100 lg/mL
streptomycin. The use of liver tissues and perfusates was approved by the medical ethics
committee of Erasmus MC.

Flow cytometry
MSC were stained for 30 min at 4°C with directly‐labeled mouse monoclonal antibodies
directed against CD90, CD105 (R&D systems, Abingdon, UK), CD34 (Miltenyi Biotec, Bergish
Gladbach, Germany), CD45 (Beckman Coulter, Inc. Fullerton, CA, USA), HLA‐DR (BD
Pharmingen, San Diego, CA, USA), and CD166 (BD Pharmingen). Flow cytometric analysis was
performed using FACS Calibur and CellQuest Pro software (FACS Calibur, BD Biosciences, San
Jose, CA).

Adipogenic and osteogenic differentiation
For adipogenic differentiation, MSC were cultured in DMEM supplemented with 10% FCS, 1
M dexamethasone, 500 M isobutyl‐methylxanthine, 5 g/ml insulin and 60 M
indomethacin (Sigma‐Aldrich) for 3 weeks. Oil Red O staining (Sigma‐Aldrich) was used for
detection of adipocytes. For osteogenic differentiation, cells were cultured in DMEM with
10% FCS supplemented with 0.2 mM ascorbic acid, 100 nM dexamethasone, and 10 mM β‐
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glycerol phosphate (Sigma‐Aldrich) for 3 weeks. Alizarin Red S staining (Sigma‐Aldrich) was
performed to detect deposited calciumphosphates.

Cell proliferation assays
Liver MSC (5 x 103) were plated in 96‐well plates and treated with Wnt3a‐conditioned
medium (Wnt3a‐CM) and control L‐cell conditioned medium (L‐CM), as described previously
15

. At the indicated times, the number of metabolically active cells was quantified by the 3‐

(4, 5‐dimethylthiazol‐2‐yl)‐2, 5‐diphenyltetrazolium bromide (MTT, 0.5 mg/ml) assay.
Liver MSC (5 x 104) were stained with 0.2 μM carboxy‐fluorescein diacetate, succinimidyl
ester (CFSE; Molecular Probes, Leiden, The Netherlands) for 5 min at 37°C and plated in 6‐
well plates. At different time points, cells were harvested and stained with 7AAD (BD
Pharmingen), and measured by flow cytometry. Generation analysis was performed with
ModFit LT v3.0 software (Verity Software House, Topsham, USA) and was gated to exclude
7AAD‐positive dead cells. The proliferation index, which is the sum of the cells in all
generations divided by the computed number of original parent cells, was used to indicate
the extent of cell proliferation.

Gene expression profiling by microarray
Total RNA of three independent liver MSC cultures at passage 2‐5 (one culture derived from
liver tissue biopsy and two derived from liver perfusates) and three BM MSC cultures at
passage 2‐5 (from different donors) and of three hepatoma cell line (Huh7) cultures was
used for genome‐wide microarray analysis with the HuGene 1.0 ST.v1 Affymetrix Genechip
(Affymetrix, Santa Clara, USA) according to the manufacturer's procedures. Transcript level
expression measures were generated using RMA as implemented in the Affymetrix Gene
Expression Console and probesets annotations were retrieved from Nettafx using the same
software. Probesets differentially expressed among conditions were identified using the
class comparison tool implemented in BRB‐ArrayTools (National Institutes of Health, USA).
Principal component analysis was performed using Partek (Partek Incorporated, Missouri,
USA). Hierarchical clustering was performed in Spotfire (Spotfire, Inc. Somerville, MA, USA).
Pathway analysis was performed using Ingenuity Pathway Analysis (Ingenuity Systems,
Redwood City, USA).
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In vitro hepatocyte differentiation
In vitro hepatic differentiation was performed in three steps as reported previously 16, but
with modification at the final step. For the final maturation step, cultures were incubated
with infectious JFH1‐derived HCV particles.25 Hepatogenic differentiation was determined by
quantitative RT‐PCR detection of albumin and hepatitis C virus (HCV) IRES RNA.

Real time RT‐PCR
RNA was precipitated using a Micro RNeasy Kit (Qiagen, Venlo, The Netherlands) and
quantified using a Nanodrop ND‐1000 (Wilmington, DE, USA). cDNA was prepared from 1 g
total RNA using a iScript cDNA Synthesis Kit from Bio‐Rad (Bio‐Rad Laboratories, Stanford,
CA, USA). The cDNA of human and mouse albumin, CD90, CD105, HCV IRES, CyB, and GAPDH
were quantified using real‐time PCR (MJ Research Opticon, Hercules, CA, USA) performed
with SybrGreen (Sigma‐Aldrich) according to manufacturer's instructions. CyB or GAPDH
were used as reference genes to normalize gene expression.

Periodic acid schiff (PAS) staining
Hepatic differentiated and undifferentiated MSC were fixed in 4% paraformaldehyde for 20
min and then intracellular glycogen was stained using PAS staining. Briefly, fixed cells were
oxidized in 0.5% periodic acid solution for 5 minutes. After rinse in distilled water, place in
Schiff reagent for 15 minutes. Then wash in lukewarm tap water for 5 minutes and
Counterstain in Mayer's hematoxylin for 1 minute.

Cell transplantation
Immunodeficient NOD/SCID mice (Erasmus MC institutional breeding) age 6‐8 weeks were
intraperitoneally injected with 100 L/20g body weight olive oil containing 10 L carbon
tetrachloride (CCl4). After 24 hrs, 1 × 106 liver MSC (n=3) or BM MSC (n=2) suspended in 0.2
ml PBS were injected in the spleen. Untreated (n=2) or non‐engrafted CCl4‐treated
NOD/SCID mice (n=1) served as negative control. Four weeks after engraftment, the mice
were sacrificed and their livers were removed. Secondly, luciferase labeled liver MSC (5 × 105
cells) were subcutaneously injected into NOD/SCID mice (n=2) and luciferase activity was
measured at the indicated time points by IVIS camera.
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Fluorescent immunohistochemistry
Mouse liver tissue was dissected and cryoprotected in 30% sucrose for generation of frozen
sections. Sections were incubated with fluorecent labeled antibody at the dilution of 1:100
for 30 min. After three washes, nuclear staining was achieved by incubating with DAPI
(Sigma‐Aldrich) at the dilution of 1:50 for 5 min. 20–30 images of each condition were
captured by confocal microscopy.
T cell proliferation/suppression assay

Effect of liver MSC on proliferation of T cells was determined by MLR assay. Briefly, PBMC (4
x 105) in the presence or absence of MSC were seeded in 96‐well round‐bottom plates.
Irradiated allogeneic PBMC (2 x 105) or phytohemagglutinin (PHA; Murex Biotech, UK) was
used for stimulation. After 5 days, proliferation was assessed by determination of the
incorporation of 0.5 µCi (0.0185 MBq) [3H] thymidine (Radiochemical Center, Amersham,
United Kingdom) for 18 hours.

Statistical analysis

Statistical analysis was performed by using either the paired nonparametric test, Wilcoxon
signed‐rank test, or the unpaired nonparametric test, Mann–Whitney test, by GraphPad
InStat software (GraphPad Software Inc., San Diego, USA). P‐values lower than 0.05 were
considered statistically significant.

