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There are some oddities in the perspective with which we see the world.
The fact that we live at the bottom of a deep gravity well, on the surface of a
gas covered planet going around a nuclear fireball 90 million miles away
and think this to be normal is obviously some indication of how skewed
our perspective tends to be, but we have done various things over
intellectual history to slowly correct some of our misapprehensions.

Douglas N. Adams
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Chapter 1

INTRODUCTION

Avian Influenza

Avian influenza (Al) is a contagious disease of birds that is caused by viruses be-
longing to the influenza A genus within the family Orthomyxoviridae (15, 112).
Influenza A viruses are antigenically divided into 16 hemagglutinin (HA; H1-H16)
and 9 neuraminidase (NA; N1-N9) subtypes. The primary hosts of Al viruses are
wild aquatic birds, in which the virus replicates asymptomatically in the intestinal
tract and to a lesser extent in the respiratory tract. All known influenza A virus
subtypes have been isolated from birds. Only certain subtypes infect humans and
other mammals such as horses, pigs and dogs, in which they cause acute respira-
tory disease and are efficiently transmitted within the host population (183). Every
year, seasonal human influenza causes severe illness in three to five million indi-
viduals and can cause up to half a million deaths worldwide (185). These numbers
can dramatically increase during occasional pandemic outbreaks.

Al can be transmitted to domesticated birds, such as chickens, ducks and turkeys,
through fecal contamination of water. Based on the severity of the disease in poul-
try, Al can be classified into two clinical forms: a low pathogenic (LPAI) form that
causes mucosal infections with variable morbidity and decreased egg production,
and a high pathogenic (HPAI) form, which causes high morbidity and mortality
in poultry with devastating economic effects (159). HPAI, also known as fowl
plague, arises from LPAI subtypes H5 and H7, and it is generally assumed to occur
in domestic birds that become infected with LPAI H5 and H7 strains from the wild-
bird reservoir (5)

As a zoonosis, influenza A virus can be transmitted between species from animals
to humans. Recent outbreaks of HPAI H5N1 and H7N?7 strains in poultry resulted
in transmission to humans with high fatality among hospitalized individuals (23,
42). Until now, such viruses have yet shown difficult to transmit between humans,
although recent studies suggest that they are able to do so (65). Control of out-
breaks of Al is therefore not only necessary to prevent economical losses in poultry
farming, but also to protect global public health. Migratory behavior of aquatic
birds allows the Al virus to spread fast and widely, making outbreaks difficult to
prevent or control. Although HPAI outbreaks are generally controlled by culling
of the infected flocks, vaccination has been shown to be an effective, additional
tool (160).
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Influenza A virus anatomy and replication cycle

The influenza A virus (Fig. 1) is characterized by a lipid envelope of spherical or
filamentous shape, that contains the negative sense single-stranded RNA genome,
divided into eight linear segments (15, 112). These eight segments can encode at
least twelve viral proteins, including the three RNA polymerase subunits PB1, PB2
and PA, the nucleocapsid protein NP, the matrix protein M1, the ion channel-like
protein M2, the non-structural protein NS1, the nuclear export protein NEP (pre-
viously known as NS2) and the earlier mentioned glycoproteins HA and NA. A
small, pro-apoptotic protein called PB1-F2 may be expressed from an alternative
reading frame by the PB1 gene segment. Furthermore, recent studies revealed an
open reading frame in the PA gene that encodes the PA-X protein, which represses
cellular gene expression and modulates the host response to infection (71). The
host cell derived lipid envelope of the virion is studded with HA trimers and NA
tetramers, which form the main influenza virus antigens. In addition to HA and
NA, a small number of M2 proteins are present in the viral envelope. Beneath the
viral envelope lays a matrix of M1 proteins, which enclose the virion core contain-
ing the 8 ribonucleoprotein complexes (VRNP). Each vRNP contains one RNA seg-
ment, coated with NP protein and includes the heterotrimeric RNA-dependent
RNA polymerase. Furthermore NEP, but not NS1 is present in the virion.
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Fig. 1. Schematic overview of the influenza A virus particle.

Infection of a cell starts by attachment of the virion to receptors on the cell mem-
brane (Fig. 2). Human influenza viruses prefer binding to receptors containing
sialic acid (SA) with a-2,6 linkage, that are commonly found on human tracheal
epithelial cells, whereas avian influenza strains prefer receptors with a-2,3 linkage,
that are more common in avian gut epithelium. The HA protein is therefore a de-
terminant for host specificity. Furthermore, HA is also the major virulence factor
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Fig. 2. Schematic overview of the infection of a cell by influenza A virus. Infection starts with binding HA on the
virus membrane to sialic acid receptors on the cell membrane (1). Then, the virus particles is internalized by en-
docytosis (2). Acidification of the endosome results in fusion of the virus membrane with that of the endosome,
and release of the viral genome into the cytoplasm (3). The VRNPs are then imported into the nucleus where it
is replicated into more vVRNA copies, and transcribed into vmRNAs (4). The vmRNAs are exported to the cytoplasm
where they are translated (5). PB1, PB2, PA, NP, NS1, M1 and NEP proteins are then imported into the nucleus
(6A), whereas HA, NA and M2 are transported to the cell membrane (6B). In the nucleus, progeny vVRNPs are
formed after binding of NP and polymerase proteins to the new vRNAs. Binding of M1 and NEP to the vRNPs re-
sults in export of the viral genome to the cytoplasm, where virus assembly occurs at the cell membrane (7).
When a new virus particles is formed, the NA cleaves the cellular sialic acid receptors, thereby facilitating the
release of progeny virions from the cell (8).

associated with the HPAI phenotype. HA is build up out of three monomers, each
consisting of two disulphide-linked polypeptides, HA1 and HA2, which result
from proteolytic cleavage of the precursor HAQ (15). Cleavage is required for the
virus to be infectious. HPAI viruses contain multiple basic amino acids at the cleav-

age site and can therefore be cleaved by a wider range of proteases, thereby allow-
ing the virus to replicate systemically resulting in high pathogenicity. After cellular
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attachment, influenza virus particles are internalized by endocytosis. Acidification
of the endosome then leads to two essential steps. A pH reduction inside the virion,
enabled by the M2 ion-channels, depolymerizes the M1 matrix layer and dissoci-
ates M1 from the RNPs (99, 197). Simultaneously, a pH-induced conformational
change of HA allows fusion between the viral and the endosomal membrane and
release of the viral content in the cytoplasm. The vRNPs are then imported into
the nucleus by the host nuclear import machinery. Unlike most other RNA viruses,
the influenza virus replicates inside the nucleus of host cells. Each vRNP acts as
an independent functional unit that directs the synthesis of two positive-sense
RNAs, the viral mRNA (vmRNA) and the complementary RNA (cRNA), by using
the negative sense viral RNA (vVRNA) as a template. The vmRNAs are exported to
the cytoplasm where they are translated. PB1, PB2, PA, NP and NS1 are expressed
early in the infection, whereas HA, NA, M1, M2 and NEP are expressed later (112).
PB1, PB2, PA, NP, NS1, M1 and NEP are imported into the nucleus, either by the
host import machinery, or by diffusion through the nuclear pores (14). The viral
polymerase uses the cRNA as an intermediate for the synthesis of more vRNAs,
which form the basis of new vVRNPs. By associating with M1 and NEP, the vRNPs
obtain a nuclear export signal (NES), which leads to transport to the cytoplasm.
In the meantime, viral envelope proteins HA, NA and M2 accumulate at the cell
surface, whereas M1 accumulates just underneath the cell membrane. Progeny
viruses are assembled at the cell surface and bud outward through the cell mem-
brane. Finally, NA cleaves the sialic acid receptors from the cell surface, thereby
facilitating the release of progeny virions from the cell.

The NS1 protein does not have a structural function in the virus particle, but in-
stead facilitates virus replication. Cytoplasmic dsRNA and 5’-triphosphate-con-
taining RNA are produced during influenza infection and both are recognized as
pathogenic patterns by antiviral proteins such as retinoic-acid inducible gene I
(RIG-I), dsRNA-dependent protein kinase R (PKR) and 2’-5"-oligoadenylatesyn-
thetase (OAS). NS1 prevents the initiation of the host antiviral response by binding
dsRNA and RIG-I (107), and blocks the activation of PKR and OAS, which could
otherwise induce several pathways that lead to type I interferon (IFN) production
(132). The IFN response protects cells against invading viral pathogens. The cellu-
lar factors that mediate this defense are the products of interferon-stimulated genes
(ISGs). Apart from its role as IFN antagonist, NS1 also acts directly to modulate
other important aspects of the virus replication cycle, including viral RNA repli-
cation, viral protein synthesis (26, 34), and general host-cell physiology. NS1 in-
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hibits cellular pre-mRNA processing (including IFN pre-mRNA) and mRNA nu-
clear export (59). Furthermore, NS1 regulates splicing of M segment mRNA (134),
nuclear export of viral mRNA (144) and viral ribonucleoprotein (vRNP) (180).

The influenza RNA polymerase has a high mutation rate of 1.5 x 10° mutations
per nucleotide (124) or 0.2 mutations per influenza virus genome per replication
cycle (129). In theory, a population of 2 x 10° infectious influenza virus particles is
expected to possess all possible single amino acid substitutions (129). Such an
amount of virus is easily present in 2 ul of the allantoic fluid of embryonated
chicken eggs infected with a high yielding influenza strain. The high mutation rate
allows the virus to quickly adapt to new environments. The seasonal changes in
the antibody binding sites of the viral hemagglutinin protein (antigenic drift) and
the occurrence of antiviral resistant virus strains are examples of the adaptability
of influenza virus. Because of the high mutation rate, a viral population should be
considered as a quasispecies, a dynamic equilibrium of non-identical but related
mutants arising from the high mutation rate on the one hand, and a strong selec-
tive pressure on the other (28), rather than a multiplicity of viral particles with a
defined nucleic acid sequence. The phenotypic plasticity of the influenza virus is
further facilitated by the segmented genome. Although it may occur rarely, simul-
taneous infection of a cell by different influenza subtypes can result in an antigenic
shift, when the progeny virus contains a mixture of gene segments from the dif-
ferent virus strains. An influenza pandemic can occur when a reassortant virus
arises to which humans are susceptible but immunologically naive. Examples of
such pandemics as a result of antigenic shift are the Spanish flu of 1918-1919 and
the recent Mexican/swine flu of 2009. The Spanish flu was infamously lethal as a
results of the unique combination of genes, with the HA, NA and PB1 gene con-
tributing to the high pathogenicity (123, 166).

Avian influenza vaccines

Vaccination protects birds against Al by stimulating host immunity, which is
largely based on antibodies against the HA protein. These neutralizing antibodies
bind to the HA and thereby prevent attachment of the virus to the cell. Due to the
large number of HA subtypes, and the antigenic diversity within the subtypes, it
is important for the vaccine to immunologically resemble the field strain. The NA
protein contributes to a lesser degree to immunity. Moreover, certain vaccines de-
liberately contain a different NA subtype, allowing infected animals to be differ-
entiated from vaccinated animals (DIVA) (18). Such DIVA vaccines allow for better
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surveillance of Al outbreaks and thus may improve worldwide acceptance of vac-
cination. Historically, vaccines are made of isolated strains that closely resemble
the field virus, and which are propagated in embryonated chicken eggs. The de-
velopment of reverse genetics techniques allowed the rescue of influenza virus
from plasmid DNA (40, 67). This has opened up the possibility of virus engineer-
ing, allowing the creation of viruses with enhanced productivity yield in eggs or
decreased safety concerns associated with HPAL

Inactivated vaccines are the main type of Al vaccines approved for use and are
prepared by either chemical or physical inactivation of the produced virus (160).
Whereas influenza vaccines for humans are further purified to create a subunit
vaccine containing the HA and NA proteins, avian vaccines generally contain the
crude allantoic fluid of the harvested eggs, in order to keep production costs low
(73). An adjuvant is used to increase the immunogenicity, often in the form of a
water-in-oil emulsion. Live virus vaccines have not been approved yet for use in
poultry, although they have been experimentally tested. The main cause of the
low acceptance is the potential of such viruses to reassort with genes of other Al
viruses, resulting in a virus with increased pathogenicity (73). Infection with a live-
virus vaccine stimulates not only the humoral immune response, but also the mu-
cosal and cellular response and thereby gives a better protection against infection
with WT virus. Furthermore, they may be administered via aerosol spray or drink-
ing water, thereby reducing the costs of large scale vaccination of commercial poul-
try. Live influenza virus vaccines have been approved for use in humans and are
based on cold-adapted virus, or virus unable to express NS1 (20). Other types of
Al vaccines include DNA vaccines and recombinant virus-vectored vaccines (73).
The latter group also contains vaccines that have been approved for use in poultry
and are based on the in vivo expression of influenza genes through use of a non-
influenza virus vector, such as Newcastle disease virus (141). They induce protec-
tive immunity as would a live Al virus vaccine but without the risk of
reassortment. Both of these recombinant vaccine types do not require the produc-
tion of influenza virus and therefore fall outside the scope of this thesis.

Production of influenza vaccines

The ability to produce influenza virus in embryonated eggs allowed for large scale
production of influenza vaccines. Most influenza vaccines, both human and ani-
mal, are still propagated in these systems, which have changed very little since the
1940s (84). As one egg generally produces enough virus for 1 dose of human in-
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fluenza vaccine, the egg-based production process requires large quantities of high
quality fertilized eggs, which are acquired from specific pathogen-free laying
flocks. The supply of these eggs has a long lead time and needs to be planned
many months in advance. Furthermore, the egg supply is vulnerable to logistic
problems and the availability of eggs can become limiting during an outbreak,
when the demand for eggs for human and veterinary vaccines will rise, while lay-
ing flocks may be endangered by preventive measures including culling of birds.
In case of a pandemic, the egg-based production process is too slow to produce
enough vaccine in time. Therefore, animal cell culture has been suggested as an
alternative by regulatory agencies and industry for production of human influenza
vaccines (8). Cell culture based processes are more robust and flexible, and allow
virus to be grown in a closed system. Furthermore, optimization of process con-
ditions and cell line engineering can enhance virus yield and improve product

quality.

The production of influenza virus in cell culture consists of two steps (50). First,
the cells need to be grown to high cell densities in a short time. A fast growing cell
line that has a doubling time of at least 20-30 h is therefore necessary (49). The use
of suspension cells simplifies the scale-up of the production process because roller
bottles or micro-carriers to provide attachment surface are no longer required and,
more importantly, detachment and reattachment is no longer needed between sub-
sequent cultivation steps upon scale-up (47). Furthermore, the ideal production
cell line is able to grow in serum-free (SF) media, since the usage of serum is not
preferred due to the high costs, lot-to-lot variation and risk of contamination with
viruses, mycoplasmas and prions. Additionally, growth on SF media simplifies
the production process as medium exchange before infection is no longer required
to counter the trypsin inhibition by serum (47). Trypsin is generally added at the
start of the virus propagation step, as it cleaves the precursor HAQ and thereby al-
lows multicyclic virus replication. Furthermore, trypsin can cleave extracellular
IFN, thereby limiting cellular antiviral defenses (149). Cells are infected at a low
multiplicity of infection (m.o.i.) and virus is generally harvested 2-3 days later for
further processing. To compete with egg-based processes, cell culture should be
able to propagate a wide variety of influenza strains to high virus titers (more than
1 x 10° TCID5p/ml or more than 7.97 log, HAU/100ul (49)). A wide variety of cell
lines have been assessed for their suitability for influenza virus production. Vac-
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cines produced in three cell lines (MDCK, Vero and PER.C6®) are in clinical trials,
and the first licenses for seasonal and pandemic influenza vaccines produced in
MDCK and Vero cells have been given (49).

The process requirements for a veterinary vaccine differ from that of human vac-
cines. Lesser regulatory requirements on culture media, downstream processing
and purity (49) allow for a less stringent process. However, the low price of poultry
vaccines ($0.05-0.15 per dose) limit companies to invest in research and develop-
ment, licensing, and scaling-up manufacturing, especially when competition limits
the number of doses sold (160). Whereas several animal-cell derived human in-
fluenza vaccines are already on the market, veterinary vaccines are still commer-
cially produced in chicken eggs.

Contents of this thesis

In this thesis, the use of several animal cell culture systems as substrate for pro-
duction of Al vaccines for poultry was assessed and virus and cell line engineering
methods were developed, to further enhance virus yield. We started in Chapter 2
with a comparison of three continuous cell lines that are currently used to produce
different virus vaccines. The MDCK, VERO and BHK-21 cell lines were assessed
for their ability to replicate a selection of different Al strains to high titers. Fur-
thermore, we tried to adapt VERO and MDCK cells, which normally grow at-
tached, to suspension growth. MDCK-SFS cells, which were adapted to growth in
suspension, showed the highest, overall yield of influenza virus and were selected
for further studies.

During the comparison of virus replication in the different cell lines, we observed
that only a few influenza virus strains were able to replicate in BHK21 cells, a fast
growing and high cell density reaching suspension cell line. However, the virus
strains that were able to replicate in BHK21 cells, reached virus titers that exceeded
those of MDCK and Vero cells. Therefore, we focused in Chapter 3 on the factors
that limit replication in this cell line and suggest a method to use BHK21 cells for
the production of virus containing the antigenically important HA1 domain of
strains that normally not replicate in this cell line.

In Chapter 4, a vaccine candidate virus is introduced from which the gene for the
non-structural NS1 protein has been deleted (deINS1). NS1 is important for virus
replication in several different ways, including inhibition of the host innate im-
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mune response. Without NS1, influenza virus replicates poorly and is therefore
considered for use as a live-attenuated vaccine. Furthermore, a deINS1 virus can
be used as a DIVA vaccine. To develop a high yielding deINS1 virus production
system, we made two MDCK cell lines that are able to express NS1. We then as-
sessed the ability of these cell lines to enhance deINS1 virus replication by com-
plementing the lack of virus-expressed NS1. Furthermore, we assessed the impact
of the recombinant NS1 expression on IFN induction and apoptosis.

Whereas the approach used in Chapter 4 to increase deINS1 virus replication may
be described as “intelligent” design, in Chapter 5 the same goal was tackled by
using Darwinian evolution. The deINS1 virus was adapted to MDCK-SFS cells and
mutations responsible for the ability of the virus to efficiently replicate in the ab-
sence of NS1 were determined. Finally, Chapter 6 summarizes and discusses the
results of the work described in this thesis in relation to current and future in-
fluenza vaccine production.
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ABSTRACT

Madin-Darby canine kidney (MDCK) cells are currently considered for influenza
vaccine manufacturing. A drawback of these cells is their anchorage dependent
growth, which greatly complicates process scale-up. In this paper a novel MDCK
cell line (MDCK-SFS) is described that grows efficiently in suspension and retained
high expression levels of both a-2,6 and a-2,3 sialic acid receptors, which bind
preferably to human and avian influenza viruses, respectively. The production of
avian influenza virus by BHK21, Vero and MDCK-SFS cell lines was compared.
Although BHK?21 cells consisted of two populations, one of which lacks the a-2,3
receptor, they supported the replication of two influenza strains to high titers.
However, BHK?21 cells are generally not applicable for influenza production since
they supported the replication of six further strains poorly. MDCK-SFS cells
yielded the highest infectious virus titers and virus genome equivalent concentra-
tion for five of the eight influenza strains analyzed and the highest hemagglutina-
tion activity for all eight virus strains. Taken together with their suitability for
suspension growth this makes the MDCK-SFS cell line potentially useful for large
scale influenza virus production.
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INTRODUCTION

Avian influenza (Al) virus is a zoonotic pathogen with a natural reservoir entirely
in birds. During the recent outbreaks of Al among poultry, transmission of H5,
H7, and H9 subtype viruses to humans have occurred, sometimes with fatal out-
come (155). Vaccination with inactivated Al vaccine protects chickens from disease
and is currently in use in some countries (32). Vaccination of poultry is not only
important to protect birds but also to prevent further transmission to humans.

Influenza vaccines are produced traditionally in embryonated eggs. However, the
supply of these eggs has a long lead time, is vulnerable to logistic problems and
the availability of eggs can become limiting during an outbreak, when the demand
for eggs for human and veterinary vaccines will rise, while laying flocks may be
endangered by preventive measures including culling of birds. The use of animal
cell cultures as an alternative to embryonated eggs is therefore recommended by
regulatory agencies and industry (8).

Anideal production cell line is able to grow in serum-free (SF) media as suspended
cells. The usage of serum is not preferred due to the high costs, lot-to-lot variation
and risk of contamination with viruses, mycoplasmas and prions. Additionally,
SF growth simplifies the production process as medium exchange before infection
is no longer required to counter the trypsin inhibition by serum (47). The use of
suspension cells simplifies the scale-up of the production process because roller
bottles or micro-carriers to provide attachment surface are no longer required and,
more importantly, detachment and reattachment is no longer needed between sub-
sequent cultivation steps upon scale-up (47).

In the past, various cell lines have been evaluated for their suitability for influenza
virus production (49). Madin-Darby canine kidney (MDCK) and Vero cells are con-
sidered to be best suited for this purpose as they support the replication of a wide
variety of virus strains to high titers (49, 54, 89, 106). However, most of these stud-
ies were done with adherent cell lines, which have disadvantages in large scale
production processes. In a few studies suspension cell lines were used for in-
fluenza virus production. A MDCK cell line able to grow in suspension was gen-
erated by transfection with the human siat7e gene (21). Another MDCK cell line
was adapted to suspension growth by serial passaging (56) and is currently in use
by Novartis Vaccines. Furthermore, the PER.C6® (125), AGE1.CR® (91) and
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EB14®/EB66® cell lines (104) produce influenza virus to high titers and grow in sus-
pension (49). These latter three continuous cell lines were especially designed for
vaccine production. Since they are only available under license, they were not con-
sidered for this study. These previous studies focus mainly on production of
human influenza viruses.

The aim of this study was to develop SF suspension cell lines that are able to pro-
duce a wide variety of Al virus strains, for veterinary vaccine production. For this
purpose BHK21, MDCK and Vero cells were used. BHK21 cells grow in suspension
and are already used to produce veterinary vaccines against foot-and-mouth dis-
ease and rabies. MDCK and Vero cells normally grow adherent and with serum.
Therefore, it was first attempted to adapt these cells to SF suspension growth, after
which these cell lines were assessed for their suitability for influenza A virus pro-
duction using seven low-pathogenic Al virus strains and the human PR8 reference
strain.

MATERIALS AND METHODS

Cell lines

All parental and adapted cell lines used are shown in Table 1, together with their
origin, medium used and whether cells grow adherent or in suspension. Cell cul-
ture media were supplemented with 2 to 8 mM glutamine (depending on manu-
facturer’s instructions), 100 units/ml penicillin and 100 ug/ml streptomycin (Gibco
Invitrogen). Adaptation of cell lines was attempted in four SF cell culture media:
Optipro, UltraMDCK, SFM4MegaVir (Hyclone) and SFM4BHK?21. Cells were

Table 1: Origin and culture conditions of cell lines used.