Results
Mobilization of hepatic MSC from adult human liver grafts
Graft perfusion, procurement and cold‐storage are associated with ischemia and tissue
injury. Previously, we found that the washout of the graft preservation solution (perfusate)
collected at time of liver transplantation contain high numbers of mononuclear cells which
detach from the liver, including lymphocytes, NK‐cells, antigen‐presenting cells

23, 27

and

hematopoietic stem cells.28 Flowcytometric analysis of perfusate mononuclear cells revealed
the presence of a small but consistent fraction of cells double‐positive for MSC surface
markers CD90 and CD105 (mean 0.09% ± 0.07 SD, n = 8) and CD90 and CD166 (0.02% ± 0.02;
Fig. 1A). Prospectively, fresh perfusates from 15 consecutive liver transplantations were
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collected and mononuclear cells were isolated and cultured for the presence of MSC.
Fibroblast‐like cells were observed in the initial cultures of all perfusates (Fig. 1B). In a
majority of cultures the number of these cells rapidly increased (Fig. 1C). These cells could be
expanded and passaged for several months under normal non‐hypoxic culture conditions,
clearly distinct from a previously described albumin+CD105‐ population of hepatic stem
cells.29 Flowcytometric analysis of expanded cells at passage 4 to 9 revealed a surface marker
profile typical for MSC (Fig. 1D). A high percentage of cells stained positive for CD90 (mean
59% ± 18 SD, n=11), CD105 (55% ± 14) and CD166 (44% ± 16) and were mostly negative for
the hematopoietic stem cell marker CD34 (0.8% ± 0.7), the leukocyte lineage markers CD45
(0.7% ± 0.7) and HLA‐DR (1.9% ± 1). Functional analysis showed that the expanded liver‐
derived cells have multi‐lineage potential with a capacity for adipogenic (Fig. 1E) and
osteogenic (Fig. 1F) differentiation, similar to BM MSC.
To confirm the presence of MSC in adult human liver, tissue samples of explant liver from
a variety of patients with end‐stage liver disease were dissociated and the unfractionated
cell suspensions were cultured. After 4 to 10 days, in a majority of cultures, clusters of cells
with fibroblast‐like morphology were observed. Like MSC from perfusate, these cells were
highly positive for CD90, CD105 and CD166, negative for the markers CD34, CD45 and HLA‐
DR, and had equivalent adipogenic and osteogenic differentiation capacity (not shown). Liver
MSC could also be expanded from disease‐free liver graft tissue obtained from post‐mortem
organ donors (data not shown). Cultures of peripheral blood mononuclear cells (PBMC) from
end‐stage liver disease patients, brain‐dead multi‐organ donors or healthy controls did not
obtain any MSC. Therefore it is unlikely that liver MSC in perfusates are directly mobilized
from the BM compartment and derived from residual donor blood.
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Figure 1. Characterization of MSC mobilized from human liver at time of graft cold storage. (A) Low
percentage of CD90+CD105+ (mean 0.09% ± 0.07 SD, n = 8) and CD90+CD166+ (mean 0.02% ± 0.02 SD,
n = 8) double positive cells were present in liver perfusates before culture (Pre), but rapidly expanded
upon culture to 44% ± 8 and 37% ± 6 respectively at passage 4 to 9 (Post) (n = 6, P < 0.001). (B) In the
majority of cultures cells with fibroblast‐like morphology appear within ten days. (C) Fibroblast‐like
cells rapidly proliferated and could be sub‐cultured and expanded for 10‐20 passages. (D) Flow
cytometric analysis of surface markers showed that expanded cells exhibit a typical MSC‐like
phenotype, positive for CD90 (mean 59% ± 18 SD, n=11), CD105 (55% ± 14) and CD166 (44% ± 16)
and were mostly negative for the hematopoietic stem cell marker CD34 (0.8% ± 0.7), the leukocyte
lineage markers CD45 (0.7% ± 0.7) and HLA‐DR (1.9% ± 1). Black line in histograms represents the
specific staining and the grey line shows the background staining of isotoype‐matched control
antibody. (E) Adipogenic differentiation of liver‐derived MSC was detected by Oil Red O staining for
lipid droplet (red). (F) Osteogenic differentiation of these cells was evaluated by detection of
deposited calciumphosphates using Alizarin Red S staining (red). Shown are representative stainings
of four independent cultures (Magnification 100×). Similar adipogenic and osteogenic differentiation
was observed with BM MSC and MSC obtained from liver biopsies (data not shown).
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Wnt signaling promotes liver MSC proliferation
Wnt signaling has been shown to modulate the growth of human BM MSC30 and plays an
important role in liver homeostasis and pathology.31 As shown in Figure 2A, liver MSC (both
from tissue and perfusate) stimulated with Wnt3a exhibited a significant increase in viable
(metabolically active) cell numbers compared to control‐treated MSC as measured by MTT
assay (mean increase of 44% ± 17 SD at day 6, P < 0.001). In order to confirm that this
increase was related to enhanced cell proliferation, and not due to enhanced cell survival, a
CFSE‐fluorescence based proliferation assay was used. As shown in Figure 2B, Wnt3a‐CM
treatment accelerated CFSE‐dilution of labeled liver MSC indicative for enhanced cell
proliferation. At day 6 of culture, the percentage of cells having undergone eight rounds of
cell division (9th generation) was 10% for L‐CM versus 50% for Wnt3a‐CM treated cells.
Similar proliferative responses were seen with BM MSC (not shown).

Figure 2. Wnt3a promotes liver
MSC proliferation. (A) MTT assay
showed that stimulation of MSC
with Wnt3a conditioned medium
(CM) significantly increased the
number of cell as compared to
control L‐CM treatment, at day 2
(16% ± 6 increase), day 4 (20% ±
3) and day 6 (44% ± 17). Shown is
the mean  SD of six independent
experiments (*P  0.001). (B)
Increased Wnt3a‐induced cell
proliferation was confirmed by
CFSE‐dilution of labeled liver MSC.
A marked increase in the
percentage of cells of 5th and 6th
generation of proliferation at day
3 (47% L‐CM vs 66% Wnt3a‐CM)
and 8th and 9th generation at day 6
(19% L‐CM versus 50% Wnt3a‐
CM) was observed, which was
also reflected in the marked
increase of the proliferation index
seen in the Wnt3a‐stimulated
cells at both time points (11.6 and
72.0 for Wnt3a‐CM versus 8.6 and
32.1 for L‐CM).
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Gene expression profiles of liver and BM MSC
In order to gain further insight into the molecular phenotype of liver MSC, we performed
genome‐wide expression profiling on early passage (passage 2‐5) MSC cultures. The
expression profile of these liver MSC was compared to that of BM MSC (also three cultures
at passage 2‐5 from different donors). Cultures of Huh7 hepatoma cells (n=3) serving as a
generic control of a replicating cell population of hepatic origin. The principal component
analysis of their genome‐wide expression profiles, groups the three cell types into three
separate clusters on a three‐dimensional scatter plot (Fig. 3A). Notably, liver‐derived Huh7
cells cluster far apart from both liver and BM MSC, regardless of their hepatic or extra‐
hepatic origin. Accordingly, when compared to liver MSC, more than 20% of Huh7 genes
were differentially expressed. Direct comparison of gene expression of liver tissue obtained
from grafts at time of transplantation showed that liver‐derived MSC highly express CK19
and HGF, whereas expression of CK18, c‐Met, and Lgr5 was lower and albumin mRNA was
undetected (Fig. 3B). Comparitive analysis of liver and BM MSC showed comparable
expression levels of most of the known MSC‐associated genes (Fig. 3C).32 However, under
identical analysis settings, there were less than 1% of genes differentiately expressed
between liver and BM MSC (311 of 32,321 genes at P < 0.001) (Fig. 3D). Overall, only 45
genes were over 2‐fold higher expressed in liver MSC and 37 genes more than 2‐fold higher
in BM MSC (See Supplementary Table S3). Among the differentially expressed genes in MSC
were MMP1, ACTG2 and IL33 more than twenty‐fold higher in liver MSC and MFAP5, IGFBP3
and RBP4 over ten‐fold higher in BM MSC (P < 0.001). However, no significant differences in
biological or functional pathways of gene expression were observed between liver and BM
MSC using Ingenuity pathway analyses (data not shown). To distinguish liver MSC from
hepatic stellate cells, gene array analysis was performed for ten known stellate cells‐
associated genes and two recently reported markers, CD133 and Oct4.33‐34 Differential gene
expression of these twelve markers was comparable between liver MSC and BM MSC (data
not shown). Together, these data indicate that in terms of transcriptome composition liver
MSC are highly similar to BM MSC and, like BM MSC, appear distinct from hepatic stellate
cells.
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Figure 3. Gene expression profiling of liver MSC, BM MSC and Huh7 hepatoma cells. (A) Principal
component analysis of genome‐wide expression profiles was used to visualize correlation
relationships among samples. The three independent liver MSC (L‐MSC) preparations cluster into a
separate grouping, apart from both BM MSC and Huh7 cells. The short distance between the liver
MSC and BM MSC cluster in the 3D correlation space suggests that the two MSC populations are
characterized by a similar pattern of gene expression, at variance with Huh7. (B) Real‐time RT‐PCR
analysis of liver MSC gene expression levels relative to GAPDH and normalized to levels in donor graft
liver tissue. MSC highly express CK19 and HGF whereas expression of CK18, c‐Met, Lgr5 and albumin
are lower or undetectable (ND). Shown is the mean ± SD of one representative experiment in
triplicates. (C) Gene array analysis of liver and BM MSC shows comparable gene expression of known
MSC markers, whereas Huh7 have generally low expression of these genes. (D) Although the
expression profiles of the two cell types appear very similar, liver MSC and BM MSC can be
distinguished on the consistent differential expression of a small proportion of their transcriptome
(less than 1%, P  0.001).
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Figure 4. Human liver MSC
retain
stem
cell
characteristics
after
engraftment in mice. Liver
or BM MSC engrafted in the
liver of NOD/SCID mice
subjected to CCl4‐induced
liver injury. Four weeks after
administration, mouse liver
tissue was analyzed for the
presence of human MSC. (A)
RT‐PCR analysis showed
expression of the human‐
specific MSC markers CD90
and CD105 in liver tissue
from transplanted mice but
not in sham‐treated controls
(‐). (B) Immunofluorescent
staining of mouse liver
tissue
showed
human‐
specific CD90 positive cells
(red) present in the MSC‐
engrafted mice, but not
control mice (not shown).
DAPI nuclear staining shown
in blue (Bar represents 5
micrometer). (C) In a
majority of cultures of
dissociated mouse liver
cells, MSC‐like cells with
typical
fibroblast‐like
morphology
rapidly
expanded. (D) No such cells
were observed in cultures of
control
mouse
livers.
Magnification C and D was
400x.
Flowcytometric
analysis of engrafted mice
confirmed that a high
percentage of cells in
culture were positive for
human MSC surface marker
CD90 (mean 60.8% ± 18 SD)
(E) and CD105 (61.6% ± 21)
(F). Gray lines indicated
isotype‐matched control staining. (G) Survival of subcutaneously engrafted liver MSC in NOD/SCID
mice. MSC expressed the lucifease reporter gene and luciferase signal was measured at different
time points after engraftment. Luciferase signal gradually declined over time but was clearly
detectable for at least 25 days, confirming long‐term survival of viable MSC in vivo.
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Long‐term survival of liver MSC in vivo

To evaluate the fate of MSC in vivo, liver or BM MSC were engrafted in the liver of NOD/SCID
mice subjected to CCl4‐induced liver toxicity. As shown in Figure 4A, RT‐PCR analysis at four
weeks showed the expression of the human MSC markers CD90 and CD105 in the liver of
MSC‐engrafted mice but not in sham‐treated controls. Fluorescent immunohistochemstry
confirmed the presence of human CD90 positive cells in the mouse liver tissue (Fig. 4B),
although these cells did not express cell proliferation marker PCNA. Dissociated mouse liver
tissue was cultured for five days. Human MSC with typical fibroblast‐like morphology rapidly
expanded in culture (Fig. 4C). No such cells were observed in control mice not engrafted with
human MSC (Fig. 4D). Flow cytometric analysis revealed that the majority of the explanted
liver cells expressed human CD90 (60.8% ± 18.2) (Fig. 4E) and CD105 (61.6% ± 20.8, mean ±
SD, n=3) (Fig. 4F). This was further confirmed by RT‐PCR analysis showing human specific
CD90 and CD105 gene expression in cultured cells. No CD90 and CD105 mRNA was detected
in cultures of sham‐treated controls (data not shown). To further evaluated the in vivo
survival, luciferase labeled liver MSC were subcutaneously engrafted into NOD/SCID. As
shown in Figure 4G, luciferase signal was clearly visible up to 25 days after engraftment
confirming longer term MSC survival in vivo, though the signal gradually declined over time.

Hepatic differentiation of liver MSC in vitro and in vivo

The hepatocyte‐lineage differentiation potential of liver MSC was determined in vitro using
an established hepatogenic culture procedure. After 30 days of culture, morphologic
changes of most cells were observed in all cultures (n=6). In contrast to fibroblast‐like
morphology of undifferentiated MSC (Fig. 5A), hepatogenic differentiation induced a
polygonal shaped morphology at 15 days (Fig. 5B) and 25 days of culture (Fig. 5C).
Fluorescent immunohistochemistry staining showed expression of human albumin protein
after MSC differentiation (Fig. 5D), but not undifferentiated MSC (Fig. 5E). Similarly,
glycogen‐storage was detected in differentiated MSC (Fig. 5F) but not undifferentiated MSC
(Fig. 5G). Quantitative RT‐PCR analyses confirmed specific expression of albumin mRNA in
differentiated BM and liver MSC (Fig. 5H).
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Figure 5. Liver MSC differentiate into hepatocyte‐like cells permissive to HCV infection. In contrast to
fibroblast‐like spreading of undifferentiated liver MSC (A), hepatogenic differentiation of liver MSC
induced a polygonal shaped morphology with a granular cytoplasm as shown 15 days (B) and 25 days
(C) of differentiation (400× magnification). Fluorescent immunocytochemistry showed human
albumin staining (green) in hepatic differentiated MSC at day 30 (D), but not in undifferentiated MSC
(E). Glycogen (stained pink) storage was seen in hepatic differentiated MSC (F) but not in
undifferentiated MSC (G) (100× magnification). Gene expression analysis of cultured MSC showed
clear expression of hepatocyte‐specific albumin gene after hepatogenic differentiation (MSC‐hepa)
by quantitative real‐time RT‐PCR (H). Albumin mRNA was undetectable (ND) in undifferentiated BM
or liver MSC and Huh7 hepatoma cell line served as positive control. To further characterize the MSC‐
derived hepatocyte‐like cells, differentiated and undifferentiated cells were incubated with
conditioned medium containing infectious HCV particles (HCVcc). Real‐time RT‐PCR analysis for the
HCV IRES sequence showed that differentiated MSC can be infected by HCV while undifferentiated
BM and liver MSC are not permissive to infection (I). Huh7 replicon cells (Huh7‐ET) with high level
HCV replication served as a positive control.
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To further investigate the functionality of MSC‐derived hepatocyte‐like cells, we
challenged differentiated and undifferentiated liver MSC with infectious HCV particles (JFH‐
1‐derived HCVcc), a virus with hepatic tropism produced by Huh7.5 cells. RT‐PCR analyses of
HCV specific IRES sequence clearly showed that, unlike undifferentiated MSC, MSC‐derived
hepatocyte‐like cells are permissive for HCV infection (Fig. 5I). Levels of HCV RNA was about
100‐fold lower than high replicating HCV replicon cells.

Figure 6. MSC differentiation into hepatocyte‐like cells in vivo. L‐MSC or BM‐MSC were engrafted
into the livers of NOD/SCID mice subjected to CCL4‐induced liver toxicity. Four weeks after the MSC
administration, the mouse livers were harvested and analyzed for evidence of hepatic differentiation.
(A) RT‐PCR analysis for human‐ and mouse‐specific albumin RNA. Human albumin expression was
observed in all MSC‐engrafted livers (lanes 3‐5) and was not observed in the control mouse liver
(lane 2). Human liver RNA served as a positive control (lane 1), and mouse albumin was detected in
all mouse livers (lanes 2‐7) but not in the human liver. (B) Immunohistochemical staining of the
mouse livers confirmed the presence of human albumin–positive cell clusters (indicated by arrows) in
mice engrafted with BM‐MSC or L‐MSC (n=7). (C) Control mouse and (D) human liver tissue served as
negative and positive controls, respectively, for the albumin staining (Bar=20 µm). The concentration
of human‐specific, albumin‐positive cells, as quantified by flow cytometry, was (E) 1.09% 6 0.39% in
the dissociated mouse livers (n=5) and (F) ND (<0.01%) in the sham‐treated control mice (n=3).
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Hepatogenic differentiation potential of liver MSC was further evaluated in vivo, in
NOD/SCID mice with CCl4‐induced liver injury. Four weeks after MSC engraftment, mouse
livers were harvested and RT‐PCR analyses displayed detectable levels of human‐specific
albumin gene expression (Fig. 6A). Immunohistochemical staining of mouse liver tissue
showed the presence of human albumin positive cell clusters in all MSC engrafted mice (Fig.
6B), although the frequency of these clusters were generally low. No human albumin
positivity was observed in untreated of shame CCL4 treated control mice (Fig. 6C). Flow
cytometric analyses of dissociated mouse livers confirmed the presence of human
hepatocyte‐like cells (Fig. 6E), with a mean percentage of albumin positive cells of 1.09 ±
0.39 SD (n=5). No positive cells were detected in livers from control mice (Fig. 6F). Overall,
these results indicate that liver MSC, or a subset of, have hepatogenic potential in vitro and
in vivo and that MSC‐derived hepatocyte‐like cells are infectable with HCV.