Cell line Species  Origin Growth conditions  Culture medium®  Serum?®
MDCK Dog ATCC, CCL-34 Adherent MEM 5% FBS
MDCK-SF Dog Adapted from MDCK Adherent UltraMDCK None
MDCK-SFS  Dog Adapted from MDCK-SF  Suspension SFM4BHK21 None
Vero Monkey ATCC, CCL-81 Adherent MEM 5% FBS
Vero-SF Monkey Adapted from Vero Adherent Optipro None
BHK21 Hamster ATCC, CCL-10 derived Suspension K1000 5% FBS
BHK21-SFS  Hamster Adapted from BHK21 Suspension SFM4BHK21 None

@ MEM, K1000 and Optipro were obtained from Gibco, Invitrogen Ltd, Carlsbad, CA; UltraMDCK was obtained from
Lonza Biowhittaker, Basel, Switzerland; SFM4BHK21 and Fetal Bovine Serum (FBS) were obtained from Hyclone,

Waltham, MA.
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grown at 37°C and 5% CO,. Suspension cells were grown in shaker flasks at 100
rpm. Total and viable cell densities were determined with a Nucleocounter
(Chemometec A/S, Allerad, Denmark).

Virus strains and infection

Seven low pathogenic wild type Al virus strains and the A/Puerto Rico/8/34 (PRS8)
human reference strain were used in this study (Table 2). The PR8 strain was ob-
tained from the ATCC (VR-95; Manassas, VA, US), whereas all other viruses were
kindly provided by Dr. G. Koch (CVI). All viruses were propagated in the allantoic
cavity of nine-day-old embryonated chicken eggs and the infectious virus titers
were between 7.8 and 8.8 log ) TCID5/ml. The viruses were not adapted to indi-
vidual cell lines prior to analysis of their propagation in cells. Apart from being
very laborious, since this should be done for each cell line virus combination, adap-
tation is also not desired in a vaccine production process because it takes time and
may alter the antigenicity of the vaccine.

Table 2: Characteristics of influenza virus strains used for propagation in cell lines.

Influenza strain Serotype  Origin
A/Puerto Rico/8/34 H1N1 Human
A/duck/Ukraine/1/63 H3N8 Avian
Alchicken/Pennsylvania/21525/83 H5N2 Avian
A/mallard/Denmark/75-64650/03 H5N7 Avian
Alturkey/Wisconsin/68 H5N9 Avian
Alchicken/Italy/1067/99 H7N1 Avian
A/chicken/Netherlands/06022003/06 H7N7 Avian
A/duck/Germany/R113/95 HION2 Avian

For the infection of adherent cells, the cells were allowed to attach to the surface
of 6-well plates (Greiner Bio-One) overnight. The next day, these cells were pro-
vided with 5 ml fresh medium without serum, even when cells were earlier grown
in serum containing medium (Table 1). Three wells of each adherent cell line were
used to count the amount of cells at the start of the infection (0.18 x 10° cells/ml for
serum dependent MDCK cells and 0.13 x 10° cells/ml for the other adherent cell
lines). The other wells were used to determine the virus titers 72 h post-infection

(pi.).
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For the infection of suspension cells the cells were diluted to 0.3 x 10° cells/ml in
15 ml medium in 125-ml shaker flasks. Low cell densities were used to prevent de-
pletion of the media as a result of cell growth during slow proceeding infections,
and to be able to compare cells grown adherent and in suspension. Before infec-
tion, 3 ug/ml trypsin-EDTA (Gibco) was added to all cells. Because of their ability
to inactivate trypsin (74), Vero cells were supplied with additional trypsin-EDTA
(3 pg/ml), 24 h and 48 h p.i. All infections were performed in triplicate, with a mul-
tiplicity of infection (m.o.i.) of 0.01. After 72 h, samples were taken and stored at -
70°C. The amount of virus produced was estimated by measuring the infectious
virus particle concentration, the virus genome equivalent concentration and the
hemagglutination activity.

Flow cytometric analysis (FCA) of influenza binding sialic acid receptors

The abundance of a-2,3 sialic acid (SA 2,3) and a-2,6 sialic acid (SA 2,6) linkages
on the different cell lines was determined as described previously (55). This
method was modified by staining cells at the same time with SA 2,3 specific digox-
igenin (DIG)-labeled Maackia amurensis agglutinin (MAA) lectin and SA 2,6 specific
biotinylated Sambus nigra agglutinin (SNA) lectin, allowing simultaneous analysis
of both receptors. In short, cells were incubated with 10 pug/ml MAA (Roche Ap-
plied Science, Mannheim, Germany) and 10 pg/ml SNA (Vector Laboratories,
Burlingame, CA), followed by incubation with 5 pg/ml anti-DIG fluorescein (FITC)
labeled Fab Fragments (Roche Applied Science) and 0.5 pg/ml Streptavidin R-Phy-
coerythrin (R-PE) conjugate (Invitrogen, Carlsbad, CA). Cells were fixed in CellFIX
(Becton Dickinson, Franklin Lakes, NJ) and analyzed on a FACScan flow cytometer
(Becton Dickinson). The contribution of FITC fluorescence to the R-PE signal and
R-PE fluorescence to the FITC signal was compensated for. Incubations without
lectins and with single lectins were included as controls. Incubations with single
lectins gave similar results to incubations with two lectins.

Infectious virus titer assay

The infectious virus titer was measured by determining the tissue culture infective
dose required to infect 50% (TCIDg() of MDCK cells. Tenfold serial dilutions (100
!'to 10®) of the culture supernatant were prepared in medium containing 3 pg/ml
trypsin-EDTA and inoculated (six replicates per dilution) in 96-well plates (Greiner
Bio-One) grown to confluency with MDCK cells. Plates were incubated at 37°C for
two days and then dried and stored at -20°C. The end points were determined by
immunoperoxidase monolayer assay. Cells were fixed with cold 4% paraformalde-
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hyde, followed by a first incubation step with 0.78 pg/ml monoclonal anti-nucle-
oprotein (NP) antibody (HB65, ATCC) and a second incubation step with 2.6 pg/ml
peroxidase-conjugated rabbit anti-mouse immunoglobulins (Dako, Glostrup, Den-
mark). Cells were stained with 3-Amino-9-ethylcarbazole (AEC) and checked mi-
croscopically for viral presence. Virus titers, in logyy TCID5p/ml were calculated
by the method of Reed and Muench (131).

Virus genome equivalent concentration measurement by quantitative
RT-PCR

The virus genome equivalent concentration was derived from the amount of viral
RNA copies determined by M-gene specific qRT-PCR, as described before (96).
RNA was isolated from each sample with a MagNAPure LC system with the Mag-
NAPure LC Total Nucleic Acid Isolation Kit (Roche Applied Science). For the PCR,
primers AI-M-F45 (5-CTTCTAACCGAGGTCGAAACGTA-3") and AI-M-R251 (5'-
CACTGGGCACGGTGAGC-3') and Tagman probe AI-M-Tqmn1 (5-6FAM-CT
CAAAGCCGAGA TCGCGCAGA-XT-PH) (TIBMolBiol, Berlin, Germany) were
used. A calibration curve was used for each virus strain, made by a 3-step serial
dilution of the egg-based seeding virus with known infectious virus titer. Titers
of the samples are expressed as log1 TCID5() equivalent/ml.

Hemagglutination activity assay

A revised hemagglutination activity (HA) assay with improved accuracy was used
as described previously (72). This revised assay includes a regression procedure
to analyze the HA in a continuous manner. Furthermore, samples are serially di-
luted 1.5-fold rather than 2-fold for improved accuracy. Plates (Greiner Bio-One)
were analyzed at 820 nm and titers are expressed as logyp HAU/100 pl.

Statistical analyses of virus productivity

An ANOVA general linear model was used to test for differences in average pro-
duction of the influenza strains by the different cell lines, using the Minitab soft-
ware package (Minitab Inc., Coventry, UK). Cell lines, virus strains and an
interaction term were included in the model. Pair-wise comparisons of the mean
were performed with Tukey’s simultaneous test. Differences in mean were as-
sumed significant if p<0.05.
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REsuLTS

Adaptation of cell lines to serum free and suspension growth

MDCK, Vero and BHK?21 cells were adapted to SF growth, by gradual replacement
of the serum containing (SC) medium with SF medium, in 7 to 12 passages (p.).
The resulting cell lines are indicated by the suffix —SF (Table 1). Subsequently, at-
tempts were made to adapt MDCK-SF and Vero-SF cells from adherent to suspen-
sion growth in shaker flasks. For this purpose, Optipro, UltraMDCK,
SFM4MegaVir and SFM4BHK?21 cell culture media were used. MDCK-SF cells only
grew in suspension in SFM4BHK21 medium, a prototype medium designed specif-
ically for BHK21 cells (Fig. 1A). They grew as single cells in suspension (Fig. 1B).
The resulting cell line was named MDCK-SFS. In all other culture media, extensive
cellular aggregation was observed before cell growth and viability decreased (data
not shown). During the first month of suspended cultivation (12 p.) the growth
rate of MDCK-SFS cells increased. Thereafter the growth rate remained stable for
over 3.5 months of serial cultivation (43 p.). The cells grow to a maximum cell den-
sity of 2.2 x 10° cells/ml and have a maximum specific growth rate of 0.029 h™'.
MDCK-SFS cells that were cultured statically in SFM4BHK21 medium attached to
the surface of the culture flask. This enables comparison of adherent and suspen-
sion MDCK cells in the same culture media, as well as direct comparison of
MDCK-SFS cells with the adherent Vero-SF cells. To study whether the ability to
grow in suspension is connected to the cell line or to the SFM4BHK21 medium the
suspension cell line MDCK-SES was cultured in UltraMDCK medium, which re-
sulted in aggregate formation and attachment to the surface of the shaker flask.

A B
9 4

> @ ©

Cumulative number of cells (10log)

time (days)
Fig. 1. Adaptation of MDCK-SF cells to suspension growth. Panel A shows the logarithmic cumulative number of
cells starting with 1 ml 2 x 10° cell/ml, during adaptation in different types of SF cell culture media: SFM4BHK21
(open circle), SFM4MegaVir (+), UltraMDCK (open triangle), Optipro (closed square). Panel B shows a micrograph
of single cell suspension MDCK-SFS cells growing in SFM4BHK21 medium (size bar 20 um).
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Unlike MDCK-SF cells, adherent Vero-SF cells formed small aggregates when cul-
tured agitated in SFM4BHK21 medium. Furthermore, despite frequent medium
replacement during a period of 45 days, no cell growth was observed and a Vero
cell growing in suspension was not obtained. Therefore, adherent Vero-SF cells
were used in further studies.

Expression of SA 2,3 and SA 2,6 receptors on cell lines

Influenza viruses enter the cell after recognition and binding to specific cell surface
receptors. Most Al virus strains prefer binding to receptors with sialic acid groups
having a-2,3 linkages, whereas human influenza strains prefer receptors with a-
2,6 sialic acid linkage (15). The availability of the appropriate receptor is therefore
in principal a prerequisite for efficient virus replication. The relative abundance
of these receptors on the selected cell lines was determined by combining specific
SA-2,3-binding MAA and SA-2,6-binding SNA lectins in a single FCA, each linked
to a different fluorescent marker. MDCK and Vero-SF cells express both receptors
(Fig. 2A and E). The adaptation of MDCK to MDCK-SES resulted in a broader dis-
tribution of SA 2,3 receptors, due to an increase in number of cells with a higher
abundance of this receptor (cf. Fig. 2A and B). BHK21 cells consist of two popula-
tions of cells with different receptor expression. The majority (76%) of the parental,
serum-dependent BHK21 cells express low amounts of SA 2,3 and SA 2,6 recep-
tors, whereas only a few cells (8%) express high levels of SA 2,6 but no SA 2,3 re-
ceptors (Fig. 2C). BHK21-SFS cells, however, consist of a larger cell population
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Eig. 2. FCA of influenza binding sialic acid receptors on different cell lines. Cells were incubated with MAA and
SNA lectins, binding specifically to SA 2,3 and SA 2,6 receptors, respectively. The different panels represent MDCK
(A and F), MDCK-SFS (B and G), BHK21 (C and H), BHK21-SFS (D and ) and Vero-SF (E and J) cells. The control
cells (F, G, H, I and J), which were not incubated with the lectins, were for more than 85% within the lower left

quadrant of each plot.
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(65%) with high levels of SA 2,6 receptors and no SA 2,3 receptors, and a smaller
cell population (30%) expressing both receptors at lower levels (Fig. 2D). The dif-
ference between BHK21 and BHK21-SFS cells was not caused by serum compo-
nents binding to the receptors and thereby blocking lectin binding to the receptors
during subsequent FCA, since incubation of BHK21-SFS cells for 2 h in SC medium
did not affect these results (data not shown).

Comparison of influenza virus production by different cell lines

Two experiments were performed to compare the production of eight influenza
virus strains by the different cell lines. Note that virus strains are referred to by
their subtype, which are all different (Table 2). In the first experiment MDCK,
MDCK-SF, MDCK-SFS and Vero-SF cells were all grown adherently (Fig. 3) in the
media as described in Table 1. This allows comparison of the effect of adaptation
of MDCK cells to MDCK-SEFS cells on virus production without measuring effects
of suspension growth itself on virus yield. Virus yields were assessed by virus
genome equivalent concentration, infectious virus titers and HA titers, which often
gave similar results. However, the virus genome equivalent concentrations are
often higher than the infectious virus titers, especially using the three types of
MDCK cells, where the difference is 10- to 100-fold (cf. Fig. 3A and B). This prob-
ably results from harvesting relatively late in infection, at 72 h p.i., since the infec-
tious virus titer often decreases after reaching its maximum. In contrast, the total
viral titer, comprised of both infectious and non-infectious particles as estimated
by the hemagglutinin activity (48) and quantitative PCR (our data, not shown) re-
mains constant for a longer period and therefore more likely represents the total
amount of virus produced during the 72 h infection period. Furthermore, the virus
genome equivalent concentration (Fig. 3A) showed less variation within each trip-
licate assay as compared to infectious virus titers (Fig. 3B) and HA titers (Fig. 3C).
Therefore, virus yields were primarily evaluated based on the virus genome equiv-
alent concentration .

The yields of the eight different viruses did not vary substantially when using the
three different MDCK cells (Fig. 3A). When compensated for the 40% higher initial
cell density of serum-dependent MDCK cells, this leads to the conclusion that the
adaptation to SF and suspension growth did not negatively affect virus yield. In
comparison to MDCK-SFS cells grown adherently Vero-SF cells yielded, on aver-
age, a 5.1 times lower virus genome equivalent concentration (p<0.0001; Fig. 3A)
and 3.6 times lower HA titer (p<0.0001; Fig. 3C) whereas the average yield of in-
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are presented.
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fectious virus did not differ significantly (p=0.98; Fig. 3B). These lower average
virus yields by Vero-SF cells primarily reflect the lower yields of HIN1, HSN2 and
H5NO9 viruses.

In a second experiment virus yields in BHK21-SFS and MDCK-SFES cells were de-
termined. MDCK-SFS cells were grown both in suspension and adherent in
SFM4BHK?21 medium (Fig. 4). The density of both suspension cell lines at the mo-
ment of infection was 2.3 times higher than of the adherent cells, since further di-
lution of the suspension cells to the density used for the adherent cells seriously
hampers their growth. Between the first and second experiment, a significant dif-
ference in the virus genome equivalent concentration of the adherent MDCK-SFS
was observed (1.7 times, p<0.0001), which can be accounted for by a higher HSN9
titer in the second experiment (cf. Fig. 3A and 4A). There were no significant dif-
ferences between the infectious virus titers (p=0.19) and the HA titers (p=0.92). Ad-
herently grown MDCK-SFS cells yielded on average 3-fold higher virus genome
equivalent concentrations (p<0.0001) and an almost two times higher HA titer
(p<0.0001), whereas the yield of infectious virus did not differ significantly
(p=0.39). When corrected for the initial cell density, adherent MDCK-SES cells
would have 7-fold higher virus genome equivalent concentrations and 4-fold
higher HA titers as compared to the same cells grown in suspension.

BHK21-SFS cells supported replication of the HSN7 and H7N1 strains to titers
comparable to those obtained with MDCK-SFS cells (Fig. 4). However, the six other
virus strains yielded virus genome equivalent concentrations between 3.9-5.1 logq(y
TCIDs5() equivalent/ml, which is only slightly higher than the virus genome equiv-
alent concentration that was initially used for infection (3.5 log1 TCID5( equiva-
lent/ml). These levels were below the detection limit of the HA assay. Thus, these
six strains replicate poorly or not at all on BHK21-SFS cells. Visual inspection
showed no lysis of BHK21-SFS cells infected with any of the eight viruses at 72 h
p-i. The increase in cell density between 0 and 72 h p.i. was approximately 10-fold
for uninfected BHK?21-SFS cells, whereas cells infected with the two viruses that
replicated efficiently on BHK21-SFS cells, HSN7 and H7N1 virus, showed a lower
increase in cell density of 6- and 3-fold, respectively. The other six virus strains
that replicate poorly on BHK21-SFS cells did not affect cell growth as the cell den-
sity increased to a similar level (factor 10-11) as uninfected cells.
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DiscussIiOoN

MDCK (163), Vero (75) and other epithelial cells require attachment to a surface
such as tissue culture flasks or micro-carriers for proliferation. It has been reported
that suspended growth of MDCK cells resulted in the formation of multicellular
cysts of cells, having a polarized apical outside in which the percentage of repli-
cating cells decreased to 1-4% (176). Others described loose aggregation followed
by a slow decrease in viability, caused by aggregation-induced apoptosis (33).
These last findings correlate with the aggregation and decreasing viability of
MDCK cells when grown in suspension in three of the four culture media used in
this study. However, using SFM4BHK21 medium it was possible to isolate a stable,
single-cell suspension cell line, called MDCK-SFS.

The ability of MDCK-SFS cells to grow in suspension as single cells appears to be
related to the use of the SFM4BHK?21 medium, because these cells do not aggregate
in this medium whereas the transfer of these cells into UltraMDCK medium re-
sulted in cellular aggregation and surface attachment. SFM4BHK21 medium is de-
signed for BHK21 cells that grow in suspension, whereas the other media are
designed for MDCK, Vero and other cell lines which normally grow adherently.
Therefore, SFM4BHK21 medium most probably differs from the other media in
components that facilitate or prevent attachment to a matrix and to other cells, and
which possibly contributed to the success of this medium in supporting suspen-
sion growth of MDCK cells. Several medium components are known to have this
effect, including calcium which affects the attachment of MDCK cells to micro-car-
riers (48) and the size and density of cell aggregates (128). However it is difficult
to speculate on the nature of the relevant component as the composition of this
medium is undisclosed. SFM4BHK21 medium did, however, not support single
cell growth in suspension of Vero cells.

Other methods to achieve stably growing suspension MDCK cells have been de-
scribed. This included adaptation of MDCK cells to culture media containing met-
alloendopeptidase (165) or by growing cells in selection media in faster than
normal rotating roller bottles, resulting in the MDCK 33016 cell line (56). Recently
a suspension MDCK cell line was developed through transfection with siat7e, a
human gene involved in cellular adhesion (21). These suspension MDCK cell lines
did support replication of influenza virus. Comparison of virus yield is, however,
difficult as different virus strains and assay methods were used. Interestingly,
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when infected with influenza B virus, the siat7e transfected cells produced 23-fold
higher hemagglutinin titers, but 3-fold lower infectious virus titers in comparison
to the parental, adherent MDCK cells. However, here an effect of the adaptation
to SF and suspension growth on virus yields obtained with MDCK-SES cells was
not observed. The maximum specific growth rate of the MDCK-SFS cells (0.029 h-
1) and the MDCK 33016 cells (56) are comparable to those found for adherent
MDCK cells (108). The siat7e transfected cells, however, grow at an at least 2-fold
lower rate.

Avian and human influenza virus strains differ in their binding preference to cell
surface receptors. Therefore, a suitable cell line for Al virus production should ex-
press at least the avian strain preferred SA 2,3 receptors. MDCK (125) and Vero
(29) cells express both receptors and virus binding to these cells is therefore not
expected to limit replication. The adaptation of MDCK cells to SF and suspension
growth did not affect the expression of both receptors. Similar to the findings de-
scribed in this paper , others (55) observed low expression of SA 2,6 receptors on
serum dependent BHK21 cells and related it to the restricted replication of human
influenza virus on these cells and the selection of receptor binding variants of the
viruses that bind better to the SA 2,3 receptors. Adaptation to SF media caused a
shift in receptor expression towards higher SA 2,6 and lower SA 2,3 receptor levels.
This shift could be caused by the direct response of the cell to the absence of serum
or by selection of cells having altered receptor expression levels during the adap-
tation process. The lower SA 2,3 receptor expression levels could cause restricted
propagation of Al virus strains in BHK21-SES cells. However, the HSN7 and H7N1
strains replicate to high titers. Influenza virus receptor expression levels are there-
fore not determinants for infection of BHK21-SFES cells with these two avian virus
strains.

Possibly the different virus titers obtained using BHK21 cells are caused by the
presence of different polymerase genes since reassortment studies revealed that
the ability of influenza virus to form plaques in BHK21 cell monolayers is depend-
ent on the nature of one of the polymerase genes (6).

Unlike BHK21-SFS cells, MDCK-SFS and Vero-SF cells support the replication of
most strains to high titers of about 8 logyy TCID5) equivalent/ml. The yields of
the eight viruses obtained using Vero-SF cells were on average 5-fold lower as
compared to MDCK-SFS cells grown adherently. Such a difference in virus yield
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between Vero and MDCK cells has been reported earlier (53, 88, 103). However,
by adaptation of the virus to Vero cells the yield could be twofold increased after
one passage (103) and 26-fold after 20 passages (53). Thus MDCK-SFS cells appear
optimal for influenza virus production, since they propagate a wide variety of

strains to high titers without the need for virus adaptation.

The highest titers reached with MDCK-SEFS cells already reach the minimum level
(>8log1 TCID5p/ml, > 8 logy HAU/100 pl) that has been defined for commercial
influenza production (49). Furthermore, for the purpose of evaluating the suitabil-
ity of MDCK-SFS cells for industrial vaccine production it should be noted that
many process parameters can still be improved. The cell density at the moment of
infection was at least 3-fold lower than generally used (49). This was done here to
allow comparison to adherently grown cells and prevent medium depletion. Using
higher initial cell densities could possibly increase virus yields. Furthermore, the
maximum MDCK-SFS cell density can probably be increased by medium opti-
mization since the medium used was designed specifically for BHK21 cells. The
viral yield could be further increased by optimizing process conditions such as
m.o.i,, trypsin concentration and harvest time, as was shown previously for other
cells (91, 147). Alternatively viral yield could possibly be improved by allowing
the cells to attach to micro-carriers immediately before virus infection, after their
suspension culture during scale up, since it was observed that MDCK-SES cells
produce 4- to 7-fold more virus per cell when grown adherently than when grown
in suspension. Finally, the performance of MDCK-SFS cell lines in bioreactor cul-
tures should be studied to evaluate the suitability of these cells for industrial vet-
erinary vaccine production.
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ABSTRACT

Baby hamster kidney (BHK21) cells are used to produce vaccines against various
viral veterinary diseases, including rabies and foot-and-mouth-disease. Previously
we showed that particular influenza virus strains replicate efficiently in BHK21
cells whereas most strains, including model strain A/PR/8/34 [H1N1] (PRS), repli-
cate poorly. This prohibits the general use of these cells for influenza vaccine pro-
duction.