MSC effectively suppress T cell proliferation
It is well established that MSC populations from various tissues, including BM, spleen, heart
and fat, have immune regulatory and suppressive properties including the inhibition of T cell
proliferation.16, 35 The effect of adult human liver MSC on proliferation of mitogen‐ and
alloantigen stimulated T cells was investigated in vitro by measuring [3H] thymidine
incorporation. PBMC or purified CD4+CD25‐ T cells stimulated with mitogenic PHA or
irradiated allogeneic PBMC cells were co‐cultured with MSC at different ratios. As shown in
Figure 7A, a significant inhibition of alloantigen‐stimulated proliferation was observed at
MSC: PBMC ratios of 1: 2 (97% inhibition, P < 0.001), 1: 4 (92%, P < 0.001), 1: 8 (76%, P <
0.001) and 1: 16 (53%, P < 0.05; n = 6). Comparable inhibition of proliferation was observed
with PHA‐stimulated PBMC (Figure 7B). Similar results were obtained with BM MSC and
when purified CD4+CD25‐ T cells were used as responder cells (not shown).These findings
indicate that, like other MSC populations, liver MSC are potent inhibitors of T cell
proliferation and may contribute to allo‐immune regulation after liver transplantation.
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Figure 7. Suppression of T cell proliferation by liver MSC. (A) T cells were stimulated with irradiated
allogenic PBMC and co‐cultured with allogeneic MSC in 1:2, 4, 8, and 16 ratios (MSC: PBMC) for 5
days. (B) T cells were stimulated with PHA and co‐cultured with MSC for 5 days at different ratios.
Significant inhibition of cell proliferation was observed at different ratios. Similar results were
observed with BM MSC and when purified CD4+CD25‐ T cells were used as responders (data not
shown). * P < 0.05, ** P < 0.01, *** P < 0.001. Shown is the mean  SD of six experiments.

Discussion
Currently, the therapeutic potential of stem cells, such as MSC, are being explored at
incredible pace for the treatment of liver disease as well as many other diseases 4, 14. In vitro
hepatic differentiation has been described for MSC derived from different sources, including
BM, fat, lung, cord blood and amniotic fluid.25, 36‐38 In the current study we provide evidence
of the presence of MSC in the adult human liver itself. Gene expression profiling showed a
high degree of similarity between liver and BM MSC (Fig. 3). Overall, only 82 genes (0.25% of
the transcriptome) were more than 2‐fold different in expression between liver MSC and BM
MSC. Their high similarity, including the expression profiling of most of these MSC markers
(Fig. 3C), supports that the cells type we isolated is a bona fide MSC population. In addition,
the distinct genomic signature provides indication of their distinct origin, which in turn
provides potential markers to distinguish these two MSC populations.
In order to determine hepatic differentiation of liver MSC in vitro, we combined the
conventional methods with a novel approach of infecting the differentiated cells with HCV
(Fig. 5). We found that hepatic differentiated occurred in a subpopulation of liver MSC that
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not only changed morphology and expressed albumin, but also supported HCV infection.
Since HCV infection is largely restricted to mature hepatocytes, the results strongly indicated
that at least part of the MSC‐derived hepatocytes are fully differentiated and functionally
support viral entry and replication.
Consistently, hepatic differentiation of MSC has been reported in vivo as well. Several
studies mentioned the occurrence of MSC oriented hepatic differentiation in models of liver
injury and regeneration.14,

25, 37, 39

Though hepatic differentiation generally occurs at a

relatively low frequency (also seen in Fig. 6) and concerns are raised regarding the fate of
stem cells after transplantation in immune competent hosts,40 these findings still brought
new hope for MSC‐based cell therapies for regenerative liver diseases. Of note, is that the
hepatic differentiation of MSC appears to be less robust that seen with a different, more
committed, population of hepatic stem cells identified from human fetal and postnatal
livers,8 but seems to be improved upon in vitro hepatic differentiation of MSC before
engraftment.41 If MSC are used to treat liver diseases, both hepatic differentiation and in
vivo survival of the stem cells are crucial. In this study, we found that liver MSC not only can
differentiate towards hepatocytes but can also be retrieved four weeks after transplantation
into NOD/SCID mice (Fig. 4), indicating their long‐term survival property in vivo.
It is of note that MSC can migrate to injured tissue and contribute to tissue repair and
wound healing. This mobilization is likely regulated by specific danger signals and
chemotactic factors.42‐43 MSC have a profoundly greater capacity to survive under conditions
of ischemia, because in the absence of oxygen MSC can survive using anaerobic ATP
production.44 Our previous studies have shown that several types of liver‐derived
hematopoietic cells are mobilized during perfusion of the graft and are continuously
released into the recipient after liver transplantation.23, 27 Continuous migration of donor
leukocytes into recipient’s circulation leading to chimerism occurs more often in liver
transplantation compared to other organ transplantation and has been associated with graft
acceptance.45 We hypothesize that ex vivo vascular ischemic perfusion of liver grafts may
stimulate MSC mobilization at the time of transplantation. Indeed, substantial numbers of
liver MSC could be isolated from liver perfusates by culturing the cell fraction, demonstrating
migration of graft MSC during cold‐storage and perfusion (Fig. 1). Thus, liver preservation
fluid can be considered a novel source for MSC, which is of particular importance, because
normal healthy human liver tissue is usually not available. Given the fact that liver MSC
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possess potent immunomodulatory properties (Fig. 7), we speculate that like many liver
leukocytes, graft‐derived MSC may also migrate to the recipient after liver transplantation
and subsequently play a role in immune‐regulation, tissue repair and regeneration.
In conclusion, this study provides evidence for the presence of MSC in human adult liver.
These cells have similar characteristics as BM MSC regarding phenotype and function. The
migration of graft MSC at the time of liver transplantation provides an alternative source of
liver MSC, which also suggest that continuous release of graft MSC and systemic contribution
may occur after transplantation in a recipient. We believe that our observation has paved
way for further study on the role of these cells in physiological as well as under particular
pathological conditions.
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Summary and discussion
From the identification of the virus in 1989 to the development of interferon‐based standard
of care, the face of managing chronic hepatitis C has indeed been dramatically changing.
Overall, approx. half of patients can achieve sustained virologic response (SVR) with the
current standard peg‐IFN‐ in combination of ribavirin therapy, whereas the SVR rates is
only about 40% in patients with genotype 1 infection, the most common genotype in Europe
and North America1. With the launching of directly acting antivirals (DAAs), triple
combination of DAAs, peg‐IFN‐ and ribavirin is expected to increase SVR rates in genotype
1 patients up to approximately 60%, or more2. However, given the large infected population,
accumulated non‐responders, poor tolerability to interferon or DAAs, and special
populations, liver transplantation remains and will continue to be an important treatment
option for HCV–induced end‐stage liver disease. Furthermore, novel antivirals remain
urgently required to be developed, which ideally should act on distinct mechanisms and be
applicable in the current non‐responders and special populations with less side effects.

Interaction of immunosuppressants with antiviral interferon signaling
The universal occurrence of re‐infection post‐transplantation is associated with reduced
graft and patient survival in HCV‐positive liver transplants3. Using of particular
immunosuppressive medication has attributed to the aggravated infection course and poor
response to antiviral therapy in post‐transplant patients. However, clear evidence of distinct
effects of different immunosuppressants on HCV infection or interferon therapy so far come
only from research of cell culture models (Chapter 2). A recent study4 by Hirano and
coworkers reported that tacrolimus (Tac) but not cyclosporine A (CsA) could interfere with
interferon signaling and thereby reducing the antiviral activity of IFN‐ in a subgenomic HCV
replicon model promoted us to more extensively evaluate this issue in two state‐of‐the‐art
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HCV culture models. In contrast, we found no evidence that either CsA or Tac interferes with
IFN‐ induced gene expression or IFN‐ mediated antiviral activity against HCV infection
(Chapter 3). Therefore, no mechanistic argument is found to break the clinical controversy
about choice of calcineurin inhibitor during post‐transplantation antiviral therapy.
Previous work5 from our group showing MPA, an immunosuppressant approved for use
in 1994, can effectively suppress HCV replication and in synergy with IFN‐, inspired us to
continue explore its mechanism‐of‐action. In chapter 4, we confirmed the potent antiviral
effects of MPA at clinically relevant concentrations in the JFH1‐derived infectious HCV
model. In mice bearing subgenomic HCV replicon cells, systemic MPA treatment led to
efficient inhibition of viral replication and confirms its in vivo anti‐HCV evidence. Though
MPA is known to act trough inhibition of IMPDH2 enzyme which accounts for the anti‐T cell
proliferation effects, we found that IMPDH activity had only minor contribution to the anti‐
HCV effect of MPA in hepatocytes. In stead, MPA induced the expression of multiple antiviral
Interferon‐Induced Genes (ISGs), including IRF1, by augmenting the transcriptional activity of
so‐called Interferon Stimulated Response Element (ISRE). Using RNAi‐based loss‐of‐function
approach, IRF1 was shown to be directly involved in the anti‐HCV action of MPA. This
mechanism was found to be similar to ribavirin (Chapter 5), another type of IMPDH inhibitor
used in the standard care of chronic HCV for synergizing the antiviral interferon response.
These two chapters provided new mechanistic insights into the antiviral mechanism of MPA
and ribavirin and their molecular basis of synergy with interferon.