We now show that in contrast to PR8, the related strain A/WSN/33 [HIN1] (WSN)
replicates efficiently in BHK21 cells. This difference is determined by the hemag-
glutinin (HA) protein since reciprocal reassortant viruses with swapped HAs be-
have similarly with respect to growth on BHK21 cells as the parental virus from
which their HA gene is derived. The ability of several other influenza virus strains
to grow on BHK21 cells appears to be similarly dependent on the nature of the
HA gene, since reassortant PR8 viruses containing the HA of these strains often
show a similar growth on BHK21 cells as the parental virus from which the HA
gene was derived. High virus titers could be obtained with reassortant PR8 strains
that contained a chimeric HA consisting of the HA1 domain of PR8 and the HA2
domain of WSN. HA1 contains most antigenic sites and is therefore important for
vaccine efficacy. This method of producing the HA1 domain as fusion to a het-
erologous HA2 domain could possibly also be used for the production of HA1 do-
mains of other viruses to enable the use of BHK21 cells as a generic platform for

veterinary influenza vaccine production.
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Traditionally, human and veterinary influenza vaccines are produced in embry-
onated chicken eggs, using reassortant seed virus containing the hemagglutinin
(HA) and neuraminidase genes from the epidemic strain and six internal genes
from the egg-adapted high-growth A/PR/8/34 [H1N1] (PR8) virus (84). Egg-based
manufacturing processes are however logistically complex and vulnerable to
changes in egg supply during major influenza outbreaks. Cell culture based pro-
duction is more robust and flexible, and is therefore suggested as an alternative
way to produce influenza vaccines. Indeed, MDCK, Vero and PER.C6® cell lines
are nowadays also used for this purpose (49). Baby hamster kidney cells (BHK21)
are commonly used for large scale production of virus for veterinary vaccines
against foot-and-mouth-disease and rabies. They have favorable growth charac-
teristics as they are easily cultured in suspension (106, 127, 184), have a high spe-
cific growth rate of 0.05 h™* and can reach cell concentrations in batch culture as
high as 8 x 10° cells/ml (105, 184). BHK?21 cells appear less suitable for influenza
virus propagation as they show an overall low virus yield compared to MDCK
and Vero cells (106, 110). However, previously we showed that influenza virus
replication efficiency in BHK21 cells is strain dependent (171). Strains that were
able to replicate in this cell line did this very efficiently, resulting in virus titers
that exceeded those found for MDCK and Vero cells infected with the same strains.
Such selective replication in BHK21 cells has been observed previously with two
influenza strains and was caused by one of the polymerase genes (6). Based on
their favorable growth characteristics, we investigated whether BHK?21 cells can
potentially be used as a high-yielding, alternative platform to produce a wide va-
riety of avian influenza virus strains for veterinary vaccine production.

Of the eight influenza virus strains used in our previous study (171), six strains
replicated poorly in BHK21 cells (titer <3 1og10 TCID5()) whereas two strains repli-
cated efficiently (>7 log10 TCIDs5y; Table 1). Similar analysis of three further HIN1
strains revealed that strains A/WSN/1933 (WSN) and A/turkey/NL/543301/1999
replicated efficiently whereas strain A/duck/Alberta/35/1976 replicated poorly
(Table 1). Replication in BHK?21 cells is not determined by the HA subtype, as both
efficient and poor replicating strains are found among the H1, H5 and H7 subtypes
(Table 1). Interestingly, a distinct difference in replication efficiency was observed
between the two related HIN1 strains PR8 and WSN. For both these strains plas-
mid-based reverse genetics systems exist that enable the production of reassortant
viruses. Reassortant HI(WSN):PRS8 virus, containing the HA gene of WSN in a
PR8 backbone and H1(PR8):WSN, containing the HA of PR8 in a WSN backbone,
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Table 1: Infection of BHK21 cells with wild-type influenza virus strains or PR8-based HA reassortant strains.
BHK21-SFS cells (171) were grown in suspension in serum-free SFM4BHK21 culture media (Hyclone, Waltham,
MA.) and infected (m.o.i. 0.01) in the presence of 2 ug/ml trypsin-TPCK (Sigma-Aldrich, St. Louis, MO). Infectious
virus titres were determined 3 days post infection by TCID50, as previously described (171). Wild-type strains
A/Duck/Alberta/35/1976 and A/turkey/NL/543301/1999 were a gift of Dr G. Koch (CVI). All other strains used
in the present study were made using reverse genetics. A pHW2000-derived plasmid encoding the PR8 HA ge-
nomic RNA (pHW194) was earlier published (66). The HA genomic RNAs of seven further strains were isolated
from wild-type virus and amplified by RT-PCR using primers Bm-HA-1 (or derivatives thereof) and Bm-NS-890R
(68). When the sequence of the HA gene was available, derivatives of primer Bm-HA-1 were used that contain
6 additional bases at their 3’ end to increase PCR specificity. PCR fragments were inserted into pHW2000 using
BsmBI restriction endonuclease or Bsal when internal BsmBlI sites are present in the HA gene segment (plasmids
pROM37 and pROM43), resulting in pPROM37-46. The HA genomic RNA of WSN which was available in a pPOL-
SAPRIB-derived plasmid (40) was similarly inserted into pHW2000, resulting in pROM1. HA gene sequences were
deposited under EMBL accession nrs HE802058 to HE802066. Reassortant viruses were made with PR8 (66) and
WSN (40) reverse genetics plasmids as previously described (170). Virus identity was confirmed by sequence
analysis.

Influenza virus strain [subtype] Infectious wild- HA reassortant virus  Infectious pHW2000 HA gene segment
type virus titre®  in PR8 backbone reassortant virus  derived EMBL database
(TCIDsg/ml) titre® (TCIDgo/ml)  plasmid Acc. No.
A/PR/8/1934 [H1N1] 22°(0.6) - pHW194  HE802058
Alduck/Ukraine/1/1963 [H3N8] 2 8” (1.2)  H3(Duck/Ukr):PR8 8,3 (0.2) pROM37  HE802062
Alchicken/Pennsylvania/21525/1983 [H5N2] 5 (0.6) -
A/mallard/Denmark/64650/2003 [H5N7] 7 71’ (1.1)  H5(Mal/DM):PR8 6,0 (0.2) pROM40  HE802063
Alturkey/Wisconsin/1968 [H5N9] 1.8°(0.1)  H5(Ty/Wisc):PR8 2,1 (0.1) pROM41  HE802064
Alchicken/ltaly/1067/1999 [H7N1] 7.5°(0.6) -°
Alchicken/NL/06022003/2006 [H7N7] 2.2° (0.8) H7(Ch/NL):PR8 2,4 (0.2) pROM43  HE802065
A/duck/Germany/113/1995 [HON2] 1. 9b (0.1)  HO(Duck/Germ):PR8 2,9 (0.9) pROM44  HE802066
A/WSN/1933 [H1N1] 6(0.3)  H1(WSN):PR8 8,1 (0.1) pROM1  HE802059
A/duck/Alberta/35/1976 [H1N1] <2 1(0) H1(Duck/Alb):PR8 <2.1(0) pROM38 HE802060
Alturkey/NL/543301/1999 [H1N1] 7.9 (0) H1(Ty/NL):PR8 5,8 (0.3) pROM46  HE802061

? Geometric mean titres and 95% confidence interval of the mean (between brackets) of virus infections performed in triplicate are presented.
® Infectious virus titres taken from van Wielink et al. [171].
¢ A pHW2000-derived plasmid containing the HA of these strains could not be made, presumably due to plasmid instability in Escherichia coli.

were successfully rescued and could be amplified to high titers in embryonated
chicken eggs (as was the case for all other reassortants generated in this study). In
BHK21 cells, HI(WSN):PR8 virus replicated efficiently but the reciprocal virus
H1(PR8):WSN replicated poorly (Fig. 1A). The inability of PR8 to replicate in
BHK21 cells is therefore determined by HA and not by any of the other 7 gene seg-

ments.

To assess whether the replication of other strains shown in Table 1 is also deter-
mined by the nature of the HA gene segment, seven additional reassortant viruses
with the HA of these wild-type strains in the PR8 backbone were made (Table 1).
HA reassortants derived from wild-type viruses that replicated efficiently
[H1(Ty/NL):PR8 and H5(Mall/DM):PR8] were also able to replicate, although the
infectious virus titers were about 100-fold lower than the wild-type virus. Simi-
larly, HA reassortant viruses derived from four wild-type strains that replicated
poorly [H1(Duck/Alb):PR8, H5(Ty/Wisc):PR8, H7(Ch/NL):PR8 and H9(Duck/
Germ):PR8] also replicated poorly in BHK21 cells. This suggests that the HA of
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Eig. 1. Replication in BHK21 cells of PR8 and WSN based influenza strains and PR8 reassortants containing cHA.
(A) BHK21 cells were infected with recombinant PR8, WSN, or the HA reassortants H(PR8):WSN or H(WSN):PR8
as described in Table 1. Infectious virus titres were determined 3 days post infection by TCID50.Geometric mean
titres and 95% confidence interval of the mean of virus infections performed in triplicate are presented. (B) In-
fection of BHK21 cells with cHA reassortant virus strains. Cells were infected as described in Table 1. The infec-
tious virus titre was determined daily by TCID50. (C) Schematic overview of WSN-PR8 cHA proteins used to make
reassortant virus strains. The locations of the signal peptide (SP), HA1, HA2, ectodomain, transmembrane domain
(TM), cytoplasmic tail (CT), globular head, fusion peptide (FP) and receptor binding domain are indicated. Amino
acid positions are numbered taking the start codon of the signal peptide as 1 and ends at residue 565, with the
H3 numbering between brackets (186).Vertical bars represent amino acid differences between PR8 and WSN
HA. Replication efficiency of reassortant virus (panel A and B) is indicated with — (no replication), + (delayed
replication) and ++ (high yield). Reassortant viruses were made as described in Table 1. PCR fragments encoding
chimeras of WSN and PR8 HA genes were created by splice overlap extension PCR, joining the two fragments
directly behind nucleotide 416 (amino acid 128), 905 (amino acid 291) or 1114 (amino acid 344). Nucleotide
numbering refers to the position in the vRNA template (EMBL accession no. HE802058). Chimeric HA genes were
inserted into pHW2000 as described in Table 1, resulting in pROM2-7.
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these four strains also limits replication of the wild-type virus in BHK21 cells, al-
though other gene segments may also negatively affect their replication. The im-
portance of the HA gene in determining replication in BHK?21 cells has also been
illustrated by Govorkova et al, who isolated HA mutants upon serial passage of
three influenza strains on these cells (55). Reassortant H3(Duck/Ukr):PR8 reacted
differently from the other reassortants since it replicated efficiently whereas the
corresponding wild-type virus replicated poorly. This suggests that in this case
not the HA but one or several of the other 7 gene segments limits replication in
BHK21 cells, possibly one of the polymerase genes (6).

HA is a homotrimeric surface glycoprotein with each monomer consisting of two
disulphide-linked polypeptides, HA1 and HAZ2, that result from proteolytic cleav-
age of the precursor HAO (15). HA recognizes sialic acid-linked receptors on the
cell surface by the receptor binding domain (RBD), located on HA1 (Fig. 1C). The
RBD is also the major antigenic component of the virus as a majority of the anti-
bodies generated after infection with influenza virus is directed against this region.
Therefore, HA1 is of primary interest for vaccine production. Structurally, the RBD
is located on the globular head that comprises most of HA1 whereas HA2, together
with the remainder of HA1, comprises the stalk region. After internalization of the
virion in the endosome the fusion peptide, located in the HA?2 region (Fig. 1C),
undergoes a pH-induced conformational change, resulting in fusion of the viral
envelope with the cellular endosomal membrane. The HA proteins of PR8 and
WSN share 90% amino acid sequence identity (54 different residues, Fig. 1C). To
elucidate which part of the HA protein determines virus replication in BHK21
cells, six plasmids encoding PR8-WSN chimeric HAs (cHAs; Fig. 1C) were gener-
ated. Exchanges were made at the start of the RBD (position 129), the end of the
globular head (position 291), or the end of the HA1 domain (position 344) (86).

PR8 reassortant viruses encoding these six cHAs were again amplified to high
titers in embryonated chicken eggs. Strains H(PR891-WSN):PR8, H(PR8344-
WSN):PR8 and H(WSN344-PR8):PR8 replicated in BHK21 cells to high virus titers
that were comparable to those obtained with HI(WSN):PRS (Fig. 1B), although the
rise in virus titer of H(WSN344-PR8):PR8 was delayed. Infection with H(PR815g-
WSN):PR8 and H(WSN{,g-PR8):PR8 resulted in a slower increase in virus titer,
but eventually they also reached high virus titers at 4 dpi. HWSN»g1-PR8):PRS,
together with PRS, did not replicate in BHK21 cells. Based on these results it is not
possible to identify a specific region of HA that determines the ability to replicate
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in BHK21 cells, as the virus containing WSN HA1 and PR8 HAZ2 replicated equally
well as the strain containing the reciprocal cHA. Also the two strains containing

reciprocal cHAs exchanged at amino acid 128 replicated equally well. Neverthe-
less, these studies show that it is possible to grow a virus encoding the PR8 HA1
domain to high titers by fusion to the WSN HA2 domain.

Others have successfully created reassortants encoding cHAs by either replacing
the ectodomain (60, 61), HA1 (178) or the globular head (58) (Fig. 1C) and showed
that such viruses behave antigenically similar to the parental strains and are able
to induce high levels of HA-specific antibodies. Furthermore, Hai et al. (2012)
showed that exchange of the globular head is possible between strains from dif-
ferent subtypes and HA phylogenetic groups. These studies show that HA
chimeras can also be produced between highly divergent HAs while retaining anti-
genicity. Thus, BHK21 cells could potentially provide a high-yielding production
platform for PR8-based veterinary influenza vaccines by fusing the HA2 of WSN
with the HA1 of strains that themselves do not replicate in BHK21 cells. Further
research is required to evaluate this approach and to assess the antigenic and im-
munological qualities of vaccines resulting from it.
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ABSTRACT

Influenza A viruses lacking the gene encoding the non-structural NS1 protein
(delNS1) have potential use as live attenuated vaccines. However, due to the lack
of NS1, virus replication in cell culture is considerably reduced, prohibiting com-
mercial vaccine production. We therefore established two stable MDCK cell lines
that show inducible expression of the allele B NS1 protein. Upon induction, both
cell lines expressed NS1 to about 1000-fold lower levels than influenza virus-in-
fected cells. Nevertheless, expression of NS1 increased delNS1 virus titers to levels
comparable to those obtained with an isogenic virus strain containing an intact
NS1 gene. Recombinant NS1 expression increased the infectious virus titers 244
to 544-fold and inhibited virus induced apoptosis. However, NS1 expression re-
sulted in only slight, statistically not significant, reduced levels of interferon-{ pro-
duction. Thus, the low amount of recombinant NS1 is sufficient to restore delNS1
virus replication in MDCK cells, but it remains unclear whether this occurs in an
interferon dependent manner. In contrast to previous findings, recombinant NS1
expression did not induce apoptosis, nor did it affect cell growth. These cell lines
thus show potential to improve the yield of deINS1 virus for vaccine production.
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INTRODUCTION

Influenza A virus is the causative agent of a highly contagious disease that affects
both humans and animals. Outbreaks of highly-pathogenic avian influenza (AI)
strains among poultry have resulted in transmissions to humans, often with fatal
outcome. Vaccination of poultry is an important tool to control such outbreaks.
Traditional vaccines consist of inactivated viral particles which closely resemble
the circulating strain. Currently vaccine strains are being developed with improved
characteristics, which include live attenuation, and the ability to serologically dif-
ferentiate between naturally infected and vaccinated-only animals (DIVA). In-
fluenza strains lacking the gene encoding the non-structural NS1 protein (deINS1)
are able to replicate in a host, albeit with reduced efficiency, indicating that NS1
is dispensable for virus replication. DelNS1 viruses are therefore considered as
live-attenuated vaccines (132) for both animals (133, 177) and humans (189). Fur-
thermore, deINS1 virus could be used as DIVA vaccine in poultry, as the presence
of antibodies against NS1 in infected animals, but not in vaccinated animals, allows
for better surveillance of Al outbreaks and thus may improve worldwide accept-
ance of vaccination (17).

NS1 facilitates the infection of a cell in many different ways and the reduced repli-
cation efficiency of deINS1 virus is a direct effect of the absence of these functions.
In cells infected with intact influenza virus, NS1 is expressed at very high levels
shortly after infection (59, 148, 172) and it inhibits the cellular antiviral response
by reducing the type I interferon’s (IFN) expression (such as IFN-a or IFN-3) at
various levels. NS1 binds to retinoic-acid inducible gene I (RIG-I) that recognizes
both cytoplasmic dsRNA and 5'-triphosphate-containing RNA, products that are
generated during influenza infection (107). NS1 also binds directly to dsRNA (132).
By binding to these molecules, NS1 inhibits the activation of several pathways that
lead to IFN induction. Furthermore, NS1 also limits IFN expression by inhibiting
cellular pre-mRNA processing (including IFN pre-mRNA) and mRNA nuclear ex-
port (59). The efficiency and mechanism by which different influenza strains block
the IFN response is strain dependent (63, 76). NS1 can also block the function of
two antiviral proteins, dsRNA-dependent protein kinase R (PKR) and 2’-5'-
oligoadenylatesynthetase (OAS) (132), and regulate both viral genome replication
and translation (180) and protein synthesis (59).
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The NS1 gene is localized on the eighth vVRNA segment and splicing of the primary
NS1 mRNA results in the generation of a mRNA that encodes the nuclear export
protein (NEP) (59), a protein that plays a role in the nucleocytoplasmic export of
viral RNP’s and regulation of viral genome transcription and replication (135).
During development of deINS1 strains it is therefore important to retain the es-
sential NEP protein. The NSI1 protein is divided into two distinct functional do-
mains: an N-terminal RNA-binding domain (residues 1-73) and a C-terminal
effector domain (residues 74-230), which predominantly mediates interactions
with host-cell proteins (59). Phylogenetic analysis of NS1 amino acid sequences
indicated that NS1 proteins can be divided into two groups, termed allele A and
B (94, 111). The homology within each allele is 93-100%, whereas between the two
alleles it can be as little as 62%. Allele B NS1 is found, with a few exceptions, ex-
clusively in avian influenza virus strains, whereas allele A NS1 is found in all

human, swine and equine strains and some avian strains.

Infection of cells with deINS1 virus induces higher levels of IFN than infection
with a wild-type strain and results in a lower virus yield (45, 77). In cells and ani-
mals with a low or absent IFN response, such as Vero cells, STAT1 or PKR knock-
out mice, and embryonated eggs younger than 8 days, the virus replicates to high
titers (30, 45, 77, 161), which indicates that inhibition of the IFN response is the
main function of NS1 (132). Influenza strains with C-terminally truncated NS1
genes show intermediate effects on IFN inhibition and virus replication (77), which
correlates with the presence of the dsRNA binding protein domain.

In large-scale influenza vaccine production, a serum-free and suspension cell cul-
ture based process is preferred above the traditional production in embryonated
hen’s eggs (171). However, the yield of delNS1 virus, as reported by others (45) is
below the minimal yield that is required for commercial vaccine production (49),
even with IFN deficient Vero cells. Higher virus titers can be obtained by using a
high multiplicity of infection (m.o.i.) (154), but such large amounts of seeding virus
are not feasible in large scale production. Another approach to increase virus yield
is transient recombinant expression of NS1 in the production cell line before in-
fection (148). However, host-cell encoded NS1 expression induces apoptosis (25,
81, 145, 195). This makes development of stable NS1 expressing cell lines difficult,
whereas transient expression is not feasible in large scale production.
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The aim of this paper is to develop a stable NS1 expressing Madin-Darby canine
kidney (MDCK) cell line for high-yielding deINS1 virus production. To overcome
apoptosis induction, an inducible NS1 expression system is used. A commonly
used inducible expression system is based on the prokaryotic Tet repressor protein
(TetR) which allows expression of a gene of interest (GOI) under control of a tetra-
cycline-response element (TRE) in a cell line that is stably transfected with a trans-
activator protein (52). Two variants of this transactivator exist that respond in an
opposite manner to the doxycycline (Dox) antibiotic used for GOI induction. Using
the Tet-off system Dox addition represses GOI expression, whereas in the Tet-on
Advanced system Dox addition induces GOI expression. An adherently growing,
serum dependent MDCK Tet-off cell line is commercially available. For construc-
tion of cell lines stably expressing NS1 with the Tet-on Advanced system, which
allows more tight regulation of gene expression, the previously generated MDCK-
SES cell line growing serum-free and in suspension (171) was used. We obtained
two MDCK Tet-on Advanced cell lines that showed inducible production of allele
B NSI1 protein. We subsequently determined whether upon NS1 induction these
two cell lines supported replication to high titers of an influenza virus that either
contained or lacked an intact NS1 gene. Furthermore, we determined the effect of
NS1 induction on IFN-3 production and the apoptotic response.

MATERIAL AND METHODS

Cell lines and virus strains

MDCK-SFS and Vero-SF cells (171) were grown adherently in serum-free Ultra-
MDCK culture media (Lonza Biowhittaker, Basel, Switzerland) and Optipro (In-
vitrogen, Carlsbad, CA, USA) respectively. MDCK Tet-off cells, obtained from
Clontech (Mountain View, CA, USA), were grown in DMEM with 5% Tet-system
approved fetal bovine serum (FBS). All culture media were supplemented with 4
mM glutamine and 100 units/ml penicillin and 100 pg/ml streptomycin (Gibco).
Human embryo kidney (293T) and MDCK cells used for generation of reassortant
virus were cultured in Glutamax medium (Invitrogen) supplemented with 10%
FBS. Cells were grown at 37°C and 5% CO,. Cell density and viability were deter-
mined with a Countess automated cell counter (Invitrogen).
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The influenza virus strains A/Puerto Rico/8/34 HIN1 (PR8; ATCC VR-95, Manassas
VA, USA), A/turkey/Wisconsin/68 H5N9 (kindly provided by Dr. G. Koch, CVI),
A/turkey/Turkey/1/05 H5N1 (Veterinary Laboratories Agency, Pirbright, UK) were
propagated in embryonated chicken eggs.