RNA interference and micoRNA in the biology and therapy of HCV
RNA interference (RNAi)‐based gene silencing technologies have fuelled a rapid progress in
the basic understanding of the HCV biology and revealed numerous new viral and host cell
factors as potential targets for therapy (Chapter 6.1). The development of RNAi libraries,
which allowed performing genome wide loss‐of‐function screens, has been a major step
forward for the study of gene function and resulted in identification of new genes related to
various biological functions and discovery of new therapeutic targets for many types of
diseases (Chapter 6.2). Lentiviral vector‐based RNAi libraries appear to have advantages over
conventional synthetic siRNA libraries, owing to their wide‐range tropism, genomic
integration property and effective in vitro delivery. However, certain commercial lentiviral
RNAi libraries overexpressed small hairpin RNA (shRNA) that subsequently saturate the
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cellular microRNA (miRNA) biosyntheses machinery. Since HCV replication is largely
dependent on miR‐122, we found that these libraries failed to screen host factors involving
HCV replication due to the disturbance of miR‐122 maturation (Chapter 7).
In the context of treating chronic HCV or preventing recurrence in HCV‐positive
transplant, a single dose administration with long‐lasting therapeutic effects would be ideal.
Therefore, integrating lentiviral vector expressing shRNA represents a suitable strategy. A
phenomenon described in Chapter 8 that RNAi‐mediated gene silencing can spread to non‐
transduced cells has indeed extended the therapeutic reach of RNAi. Virtually for any type of
vector, it is not possible to achieve 100% transduction efficacy in patients. Therefore, RNAi
transmission to neighboring cells could potentially overcome the issue of suboptimal vector
transduction to certain extend. Like other new antivirals6‐7, combining interferon is likely
required for RNAi‐based therapy to achieve ultimate success in chronically infected HCV
patients. Chapter 9 has demonstrated that interferon did not interfere with lentivral
transduction and RNAi gene silencing efficacy with combined antiviral activity when
combined with anti‐HCV lentiviral RNAi.
MiRNAs have been extensively investigated for their biological roles in regulating gene
expression but also considered as therapeutic targets as well as biomarkers for prognosis
and diagnosis of various diseases. In chapter 10, we have demonstrated that circulating miR‐
122, the liver abundant miRNA, represents potential biomarkers of hepatic injury in liver
transplantation patients. Along with the finding in Chapter 8 that secreted miRNAs are
packed in exosomes, Chapter 11 provided evidence that exosomes can mediate the
transmission of HCV virus, as a novel transmission route that can escape from the attack by
neutralizing antibodies.

Mesenchymal stem cells and liver diseases
Mesenchymal stem cells (MSC) were originally identified as heterogeneous population of
stem cells in the bone marrow (BM), but more recent studies demonstrated that MSC can be
readily isolated from many other adult and fetal tissues. Owing to their multi‐potency
together with anti‐inflammatory and immune‐modulatory properties, their biological roles
and therapeutic potentials have been explored at incredible speed. We have identified a
resident MSC population in adult human liver that are phenotypically and functionally similar
to BM‐derived MSC (Chapter 12). Liver MSC were releases during preservation of the graft at
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the time of liver transplantation and may continuously migrate into recipient and modulate
graft acceptance after transplantation. In addition, MSC produce a broad spectrum of
soluble factors, including growth factors, extracellular matrix and enzymes. Interestingly, we
found MSC can potently inhibit HCV infection, which is triggered by the soluble factors. The
MSC secretome stimulated the host innate immune system involving the broad antiviral
interferon‐inducible transmembrane protein (IFITM) family member, IFITM3 (Chapter 13).
Since the presence of resident MSC in the adult liver, this finding clear bears both biological
and clinical implications. In terms of clinical application of MSC, it often requires ex vivo
expansion of MSC to reach sufficient numbers for applying in patients. However, we
observed spontaneous malignant transformation of MSC after extensive in vitro culture
(Chapter 14). We further provided a method with a panel of biomarkers that can potentially
screen transformation events. This approach would be particular useful in the clinical
application of stem cell therapy and alleviate the concern of transplanting malignant cells
into patients.
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Final remarks


Laboratory investigation of the effects of immunosuppressants on HCV infection and
interferon antiviral therapy will not resolve the clinical controversy regarding the
choice of particular immunosuppressive medication in HCV‐positive liver transplants.
However, it does provide important insight into the virus life‐cycle and how these
drugs can act on this. This knowledge is of value for future drug development as well
as promotes the initiation of relevant clinical studies.



RNAi represents futuristic but promising option for treatment of HCV infection.
Likely, it will not be applicable for all the patients but do give hope to special
populations, including previous non‐responders or patients with poor tolerability to
the standard therapy, HIV co‐infected patients or transplant recipients.



Discovery of the antiviral property of mesenchymal stem cells has indeed brought up
another novel avenue of combating HCV infection. Together with their hepatic
differentiation potential, anti‐inflammatory and immune‐modulatory properties and
nourishing capability, therapeutic application of MSC in HCV patients may achieve
“one stone hits multiple birds” effects. Given the presence of hepatic MSC, their
biological roles and the interaction with other cell types could be particular
interesting in healthy and diseased liver.
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Samenvatting en discussie
Vanaf de ontdekking van het Hepatitis C Virus (HCV) tot aan de ontwikkeling van de huidige
antivirale therapie met interferon is er veel veranderd met betrekking tot de behandeling
van chronische HCV. Bij ongeveer de helft van alle patiënten verdwijnt het virus volledig na
behandeling met de standaard combinatietherapie van peg‐IFN‐α en ribavirine. Bij patiënten
die geïnfecteerd zijn met genotype I HCV, het meest voorkomende genotype in Europa en
Noord‐Amerika, gebeurt dat in slechts 40% van de gevallen1. Met de introductie van nieuwe
antivirale middelen zoals protease remmers en andere “direct acting antivirals” (DAAs), die
gegeven worden in combinatie met met peg‐IFN‐α en ribavirine, verwacht men echter dat
meer dan 60% van de patiënten met type I HCV wel zal reageren op deze therapie2. Toch
zullen nu en in de toekomst levertransplantaties nodig blijven voor de behandeling van
vergevorderde leverziekten als gevolg van HCV infectie. De reden hiervoor is het grote aantal
geïnfecteerde individuen, het toenemende aantal patiënten dat niet op de huidige therapie
reageert of andere moeilijk te behandelen patiënten, en de niet geringe bijwerkingen van
interferon en DAAs. Daarnaast blijft de ontwikkeling van nieuwe antivirale middelen, die bij
voorkeur een ander werkingsmechanisme hebben dan de huidige middelen, en die
toegepast kunnen worden bij patiënten die niet reageren op de huidige standaardtherapie,
noodzakelijk.

Interactie van immuunsuppressiva met het antivirale werkingsmechanisme van interferon
Bij HCV‐positieve levertransplantaties wordt het donororgaan vaak opnieuw geïnfecteerd
met HCV, wat negatieve gevolgen heeft voor het behoud van het donororgaan en het
overlevingspercentage van de patiënten3. De toenemende ernst van de infectie en de
verminderde respons op antivirale therapie na transplantatie wordt in verband gebracht met
het gebruik van bepaalde immuunsuppressiva. Met behulp van onderzoek met celkweek
modellen is bewezen dat verschillende immuunsuppressiva effecten hebben op HCV infectie
en de werking van interferon (Hoofdstuk 2). Recent onderzoek door Hirano en
medewerkers4 heeft uitgewezen dat Tacrolimus (Tac), in tegenstelling tot Cyclosporine A
(CsA), kan interfereren met de signaaltransductie van interferon. In een HCV replicatiemodel
resulteerde dit in de vermindering van de antivirale werking van IFN‐α. Naar aanleiding van
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deze resultaten hebben wij dit mechanisme onderzocht in twee geavanceerde HCV kweek
systemen. In tegenstelling tot Hirano vonden wij, dat zowel Tac als CsA geen invloed hebben
op IFN‐α geïnduceerde genexpressie en de antivirale activiteit van IFN‐α in deze
kweeksystemen (Hoofdstuk 3). Op de vraag welke calcineurineremmer de voorkeur zou
moeten hebben tijdens antivirale therapie na transplantatie kan op grond van onze
bevindingen nog steeds geen duidelijk antwoord worden gegeven.
Bij

voorgaand

onderzoek

van

onze

groep

is

aangetoond

dat

MPA,

een

immuunsuppressivum dat vanaf 1994 goedgekeurd is voor de behandeling van patiënten, op
een effectieve manier de replicatie van HCV kan onderdrukken en de antivirale werking van
IFN‐α kan versterken5. Op grond van deze resultaten hebben wij het werkingsmechanisme
van MPA nader onderzocht. In hoofdstuk 4 konden wij de antivirale werking van MPA bij
klinisch relevante concentraties bevestigen, zowel in het subgenomisch model voor HCV
infectie, als in het JFH‐1 model voor infectieus HCV. In vivo bewijs voor de antivirale werking
van MPA werd geleverd door muizen te implanteren met cellen die het subgenomisch HCV
replicon bevatten en deze te behandelen met MPA. Door de behandeling met MPA werd de
replicatie van het virus op een effectieve manier geremd. Hoewel het bekend is dat de
werking van MPA verloopt via de remming van het enzym IMPDH2, is uit ons onderzoek
gebleken dat deze remming slechts een gedeeltelijke bijdrage levert aan de inhibitie van HCV
door MPA. In plaats daarvan werd de expressie van verschillende antivirale, interferon
geïnduceerde genen (ISGs) waaronder IRF1, door MPA geïnduceerd door middel van de
verhoogde activering van een interferon gestimuleerd respons element (ISRE). Door de
expressie van IRF1 uit te schakelen met RNAi kon worden aangetoond dat IRF1 direct
betrokken is bij de HCV remmende werking van MPA. Ook de werking van ribavirine, een
ander type IMPDH remmer die gebruikt wordt in de standaard behandeling van chronische
HCV en die het effect van interferon versterkt, bleek gebaseerd te zijn op het zelfde
werkingsmechanisme (Hoofdstuk 5). De hoofdstukken 4 en 5 van dit proefschrift hebben
nieuwe inzichten opgeleverd met betrekking tot het antivirale mechanisme van MPA en
ribavirine, en de moleculaire basis voor hun synergie met interferon.

RNA Interferentie en microRNA in de biologie en therapie van HCV
Het uitschakelen van genen met behulp van op RNA interferentie (RNAi) gebaseerde
technologie heeft het begrip van de biologie van HCV aanzienlijk vergroot. Bovendien
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werden met behulp van RNAi vele nieuwe virulentie factoren ontdekt, zowel in het virus als
in de gastheercel, die een potentieel doelwit zijn voor therapie (Hoofdstuk 6.1). De
ontwikkeling van RNAi‐banken waarmee door het gehele genoom genen kunnen worden
uitgeschakeld heeft geresulteerd in de ontdekking van nieuwe genen die betrokken zijn bij
verschillende biologische functies en de ontdekking van nieuwe therapeutische doelwitten
voor een groot aantal aandoeningen (Hoofdstuk 6.2). RNAi banken die gebaseerd zijn op
lentivirale vectoren hebben het voordeel ten opzichte van synthetische siRNA banken dat ze
een brede toepasbaarheid hebben, in het genoom integreren en effectief in vitro toegediend
kunnen worden. Sommige commercieel verkrijgbare lentivirale RNAi banken geven echter
een zodanige overexpressie van shRNA, dat het cellulaire systeem dat verantwoordelijk is
voor de productie van microRNA (miRNA) verzadigd raakte. HCV replicatie is voor een groot
deel afhankelijk van miR‐122. Wanneer wij gebruik maakten van lentivirale RNAi banken om
gastheer factoren op te sporen die betrokken zijn bij HCV replicatie, bleek de expressie van
functioneel miR‐122 ernstig verminderd, waardoor een algemene remming van HCV
replicatie op trad. Door dit aspecifieke effect op virus replicatie is deze onderzoeksmethode
minder geschikt gebleken voor het onderzoeken van HCV gastheer factoren (Hoofdstuk 7).
De toepassing van RNAi technologie biedt mogelijkheden voor de behandeling van
chronische HCV en de preventie van herinfectie van de getransplanteerde lever. Een
lentivirale vector die shRNA tot expressie brengt kan in principe via een eenmalige dosis
toegediend worden, waarbij een langdurig therapeutisch effect bereikt kan worden. De
therapeutische mogelijkheden voor RNAi zijn inderdaad uitgebreid sinds uit ons onderzoek is
gebleken dat het uitschakelen van genen met behulp van RNAi zich vanuit de
getransduceerde cellen kan uitbreiden naar naastgelegen cellen (Hoofdstuk 8). Het is tot nu
toe niet mogelijk gebleken om 100% transductie‐efficientie te verkrijgen in patiënten,
onafhankelijk van welke vector hier voor gebruikt wordt. Het feit dat RNAi overgedragen kan
worden op naburige cellen, zou dus een gedeeltelijke oplossing kunnen bieden voor de
suboptimale vector transductie. Op RNAi gebaseerde therapie zal waarschijnlijk wel moeten
worden gecombineerd met een behandeling met interferon om optimaal resultaat te
verkrijgen bij patiënten met chronische HCV infectie, net zoals dat het geval is bij andere
nieuwe antivirale middelen6‐7. Uit ons onderzoek is gebleken dat interferon geen negatief
effect heeft op de lentivirale transductie en het uitschakelen van genen met RNAi, en dat de
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combinatie van anti‐HCV RNAi met interferon een versterkt antiviraal effect geeft
(Hoofdstuk 9).
Behalve dat miRNAs betrokken zijn bij genregulatie, en potentieel doelwit zijn voor
therapie, kunnen ze mogelijk ook fungeren als biomarkers bij de prognose en diagnose van
verschillende ziekten. In Hoofdstuk 10 hebben wij aangetoond dat miR‐122, een lever
abundant miRNA, in bloed en serum kan worden aangetoond bij levertransplantatie
patiënten, waar het een gevoelige biomarker is voor leverschade. Op basis van de bevinding
in hoofdstuk 8, dat het vrijkomen van miRNA uit cellen deels plaatsvindt via het uitscheiden
van kleine blaasjes (exosomen), tonen we in Hoofdstuk 11 aan dat het uitscheiden van
exosomen door hepatocyten ook een belangrijke route is voor het overdragen van HCV
infectie. Gebleken is dat de exosoom‐route van HCV infectie grotendeels ongevoelig is voor
remming door virusspecifieke antistoffen en mogelijk kan bijdragen aan herinfectie van
hepatocyten na levertransplantatie.