Generation of recombinant influenza viruses

Viral RNA of influenza virus strain A/turkey/Turkey/1/05 H5N1 was isolated from
allantoic fluid of infected eggs using a high pure viral RNA isolation kit (Roche
Applied Science, Penzberg, Germany). Universal influenza genome primer unil2
(66) was used for reverse transcriptase (RT) reactions with the Superscript first
strand synthesis system (Invitrogen). HA segment forward (5’-TATT GCTCTTCA
GCCAGCAAAAGCAGGGGTWYAATCTGTC-3) and reverse (5'-ATATGCTCTT
CGATTAGTAGAAACAAGGGTGTTTTTAAYTAC-3) primers and NA segment
forward (5-TATTGCTCTTCAGCCAGCAAAAGCAGGAGTTCAAAATGAA
TCC-'3) and reverse (5'-ATATGCTCTTCGATTAGTAGAAACAAGGAGTTIT
TTGAACAAAC-3) primers with Sap I restriction sites were used for PCR reac-
tions with the Expand high fidelity PCR system (Roche). The resulting cDNAs
were inserted in vector pPOLISAP1RIB (40). The sequence of each insert was ver-
ified (NA, Genbank Acc. nr. EF619973; HA, Genbank Acc. nr. EF619980) by se-
quence analysis using the BigDye terminator v1.1 cycle sequencing kit (Applied
Biosystems, Carlsbad, CA, USA).

The sequence of the HA gene encoding the multi basic cleavage site of
A/turkey/Turkey/1/05 H5N1 was replaced by the corresponding sequence encod-
ing the consensus cleavage site of a low pathogenic HA gene of subtype H6 by
means of PCR mutagenesis as described previously (126). Using this method, the
H5 gene sequence CCTCAAGGAGAGAGAAGAAGAAAAAAGAGAGGACTA
TTT encoding the multi basic cleavage site PQGERRRRKKRGLF was converted
into the sequence CCAGAGATTGAAACTAGAGGACTTTTT encoding the low
pathogenic H6 subtype cleavage site PQIETRGLE. The resulting gene is referred
to as H5(6).

In order to generate an NS segment that only encodes the NEP protein but not the
NS1 protein we used a synthetic gene segment (GenScript Corporation, Piscat-
away, NJ, USA) corresponding to the NS gene segment of influenza virus strain
PR8 (EMBL Acc. nr. AF389122) in which the nucleotide sequence spanning the
exact intron sequence (nt 57-528) was deleted. The NS1-deletion gene segment was
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inserted in pHW2000 using BsmBI restriction sites as described earlier (66). The
bi-directional 8-plasmid reverse genetics system of strain PR8 was a gift of Dr.
Hoffman and Dr. Webster (67). To rescue recombinant virus, a mixture of 15 x 10°
293T and 5 x 10° MDCK cells was transfected with equal amounts of the eight plas-
mids containing the different gene segments, using Lipofectamine 2000 (Invitro-
gen). At 12 h post transfection (hpt) the transfection mixture was replaced by
Glutamax medium supplemented with 0.3 % bovine serum albumin (Chemie
Brunschwig AG, Basel, Switzerland) and 250 ng/ml TPCK-trypsin (Sigma-Aldrich,
St. Louis, MO, USA). Virus was harvested at 48 hpt and 96 hpt. Virus stocks were
generated in 7-9 day old embryonated eggs and virus identity was confirmed by
sequence analysis. Using this system we were able to rescue the PR8::H5(6)N1 and
PR8::H5(6)N1delNS1 viruses. These strains are referred to as H5(6)N1 and delNS1,
respectively.

Generation of stable MDCK cells with inducible NS1 expression

The pTet-on Advanced expression system for inducible gene expression was ob-
tained from Clontech. It includes the improved pTET-on Advanced and pTRE-
tight vectors, that make the inducible system more sensitive to Dox while reducing
leaky gene expression (167). Synthetic DNA fragments (GenScript Corporation)
encoding the allele A NS1 from A/Puerto Rico/8/34 HIN1 (Genbank Acc. no.
V01104) and allele B NS1 from A/turkey/Wisconsin/68 H5N9 (Genbank Acc. no.
U85378) were inserted in the pTRE-tight vector after mutating the 3’-splice site for
generation of NEP mRNA, as described previously (7). Furthermore, a synthetic
DNA fragment encoding the N-terminal 99 amino acids of allele A NS1 was in-
serted into pTRE-tight. The resulting plasmids are pTRE-tight-NSlallA, pTRE-
tight-NS1allB and pTRE-tight-NS1allA{_gg.

After transfection of MDCK-SEFS cells with the pTet-On Advanced vector using Fu-
gene HD (Roche) stably transformed cells were selected with 400 ug/ml G418
(Promega, Fitchburg, WL, USA). Functional expression of the rtTA-Advanced trans-
activator protein was assessed by transient cotransfection of the selected cell lines
with pTRE-tight-LUC, that encodes firefly luciferase, and a vector that constitu-
tively expresses Renilla luciferase as a transfection control, followed by induction
with different concentration of Dox (Clontech). Two days later both the Renilla
and firefly luciferase activity was measured using the Dual-Luciferase reporter
assay system (Promega). One MDCK Tet-on Advanced cell line that showed high
and inducible firefly luciferase activity was selected for further work.
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Both the MDCK Tet-on Advanced and the MDCK Tet-off cell line (Clontech) were
cotransfected with either one of the three pTRE-tight derived plasmids and a linear

hygromycin marker in a ratio of 20:1. Stably transformed cells were selected with
200 pg/ml hygromycin B (Clontech) and either 300 pg/ml G418 (Tet-on Advanced
cells) or 1 pug/ml puromycin (Clontech; Tet-off cells). Cell propagation was per-
formed in the presence of 200 pug/ml G418, 1 pg/ml puromycin and/or 100 pg/ml
hygromycin. None of these antibiotics were used during virus infections and other
assays.

NS1 mRNA quantification by qRT-PCR

MDCK cells (4 x 10°) were incubated in 0, 0.1 and 1 ug/ml Dox for 24, 48 and 72 h
in 6-well plates (Greiner Bio-One), after which RNA was isolated with the RNeasy
plus kit (Qiagen, Hilden, Germany). The NS1 mRNA concentration was then de-
termined by real-time RT-PCR using the QuantiTect SYBR Green RT-PCR kit
(Roche). A calibration curve was used for both allele A NS1 and allele B NS1 geno-
types, made by a serial dilution of RNA isolated from cells 24 h post infection (hpi)
with HIN1 or H5N9 influenza virus (m.o.i. 5). NS1T mRNA levels were corrected
for the amount of actin mRNA. Allele A NS1 forward (5'-CAAAACATGGATC-
CAAACACTG-3') and reverse (5'-GAATCCGCTCCACTATCTGCT-3’) primers,
allele B NS1 forward (5-ACAGGGGGTTTGATGGTGA-3") and reverse (5'-
CTTTGGAGGGAGTGGAG GTC-3’) primers, and canine actin forward (5'-
GGCATCCTGACCCTGAAGTA-3") reverse (5-GGGGTGTTGAAAGTCTCGA
A-3’) primers were used.

SDS-PAGE and Western blot analysis

MDCK NSl1allAoff, NS1allAq_ggon, NSlallBon1, NSlallBon2 and Tet-on Advanced
cells were incubated for 24 h with or without 1 pg/ml Dox and then subjected to
reducing SDS-PAGE, using NuPAGE® Novex® 12% Bis-Tris precast gels (Invitro-
gen). MDCK-SFS cells taken 24 h after infection with either HIN1 or H5N9 virus
(m.o.i. 5) were used as a source of authentic NS1. As a positive control for the trun-
cated allele A NS1, MDCK Tet-on Advanced cells were incubated for 24 h with 1
ug/ml Dox, transiently transfected with pTRE-tight-NSlallA{_g9, and subse-
quently incubated for another 24 h. Polypeptides were transferred to polyvinyli-
denedifluoride membranes. NS1 was detected by immunoblotting using a
monoclonal mouse antibody against a peptide near the N-terminus of allele A NS1
(5C130568, Santa Cruz Biotechnology, Santa Cruz, CA, USA) or a custom-prepared
rabbit antiserum (anti-NSl1allByq7_53() directed against a keyhole limpet hemo-
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cyanin conjugated peptide (CKQKRYMARRVESEV; N-terminal acetylation) en-
compassing the C-terminal 14 amino acids of allele B NS1 of H5N9 virus with an

additional N-terminal cysteine for conjugation purposes. The peptide-specific an-
tibodies from the anti-NS1allBy17_73( antiserum were affinity purified using this
same (unconjugated) peptide (GenScript Corporation). After subsequent incuba-
tion with, respectively, peroxidase-conjugated rabbit anti-mouse or goat anti-rabbit
immunoglobulins (Dako, Glostrup, Denmark), protein levels were visualized with
ECL plus (GE Healthcare, Buckinghamshire, UK) and quantified with a Storm840
imaging system (Molecular Dynamics, GE Healthcare).

Virus infection

For analysis of deINS1 virus replication by all four NS1 expressing cell lines, the
two control cell lines and the Vero cells, cells were incubated in 96-well plates
(Greiner Bio-One) (3 x 10* cells/well), for 24 h with or without 1 ug/ml Dox. The
following day cells were infected in triplicate with deINS1 virus (m.o.i. 0.001) and
after one h, they were washed twice and provided with 120 ul medium with 2
pg/ml trypsin-TPCK, without Dox or selection antibiotics and without FBS for
MDCK Tet-off cell lines. Three day post infection (dpi), virus titers were deter-
mined by M-gene specific qRT-PCR.

To study the infection kinetics of deINS1 and H5(6)N1 in NSlallBonl and NS1all-
Bon2, 1 x 10° cells per well were incubated in 6-well plates (Greiner Bio-One), with
or without 1 ug/ml Dox. After 24 h incubation, one well per cell line was used to
determine the cell density. Next, cells were infected in triplicate with either deINS1
or H5(6)N1 virus at an m.o.i. of 0.01. One hour later cells were washed with PBS
and supplied with 5 ml UltraMDCK medium containing 2 pg/ml trypsin-TPCK
with or without Dox. Supernatant samples were taken 1, 24, 48 and 72 h hpi and
stored at -80°C before determining the virus yield.

The infectious influenza virus titer was measured by determining the tissue culture
infective dose required to infect 50% (TCIDs5()) of MDCK cells. The influenza virus
genome equivalent concentration was derived from the amount of viral RNA
copies determined by M-gene specific qRT-PCR. These two assays were previously
described (171).
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Apoptosis measurement

MDCK NS1allBon1, NSlallBon2 and Tet-on Advanced control cells were cultured
for 24 h in the presence (1 pg/ml) or absence of Dox, trypsinized and then allowed
to adhere to the surface of a 96-well plate (Greiner Bio-One) (1 x 10* cells/well) for
1.5 h. To determine inhibition of apoptosis induction by virus infection, cells were
infected with 5 m.o.i. of either deINS1, H5(6)N1 or mock-infected. Dox was sup-
plied to cells which were previously cultured with Dox. To determine apoptosis
induction by host-cell encoded NS1 expression, culture media with or without 1
ug/ml Dox was added to cells that were previously cultured without Dox. 24 h
after infection or NS1 induction caspase-3 and caspase-7 activities were deter-
mined using the Caspase-Glo 3/7 Assay kit (Promega). Briefly, supernatant was
removed and 25 ul Caspase-Glo reagent and 25 pl PBS was added to each well.
After 1 h incubation at room temperature the luminescence of each sample was
measured using a GloMax-Multi luminometer (Promega). Results are given as the
means of triplicate experiments and represent the increase in caspase activity as
compared to control cells (mock infected and non-induced).

IFN-B quantification by mRNA RT-PCR

MDCK NS1allBon1, NSlallBon2 and Tet-on Advanced control cells were incubated
for 24 h in 6-well plates (Greiner Bio-One) (6 x 10° cells/well), with or without 1
pg/ml Dox. Cells were then infected with deINS1 virus (m.o.i. 3) or mock-infected.
After 18 h, RNA was isolated using the RNeasy plus kit (Qiagen). The concentra-
tion of IFN-3 mRNA was determined by real-time RT-PCR (Onestep RT-PCR kit,
Qiagen), using canine IFN-{3 forward (5'-CCAGTTCCAGAAGGAGGACA-3") and
reverse (5'-CCTGTTGTCCCAGGTGAAGT-3") primers and Tagman probe (5'-
6FAM-CCTG GAGGACGTCAAAGAGAAGGA-XT-PH). IFN-f mRNA levels
were corrected for the amount of actin mRNA. The concentration of actin mRNA
was determined by real-time RT-PCR using QuantiTect SYBR Green RT-PCR kit
(Roche), using canine actin primers (Section 2.4). A calibration curve was used for
both IFN and actin mRNA by a ten-fold serial dilution (10° to 107) of RNA isolated
from delNS1-infected MDCK-SFS cells.

IFN-B quantification bioassay

MDCK NSlallBon1, NSlallBon2 and Tet-on Advanced control cells were incubated
for 24 h in 6-well plates (Greiner Bio-One) (6 x 10%/well), with (1 pg/ml) or without
Dox. Cells were then infected with deINS1 virus (m.o.i. 3) or mock-infected. After
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25 h, supernatant was harvested and ultra-filtrated (Vivaspin 500, Sartorius, Got-
tingen, Germany) to remove virus. The absence of virus in the filtrate was con-
firmed by incubation of adherent MDCK-SFS cells with the filtrate in an
immunoperoxidase monolayer assay, as previously described (171). To determine
the levels of secreted IFN, MDCK-SFS cells were seeded in 96-well plates (Greiner
Bio-One) (5 x 10%/well) and incubated with a serial two-fold dilution series of virus-
free supernatant for 18 h. Cells were then infected (m.o.i. 3) with Newcastle disease
virus (NDV) strain LaSota that was generated by reverse genetics from a Full-
Length NDV cDNA copy (NDFL) that expresses a EGFP reporter gene (NDFL-
tagEGFP) (4) and incubated for a further 48 h. After removal of supernatant, the
fluorescence of each well was measured using a GloMax-Multi fluorimeter
(Promega). The amounts of IFN present in the supernatants were estimated based
on their ability to induce an antiviral state in MDCK-SFS cells and inhibit NDFL-
tag EGFP replication. The supernatant dilution that resulted in the median EGFP
signal was determined for each sample. The reciprocal dilution was used as a rel-
ative concentration of IFN present in the supernatant.

IFN-B dependent luciferase reporter system

To prepare conditioned medium (CM), MDCK-SES cells were infected with
deINS1 virus (m.o.i. 0.6) without the addition of trypsin. After 15 h, supernatant
was ultra-filtrated (Amicon Ultra-15 100k, Millipore, Billerica, MA, USA) to remove
virus. This virus-free supernatant was further used to stimulate IFN production
in MDCK cells.

MDCK NS1allBon1, NSlallBon2 and Tet-on Advanced control cells were incubated
for 24 h in 96-well plates (Greiner Bio-One) (1.5 x 10%/well), with or without 1 pg/ml
Dox. Next, cells were washed and transiently cotransfected with the reporter plas-
mid carrying the firefly luciferase gene under the control of the IFN- promoter
(p125Luc, kindly provided by Takashi Fujita, Kyoto University, Japan (193)) and
the Renilla luciferase control plasmid pGL4.73 (Promega), using Fugene HD
(Roche). Cells were then incubated for 7 h, followed by IFN stimulation by addition
of either 10 ug/ml poly-IC or 1% CM, or mock-stimulated. The firefly luciferase
activity was measured after 40 h incubation using the Dual Luciferase Reporter
Assay System (Promega) and normalized to Renilla luciferase activity. All trans-
fection experiments were conducted in duplicate.
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Statistical analysis

Data were analyzed for statistical significance by the Students t-test, using the
Minitab software package (Minitab Inc., Coventry, UK). Differences in mean were
assumed significant if p<0.05.

REsuLTs

Generation of MDCK cells with stable NS1 expression

Transfection of MDCK-SFS cells with the pTet-on Advanced plasmid resulted in
98 stable cell lines. These were screened for transactivator activity by transient
transfection with a luciferase reporter plasmid. A cell line that showed strong lu-
ciferase induction (177-fold) upon Dox addition was selected. Subsequent trans-
fection of this cell line and a commercially available MDCK Tet-off cell line with
either one of the pTRE-tight NS1allA, pTRE-tight NSlallA{_gg or pTRE-tight
NS1allB plasmids yielded 30 stably transformed cell lines. Fifteen of these cell lines
originated from transfection with pTRE-tight NS1allB and ten cell lines from trans-
fection with pTRE-tight NSlallAq_gg. Only five (all Tet-off) cell lines were obtained
from transfection with pTRE-tight NS1allA. These 30 cell lines were then screened
for NS1 mRNA expression and increased production of deINS1 virus upon induc-
tion of NS1 expression. Four cell lines, NSlallAoff, NSlallA_ggon, NSlallBon1
and NSlallBon2, that unequivocally showed NS1 mRNA expression and appeared
to support growth of deINS1 virus to higher titers upon NS1 induction (results not
shown) were selected for further studies.
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Fig. 1. Inducible expression of NS1 genes in stable MDCK cell lines. The NS1 mRNA levels in MDCK NS1allAoff
(A), NS1allA1-990n (B), NS1allBon1 (C) and NS1allBon2 (D) cell lines was determined by qRT-PCR 24, 46 and 70
h after induction with 0, 0.1 or 1.0 pg/ml Dox. The relative NS1 mRNA level as compared to cells infected with
H1N1 virus (panels A and B) or H5N9 virus (panels C and D) are presented.
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NS1 mRNA and protein expression

The optimal Dox concentration and induction period leading to high NS1 mRNA
levels was next determined. Figure 1 gives the ratio of NS1 mRNA levels relative
to the NS1 RNA (the sum of mRNA, vRNA and cRNA) levels in cells infected with
the corresponding wild type virus. Note that we used the total amount of NS1
RNA present in infected cells as a reference, which comprises viral mRNA, vRNA
and cRNA. However, in transfected cells only NS1 mRNA is present. The ratio be-
tween NS1 mRNA and total NS1 RNA levels in infected cells is about 0.2 at 24 hpi
(172). Thus, the relative NS1 mRNA levels in our stable MDCK cell lines compared
to NS1 mRNA levels after virus infection are probably 5-fold higher than reported
in Fig. 1.

Each of the four cell lines showed NS1 mRNA expression after 24 h induction,
which did not further increase upon prolonged induction (Fig. 1A-D). The NSlal-
1Aoff cell line showed an about 10,000-fold lower NS1 mRNA level than cells in-
fected with HIN1 virus in the non-induced state (with Dox). Furthermore the NS1
mRNA level did not change upon induction by Dox omission (Fig. 1A). Similarly,
the NSlallAq_ggon cell line showed no change in NST mRNA level upon induction
(with Dox) and an about 100-fold lower NS1 mRNA level than HIN1 virus infected
cells. (Fig. 1B). However, both NSlallBonl and NSlallBon2 cell lines showed in-
ducible expression of NS1 mRNA that, in the induced (with Dox) state, was about
1000-fold lower than in H5N9 virus infected cells (Fig. 1C and D). For further stud-
ies, NS1 expression was induced by adding 1 pug/ml Dox to Tet-on cell lines or by
Dox omission from Tet-off cell lines, both for a period of 24 h.

The NSI1 protein expression was analyzed by Western blotting using allele-specific
antibodies for detection of allele A NS1 (Fig. 2A) and allele B NS1 (Fig. 2B). Both
Western blots show many faint bands representing aspecific binding to proteins
of MDCK cells that do not produce NS1 (Fig. 2A, lane 11; Fig. 2B, lanes 11-12).
However, a band representing allele A NS1 (Fig. 2A, lane 1-5) and allele B NS1
protein (Fig. 2B, lanes 1-6) is readily observed in samples from MDCK cells 24 hpi
with HIN1 or H5N9 virus. Furthermore, a band representing the truncated allele
A N61 is visible near the 6 kDa marker(Fig 24, lane 6), following transient trans-
fection of Dox induced MDCK Tet-on Advanced cells with pTRE-tight-NS1allA{_

99-
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Fig. 2. Western blot analysis of NS1 protein expression. MDCK NS1allAoff, NS1allA1-990n, NS1allBon1, NS1all-
Bon2 and Tet-on Advanced cells were incubated for 24 h in the presence of 1.0 pug/ml Dox or without Dox.
Panels A and B represent Western blot analysis of allele A NS1 and allele B NS1, respectively. Cell extracts of
MDCK-SFS cells infected with HIN1 (allele A NS1) or H5N9 (allele B NS1) influenza virus at 24 hpi were used as
source of authentic NS1. A serial 5-fold dilution series of cell samples infected with HIN1 (panel A, lanes 1-5) or
H5N9 (panel B, lanes 1-6) virus was included to allow densitometric NS1 quantification. As a positive control for
the truncated allele A NS1, Dox induced MDCK Tet-on Advanced cells were transiently transfected with pTRE-
tight-NS1allA1-99 (panel A, lane 6). Non-infected MDCK Tet-on Advanced cells were used as negative control
(panel Alane 11 and panel B lane 11-12). Relevant molecular weight markers (kDa) are indicated on the right of
each panel.

NS1 bands could not be detected in NSlallAoff and NSlaIlAl_ggon cell extracts
(Fig. 2A, lanes 7-10). Both NS1Bon1 and NS1Bon2 cell lines show a strong band at
the expected position after induction of NS1 expression (Fig. 2B, lanes 9 and 11),
which is predominantly absent without induction (Fig. 2B, lanes 8 and 10). The
faint band at this position in non-induced cells is not assumed to represent NS1
since it is also visible in cells that do not express NS1 and were incubated with and
without Dox (Fig. 2B, lanes 11 and 12). A serial dilution of MDCK cells 24 hpi with
H5N9 virus (Fig. 2B, lanes 1-6) was used to quantify the NS1 protein content of
the induced NS1allBon cell lines. Densitometric analysis revealed that the NS1all-
Bon1 and on2 cell lines produced, respectively, 1200- and 500 -fold lower NS1 pro-
tein levels than H5N9 infected cells.
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of virus infections performed in triplicate (Vero cells in duplicate) are presented. Differences were significant (*)
when p < 0.05.

Effect of NS1 on virus replication

The delNS1 total viral particle yield, as determined by the virus genome equivalent
titer, after infection of induced and non-induced cells was compared (Fig. 3). NS1
expression increased deINS1 virus yield 346-fold in NSlallBon1 cells (p=0.015) and
82-fold in NS1allBon2 cells (p=0.050). The virus yield obtained with both induced
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Fig. 4. Replication of deINS1 and H5(6)N1 virus in NS1allBon1 (panel A) and NS1allBon2 (panel B) cell lines. Cells
were either induced with 1 ug/ml Dox (closed symbols, full line) for 24 h or not-induced (open symbols, dotted
line), followed by infection with 0.01 m.o.i. deINS1 or H5(6)N1 virus. The virus genome equivalent concentration
of deINS1 (squares) and H5(6)N1 (circles) virus was determined by gRT-PCR. The titre of infectious deINS1 virus
was determined by TCID50 (triangles). Geometric mean titres and 95% confidence interval of the mean are pre-
sented of virus infections performed in triplicate.
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NS1allBon cell lines was comparable to the virus yield of Vero cells whereas non-
induced NSlallBon cells yielded virus levels comparable to the Tet-on control cells,
which lack a NS1 gene. However, the virus yield of NSlallAq_ggon cells and NS1al-
1Aoff cells did not differ upon Dox treatment and was comparable to the virus
yield of the corresponding Tet-on and Tet-off control cells. Infection at a higher
m.o.i. (0.01) resulted in higher maximum titers for all cell lines and a smaller dif-
ference between the deINS1 virus yield obtained with induced and non-induced
NS1allBon cell lines (data not shown). Thus, only the two NS1allBon cell lines, in
which we could demonstrate inducible NS1 expression, showed higher yields of
delNS1 virus upon NSI1 expression. Therefore only these cell lines were used in
further studies.

We next determined the kinetics of deINS1 and H5(6)N1 total viral particle pro-
duction by induced and non-induced NS1allBon cells (Fig. 4). The H5(6)N1 virus
contains an intact NS1 gene but is further isogenic to deINS1 virus. Induction of
NS1 expression increased delNS1 total viral particle yield by NSlallBon1 cells at
70 hpi 23-fold (p=0.001; Fig. 4A) and by NSlallBon2 cells 5-fold (p=0.035; Fig. 4B).
The titers at 70 hpi (about 10° TCID5( equivalent/ml) are comparable to those
found after infection with H5(6)N1 virus (Fig. 4A and B), although the H5(6)N1
virus appeared to replicate somewhat faster. Induction of allele B NS1 expression
by both cell lines did not increase the replication speed nor the yield of H5(6)N1

virus.

Strikingly, the induction of NS1 expression by NSlallBonl and NS1allBon2 cells
increased the infectious delNS1 virus titer at 70 hpi 244- and 544-fold, respectively
(Fig. 4A and B), which is substantially more than the, respectively, 23- and 5-fold
increase in total viral particle yield.

Effect of NS1 on IFN-f3 expression

We next determined the effect of NS1 expression by NS1allBon cells on the induc-
tion of IFN-f3 expression by delNS1 virus infection using three different methods:
quantification of IFN-B mRNA levels (Fig. 5A), quantification of secreted IFN using
a bioassay (Fig. 5B) and the expression of a luciferase reporter gene under control
of the IFN-3 promoter (Fig. 5C-E). Production of NS1 by NSlallBon2 cells reduced
the IFN-B mRNA expression after deINS1 virus infection 3.5-fold (p=0.045),
whereas no significant difference was observed for the NSlallBon1 and Tet-on cell
lines (Fig. 5A). Furthermore, IFN- mRNA was not detectable in mock-infected
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induced (-). The amount of IFN-B mRNA was determined by qRT-PCR, after infection with deINS1 or mock infec-
tion and normalized for the amount of actin mRNA (Panel A). The relative amount of excreted IFN was deter-
mined after infection of the cells with deINS1, followed by removal of virus from the supernatant 24 h later by
ultra-filtration. The IFN in the supernatant was titrated by stimulating MDCK-SFS cells with a serial dilution of
the supernatant before infection with NDFLtag-EGFP virus. The relative amount of IFN present in the supernatant
was determined by the dilution of the supernatant at 50% EGFP signal (Panel B). Furthermore, the cells were
transfected with an IFN-B dependent firefly luciferase reporter plasmid, followed by stimulation of the IFN-B
production with 1% CM (Panel C), 10 pug/ml poly-IC (Panel D) or mock (Panel E). The luciferase activity was nor-
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iments (luciferase reporter assay in duplicate) are presented for each assay. Differences were significant (*) when
p <0.05.

cells. The concentration of IFN secreted by deINS1 virus-infected cells was deter-
mined by titration of MDCK-SFS cells with virus-free supernatant, followed by in-
fection of these cells with NDV that expresses EGFP for its quantification. NDV is
known to be highly susceptible to IFN. Thus cells stimulated with IFN produce
less NDV virus as assessed by the level of fluorescence. The production of NDV
viruses was translated to a relative IFN concentration as described in material and
methods. Although NS1 expression by NS1allBon1 cells reduced IFN secretion al-
most 3-fold, this difference was not statistically significant. The IFN expression of
mock-infected NSlallBon1, NSlallBon2 and TET-on cells was below detection lim-
its, since the ultra-filtrated supernatant of these cells did not reduce EGFP expres-

sion after infection with NDFL-tag EGFP.
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NS1 expression by NSlallBon2 cells reduced IFN secretion to an even lower extent
(Fig. 5B). In the third assay, both NSlallBon cell lines showed slightly lower, al-
though not statistically significant, expression of a reporter gene under control of
an IFN-f3 promoter when NS1 expression was induced, as compared to non-in-
duced cells upon stimulation of IFN-3 production by either CM (Fig. 5C) or poly-
IC (Fig. 5D). These differences were smaller without stimulation of IFN-3
production (Fig. 5E). Although the individual assays mostly do not yield statisti-
cally significant differences, the combined results of these three assays suggest
that induction of NS1 expression by NSlallBon cells slightly reduces IFN produc-
tion. However, this effect is minimal and therefore not likely to be critical in the
process of virus replication.
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Effect of NS1 on apoptosis

Apoptosis induction was determined by measuring the combined activity of ca-
pase-3 and caspase-7, two proteins involved in the activation of apoptosis (93). Ex-
pression of NS1 in MDCK cells is known to induce apoptosis (81, 145, 195).
Furthermore, Infection of cells with delNS1 virus is known to induce apoptosis
more efficiently than infection with virus containing an NS1 gene (70, 156, 179,
191, 200), indicating that NS1 can inhibit apoptosis during an infection. With re-
spect to the apoptosis induction by NS1 expression, no significant difference in
caspase activity (Fig. 6A) or growth rate (Fig. 6B) was observed between Dox-in-
duced and non-induced NS1lallBonl and NS1allBon2 cell lines, which indicates
that allele B NS1 expression in these cells does not induce apoptosis. As a positive
control, cells were infected with deINS1, which yielded a four to nine-fold increase
in caspase activity (Fig. 6A).

We next analyzed the effect of NS1 expression by NSlallBon cells on apoptosis in-
duction by both deINS1 and H5(6)N1 virus infection. As expected, deINS1 virus
induced about 60% higher caspase activity than H5(6)N1 virus in pTet-on Ad-
vanced control cells and Dox addition did not affect caspase activity (Fig. 7A).
However, expression of NS1 24 h prior to deINS1 virus infection reduced the cas-
pase activity of NSlallBon1 cells 2.1-fold (p=0.017; Fig.7 B) and NSlallBon2 cells
2.0-fold (p=0.018; Fig. 7C). The caspase activity in the induced cells was comparable
to those in cells infected with H5(6)N1 virus. Expression of NS1 prior to infection
with H5(6)N1 virus did not affect caspase activity of NSlallBon2 cells (Fig. 7C) but
did reduce caspase activity of NSlallBon1 cells 1.4-fold (Fig. 7B) which was, how-
ever, not statistically significant (p=0.074). Thus, NS1 expression by NSlallBon
cells reduces apoptosis induction by a virus lacking an NS1 gene to a level that is
comparable with cells that are infected with a virus that contains an intact NS1
gene.
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DiscussIiOoN

Two stable MDCK cell lines that show inducible expression of allele B NS1 from
the A/turkey/Wisconsin/68 H5N9 influenza strain were established: NSlallBonl
and NS1allBon2. Upon induction, these cell lines showed 500 and 1200-fold lower
allele B NS1 expression levels than virus-infected cells, as assessed by Western blot
analysis. Attempts to generate stable cell lines similarly expressing either the full-
length allele A NS1 or the allele A NS1 N-terminal domain from the A/PR/8/34
HINT1 influenza strain were not successful. A previous attempt by others to estab-
lish a stable MDCK cell line expressing allele A NS1 from A/Ty/Ont/66 was also
not successful, which the authors attributed to apoptosis induction due to leaky
NS1 expression (145). Transient NS1 expression is known to induce apoptosis in
several cell lines, including MDCK (81, 145, 195). However, induction of allele B
NS1 expression in the two NSlallBon cell lines did not induce apoptosis nor did
it affect cellular growth rate. The relatively low NS1 expression level by these cell
lines is likely not the cause of the lack of apoptosis induction, since others previ-
ously found apoptosis induction at comparably low allele A NS1 expression levels
(145). Noticeably, most of the studies into the effect of transient NS1 expression
on apoptosis were done with allele A NS1. There is only one example of an H5N2
strain containing allele B NS1 that does not induce apoptosis in porcine cells (25).
The efficiency of apoptosis induction is also known to vary between allele A NS1
genes from different strains (25, 179, 180, 198). Thus, it is plausible that the suc-
cessful establishment of the NS1allBon cell lines is related to the specific allele B
NS1 gene used. One cell line with stable expression of an NS1-GFP protein was
developed for the production of deINS1 virus, however no further information on
the origin of the NS1 protein, the NS1 expression levels, virus replication efficiency
and cell growth were described (78).

Apart from apoptosis induction by recombinant NS1 expression, NS1 can also
down-regulate the induction of apoptosis due to virus infection. This is suggested
by the lower apoptotic response in cells infected with wild-type influenza virus
than in cells infected with the corresponding isogenic strains lacking a functional
NS1 gene (70, 156, 191, 200). This inhibition of the apoptotic response was attrib-
uted to activation by NS1 of the phosphatidylinositol 3-kinase (PI3K)-Akt signaling
pathway, which is known to result in an anti-apoptotic response (31, 198). We ob-
served that recombinant allele B NS1 expression suppresses the apoptotic response
induced by deINS1 virus to the same level as observed with NS1-expressing virus,
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despite the 1000-fold lower NS1 expression level as compared to virus-expressed
NS1. Others similarly observed that low NS1 expression levels are enough to sat-
urate the intracellular Akt signaling pathway, leading to apoptosis suppression
(198). Other methods by which NS1 could have downregulated apoptosis are in-
hibition of PKR, OAS/RNAse L or the JNK/AP-1 stress pathway (59).

NS1 expression in both NS1allBon cell lines increased the deINS1 virus yield com-
parable to those found for Vero cells infected with the same virus. Restoration of
virus production upon recombinant allele B NS1 expression could be related to its
function as an IFN antagonist. Organisms and cells with low or absent IFN re-
sponse, like Vero cells, STAT1 or PKR knock-out mice and young embryonated
eggs, are capable of efficient deINS1 virus replication due to their IFN deficiency
(30). In addition, IFN expression in MDCK cells was reduced 5-fold after transient
expression of allele A NS1 (148). In our studies, however, the NS1 expression by
both NS1allBon cell lines had only a minor effect on IFN production, as was ob-
served in three independent assays. Different assays were used to cover multiple
levels in the IFN cascade, by looking at either activation of the IFN- promoter,
IFN-B transcription directly or secretion of IFN, and by stimulating IFN induction
with either deINS1 virus, poly-IC or CM. Because allele B NS1 expression only has
a minimal effect on IFN induction, it appears that the increase in virus production
by recombinant NS1 during deINS1 infection is not IFN related. The lack of IFN
inhibition could be connected to the origin of the NS1 gene, since inhibition of IFN
by NS1 is strain dependent (63, 180) and allele B NS1 was found to be less efficient
in the suppression of IFN-{3 production than allele A NS1 (201). Another possible
cause could be the low expression level. During infection, NS1 is expressed in high
quantities, suggesting that at least one of the many functions of NS1 requires such
a high expression level. This implicates that not all of the NS1 functions, e.g. inhi-
bition of IFN induction, are necessarily complemented by the about 1000-fold
lower NS1 expression level in the NS1allBon cell lines. Another function of NS1
that likely does not occur in the NS1allBon cells upon Dox induction is inhibition
of cellular mRNA preprocessing. Such a function would most likely affect cellular
processes and limit cell division. This was however not observed, as cells grew
with comparable high rates, both induced and non-induced.

The delNS1 virus titers from induced NSlallBon cells were comparable to those
found for non-induced cells infected with H5(6)N1 virus. This indicates that the
NS1 produced by the NSlallBon cells can fully facilitate the viral infection in a
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similar manner as the allele A NS1 that originates from the wild-type influenza
virus. This is in concordance with the observation that virus replication efficiency
is not dependent on the NS1 allele type (180). Replication of H5(6)N1 strain, which
yielded high titers already in the absence of Dox, was not improved by Dox-in-
duced NS1 expression. Similar observations were made after transient transfection
with NS1, although replication speed of the wild-type strain was somewhat in-
creased (148). Hence there is no significant advantage for NS1 being present at the
start of the infection. The efficiency in infectious delNS1 virus particle production,
as determined by the ratio of infectious virus particles to the number of virus
genome copy equivalent (relative infectious virus titer), is 0.1% for both NS1allBon
cell lines in the absence of Dox. Induction of NS1 expression increased the effi-
ciency 11 to 95-fold, due to the strong increase in infectious virus titer (244 to 544-
fold). This is especially relevant for live attenuated vaccine production, since these
rely on infectious virus particles.

The increased relative infectious titer due to NS1 induction may give a clue to the
mechanism by which recombinant NS1 can complement the replication of deINS1
virus. NS1 regulates viral genome replication and transcription (36), and NS1 ex-
pression reduces viral RNA accumulation in cells transiently transfected with the
influenza polymerase complex genes PB1, PB2, PA and NP, in comparison to cells
that do not express NS1 (180). The lack of regulation of the influenza polymerase
complex by NS1 could result in an altered ratio between the vVRNA, cRNA and
mRNA, resulting in lower infectious viral titers while not affecting the number of
virus genome copy equivalent titer, which measures all three RNA types. Thus,
the low yield of deINS1 virus in normal MDCK cells could be due to the loss of
NS1 regulation of viral genome replication and transcription rather than the in-
ability of the virus to interfere with the host cell’s antiviral response. This sugges-
tion is further supported by the observation that IFN expression is not a limiting
factor for influenza replication in MDCK cells (148).

The inducible expression of NS1 allows for further studies into the timing and
level of NS1 expression in relation to its function. Furthermore, these cells are able
to replicate deINS1 virus to high titers required in industrial production. The re-
quirement for Dox in the culture medium may however limit their commercial ap-
plication due to restriction in use of antibiotics in vaccine production. Thus, stable
production cell lines with constitutive expression of allele B NS1 are more suited
for this purpose. The feasibility of establishing such cell lines is suggested by our
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observation that allele B NS1 expression does not affect cell growth (nor induce
apoptosis). Finally, the use of allele BNS1 may be advantageous for the production
of DIVA vaccines, because of the antigenic difference with the more common allele
A protein.
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ABSTRACT

Influenza viruses unable to express NS1 protein (delNS1) replicate poorly and in-
duce high amounts of interferon (IFN). They are therefore considered as candidate
viruses for live-attenuated influenza vaccines. Their attenuated replication is ge-
nerally assumed to result from the inability to counter the antiviral host response,
as deINS1 viruses replicate efficiently in Vero cells, which lack IFN expression. In
this study, delNS1 virus was parallel passaged on IFN competent MDCK cells,
which resulted in two strains that were able to replicate to high virus titres in
MDCK cells due to adaptive mutations in especially the M-gene segment, but also
the NP and NS gene segments. Most notable were clustered U-to-C mutations in
the M segment of both strains and clustered A-to-G mutations in the NS segment
of one strain, which presumably resulted from host cell mediated RNA editing.
The M segment mutations in both strains changed the ratio of M1 to M2 expres-
sion, probably by affecting splicing efficiency. In one virus, 2 amino acid substitu-
tions in M1 additionally enhanced virus replication, possibly through changes in
the M1 distribution between the nucleus and the cytoplasm. Both adapted viruses
induced less IFN and less apoptosis compared to deINS1 virus, but still signifi-
cantly more than virus able to express NS1. These results indicate that not only in-
hibition of IFN induction, but also the loss of one or more M1-related functions of
NS1 limit delNS1 virus replication. The mutations identified in this paper may be
used to enhance delNS1 virus replication for vaccine production.
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INTRODUCTION

The non-structural (NS1) protein of influenza A virus is an antagonist of the cel-
lular antiviral response. Infection with virus either not encoding NS1 protein
(deINS1) or encoding a truncated NS1 protein results in high levels of type I inter-
ferons (IFN) such as IFN-a or IFN-B. Replication in cell culture of such viruses is
attenuated, indicating that the NS1 protein is not essential for replication in such
hosts (45). In vivo, viruses lacking a fully functional NS1 protein induce IFN in
the absence of detectable virus replication (38), which are favourable conditions
for use as live attenuated vaccines. The local release of IFN and other cytokines
and chemokines appears to be an excellent adjuvant that enhances production of
immunoglobulins and contributes to the activation of dendritic cells required for
antigen presentation (83, 132). DeINS1 candidate vaccines against influenza A and
B have been developed (140, 189) and initial trials in humans showed successful
induction of antibody responses (175). Apart from the use in vaccines, deINS1
viruses also show potential as oncolytic agent (113) and viral expression vector
(187).

NS1 is expressed at high levels directly after infection and facilitates virus replica-
tion in many different ways (reviewed in (59)). Its antiviral properties are focused
on reducing the IFN mediated innate immune response and act at several levels.
Cytoplasmic dsRNA and 5'-triphosphate-containing RNA are produced during
influenza infection and recognized as pathogenic patterns by antiviral proteins
like retinoic-acid inducible gene I (RIG-I), dsRNA-dependent protein kinase R
(PKR) and 2’-5"-oligoadenylatesynthetase (OAS). NS1 binds both dsRNA and RIG-
I, and blocks the activation of PKR and OAS, thereby limiting the onset of several
pathways that lead to IFN induction (132). Other functions of NS1 are inhibition
of cellular pre-mRNA processing (including IFN pre-mRNA) and mRNA nuclear
export (59). Furthermore, NS1 regulates both viral genome replication and trans-
lation (180), splicing of M segment mRNA (134), nuclear export of viral mRNA
(41) and viral ribonucleoprotein (vVRNP) (180), and viral protein synthesis (26, 34).
Recently it was found that NS1 binds the human PAF1 transcription elongation
complex (hPAF1C) by a histone-mimicking sequence, thereby inhibiting the role
of hPAF1C in the antiviral response (98). NS1 mRNA is transcribed from the eighth
vRNA segment. It is partially spliced to generate mRNA that encodes the nuclear
export protein (NEP) (59). In the nucleus of infected cells, NEP facilitates the export
of the vRNP complexes containing the viral genome segments to the cytoplasm,
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where assembly of the viral components is completed before virus budding takes
place (2). Independent from vRNP export, NEP also regulates viral genome tran-
scription and replication (135). During development of deINS1 strains it is there-
fore essential to retain the NEP protein.

In cells and animals with a low or absent IFN response, such as Vero cells, STAT1
or PKR knock-out mice, deINS1 virus replicates to high titres (30, 45, 77), whereas
replication is attenuated in MDCK cells and other IFN-competent hosts. When
Vero cells are externally stimulated with IFN-a before infection, deINS1 virus repli-
cation is however also attenuated (38). Moreover, delNS1 only replicated efficiently
in embryonated chicken eggs younger than 8 days, when the host immune re-
sponse is not yet fully developed (161). It is therefore generally assumed that the
inability of deINS1 virus to counter the cellular innate immune response is the
major cause for its attenuated phenotype (132). In addition to the unimpaired IFN
response, the absence of NS1 during influenza virus infection results in enhanced
apoptosis induction (156, 200). Activation of caspases, a group of cysteine proteases
that play an important role in apoptosis, results in cleavage of viral NP protein
and thereby limits the amount of viral protein available for assembly of viral par-
ticles (199). The antiviral effect of apoptosis is therefore believed to contribute to
the attenuated replication of deINS1 virus. Inhibition of the apoptotic response is
attributed to both the activation by NS1 of the phosphatidylinositol 3-kinase
(PI3K)-Akt signalling pathway, which is known to result in an anti-apoptotic re-
sponse (31, 198), as well as the inhibition of IFN. IFN sensitizes cells for apoptosis
(200) through its transcriptional induction of PKR (162) and activation of the
FADD/caspase-8 death signalling pathway (10). The role of apoptosis in influenza
infection is, however, still uncertain as several influenza proteins, including NS1,
also exhibit pro-apoptotic functions. Furthermore, influenza virus replication is
impaired in the presence of caspase inhibitors (190), which appears to be caused
by retention of vVRNA complexes in the nucleus, preventing formation of progeny
virus particles. A possible explanation for this double role of NS1 in apoptosis reg-
ulation could be prevention of cell death by inhibition of apoptosis early in the in-
fection, followed by induction at a later stage (198). Ludwig et al. (93) suggested
that caspases enhance VRNP export from the nucleus later in the infection by
widening of the nuclear pores, thereby allowing diffusion of vRNP out of the nu-
cleus.
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Previously we showed that deINS1 virus can efficiently be propagated on a MDCK
cell line showing inducible expression of NS1 from a trans-complementing ge-
nomic gene (170). A 500-fold increase in infectious virus titre was observed, even
though the NSI1 level was 1000-fold lower than that in cells infected with wild-
type (WT) virus. Furthermore, apoptosis was reduced to similar levels as found
in WT virus infected cells, whereas the induction of IFN by deINS1 virus was not
significantly reduced in these cells. Because of the limited effect on IFN induction,
we then hypothesized that the low yield of deINS1 virus on normal MDCK cells
could be caused by loss of other NS1 regulatory function rather than the inability
of the virus to interfere with the host cells antiviral response. In this paper we in-
creased the replication efficiency of deINS1 virus by adaptation to IFN competent
MDCK cells during serial passage. Next, we determined if the observed increase
in virus yield was related to decreased IFN and apoptosis induction. Furthermore,
we identified the mutations and partly characterized the mechanism that allowed
the virus to efficiently replicate in the absence of the NS1 protein.

MATERIALS AND METHODS

Cell culture and virus strains

MDCK-SEFES cells (171) were grown in suspension in serum-free SFM4BHK21
medium (Hyclone, Waltham, MA), supplemented with 8 mM glutamine, 5 mg/L
phenol red and 1.5 g/L sodium bicarbonate, or adherent in serum-free UltraMDCK
medium (Lonza Biowhittaker, Basel, Switzerland) supplemented with 4 mM glu-
tamine. Adherent NS1Bon2 MDCK cells (170) were also grown in UltraMDCK
medium, additionally supplemented with 200 ug/ml G418 (Promega, Fitchburg,
WI) and 100 pg/ml hygromycin B (Clontech, Mountain View, CA). G418 and hy-
gromycin were not used during virus infections. Human embryo kidney (293T)
cells were cultured in Glutamax medium (Invitrogen, Carlsbad, CA) supplemented
with 10% FBS. All culture media were provided with 100 units/ml penicillin and
100 pug/ml streptomycin (Gibco). Cells were grown at 37°C and 5% CO». Suspen-
sion cells were grown in shaker flasks at 100 rpm. Cell density and viability were
determined with a Countess automated cell counter (Invitrogen).