Mesenchymale stamcellen en leverziekten
Mesenchymale stamcellen (MSC) werden voor het eerst geïdentificeerd als een heterogene
populatie in het beenmerg (BM). Recent is echter gebleken dat deze cellen ook geïsoleerd
kunnen worden uit vele andere humane en foetale weefsels. Omdat deze multi‐potente
cellen zowel ontstekingsremmende als immuunmodulatoire eigenschappen hebben is er
recent veel onderzoek gedaan naar hun biologische rol en mogelijke therapeutische
toepassingen. Wij hebben in de lever een populatie MSC gevonden die fenotypisch en
functioneel vergelijkbaar is met BM‐MSC (Hoofdstuk 12). Lever MSC worden gemobiliseerd
uit het weefsel tijdens de preservatie van donorlevers gedurende de levertransplantatie
procedure, en komen mogelijk ook terecht in de circulatie van de ontvanger waar zij een rol
kunnen spelen bij de acceptatie van het donororgaan. Bovendien produceren MSC een
breed spectrum aan factoren, zoals groeifactoren, extracellulaire matrixeiwitten en
enzymen. Uit ons onderzoek is gebleken dat MSC, via deze factoren, infectie met HCV
mogelijk kunnen verhinderen. De door MSC uitgescheiden factoren stimuleerden de
expressie van het antivirale eiwit IFTIM3 (interferon‐inducible transmembrane protein 3),
dat onderdeel is van het aangeboren immuunsysteem (Hoofdstuk 13). De vondst van een
populatie MSC in de lever heeft zowel biologische als klinische implicaties. Voordat MSC
toegepast kunnen worden in patiënten, moeten deze cellen eerst ex vivo vermeerderd
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worden. Wij vonden echter dat MSC tijdens langdurige in vitro kweek spontaan kunnen
transformeren tot maligne cellen (Hoofdstuk 14). Wij hebben echter een methode kunnen
ontwikkelen, waarbij met behulp van een aantal biomarkers mogelijk getransformeerde
cellen kunnen worden opgespoord. Deze methode zal vooral bruikbaar zijn voor de klinische
toepassing van stamceltherapie, omdat op deze wijze de transplantatie van maligne cellen
kan worden voorkomen.
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Algemene conclusie


De

resultaten

van

het

laboratoriumonderzoek

naar

de

effecten

van

immuunsuppressiva op HCV infectie en antivirale therapie met interferon biedt op dit
moment geen uitsluitsel welke immuunsuppressieve medicatie in HCV‐positieve
levertransplantatie patiënten het beste gebruikt kan worden. Wel heeft het inzicht
opgeleverd met betrekking tot het begrip van de werking van deze medicijnen, en
levert het een aanzet tot de ontwikkeling van nieuwe medicatie en het opstarten van
relevante klinische studies.



RNAi is een veelbelovende behandelingsoptie voor HCV infectie, die zich echter nog
in een experimenteel stadium bevindt. Deze behandeling zal waarschijnlijk niet
toegepast kunnen worden bij alle HCV patiënten, maar biedt wel extra
behandelingsmogelijkheden voor speciale patiëntengroepen, zoals patiënten die niet
reageren op de standaardtherapie of deze slecht verdragen, patiënten die met HCV
en HIV zijn geïnfecteerd, of patiënten die een transplantatie hebben ondergaan.



De ontdekking van de antivirale eigenschappen van mesenchymale stamcellen biedt
nieuwe opties voor het bestrijden van HCV infectie. Omdat deze cellen kunnen
differentiëren

tot

levercellen,

ontstekingsremmende

en

regeneratieve

eigenschappen hebben en het immuunsysteem kunnen beïnvloeden kan de
therapeutische toepassing van MSC in HCV patiënten op verschillende vlakken een
positief effect hebben. Het feit dat de lever MSC bevat maakt het interessant om hun
biologische functie en de interactie met andere celtypen nader te bestuderen, zowel
in de gezonde als in de zieke lever.
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picking up us at airport and for taking care of my family when I was abroad.
For my parents and brother: （父母和弟弟），感谢你们自始至终对我的支持，无论在艰难时还是在容
易时。无以回报你们对我的付出。我为你们做最好的祈祷！

For my parents in law （岳父母），感谢你们的信任和支持，感谢为我们做的美好祈祷！
Last but not the least, to my wife, Umme Kulsum, daughter Sumayyah and son Muhammad; Dear
Umme Kulsum, because of your enormous effort, I could focus on my work. Because of you, I could
eat hot meal every lunch at work, whereas most of others were chewing bread. Thank you is indeed
not enough for you! Dear Sumayyah and Muhammad, because of you, our home is always filled with
happiness. I love all of you!
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Curriculum vitae
Qiuwei (Abdullah) Pan was born in December 31, 1981, in Changxing, Zhejiang provice,
China. He grew up and attended elementary, middle and high school at his hometown, the
southeast part of China.
In 2000, he moved to the northwest of China to start his Bachelor study in veterinary
medicine and animal breeding at Northwest University for Nationalities, Lanzhou. At the
same year, he converted to Islam, thereby named as Abdullah. Soon after graduation in
2004, he moved back to Hangzhou, the capital of Zhejiang provice, to start his research
Master degree at Zhejiang Sci‐Tech University. Under supervision of Prof. Xinyuan Liu and
Prof. Cheng Qian, he initiated the development of oncolytic adenoviral vector delivering RNA
interference (RNAi) for the experimental gene therapy of hepatocellular carcinoma (HCC).
However, he soon realized the challenge and limitation of cancer gene therapy for clinical
application. In stead, he believes it is a right time to tackle the main cause of HCC: chronic
viral hepatitis infection.
In 2007, he moved to the department of Gastroenterology and Hepatology, Erasmus
Medical Center Rotterdam, the Netherlands, to carry out his PhD research on hepatitis C
virus (HCV) infection. Under supervision of a renowned hepatologist Prof. Harry Janssen, a
well‐known surgeon Prof. Hugo Tilanus and a sharp‐minded transplant researcher Dr. Luc
van der Laan, he focused on multiple aspects and aimed to improve the outcome of HCV
positive liver transplantation. Specifically, he devoted to projects, including (i) development
of lentiviral vector delivered RNAi for prevention and treatment of HCV recurrence; (ii) the
effects of different immunosuppressants on HCV infection and interferon treatment; (iii)
using mesenchymal stem cells for anti‐HCV and regenerative therapy. In addition to a list of
publications, his discovery of antiviral activity by mesenchymal stem cells has led to a patent
application and potential valorisation. In 2009, he was elected as Rising Star by the
International Liver Transplantation Society.
Currently, he is recruiting PhD students and building a novel translational research line at
the same lab in close collaboration with Prof. Maikel Peppelenbosch (head of the lab) and
Prof. Harry Janssen, aiming at better understanding of hepatitis virus‐host interaction and
developing novel anti‐viral therapies.
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Name PhD Student
Erasmus MC Department
PhD Period
Promotors
Copromotor

Qiuwei Pan
Gastroenterology and Hepatology
April 2007 ‐ February 2012
Prof.dr. H.L.A. Janssen & Prof.dr. H.W. Tilanus
Dr. L.J.W. van der Laan

General Courses








The international course on laboratory animal science (Art. 9)
Animal imaging workshop
Partek data analysis courses (three series)
Basic data analysis on gene expression arrays
Valorisation workshop
Photoshop CS3 workshop
Grant proposal writing workshop

Oral Presentations at International Conferences












2008, ESF‐EMBO symposium: antiviral applications of RNA interference, Sant Feliu de
Guixols, Spain
2008, The annual congress of the International Liver Transplantation Society, Paris,
France
2008, The 59th annual meeting of the American Association for the Study of Liver
Diseases, San Francisco, CA, USA
2009, The annual congress of the International Liver Transplantation Society, New
York, USA (two presentations: plenary Rising Star Award session and parallel session)
2009, The 60th annual meeting of the American Association for the Study of Liver
Diseases, Boston, USA
2009, The 16th International Symposium of Hepatitis C Virus, Nice, France
2010, The annual congress of the Asian Pacific Association for the Study of the Liver,
Beijing, China
2010, The annual congress of the International Liver Transplantation Society, Hong
Kong, China
2010, The 61st Annual meeting of the American Association for the Study of Liver
Diseases, Boston, USA
2011, The annual American Transplant Congress, Philadelphia, USA
2011, The 62nd annual meeting of the American Association for the Study of Liver
Diseases, San Francisco, CA, USA

Oral Presentations at National Conferences


2008, The annual conference of the Dutch Association of Hepatology (plenary Best
Abstract Award session)
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2008, The annul conference of the Netherlands Transplantation Society (two
presentations)
2009, The annul conference of the Dutch Association of Hepatology (plenary Best
Abstract Award session)
2009, The annul conference of the Netherlands Transplantation Society (two
presentations)
2010, the NVH ‐ Dutch Liver Science Retreat