The influenza delNS1 virus strain (170) used for the adaptation to MDCK-SFS cells

was previously passaged 10 times in 7-day old embryonated chicken eggs and is
referred to as deINS14. Note that in the comparison of reassortant virus replica-
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tion, protein expression, apoptosis and IFN-induction, a non-adapted delNS1 virus
strain was used, to which we refer as deINS1. The isogenic H5(6)N1 virus (170)
strain containing the complete NS segment was passaged once in 9-day old em-
bryonated eggs after virus rescue, and is referred to as wild-type (WT) virus. The
infectious influenza virus titre was measured by determining the tissue culture in-
fective dose required to infect 50% (TCID5() of MDCK cells, as previously de-
scribed (171). All virus strains were propagated on the NS1 expressing NS1Bon2
MDCK cell line to generate virus seed stocks with high infectious virus titres (>7
log10 TCID5p/ml) prior to further viral characterization. For this purpose, NS1 ex-
pression was induced in this cell line 24 h before infection by addition of 1 pg/ml
doxycycline (Clontech) to the culture medium, followed by infection at multiplicity
of infection (m.o.i.) 0.01 and harvesting at 3 days post-infection (dpi).

Virus adaptation

Two independent adaptation experiments were performed. In the first experiment,
MDCK-SEFS cells in suspension were infected with deINS1®* at m.o.i. 0.1. After 2-
3 days the supernatant was collected and used for subsequent infection of fresh
MDCK-SFS cells with unknown m.o.i.. The virus was serially passaged 10 times
in this manner. In the second adaptation experiment 5 serial passages were per-
formed, starting with infection of adherent MDCK-SEFS cells with deINS15 at m.o.i.
0.01. The infectious virus titre was determined daily and the supernatant with the
highest titre was used in subsequent infection of fresh MDCK-SFS cells at m.o.i.
0.01. The two adapted virus strains were cloned 3 times by limiting dilution on
MDCK-SES cells. Of each adapted strain, eight clones were screened for virus repli-
cation on MDCK-SFS cells and one clone of each strain with high titre was selected
and amplified on NS1Bon2 cells. The resulting strains are referred to as deINS1<4!
and deINS1? respectively.

Plasmids

Ten plasmids containing single or multiple mutations found in deINS1“*! and
delNS1¢42 (Table 1) were made. Viral RNA of deINS14! and deINS14? was iso-
lated from seed virus and HA and M gene segments were amplified by PCR, using
primers with BsmBI restriction sites (68). The resulting cDNAs were inserted in
plasmid pHW2000 to create pPROM33-pROM36. Plasmids containing the mutated
PB1 segments of deINS1<A! and deINS1¢*? could not be made. pPROM16 was made
by cloning a synthetic 675 bp BsrGI-NgoMIV fragment (GenScript Corporation,
Piscataway, NJ) containing mutation A1381G in pHW195 containing the PR8 NP
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Table 1. pHW2000-derived plasmids encoding mutant gene segments from cell-adapted delNS1

A -

Plasmid  Segment Nucleotide substitutions mln? a?ld a
substitutions'

pROM34 HACA! uU796C F257L

pROM33 HA®A? C1326A None

pROM16 NPCA! A1381G R446G

pROM36 M UB40C, UB43C, U652C, U688C None

pROM35 M2 U277C, U298C, U315C, U316C, U323C, U325C V97A, Y100H

pROM51  \M®A21 U315C VI7A

pROM52 |\ ®A22 u323Cc Y100H

pROM53 M43 U315C, U323C VI7A, Y100H

pROMS54 |\ CA24 U277C, U298C, U316C, U325C None

pROM13  NSCA! A148G, A173G, A179G, A180G, A248G, A252G Y41C, M52V, 176V

@ Amino acid positions are relative to methionine in the open reading frame.

gene (66). Synthetic fragments with suitable BsmBI restriction sites comprising the
complete M segment with one or more of the CA2 mutations or the complete
deINS1 NS segment with all six CA1 mutations were inserted in pHW2000 to con-
struct pPROM13 and pROM51-pROMb54. All plasmid inserts were sequenced to en-
sure the absence of additional nucleotide substitutions.

Rescue of recombinant influenza virus

To generate recombinant influenza virus, a mixture of 1.5 x 10° 293T and 5 x 10°
MDCK-SFS cells were transfected with equal amounts of the eight plasmids con-
taining the different gene segments, using Fugene HD (Roche Applied Science,
Penzberg, Germany). DelNS1 viruses were made using plasmids pHW191,
pHW192, pHW193, pHW195, pHW197 (66), pPolsabrib H5, pPolsabrib N1 and
pHW NEP (170), whereas WT virus was made by replacing pHW NEP with
pHW198, which contains the full length NS segment. All other recombinant
viruses were made by replacing one or more plasmids with those in Table 1. At 24
h post-transfection (hpt) the transfection mixture was replaced by Glutamax
medium supplemented with 0.3 % bovine serum albumin (Chemie Brunschwig
AG, Basel, Switzerland) and 1 pug/ml TPCK-trypsin (Sigma-Aldrich, St. Louis, MO).
Virus was harvested at 96 hpt. Virus stocks were generated using NS1Bon2 cells
as described above and virus identity was confirmed by sequence analysis. Reas-
sortant delNS1 virus strains are referred to as deINS1, followed by the mutated
gene segment(s) it contains (Table 1) and the adapted virus from which they orig-
inate (e.g. deINS1:[NP M]“*!, which contains the mutated NP and M gene seg-
ments from delNS1¢AY).
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Virus genome sequencing

Viral RNA genomes were isolated using a high pure viral RNA isolation kit (Roche
Applied Science). Universal influenza genome primer unil2 (68) was used for re-
verse transcriptase reactions with the Superscript III first strand synthesis system
(Invitrogen), followed by segment specific PCR reactions with an Expanded high
fidelity PCR system (Roche Applied Science). DNA sequencing was performed at
Baseclear (Leiden, the Netherlands) and sequence analysis was done with Laser-
gene (DNASTAR Inc, WI).

Comparison of virus replication

To study the infection kinetics of the different virus strains, 10 MDCK-SFS cells
per well were incubated in 6-well plates (Greiner Bio-One), in 5 ml UltraMDCK
medium containing 2 pg/ml trypsin-TPCK. Cells were infected in triplicate at m.o.i.
0.01. Supernatant was sampled at the indicated interval and stored at -80°C before
determining the infectious virus titre. The main effect and interactions of the mu-
tated gene segments on the infectious virus titre was analysed by a repeated meas-
ures ANOVA with data from two infection experiments, both performed in
triplicate, using R statistical software package (R Foundation for Statistical Com-
puting, Vienna, Austria). Analysis was performed separately for deINS1“*! and
delNS14? reassortants datasets, with the mutated gene segments as explanatory
variables, the two infection experiments as random effects and delNS1 virus as the
baseline. Non-significant explanatory variables were excluded from the model.

IFN reporter assay

MDCK-SFES cells were allowed to attach to the surface of eight 96-well plates
(Greiner Bio-One) for 1 h (4.5 x 10* cells/well) and then transiently cotransfected
with a reporter plasmid carrying a firefly luciferase gene under control of the IFN-
[ promoter (p125Luc, kindly provided by Takashi Fujita, Kyoto University, Japan
(193) and a Renilla luciferase control plasmid pGL4.73 (Promega), using Fugene
HD. The next day, supernatant was removed and cells were infected in triplicate
(m.o.i. 5) with WT, deINS1, deINS1¢4! or delNS14?, or mock infected. One hour
later, supernatant was replaced with fresh medium. At 8, 10, 14, 16, 18, 20, 22 and
24 hour post-infection (hpi) one plate was stored at -20°C without supernatant.
The firefly luciferase activity of all plates was measured with a GloMax-Multi lu-
minometer (Promega) using the Dual Luciferase Reporter Assay System (Promega)
and normalized to the Renilla luciferase activity.
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Apoptosis assay

MDCK-SFS cells were allowed to attach to the surface of six 96-well plates (Greiner
Bio-One) for 1 h (10* cells/well) and infected in sextuple with WT, delNS1,
deINS1°4! or deINS1<4? virus (m.o.i. 5), or mock infected. One hour later, super-
natant was replaced with fresh medium. At 10, 14, 16, 19, 22 and 26 hpi, one plate
was stored at -20°C without supernatant. Apoptosis was determined by the activity
of caspase-3 and caspase-7 using Caspase-Glo 3/7 Assay (Promega). Caspase-Glo
reagent, diluted 1:1 with PBS, was added to the frozen cells (50 ul/well). After 1.5
h incubation at room temperature, the luminescence was measured with a Glo-
Max-Multi luminometer.

Western blot analysis of M1 and M2 expression

MDCK-SFS cells were allowed to attach to the surface of 24-well plates (Greiner
Bio-One) for 1 h (3.3 x 10° cells/well) and infected (m.o.i. 5) or mock infected, in
triplicate. HEK293T cells (10° cells/well in 6-well plates) were transiently trans-
fected in triplicate, using Fugene HD with either 2 ug/well pHW195, pPROM35,
PROM36, pPROM51, pROMS52, pPROMS53, pROMS54 (Table 1) or mock transfected.
At 10 hpi or 48 hpt, cells were lysed with reducing NuPAGE sample buffer con-
taining in addition complete EDTA-free protease inhibitor cocktail (Roche). Sam-
ples were sheared with a 21G needle, incubated for 10 min at 75°C and loaded
onto NuPAGE® Novex® 12% Bis-Tris precast gels (Invitrogen). Polypeptides were
transferred to polyvinylidenedifluoride membranes and detected by immunoblot-
ting using monoclonal mouse antibodies (Santa Cruz Biotechnology, Santa Cruz,
CA) against M1 (SC-57881, 0.2 pg/ml) or M2 (SC-32238, 0.4 pg/ml). After subse-
quent incubation with peroxidase-conjugated rabbit anti-mouse immunoglobulins
(0.13 pg/ml; Dako, Glostrup, Denmark), proteins were visualized with ECL plus
(GE Healthcare, Buckinghamshire, UK) and quantified with a Storm840 imaging
system (Molecular Dynamics, GE Healthcare). The M1/M2 band intensity ratio of
each sample was calculated before determining the mean ratio of the triplicate in-
fections or transfections.

Subcellular M1 localization

MDCK-SFS cells were cultured in suspension (6.6 x 10° cells/ml) and infected with
WT, deINS1 or deINS1:M“23 in triplicate (m.o.i. 5). At 6 and 10 hpi, 10°cells were
harvested and cytoplasmic and nuclear extracts were prepared with the NE-PER
nuclear and cytoplasmic extraction kit (Thermo Fisher Scientific, Rockford, IL), ac-
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cording to the manufacturer’s description. However, complete EDTA-free protease
inhibitor cocktail was added to the extraction reagents. Cytoplasmic and nuclear
extractions were subjected to reducing SDS-PAGE and Western blot analysis as
described above. Polypeptides were detected by immunoblotting as described in
the previous section with monoclonal mouse antibodies (Santa Cruz Biotechnol-
ogy) against lamin A/C (SC-7292, 0.2 pg/ml), tubulin (SC-5286, 0.2 pg/ml) or M1
(SC-57881, 0.2 pg/ml). Cytoplasmic and nuclear specific proteins tubulin and lamin
A/C were used to assess the purity of nuclear and cytoplasmic extracts. The
amount of M1 protein was corrected for the extraction efficiency by either tubulin
(cytoplasmic extracts) or lamin A/C (nuclear extracts). The ratio of corrected nu-
clear M1 to corrected cytoplasmic M1 was calculated before determining the mean
ratio of the triplicate infections.

REesuLts

delNS1 virus adaptation

The egg-adapted influenza virus deINS1E4 replicated poorly in MDCK cells, reach-
ing a maximum infectious virus titre that was 10*-fold lower than that of WT virus
(Fig. 1A). To investigate whether the virus was able to overcome the negative effect
of the NS1 deletion by acquiring compensating mutations we serially passaged
deINS1*4 virus on MDCK-SFS cells in two independent adaptation experiments
(see Materials and Methods). In the first cell adaptation experiment (CA1), virus
was blindly passaged 10 times. In the second experiment (CA2), virus taken from
the time point where the titre was maximal was used to infect cells in the next pas-
sage at a controlled m.o.i. of 0.01. Both adaptation experiments on MDCK-SFS cells
resulted in virus populations with increased replication rate and increased maxi-
mum titres compared to the parent strain. The maximum virus titre of strain
deINS14? increased during the first 3 to 4 passages, but did not increase further
during the fifth passage (Fig. 1B). To obtain clonal virus, the adapted strains were
further cultured during 3 limiting dilution steps on MDCK-SES cells. The infec-
tious virus titres of the resulting cloned cell-adapted virus strains deINS1¢A! and
deINS1“42 were about 250-fold higher than the parental deINS1** virus titre, but
remained 25-fold lower than the WT virus titre (Fig. 1A).
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Fig. 1. Replication of delNS1 virus adapted to growth on MDCK-SFS cells. (A) Replication kinetics of the two
adapted deINS1! and delNS1? virus strains in comparison to WT and parental deINS1® virus after infection
of MDCK-SFS cells at MOI 0.01. Geometric mean titres and 95% confidence interval of the mean of virus infec-
tions performed in triplicate are presented. (B) Increase in maximum infectious virus titre during each passage
step of the second delNS1 adaptation experiment.

Sequence analysis of adapted virus

All eight gene segments of the deINS1“*! and delNS1<4? virus strains and their
parental deINS1 strain were sequenced (Table 2). No mutations were found in
the PB2, PA and NA segments. The deINS1®* virus contained two mutations in
PB1 and one in HA with all mutations present in approximately 50% of the virus
population. These mutations were silent and must have arisen during the passag-
ing in eggs. Both PB1 mutations were present in both cell adapted viruses, whereas
the HA mutation was only present in deINS1? virus. Due to the presence of mu-
tations in the deINS1F* virus, a non-adapted delNS1 virus was used in the com-
parison of reassortant virus replication, protein expression, apoptosis, and
IFN-induction experiments. We refer to this virus as deINSI.

Compared to deINS1E virus, deINS1A! virus had 13 additional mutations, includ-
ing a silent mutation in PB1, F257L in HA, R446G in NP, four silent U-to-C muta-
tions in M, and six A-to-G mutations in the deINS1 segment. Three of the NS
segment mutations resulted in the amino acid substitutions Y41C, M52V and 176V
in the NEP protein. The first 4 A-to-G mutations in the NS“A! segment are located
on the part that normally encodes NSI, resulting in two amino acid substitutions
at the NS1 C-terminal. These mutations may be disadvantageous to the WT virus
and removal of the NS1 ORF therefore increased the freedom of this segment to
acquire mutations. DeINS1<4? virus had 6 additional mutations that were all lo-
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Table 2. Mutations in egg adapted deIlNS1% and cell adapted deINS1** and deINS1%*? virus strains.

Gene segment Nucleotide Nucleotide substitution® Amino acid
position® deINS1¥* delNS1°* delNS1°"2 substitution ®
PB1 (S2) 798 - GtoU - -
1953 Ato U 50%° AtoU AtoU -
2133 U to C 50%° UtoC UtoC -
HA (S4) 796 - UtoC - F257L
1326 (1338) C to A 50%° - CtoA -
NP (S5) 1381 - Ato G - R446G
M (S7) 277 - - UtoC -
298 - - UtoC -
315 - - UtoC VI7A
316 - - UtoC -
323 - - UtoC Y100H
325 - - UtoC -
640 - UtoC - .
643 - UtoC - -
652 - UtoC - -
688 - UtoC - -
NS (S8) 148 (620) - Ato G - Y41C
173 (645) - Ato G - -
179 (651) - Ato G - .
180 (652) - Ato G - M52V
248 (720) - Ato G - -
252 (724) - Ato G - 176V

# Numbering refers to nucleotide positions in the vRNA template [GenBank accession no: EF467819 (PB1),
DQ407519 (HA), EF467822 (NP), EF467824 (M), AF389122 (NS)]. Note that the numbering of the HA and NS
mutations refers to the recombinant gene segments (170). The numbering in line with the genbank sequences
is placed between brackets.

® Substitutions as compared to sequence of plasmid used for initial deINS1 virus generation. — No substitution.
° Presence of a second nucleotide sequence within the seed virus.

cated in the M segment. These mutations started to appear simultaneously at pas-
sage 4 and had increased at passage 5 (Fig. 2A). Again, these 6 mutations were all
U-to-C mutations, two of which resulted in amino acid changes V97A and Y100H
in M1. Notably, all mutations on the M and NS segments are clustered in regions
of 50-100 nucleotides. Both M segment mutation clusters are located on a region
of the M1 mRNA that is removed by splicing to generate the M2 mRNA and thus
do not affect M2 mRNA structure (Fig. 2B). Apart from the two silent mutations
in PB1 which were already present in the initial deINS1F* virus, both parallel adap-
tations did not lead to identical mutations.
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Fig. 2. Nucleotide substitutions in M-gene segments of adapted delNS1 viruses. (A) Sequence analysis of
deINS1%? showing the simultaneous accumulation of six U-to-C substitutions (indicated by arrows) in the M seg-
ment VRNA between position 277-325 from passages 3 to 5 on MDCK-SFS cells. Double peaks are visible at pas-
sage 4 and 5. Note that in the electropherograms, U is shown as T. (B) Schematic overview of the M segment
mRNAs, with the locations of the adaptive M®! and M®? mutations and splicing products M2 mRNA and mRNA3.
Open reading frames are indicated by thick bars. (C) Nucleotide sequences of the M“! and M? regions shown
in panel B, including the amino acid sequence of M®?2, where dots indicate sequence identity of M1? to M1W".
The square box indicates the location of the NLS in M1, with positively charged (+) amino acids (192). The arrow
indicates the location of the adaptive mutation in influenza B M protein found earlier (189). The amino acid se-
quence of M1 is not shown since it is identical to M1%T (i.e. all mutations were silent).
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Interferon-B and apoptosis induction by cell adapted delNS1 virus

To assess if viral adaptation affected IFN-{3 expression, cells were transfected with
a firefly luciferase reporter gene under control of an IFN- promoter and subse-
quently infected with WT, deINS1, deINS1“*! or deINS1“*? virus at high m.o.i. (Fig.
3A). The low luciferase activity of cells infected with WT virus as compared to cells
infected with delNS1 virus indicates inhibition of IFN induction by NS1. Both cell-
adapted viruses induced more IFN than the WT virus, but less than deINS1 virus.
Furthermore, IFN induction appeared delayed in comparison to deINS1 virus.

The induction of apoptosis was determined by measuring the activity of caspase-
3 and caspase-7, two proteases that are induced late in the apoptosis pathway.
Again, the inhibiting effect of NS1 was visible as little caspase activity was seen in
cells infected with the WT virus in comparison to cells infected with deINS1
viruses. Furthermore, both cell-adapted viruses induced more caspase activity
than WT virus but less than deINS1 virus (Fig. 3B).
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Fig. 3. Induction of IFN-B (A) and apoptosis (B) in MDCK-SFS cells infected with either deINS1, WT, deINS1* or
deINS1? virus, or mock infected. IFN induction was measured with an IFN-B dependent luciferase reporter con-
struct and corrected for transfection efficiency with Renilla luciferase. Apoptosis induction was assessed by
measuring the activity of caspase 3 and 7. Mean activities and 95% confidence interval of the mean are presented
of experiment performed in triplicate.

Infection with deINS1 viruses containing mutated gene segments

The effect of each mutated gene segment on the infectious virus titre, and possible
interactions between the gene segments was determined by employing a full-fac-
torial analytical approach. MDCK-SEFS cells were infected with reassortant deINS1
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viruses consisting of all 15 possible combinations of deINS1“4! virus HA, NP, M
and NS gene segments, or the 3 possible combinations of deINS1¢4? virus HA and
M gene segments (Fig. 4A). All reassortant viruses contained the WT PB1 segment,
as we were unable to generate plasmids containing the mutated PB1 segments. In-
fectious virus titres were examined using a repeated measures ANOVA, so as to
determine the relative importance of the gene segments, and possible interactions
between gene segments, on virus replication. Segments with significant effect on
the delNS1A! virus titre were NS1, M“A! and NP, with coefficients of respec-

tively 0.68, 0.76 and 0.50 (all p<0.001). These coefficients specify the average in-

Virus strain HA NP M NS
delNS1 —
deINS1:HACA! 1 —
deINS1:NPCA! 1 H
deINS1:MCA! 1 H
deINS1:NSCA! 1 H
delNS1: [HA NP]CA! 101 H
deINS1: [HA M]CAT 1 1 ——
delNS1: [HA NSJCA! 1 1 —
deINS1: [NP M]CAt 11 i
delNS1: [NP NSJcA! 1 1 H
delNS1: [M NS]eAt 1(1 —
delNS1: [HA NP M]CA! 11111 H—
deINS1: [HA NP NSJCA! 11 1 H
delNS1: [HA M NSJCA! 1 111 —
deINS1: [NP M NS]CA! 11 [1 —
deIlNS1: [HANPMNS[CAT |1 [1]1]1 —
delNS1¢At —
delNS1:HACA2 2 —
delNS1:MCA2 2 —
deINST:[HA M]cA2 2 2 -
delNS1¢A2 H
2 3 4 5 6 7 8 9 10
Infectious virus titre (log10 TCIDgo/ml)
B M segment mutations
VI7A Y100H
Virus strain 277 298 315 316 323 325
deINS1 I |
deINS1¢A2 cjfcljc|c|c]|C —
deINS1:MCA2 c[c|jc|c|cCc]|C H
delNS1:MCA21 C H
deINS1:MCA22 C — |
deINS1:MCA23 C C H
deINS1:MCA24 c|C [¢] C —
wr I I H
WT:MoR2 [clclclcleclc i i : : —— . .
2 3 4 5 6 7 8 9 10

Infectious virus titre (log10 TCIDs,/ml)

Eig. 4. Comparison of infectious virus titres (3 dpi) after infection of MDCK-SFS cells with the cell-adapted or the
various reassortant virus strains. (A) Titres of deINS1 reassortant viruses made with original deINS1 plasmids
(not-filled), or plasmids containing single or multiple mutations originating from the adapted virus strains
deINS1! (filled, marked 1) and deINS1*? (filled, marked 2). (B) Titres of deINS1 reassortant viruses containing
one or more of the deINS1%? M segment mutations and of WT reassortant virus containing the M“? mutations.
In both panels, geometric mean titres and 95% confidence interval of the mean are presented of triplicate meas-
urements.
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crease of the virus titre in log' TCID5p/ml, when the mutated segment was in-
cluded in the deINS1 reassortant strain. There was also an interaction effect be-
tween the mutated M and NP segments of -0.36 (p<0.05), which indicated an
average decrease in virus titre when the mutated M and NP segments were com-
bined in the delNS1 virus. Thus, the enhanced deINS1<*! virus replication was the
effect of these three mutated gene segments together. The enhanced replication of
delNS1*? was determined by the mutated M segment alone (Fig. 4A). This obser-
vation was confirmed by statistical analysis, which appointed a coefficient of 2.0
(p<0.001) to M“*2, indicating that the 100-fold increase in virus titre was solely de-
termined by the M segment mutations. Reassortant virus containing all mutated
gene segments (deINS1:[HA NP M NS]“4! and delNS1:[HA M]“*?) replicated
equally well as the virus from which their segments originated, deINS1“*! and
delNS14?, indicating that the mutated PB1 gene segments did not contribute to
the enhanced virus replication.