Academic Awards
Top Scored Abstract Awards:
 2008, Altana voordrachtprijs, The annul conference of the Dutch Association of
Hepatology (€450)
 2009, Altana voordrachtprijs, The annul conference of the Dutch Association of
Hepatology (€500)
 2009, Rising Star Award, the annual meeting of International Liver Transplantation
Society ($3.000)
Young Investigator Travel Awards:
 2008, ESF‐EMBO symposium: antiviral applications of RNA interference, Sant Feliu de
Guixols, Spain (€250)
 2009, The 59th annual meeting of The American Association for the Study of Liver
Diseases ($500)
 2010, The annual congress of the International Liver Transplantation Society ($1.000)
 2011, The 62nd annual meeting of The American Association for the Study of Liver
Diseases ($500)
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Publications
International (refereed) journals
1. Qiuwei Pan, Hugo W. Tilanus, Herold J. Metselaar, Harry L.A. Janssen and Luc J.W. van
der Laan. Virus‐drug interactions: mechanistic insights on the impact of
immunosuppressants on Hepatitis C infection. Nature Reviews Gastroenterology &
Hepatology. 2012, conditionally accepted.
2. Qiuwei Pan, Harry L.A. Janssen, Luc J.W. van der Laan and Maikel P. Peppelenbosch. A
dynamic perspective of RNAi library development. Trends in Biotechnology. 2012, in
press.
3. Qiuwei Pan, Petra E. de Ruiter, Herold J. Metselaar, Jaap Kwekkeboom, Hugo W.
Tilanus, Harry L.A. Janssen and Luc J.W. van der Laan. Mycophenolic acid augments
interferon‐stimulated gene expression and inhibits hepatitis C virus infection in vitro
and in vivo. Hepatology. 2011, Epub.
4. Qiuwei Pan, Vedashree Ramakrishnaiah, Scot Henry, Suomi Fouraschen, Petra E. de
Ruiter, Jaap Kwekkeboom, Hugo W. Tilanus, Harry L.A. Janssen and Luc J.W. van der
Laan. Hepatic cell‐to‐cell transmission of small silencing RNA extends the therapeutic
reach of RNAi again hepatitis C infection. Gut. 2011, Epub.
5. Waqar R. Farid, Qiuwei Pan, Adriaan J.P. van der Meer, Petra E. de Ruiter, Vedashree
Ramakrishnaiah, Jeroen de Jonge, Jaap Kwekkeboom, Harry L.A. Janssen, Herold J.
Metselaar, Hugo W. Tilanus, Geert Kazemier, Luc J.W. van der Laan. Hepatocyte‐
derived micrornas as serum biomarker of hepatic injury and rejection after liver
transplantation. Liver Transplantation. 2011, Epub.
6. Qiuwei Pan, Hugo W. Tilanus, Harry L.A. Janssen and Luc J.W. van der Laan. Ribavirin
enhances interferon‐stimulated gene transcription by activation of the interferon‐
stimulated response element. Hepatology. 2011 Apr;53(4):1400‐1401.
7. Qiuwei Pan, Petra E. de Ruiter, Karin J. von Eije, Ron Smits, Hugo W. Tilanus, Ben
Berkhout, Harry L.A. Janssen and Luc J.W. van der Laan. Disturbance of the microRNA
pathway by commonly used lentiviral shRNA libraries limits the application for
screening host factors involved in hepatitis C virus infection. FEBS Letters. 2011, Apr
6;585(7):1025‐1030.
8. Luc J.W. van der Laan, Yigang Wang, Hugo W. Tilanus, Harry L.A. Janssen and Qiuwei
Pan. AAV‐mediated gene therapy for liver diseases: the prime associate for clinical
application? Expert Opin Biol Ther. 2011 Mar;11(3):315‐327.
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Publications
9. Qiuwei Pan, Suomi M.G. Fouraschen, Fatima S.F. Aerts‐Kaya, Monique M. Verstegen,
Mario Pescatori, Andrew P. Stubbs, Wilfred van IJcken, Antoine van der Sloot, Ron
Smits, Jaap Kwekkeboom, , Herold J. Metselaar, Geert Kazemier, Jeroen de Jonge,
Hugo W. Tilanus, Gerard Wagemaker, Harry L.A. Janssen and Luc J.W. van der Laan.
Mobilization of hepatic mesenchymal stem cells from adult human liver grafts. Liver
Transplantation. 2011 May;17(5):596‐609. (Cover article)
10. Qiuwei Pan, Herold J. Metselaar, Petra E. de Ruiter, Jaap Kwekkeboom, Hugo W.
Tilanus, Harry L.A. Janssen, Luc J.W. van der Laan. Calcineurin inhibitor tacrolimus
does not interfere with the suppression of hepatitis C virus infection by interferon‐
alpha. Liver Transplantation. 2010, 16(4):520‐6.
11. Qiuwei Pan, Hugo W. Tilanus, Harry L.A. Janssen and Luc J.W. van der Laan. Prospects
of RNAi and microRNA‐based therapies for hepatitis C. Expert Opin Biol Ther. 2009,
9:713‐24.
12. Qiuwei Pan, Scot D. Henry, Herold J. Metselaar, Bob Scholte, Jaap Kwekkeboom, Hugo
W. Tilanus, Harry L.A. Janssen and Luc J.W. van der Laan. Combined anti‐viral activity
of interferon‐alpha and RNA interference directed against hepatitis C without
affecting vector delivery and gene silencing. J Mol Med. 2009, 87(7):713‐22.
13. Qiuwei Pan, Bisheng Liu, Jin Liu, Rong Cai, Xinyuan Liu, Cheng Qian. Synergistic
antitumor activity of XIAP‐shRNA and TRAIL expressed by oncolytic adenoviruses in
experimental HCC. Acta Oncol. 2008; 47(1): 135‐44.
14. Qiuwei Pan, Bisheng Liu, Jin Liu, Rong Cai, Yigang Wang, Cheng Qian. Synergistic
induction of tumor cell death by combining cisplatin with an oncolytic adenovirus
carrying TRAIL. Mol Cell Biochem. 2007, 304 (1‐2):315‐23.
15. Qiuwei Pan, Scot D. Henry, Bob Scholte, Hugo W. Tilanus, Harry L.A. Janssen and Luc
J.W. van der Laan. New therapeutic opportunities for hepatitis C based on small RNA.
World J Gastroenterol. 2007 Sep 7;13(33):4431‐6.
16. Qiuwei Pan, Suyang Zhong, Bisheng Liu, Jin Liu, Rong Cai, Yiogang Wang, Xinyuan Liu,
Cheng Qian. Enhanced sensitivity of hepatocellular carcinoma cells to chemotherapy
with a Smac‐armed oncolytic adenovirus. Acta Pharmacol Sin. 2007, 28(12):1996‐
2004.
17. Qing Chen, Qiuwei Pan, Rong Cai and Cheng Qian. Prospects of RNA Interference
Induced by RNA Pol II Promoter in Cancer Therapy. Progress in Biochemistry and
Biophysics. 2007, 34 (8): 806‐815.
18. Qiuwei Pan, Rong Cai, Xinyuan Liu, Cheng Qian. A novel strategy for cancer gene
therapy: RNAi. Chinese Science Bulletin. 2006, 51:91‐97.
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Publications
National (refereed) journals (Abstract in English and main text in Chinese)
19. Qiuwei Pan, Rong Cai and Cheng Qian. Evaluation of the safety of AAV vector.
International Journal of Virology. 2006,13:5‐8.
20. Qiuwei Pan, Rong cai, Xinyuan Liu and Cheng Qian. MicroRNA and cancer:
Oncogenesis, Diagnosis and Therapy. Chinese Journal of Nature. 2006, 28:84‐87.
Books, or contributions to books
21. Qiuwei Pan and Luc van der Laan. Hepatitis C: New Insights and Therapeutics by RNAi.
Chapter 9 of the book “RNA Interference and Viruses: Current Innovations and Future
Trends”. Edited by: Miguel Angel Martínez. Caister Academic Press ISBN978‐1‐
904455‐56‐1. 2010.
22. Scot Henry, Qiuwei Pan and Luc J.W. van der Laan. Production of multicopy shRNA
lentiviral vectors for antiviral therapy. Book chapter in “Antiviral RNAi: Immune
defense and therapy” Edited by: Ronald van Rij. Publisher: Humana Press. 2011.
(Pubmed version: Methods Mol Biol. 2011;721:313‐332.)
Patent
VAN DER LAAN, Luc J.W; PAN, Qiuwei; CROP, Meindert Johannes. 2008, INHIBITION
OF VIRAL INFECTION AND REPLICATION BY MESENCHYMAL STEM CELLS (MSC) AND
MSC‐DERIVED PRODUCTS. Patent application No.: PCT/NL2008/050711. Pub. No.:
WO/2010/053350. (Contribution: 40%)
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