Because the M segment plays a major role in increased replication of both adapted
viruses, we further focused on the mechanism by which mutations in this segment
could overcome the decreased replication in the absence of NS1. To determine
which individual M“*? mutation was responsible for virus titre increase, four ad-
ditional mutant virus strains were made containing either the V97A or Y100H mu-
tation, the combination of V97A and Y100H, or the remaining four silent mutations
(Fig. 4B). When compared to delNS1, the two strains with single amino acid sub-
stitutions did not replicate more efficiently. However, when V97A and Y100H were
combined in deINS1:M423, a 50-fold increase in virus titre was observed. Further-
more, the four silent mutations increased the virus yield approximately 10-fold,
as indicated by the comparison of deINS1 to deINS1:M“*** and deINS1:M“*?? to
deINS1¢42, Interestingly, when introduced into the WT virus, the M“*? segment
decreased replication (Fig. 4B).

Effect of M segment mutations on M1 and M2 protein expression

To determine if the M segment mutations affected splicing of the M1 mRNA (Fig.
2B) we measured the ratio of M1 and M2 protein expression in cells at 10 hpi by
Western blot analysis (Fig. 5A). The M1 protein of all YI00H mutant viruses
(deINS1:M“*?, deINS1:M“4?? and deINS1:M“A?3) migrated slightly slower in SDS-
PAGE than that of the other virus strains (Fig. 5A, lanes 4, 6 and 7 respectively).
Slight changes in mobility in SDS-PAGE due to amino acid changes that affect pro-
tein charge, such as Y100H, have been observed before (130).
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Fig. 5. Western blot analysis of M1 and M2 protein expression 10 h after infection of MDCK-SFS cells (A) or 48 h
after transient transfection of HEK293T cells (C) with plasmid (Table 1) containing either the WT M segment
(pPHW197), the mutated M! or M2 segments (pPROM36 and pROM35), or the M segment containing one or
more delNS1°? mutations (PROMS51-54). M1 and M2 protein levels of three independent experiments were
quantified using densitometry. The M1/M2 ratio for each virus (B) or plasmid (D) is shown as the mean and 95%
confidence interval of the mean. Lanes 1-4 and lanes 5-8 in panel A originated from two different blots.

Cells infected with deINS1 virus (Fig. 5A, lane 2) appeared to express more M2
protein than WT virus infected cells (Fig. 5A, lane 1). This difference was consis-
tently observed in several experiments, even though the difference in M1/M2 ratio
was not statistically significant from that of the WT virus (Fig. 5B). Infection with
virus containing the mutated M segments, deINS1:M“*! (Fig. 5A, lane 3) and M“*?
(Fig. 5A, lane 4), resulted in an M1/M2 ratio that was 2- and 3-fold higher, respec-
tively, than that of deINS1 (Fig. 5B). Virus containing only the single or double M1
amino acid mutations (delNS1:MA21, M©422 and MA23, Fig. 5A lanes 5, 6 and 7)
showed an M1/M2 ratio similar to deINS1, whereas deINS1:M“A?* virus (contain-
ing the 4 silent M“*? mutations) showed a 2-fold increase (Fig. 5A lane 8 and Fig.
5B). The effect of the mutations on M1 and M2 expression was confirmed by trans-
fection of HEK293T cells with plasmids encoding the different M segments (Fig.
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5C). The M1/M2 ratio of cells transfected with WT M segment (0.35; Fig. 5D), is
comparable to that of deINS1 infected cells (0.42; Fig. 5B). The M1/M2 expression
ratio was higher with segments containing the original mutations acquired during
the adaptation (M“*' and M“*?) and with the M“*? segment containing the four
silent mutations (M“424 ; Fig. 5C lanes 3, 4 and 8), but not with the M“*?segments
containing one or both of the non-silent mutations (Fig. 5C lane 5, 6 and 7). Taken
together, these results show that both cell-adapted viruses acquired mutations that
increased the M1/M2 protein ratio in infected cells.

Effect of M1 amino acid substitutions on subcellular localization

The M1 mutations V97A and Y100H present in deINS14? are located close to the
NLS at position 101-105 (Fig. 2C). To determine whether they affected the subcel-
lular localization of M1 protein, cells were infected with WT, delNS1 or
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Eig. 6. Subcellular localization of M1 protein. MDCK-SFS cells were infected with WT, deINS1 and deINS1:M23
virus at high MOI in triplicate. Then, cytoplasm and nucleoplasm fractions were prepared at 6 hpi and 10 hpi
and M1 protein was quantified by Western blot analysis. Tubulin (Tub) and lamin A/C (Lam) were used as cyto-
plasm and nucleoplasm specific controls, respectively. Panel (A) shows one representative Western blot. (B) M1
protein levels were quantified by densitometry using tubulin and lamin A/C, respectively, as controls to com-
pensate for the isolation efficiency. The ratio of corrected nuclear M1 (M1,,) to corrected cytoplasmic M1 (M1)
was used to determine changes in the distribution of M1 and is shown as the mean and 95% confidence interval
of the mean at 6 hpi (empty bars) and 10 hpi (filled bars).
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deINS1:M“42? virus and the nucleoplasm and cytoplasm was isolated early (6 hpi)
and late (10 hpi) in the infection process. The level of M1 present in both compart-
ments was then determined by Western blot analysis and quantified by densito-
metry (Fig. 6A and B).

At 6 hpi, the ratio of nuclear to cytoplasmic M1 was comparable between WT and
delNS1 virus infected cells (Fig. 6B). Four hours later, this ratio remained constant
in WT virus infected cells whereas it was 4-fold lower in deINS1 virus infected
cells, mainly due to a decrease in nuclear M1. Thus, NS1 appears to affect the con-
centration of M1 in the nucleus late but not early in the infection. The mutant virus
containing only M1 amino acid substitutions V97A and Y100H showed a higher
ratio at early stages, although this did not significantly differ from the ratio of the
other two viruses. At 10 hpi nuclear M1 was not detectable anymore, thereby re-
ducing the localization ratio below that of deINS1 infected cells.

DiscussION

The low yield of deINS1 virus on MDCK cells is assumed to be caused by the in-
ability of this virus to inhibit the antiviral host response (45). In this study, we ob-
tained two deINS1 influenza virus variants that replicated to 250-fold higher
infectious virus titres (TCIDg) after two parallel, serial passages on MDCK cells.
Both adapted deINS1 virus variants induced IFN and apoptosis to a somewhat
lower level than the original delNS1 virus, but still significantly higher than the
WT virus. Apoptosis is linked to IFN induction (10, 162, 200) and early onset of
apoptosis limits virus replication. IFN induction results from activation of the in-
nate immune system by pathogen associated molecular patterns, but is inhibited
by viral factors such as influenza virus NS1. It is unlikely that the lower IFN in-
duction by the adapted viruses results from the appearance of a new IFN inhibitor
and therefore, most probably, results from a lower activation of the IFN response.
Enhanced influenza RNA production increases IFN levels (11) and influenza viral
RNA accumulates in the absence of NS1 (180). It may therefore be possible that
the adapted viruses produce less RNA than the deINS1 virus, resulting in a lower
IFN activation. However, the adapted virus strains still induce a significant amount
of IFN and lower RNA production may therefore not fully explain the considerable
increase in titres. Several recent studies suggest that IFN has a minor effect on in-
fluenza replication in MDCK cells because canine myxovirus resistance proteins
lack anti-influenza activity (148) and secreted IFN is proteolytically degraded by
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trypsin, which is normally present during influenza production on MDCK cells
(149). Furthermore, deINS1 virus titres could be increased by recombinant NS1
expression, without lowering IFN induction (170), indicating that IFN induction
in MDCK may play a less important role than generally assumed.

The two adapted viruses contained a high frequency of either A-to-G or U-to-C
substitutions (19 out of 22) that occur mostly (16 out of 22) in three clusters in M},
M®2 and NS! gene segments. Furthermore, all mutations in M“*? appeared to
be acquired at the same time. Taken together, this suggests that these substitutions
result from hyperediting by adenosine deaminases acting on RNA (ADAR), which
cause A-to-G substitutions in RNA (143). Hyperediting of the influenza genome
by ADAR has previously been reported (158). The occurrence of both A-to-G and
U-to-C substitutions can be explained by hyperediting of the positive sense cRNA
as well as the negative sense VRNA, respectively. Interestingly, ADAR1 is induced
by IFN and is believed to have an antiviral role during influenza infection (143).
Furthermore, NS1 interacts with ADAR1, suggesting that it inhibits ADAR1 func-
tion (116). Possibly, the high level of IFN induction and the absence of NS1 in
delNS1 infected cells resulted in more RNA hyperediting.

By sequence analysis of the two adapted viruses and subsequent analysis of reas-
sortant viruses generated by reverse genetics, we showed that six substitutions in
the M segment were responsible for the increase in deINS1A2 virus titres. The in-
crease in deINS1<*! viral titres was caused by substitutions in the NP, M and NS
segments, where the M segment was most important. Previously, adaptation to
Vero cells yielded an influenza B deINS1 virus with increased titres due to M1
amino acid substitution M86V (189). This is in striking contrast to the many studies
on the adaptation of WT virus originating from eggs or clinical specimens to prop-
agation in mammalian hosts or cell lines, which showed that adaptive mutations
predominantly accumulated in the HA segment or segments encoding the RNA
polymerase (PB1, PB2 and PA), which is assumed to be caused by adaptation to
the different host species (65, 129, 138, 164). This suggests that the preferential iso-
lation of M-segment mutations upon delNS1 virus adaptation compensates for the
absence of the NS1 protein rather than the replication in a different host species.
This conclusion is further supported by our observation that the introduction of
the M2 gene segment into a WT virus (that produces NS1) does not enhance, but
even reduces, viral replication.

- 86 -



Role of M segment in deINS1 influenza replication.

Therefore, we focused on the mechanism by which the M segment mutations could
improve replication in the absence of NS1. The M segment encodes the M1 matrix
protein from unspliced M1 mRNA, whereas the M2 ion channel protein is tran-
scribed from a spliced mRNA (Fig. 2B). A second splice product, mRNA3, can arise
from an alternative 5" splice site and encodes a hypothetical and as yet undiscov-
ered 9 amino acid peptide (82). It was previously shown that NS1 expression limits
splicing, including that of the M segment-derived mRNA (92, 134), resulting in a
higher ratio of M1 to M2 mRNA. Furthermore, M1 expression is reduced in MDCK
cells infected with influenza virus expressing truncated NS1 (30, 34). We therefore
measured M1 and M2 expression in infected cells and calculated the M1/M2 ex-
pression ratio, assuming that this would be dependent on the efficiency of M1
mRNA splicing. Indeed, cells infected with WT virus showed a higher M1/M2 ex-
pression ratio than deINS1 infected cells. The M“*! and M“**segments showed sig-
nificantly increased M1/M2 expression ratios as compared to the WT M segment,
both when expressed using a deINS1 virus backbone and after transfection of cells
with M gene-encoding plasmids. The M“*! segment contains four silent mutations
whereas the M“*? segment contains four silent and two non-silent mutations. By
generating novel reassortant viruses we could show that the altered M1/M2 ex-
pression ratio of deINS1°4* was due to the 4 silent mutations. Furthermore, these
silent M“*? mutations caused an increase in deINS1 viral titres, although not to the
same extent as a segment that also contains the two non-silent M segment muta-
tions. The silent M“A! and M“A? mutations lay in a region that contains the major
determinants for M segment splicing (9). Thus it is likely that both these sets of
mutations lower M1 mRNA splicing efficiency in a similar manner by restoring a
balance that was disturbed due to the absence of NS1. Such a mechanism, aimed
at restoration of M1 splicing efficiency may also explain why introduction of the
MC®A2 segment into a backbone of virus that produces NS1 (WT virus) reduces repli-
cation efficiency. Surprisingly, NS1 does not affect the M1/M2 expression ratio in
Vero cells (142). Furthermore, absence of NS1 causes reduced M1 expression in
MDCK but not in Vero cells (30). Taken together with our results this suggests that
the improved replication of deINS1 virus in Vero cells as compared to MDCK cells
is not only determined by the lack of an IFN response, but also by the ability of
Vero cells to retain efficient M segment splicing and M1 expression in the absence
of NSI.

-87 -



Chapter 5

The major part of the increase in deINS1“4? virus titre resulted from the combina-
tion of M1 amino acid substitutions V97A and Y100H. As single substitutions these
mutations did not affect replication efficiency. Mutation V97A was previously in-
troduced into the A/WSN/33 [HIN1] strain (which is able to express NS1) and re-
sulted in a 100-fold lower virus yield (16). Residues 97 and 100 are located on the
helix 6 (H6) domain, a positively charged surface region between amino acids 91
to 105 of M1 (150). The influenza B M1 M86V mutation that enhanced deINS1 virus
replication (189) is located near this region. The exact mechanism by which this
mutation affected viral replication was not further investigated. The H6 domain
has multiple functional motifs, including a nuclear localization signal (NLS) be-
tween amino acids 101-105 (Fig. 2C) that binds to cellular importin-o (14). Inside
the nucleus, M1 binds to the vRNP complex, after which NEP can bind to the NLS
of M1 (2). The vVRNP-M1-NEP complex can then be exported to the cytoplasm were
virus particles are assembled at the cell membrane (2). The localization of V97A
and Y100H within the H6 domain suggests that they could affect M1 binding to
NEP. Furthermore, Y100H is located immediately next to the NLS and may also
affect importin-a binding, as described earlier for a mutation next to a NLS in PB2
(129). In this manner these mutations could affect M1 (and vRNP) subcellular dis-
tribution. The absence of NS1 during infection resulted in decreased levels of M1
in the nucleus at late stages of the infection. This may result from increased apop-
tosis induction by delNS1 virus as widening of the nuclear pores (37) allows dif-
fusion of vRNPs out of the nucleus (93). Amino acid changes V97A and Y100H
resulted in full depletion of M1 in the nucleus at 10 hpi, thus these mutations do
not restore the M1 localization balance in deINS1 towards infection in the presence
of NS1. It is therefore difficult to speculate how these two mutations can cause a
50-fold increase in virus titre.

Interestingly, the increased viral titres of deINS1°4! virus were in part due to six
nucleotide substitutions causing three amino acid substitutions in the NEP protein.
Especially substitution 176V which is located within the domain that binds to M1
(2) could -similarly to the M1 mutations described above- affect vVRNP nuclear ex-
port. Similar effects of M1 and NEP mutations that affect their interaction were
observed earlier in WT virus. Mutations of NEP glutamate residues 67, 74 and 75
that bind M1, decreased vRNP content of viral particles and caused morphological
virion changes similar to those that occur in virus particles with mutated positively
charged M1 residues 95, 98, 101 and 102 that bind NEP (3, 16).
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Role of M segment in deINS1 influenza replication.

In this paper we showed that mutations in the M segment can enhance the repli-
cation of delNS1 virus due to both silent mutations that presumably affect the M1
mRNA splicing efficiency and non-silent M1 mutations that presumably affect its
subcellular localization. These findings contradict the previous suggestion that the
restricted replication of this virus is primarily due to the inability to inhibit the
IFN response. The mutations described may have direct applications as they, for
example, allow the development of deINS1 based viruses with improved replica-
tion efficiency, thereby making it possible to produce such a virus in other cell
lines than Vero cells (140) or NS1 expressing MDCK cells (170). Moreover, these
mutations may be combined with the G3A and C8U mutations in HA vRNA,
which increased the HA expression level of a live attenuated NS1 truncated in-
fluenza vaccine strain (95). However, it will be necessary to determine the effect
of these mutations on vaccine safety and efficacy.
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Chapter 6

GENERAL DISCUSSION
Cell culture based production of avian influenza virus

Vaccines against influenza virus have been produced in embryonated chicken eggs
for over 60 years. Potential difficulties associated with production in eggs include
the intensive planning many months in advance of the vast amounts of eggs
needed which limits flexibility to expand production, the possible loss of the Spe-
cific-Pathogen-Free status of laying flocks during disease outbreak, and sterility
problems that may occur during processing of infected eggs (8). Cell culture based
production offers greater robustness, flexibility and scalability. In comparison to
production in eggs, cell based production is fully contained, thereby reducing the
risk of contamination and offering the possibility to produce HPAI virus strains
in biosafety level 3 production facilities (84). Moreover, cell lines can genetically
be optimized to enhance production and vaccine quality, which is specifically use-
ful for attenuated virus strains. Several commercially available human influenza
vaccines are already produced in cell culture, such as Optaflu® by Novartis vac-
cines (Basel, Switzerland) and Celvapan® and Vepacel® by Baxter vaccines (Vienna,
Austria). Veterinary influenza vaccines may also benefit from the development of
these alternative production systems. The cost price of current veterinary influenza
vaccines is, however, very low and will therefore be a major challenge if the exist-
ing egg-based production process is to be replaced by a cell culture based process.
Furthermore, vaccines need to be available in time during an outbreak. Since stock-
piling of vaccines against the large antigenic diversity of avian influenza strains is
costly, a platform production process is preferred that is able to replicate any sub-
type of avian influenza virus to high enough titers, in a short time period, thereby
allowing custom-produced vaccines. Here we discuss the different aspects of a cell
culture based process for the production of avian influenza vaccines, to be used in
poultry.

Influenza virus cell substrate

In Chapter 2, MDCK, Vero and BHK?21 cell lines have been assessed for their ability
to propagate a variety of different Al virus strains (171). Overall, the MDCK cell
line yields the highest virus titers, although the difference with Vero cells is not
very big as MDCK produce on average 3.6-fold more HAU (171). Currently, it is
unclear which cell line is a better substrate for influenza virus and the choice for
either cell line has been based on other aspects than virus yield, such as the histor-
ical use by a specific company (109). Recently, several new cell lines have been de-
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veloped by immortalizing primary cells, including the human PER.C6® (125) and
the avian AGE1.CR® (91) and EB14®/EB66® (104) cell lines, which all showed to be
suitable for vaccine production. The use of avian cell lines above mammalian cell
lines may offer additional benefits for the production of avian influenza virus as
they are the natural host of these strains. However, unlike Vero, MDCK and
BHK21 cells, the use of these proprietary cell lines will add license costs and have
therefore not been evaluated in this thesis. Vero cells are appreciated for their long
term safety record, in the production of polio and rabies vaccines. Furthermore,
Vero cells lack an interferon (IFN) response, due to the absence of the IFN-{3 gene
(27), which makes them especially useful for growth of immune response sensitive
viruses, such as influenza virus containing deletions in NS1 (45, 170).

The cells used for vaccine production are often adherent cells (46). At large-scale
production, these cells are grown on micro-carriers, which add additional costs to
the vaccine. Furthermore, during scale-up cells have to be detached with for ex-
ample trypsin and re-attached to new carriers, where it is very important to have
an even distribution of cells over the new carriers. This not only introduces extra
costs, but also extra variation in the process, increases contamination risk and thus
makes the whole process less robust. In addition, cells grown on micro-carriers
are more sensitive to shear caused by agitation and aeration compared to suspen-
sion cells, making scale-up and reaching high cell densities more difficult. There-
fore, suspension growth would be preferred in veterinary Al vaccine production.
Whereas several studies, including ours, have shown the possibility to adapt
MDCK cells to suspension growth (21, 56, 90, 171), only one study showed this to
be possible for Vero cells (121), suggesting a difference in the ability to adapt these
cell lines to suspension growth. Furthermore, the substrate cell line should prefer-
ably be able to grow under serum-free conditions. Not only is serum an expensive
medium component and may be a source of extraneous agents such as viruses,
mycoplasmas and prions, additional washing steps and medium replacement
steps are necessary for serum-dependent cells before infection, as serum compo-
nents inactivate trypsin (47) that is required for high virus yields. Notably, Vero
cells are also known to release a trypsin inhibitor (74), which necessitates repeated
trypsin addition during the infection process.

Taken together, the serum-free MDCK-SFS suspension cell line (171) appears a
preferred host cell line for commercial, veterinary Al vaccine production, because
it grows serum free in suspension and the virus yield with these cells is high and
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comparable to adherent MDCK cells. However, adaptation to suspension growth
described in this thesis was not performed under GMP conditions and will there-
fore need to be repeated in order to obtain a GMP approved MDCK suspension
cell line. Furthermore, the SFM4BHK21 culture medium is custom made and ex-
pensive, and may have to be replaced by a cheaper, generic medium. Our results
showed that the ability of MDCK-SES cells to grow in suspension appears to be
linked to the nature of SFM4BHK21 medium, the composition of which is not dis-
closed (171). Therefore, if these cells were to be adapted to alternative media, it is
important to focus on the ability of the cell line to grow in suspension.

In Chapter 3, BHK21 cells were also assessed as a host cell line for Al vaccine pro-
duction (168). BHK?21 cells have favorable growth characteristics as they are easily
cultured in suspension, and grow 72% faster and to 3.6-fold higher maximum cell
density than MDCK cells (168, 171). Furthermore, BHK21 cells have a compro-
mised innate immune response, due to a deficiency in the RIG-I pathway, resulting
in a complete lack of IFN production (57). Although most Al virus strains repli-
cated poorly in these cells, a few strains replicate very efficiently and yielded virus
titers that exceeded those of MDCK and Vero cells infected with the same strains
(168, 171). This indicates that BHK21 cells have the potential to efficiently propa-
gate influenza virus. The strict, strain dependent replication in BHK21 cells was
also observed between the two related HIN1 strains PR8 (poor replication) and
WSN (efficient replication). Reassortant viruses in which the HA was exchanged
revealed that HA determined replication in BHK21 cells (168). Reassortant virus
strains with chimeric HA molecules did not reveal, however, which domain of
PR8 HA limits the ability to replicate in BHK21 cells. Nevertheless, the results did
show that BHK21 cells could be used to replicate virus containing a chimeric pro-
tein consisting of the antigenically important HA1 domain of PR8 in combination
with the HA2 domain of WSN. If this approach also allows the production of
viruses containing the HA1 domain of other strains that normally do not replicate
in BHK21 cells, this may offer a novel production platform for influenza vaccines.

Besides growth, other important aspects for choosing a particular cell line are the
quality and the efficacy of the vaccines resulting from the use of these cells. The
specific host cell line may, for example, change HA glycosylation patterns (46, 138,
139), which may affect down-stream processing (119), and might be relevant for
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the immunogenicity of the resulting vaccine. Before choosing a specific host cell,
it is therefore important to assess the efficacy of the viral vaccines produced using
that particular host cell.

Optimization of media and process conditions

A major benefit of cell culture based production over the use of embryonated
chicken eggs is the possibility to monitor, control and optimize process conditions
in order to obtain maximum virus yields and even more important a good quality
of the final product (43). Optimizing process conditions such as m.o.i., trypsin con-
centration and virus harvesting time have shown to increase virus yield (1, 19, 50,
122, 149). Furthermore, optimization of the culture media and process conditions
can improve the cell growth rate and maximal cell density as well as the virus yield
per cell and through these the final virus concentration reached (19, 51, 152). As
stated, even more important than virus yield is the quality of the final produced
vaccine. For example, it is important to optimize the pH of the culture media, as a
low pH during the virus infection in Vero cells is necessary to prevent the occur-
rence of mutant virus with lower stability to acidification and elevated temperature
(114). These mutants showed significantly lower immunogenicity and this pheno-
type was caused by an increased pH threshold of the HA conformational change.
Finally, fed-batch and perfusion bioreactors can be used to further increase the cell
density and final virus concentration (56). In suspension and micro-carrier based
batch cultures, MDCK cell densities are normally around 2 x 10° cells/ml (13, 90,
171), however concentrations up to 11.2 x 10° cells/ml were obtained with MCDK
cells adhered to micro carriers (13) and up to 17.5 x 10° cells/ml for suspension
MDCK cells concentrations (56). However, high cell density may result in a lower
cell-specific virus yield, which is called “cell density effect” (97, 188). The mecha-
nism behind this cell density effect is still unknown. Despite this, Bock et al. (13)
were able to use fed-batch and perfusion bioreactors to obtain very high virus
titers.

Cell line engineering

By resolving factors that limit virus replication in the cell, the cell-specific virus
yield can be further enhanced. A logical first approach would be to knock out the
cellular antiviral response. Recombinant expression of the V protein of the
paramyxovirus simian virus 5 in three human cell lines blocked IFN signaling and
enhanced the titer of a variety of different viruses, including slow-growing wild-
type viruses and attenuated vaccine candidates (194). However, several of the es-
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tablished cell lines used for virus growth, including Vero (27) and BHK21 (57) cells,
already have a defective IFN system and this approach will probably not result in

increased yields. For MDCK cells this may be a feasible approach. Another target
to enhance virus yield may be apoptosis. Influenza virus production starts approx-
imately 4-6 hour post infection (146) with the budding of virus particles from the
cell surface and continues until the cell dies by apoptosis. Delay of apoptosis could
therefore extend the duration in which an infected cell produces new virion par-
ticles and thereby enhance the cell-specific virus yield. Expression of anti-apoptotic
genes has been shown to enhance monoclonal antibody production in Chinese
hamster ovary cells (39), whereas the addition of anti-apoptotic chemicals to the
culture medium can prolong the life of cells infected with a Sindbis virus vector
and enhance recombinant protein production (101). Furthermore, delayed apop-
tosis may also lower the number of lysed cells at the time of harvest, lowering the
DNA and protein content of the culture medium and thereby facilitating down-
stream processing. However, this approach has not yet been successful to enhance
influenza virus production as inhibition of influenza-induced apoptosis, either by
stable expression of BCL2 (118) or addition of a caspase 3 inhibitor to the culture
medium (190), reduced the virus titer. This indicates that apoptosis or parts of the
apoptosis machinery are beneficial for virus replication. It was therefore hypoth-
esized that the influenza virus not only acquired the capability to suppress antivi-
ral and pro-apoptotic responses, but also the ability to misuse the remaining
antiviral activities to support virus replication (93). Although tools such as pro-
teomic analysis (173) and modeling of the influenza virus replication (64, 147, 153)
can hint to what factors limit virus replication, these results demonstrate that our
knowledge of the infection process is still insufficient to predict the outcome of a
rational cell engineering approach.

Comparison of the transcription profiles of adherent and non-adherent HELA cells
using DNA microarrays revealed the human sialyltransferase ST6GalNac V as an
important factor in cellular adhesion. Recombinant expression of this protein by
inserting the siat7e gene in anchorage-dependent MDCK cells allowed these cells
to grow in suspension (21). Surprisingly, the siat7e-expressing MDCK cells also
showed a 20-fold higher HA production (22). Others have successfully transfected
MDCK, Vero, PER.C6® and CHO cells with the gene for human 2,6-sialyltrans-
ferase (siat1), which increases the amount of receptors containing sialic acid (SA)
with a-2,6 linkage (12, 62, 79, 85, 102). Most of these cell lines not only showed up
to 100-fold increase in virus yield (62), but expression of this gene also resulted in
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an improved ability to isolate human influenza virus strains (79, 117) and an in-
creased sensitivity to neuraminidase inhibitors (62, 102). The siatl gene was suc-
cessfully introduced in an M2 expressing complementary MDCK cell line, to
enhance replication of an influenza virus strain that is unable to encode M2
(delM2) (174). In order to enhance avian influenza virus production in MDCK cells,
recombinant expression of a sialyltransferase that specifically increases the pres-
ence of SA a-2,3 linkage receptors would probably result in the same increased
virus growth as expression of the SA a-2,6 receptors in these cells do for growth

of human influenza viruses.

Influenza virus strains unable to express NS1 (deINS1) have potential use as DIVA
and live-attenuated vaccines. However, they replicate poorly in most cell lines and
are therefore difficult to produce on commercial scale. In Chapter 4, we developed
two MDCK cell lines able to express NS1 (170). Complementation of NS1 by these
cell lines during infection with delNS1 virus yielded up to 500-fold higher infec-
tious virus titers. Similar complementary cell lines have been described to enhance
replication of influenza virus strains unable to express PB2 (120), NA (69) and M2
(181). Due to the reported toxicity of NS1, we used an inducible expression system
to selectively express NS1 before infection but not during the cell growth phase.
In commercial production systems, however, inducible expression systems are not
preferred due to the addition of the expression inducer doxycycline, which is an
antibiotic, and because the complicated process is less robust. Therefore, a stable
production cell line with constitutive NS1 expression would be preferred. Inter-
estingly, this may be possible as we did not observe apoptosis induction upon NS1
expression in the two developed cell lines, possibly due to the specific NS1 gene
used or the low NS1 expression levels.

Virus engineering

Wild type human influenza strains do not usually grow well in eggs or cell culture
and are therefore reassorted with a high yielding donor strain (PR8 [A/Puerto
Rico/8/34] or a derivative) resulting in a vaccine strain that contains the HA and
NA of the wild-type virus and all other segments from the donor strain. With the
reverse genetics approach it is now possible to alter the virus more specifically,
such as in the creation of NS1, M2, PB2 and NA deletion mutants. Furthermore,
the introduction of specific mutations allows to specifically engineer the virus to
increase its yield and antigenic quality. Amino acid substitution K581 in HA2 low-
ers the pH that induces the conformational HA change, thereby increasing the re-
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sistance of the virus to acidic pH and high temperature treatment. Live attenuated
vaccines are often applied intranasally and thus must overcome the low pH of the
mucosal surface. Immunization of mice with a live attenuated delNS1 vaccine
strain containing the K58I mutation induced a stronger systemic and local anti-
body response than immunization with a similar virus lacking this mutation (80).
Amino acid substitution E627K in PB2 is a well-known host determining mutation
and is frequently observed during adaptation of an avian influenza strain to a
mammalian host (100, 196). Inserting this mutation in an avian influenza strain
may therefore be used to enhance replication in a mammalian host cell. Further-
more, it will be of great interest to determine if the recently discovered influenza
proteins PB1-F2 (24) and PA-X (71) can be used to enhance virus replication in cell
culture, e.g. by modulating the protein or removing it from the virus.

It was previously shown that influenza viruses encoding a truncated NS1 express
viral proteins such as HA and M1, to lower levels than WT virus (30, 35, 157). HA
is the main influenza antigen and low HA expression levels may therefore lower
the immunological properties of NS1-truncated influenza vaccines. To overcome
this, G3A and C8U “superpromotor” mutations (115) were introduced into the HA
VRNA of a NS1 truncated influenza strain, resulting in enhanced HA expression
(95). Mice that were immunized with this virus showed enhanced protection from
wild-type virus challenge in comparison to mice vaccinated with a similar virus
lacking the promoter mutations. Therefore, these promoter mutations may be use-
ful to enhance HA protein production in other deINS1 based virus strains, and
possibly in other influenza vaccine strains, as well.

A rational approach to cell line and virus engineering does not always give the re-
quired result due to lack of understanding of the complex interplay between the
virus and its host. Recent studies revealed that influenza A virus replication re-
quires 1449 host proteins (182), and 87 virus-host and 21 virus-virus protein inter-
actions (151), of which only a minor part of the binding sites have been revealed.
An example of a failed rational approach are the attempts to enhance virus yield
by inhibition of apoptosis, which resulted in a decrease of virus yield (118, 190).
As obligatory parasites, viruses evolve together with their hosts, as both are in a
continuing struggle for survival. The high mutation rate of the viral RNA poly-
merase and the vast amount of progeny virus particles allow the virus to quickly
adapt to changes in the environment, such as production of antibodies by the host.
In a sense, virology provides us with a window on the mechanism of evolution.
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Transmission, entry, host defenses, tissue diversity and anatomical restrictions all
are serious obstacles to prevent infection and the influenza virus is optimized not
to produce as much infectious virus particles as possible, but to efficiently over-
come all these barriers. The environment in which the influenza virus is commer-
cially produced is however very different, as the virus is generally propagated in
a different cell type and host species than the one from which it was isolated. Fur-
thermore, secondary defenses such as the adaptive immune response and physical
barriers are absent in cell culture. Therefore, vaccine strains often do not replicate
well on the production cell line or eggs and require adaptation to their new host
(46, 137). The viruses resulting from such an adaptation can thus be used to iden-
tify targets for virus engineering to improve virus yield. DelNS1 virus replicates
poorly in MDCK cells, which is generally believed to result from the inability of
the virus to counter the antiviral response of the cell. The restricted replication of
delNS1 introduced a high selective pressure (136) for variants able to replicate ef-
ficiently in the absence of NS1, and in Chapter 5 adaptation resulted in 2 strains
which showed a 250-fold increase in virus yield (169). In both virus strains, muta-
tions were found that significantly increased virus yield, and these could be used
to improve delNS1 virus yield. Interestingly, the mutations appeared not to di-
rectly counter the IFN response of the cell, which would logically have been the
target in a rational approach. Parallel virus adaptation (129) is therefore a valuable
tool to enhance our fundamental understanding of the relationship between the
virus and its host, and to identify targets for virus engineering, which are unlikely
to be found by rational analysis. However, it is important to specifically focus on
the selection mechanism and the resulting mutations. Adaptation of wild-type
virus to embryonated eggs and cell lines could increase virus yield, but may also
reduce immunological properties, due to mutations in the antigenic sites of the
HA protein that were selected during the adaptation process as they enhanced re-
ceptor binding (44), virus entry and HA stability (87). Furthermore, it will be nec-
essary to evaluate the safety aspect of these mutations, especially when they are
used in a live attenuated vaccine.

Future perspective

Unlike avian diseases such as Newcastle disease, to which poultry are vaccinated,
outbreaks of avian influenza are generally dealt with by culling birds at the af-
fected farms. Traditional Al vaccines allow limited differentiation between birds
that are vaccinated and birds that carry the virus. Fear for spreading the virus
therefore limits the export of vaccinated birds and with that the application of pre-
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ventive vaccination. The large scale application of vaccines against Al in poultry
is therefore determined by political and economical reasons. Development of
cheap and effective DIVA vaccines in combination with the growing societal re-
sistance against large scale culling may pave the way for introduction of vaccina-
tion.

Cell culture based human influenza vaccines can financially compete with vaccines
produced in eggs. The low cost price of vaccines for poultry will, however, require
lower production costs and/or higher yields. Several suggestions have been made
regarding virus yield optimization, including via cell line and virus engineering.
The use of fed-batch and perfusion bioreactors may increase the yield, if the “cell
density effect” can be resolved. Furthermore, the use of a suspension cell line
which grows in a generic, serum-free medium will lower production costs. Finally,
a generic production platform will allow different Al vaccines to be produced in
the same cell line under similar conditions. This will aid the development and reg-
istration of new vaccines, thereby further limiting costs and delivery time to the
market. A financial analysis will be required to determine which steps are neces-
sary in order to obtain a marketable veterinary Al vaccine.

And finally, avian influenza vaccines may benefit from other developments in the
fight against human influenza as well. Current work on universal influenza vac-
cines appears especially promising. Such a vaccine would induce antibodies that
target conserved regions of the influenza virus, such as the M2 protein or the stalk
of the HA protein (35) and would protect against a wide variety of serotypes.
Stockpiling vaccines against different Al subtypes would thus not be necessary.
Furthermore, such universal vaccines could easily be made according to the DIVA
principle. The substrate on which these future vaccines will be produced is, how-
ever, yet to be determined.

-100 -



References



References

1.

10.

11.

12.

13.

14.

15.

Aggarwal, K., F. Jing, L. Maranga, and J. Liu. 2011. Bioprocess optimization for cell
culture based influenza vaccine production. Vaccine 29:3320-3328.

Akarsu, H., W. P. Burmeister, C. Petosa, I. Petit, C. W. Muller, R. W. Ruigrok, and
F. Baudin. 2003. Crystal structure of the M1 protein-binding domain of the in-
fluenza A virus nuclear export protein (NEP/NS2). Embo ] 22:4646-4655.

Akarsu, H., K. Iwatsuki-Horimoto, T. Noda, E. Kawakami, H. Katsura, F. Baudin,
T. Horimoto, and Y. Kawaoka. 2011. Structure-based design of NS2 mutants for at-
tenuated influenza A virus vaccines. Virus Res 155:240-248.

Al-Garib, S. O., A. L. Gielkens, E. Gruys, B. P. Peeters, and G. Koch. 2003. Tissue
tropism in the chicken embryo of non-virulent and virulent Newcastle diseases
strains that express green fluorescence protein. Avian Pathol 32:591-596.

Alexander, D. J., and L. H. Brown. 2009. History of highly pathogenic avian in-
fluenza. Rev Sci Tech 28:19-38.

Almond, J. W. 1977. A single gene determines the host range of influenza virus. Na-
ture 270:617-618.

Alonso-Caplen, F. V., M. E. Nemeroff, Y. Qiu, and R. M. Krug. 1992. Nucleocyto-
plasmic transport: the influenza virus NS1 protein regulates the transport of spliced
NS2 mRNA and its precursor NS1 mRNA. Genes Dev 6:255-267.

Audsley, J. M., and G. A. Tannock. 2005. The growth of attenuated influenza vac-
cine donor strains in continuous cell lines. ] Virol Methods 123:187-193.

Backstrom Winquist, E., S. Abdurahman, A. Tranell, S. Lindstrom, S. Tingsborg,
and S. Schwartz. 2011. Inefficient splicing of segment 7 and 8 mRNAs is an inherent
property of influenza virus A/Brevig Mission/1918/1 (HIN1) that causes elevated
expression of NS1 protein. Virology 422:46-58.

Balachandran, S., P. C. Roberts, T. Kipperman, K. N. Bhalla, R. W. Compans, D.
R. Archer, and G. N. Barber. 2000. Alpha/beta interferons potentiate virus-induced
apoptosis through activation of the FADD/Caspase-8 death signaling pathway. J
Virol 74:1513-1523.

Belicha-Villanueva, A,, J. R. Rodriguez-Madoz, ]J. Maamary, A. Baum, D. Bernal-
Rubio, M. Minguito de la Escalera, A. Fernandez-Sesma, and A. Garcia-Sastre.
2012. Recombinant influenza A viruses with enhanced levels of PB1 and PA viral
protein expression. ] Virol 86:5926-5930.

Bilsel, P., Y. Kawaoka, and G. Neumann. 2010. Cell-based systems for producing
influenza vaccines patent US2010/0021499.

Bock, A., J. Schulze-Horsel, J. Schwarzer, E. Rapp, Y. Genzel, and U. Reichl. 2010.
High-density microcarrier cell cultures for influenza virus production. Biotechnol
Prog 27:241-250.

Boulo, S., H. Akarsu, R. W. Ruigrok, and F. Baudin. 2007. Nuclear traffic of in-
fluenza virus proteins and ribonucleoprotein complexes. Virus Res 124:12-21.

Bouvier, N. M., and P. Palese. 2008. The biology of influenza viruses. Vaccine 26:49-
53.

-102 -



References

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Burleigh, L. M., L. J. Calder, J. J. Skehel, and D. A. Steinhauer. 2005. Influenza a
viruses with mutations in the m1 helix six domain display a wide variety of mor-
phological phenotypes. J Virol 79:1262-1270.

Capua, L., and G. Cattoli. 2007. Diagnosing avian influenza infection in vaccinated
populations by systems for differentiating infected from vaccinated animals (DIVA).
Dev Biol 130:137-143.

Capua, I, C. Terregino, G. Cattoli, F. Mutinelli, and J. F. Rodriguez. 2003. Devel-
opment of a DIVA (Differentiating Infected from Vaccinated Animals) strategy
using a vaccine containing a heterologous neuraminidase for the control of avian in-
fluenza. Avian Pathol 32:47-55.

Chen, A, S. L. Poh, C. Dietzsch, E. Roethl, M. L. Yan, and S. K. Ng. 2011. Serum-
free microcarrier based production of replication deficient Influenza vaccine candi-
date virus lacking NS1 using Vero cells. BMC Biotechnol 11:81.

Chen, G. L., and K. Subbarao. 2009. Live attenuated vaccines for pandemic in-
fluenza. Curr Top Microbiol Immunol 333:109-132.

Chu, C., V. Lugovtsev, H. Golding, M. Betenbaugh, and J. Shiloach. 2009. Conver-
sion of MDCK cell line to suspension culture by transfecting with human siat7e
gene and its application for influenza virus production. Proc Natl Acad Sci U S A
106:14802-14807.

Chu, C., V. Lugovtsev, A. Lewis, M. Betenbaugh, and J. Shiloach. 2010. Production
and antigenic properties of influenza virus from suspension MDCK-siat7e cells in a
bench-scale bioreactor. Vaccine 28:7193-7201.

Claas, E. C., A. D. Osterhaus, R. van Beek, J. C. De Jong, G. F. Rimmelzwaan, D.
A. Senne, S. Krauss, K. F. Shortridge, and R. G. Webster. 1998. Human influenza A

H5N1 virus related to a highly pathogenic avian influenza virus. Lancet 351:472-
477.

Conenello, G. M., and P. Palese. 2007. Influenza A virus PB1-F2: a small protein
with a big punch. Cell host & microbe 2:207-209.

Daidoji, T., T. Koma, A. Du, C. S. Yang, M. Ueda, K. Ikuta, and T. Nakaya. 2008.
H5NT1 avian influenza virus induces apoptotic cell death in mammalian airway ep-
ithelial cells. ] Virol 82:11294-11307.

de la Luna, S., P. Fortes, A. Beloso, and J. Ortin. 1995. Influenza virus NS1 protein
enhances the rate of translation initiation of viral mRNAs. J Virol 69:2427-2433.
Desmyter, J., J. L. Melnick, and W. E. Rawls. 1968. Defectiveness of interferon pro-
duction and of rubella virus interference in a line of African green monkey kidney
cells (Vero). J Virol 2:955-961.

Domingo, E., D. Sabo, T. Taniguchi, and C. Weissmann. 1978. Nucleotide se-
quence heterogeneity of an RNA phage population. Cell 13:735-744.

Dugan, A. S., S. Eash, and W. J. Atwood. 2005. An N-linked glycoprotein with
alpha(2,3)-linked sialic acid is a receptor for BK virus. ] Virol 79:14442-14445.

-103 -



References

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Egorov, A., S. Brandt, S. Sereinig, J. Romanova, B. Ferko, D. Katinger, A. Gras-
sauer, G. Alexandrova, H. Katinger, and T. Muster. 1998. Transfectant influenza A
viruses with long deletions in the NS1 protein grow efficiently in Vero cells. ] Virol
72:6437-6441.

Ehrhardt, C., T. Wolff, S. Pleschka, O. Planz, W. Beermann, J. G. Bode, M.
Schmolke, and S. Ludwig. 2007. Influenza A virus NS1 protein activates the
PI3K/Akt pathway to mediate antiapoptotic signaling responses. J Virol 81:3058-
3067.

Ellis, T. M., C. Y. Leung, M. K. Chow, L. A. Bissett, W. Wong, Y. Guan, and J. S.
Malik Peiris. 2004. Vaccination of chickens against H5N1 avian influenza in the face
of an outbreak interrupts virus transmission. Avian Pathol 33:405-412.

Emoto, Y. 2008. Cellular Aggregation Facilitates Anoikis in MDCK Cells. ] Physiol
Sci 58:371-380.

Enami, K., T. A. Sato, S. Nakada, and M. Enami. 1994. Influenza virus NS1 protein
stimulates translation of the M1 protein. ] Virol 68:1432-1437.

Enami, M., and K. Enami. 2000. Characterization of influenza virus NSI1 protein by
using a novel helper-virus-free reverse genetic system. ] Virol 74:5556-5561.

Falcon, A. M., R. M. Marion, T. Zurcher, P. Gomez, A. Portela, A. Nieto, and J.
Ortin. 2004. Defective RNA replication and late gene expression in temperature-
sensitive influenza viruses expressing deleted forms of the NS1 protein. J Virol
78:3880-3888.

Faleiro, L., and Y. Lazebnik. 2000. Caspases disrupt the nuclear-cytoplasmic bar-
rier. J Cell Biol 151:951-959.

Ferko, B., J. Stasakova, J. Romanova, C. Kittel, S. Sereinig, H. Katinger, and A.
Egorov. 2004. Inmunogenicity and protection efficacy of replication-deficient in-
fluenza A viruses with altered NS1 genes. ] Virol 78:13037-13045.

Figueroa, B., Jr., E. Ailor, D. Osborne, J. M. Hardwick, M. Reff, and M. J. Beten-
baugh. 2007. Enhanced cell culture performance using inducible anti-apoptotic
genes E1B-19K and Aven in the production of a monoclonal antibody with Chinese
hamster ovary cells. Biotechnol Bioeng 97:877-892.

Fodor, E., L. Devenish, O. G. Engelhardt, P. Palese, G. G. Brownlee, and A. Gar-
cia-Sastre. 1999. Rescue of influenza A virus from recombinant DNA. J Virol
73:9679-9682.

Fortes, P., A. Beloso, and J. Ortin. 1994. Influenza virus NS1 protein inhibits pre-
mRNA splicing and blocks mRNA nucleocytoplasmic transport. Embo J 13:704-712.
Fouchier, R. A., P. M. Schneeberger, F. W. Rozendaal, J. M. Broekman, S. A.
Kemink, V. Munster, T. Kuiken, G. F. Rimmelzwaan, M. Schutten, G. J. Van
Doornum, G. Koch, A. Bosman, M. Koopmans, and A. D. Osterhaus. 2004. Avian
influenza A virus (H7N7) associated with human conjunctivitis and a fatal case of
acute respiratory distress syndrome. Proc Natl Acad Sci U S A 101:1356-1361.
Galvez, J., M. Lecina, C. Sola, J. J. Cair6, and F. Godia. 2012. Optimization of HEK-
293S cell cultures for the production of adenoviral vectors in bioreactors using on-
line OUR measurements. | Biotechnol 157:214-222.

-104-



References

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Gambaryan, A. S., A. B. Tuzikov, V. E. Piskarev, S. S. Yamnikova, D. K. Lvov, J. S.
Robertson, N. V. Bovin, and M. N. Matrosovich. 1997. Specification of receptor-
binding phenotypes of influenza virus isolates from different hosts using synthetic
sialylglycopolymers: non-egg-adapted human H1 and H3 influenza A and in-
fluenza B viruses share a common high binding affinity for 6’-sialyl(N-acetyllac-
tosamine). Virology 232:345-350.

Garcia-Sastre, A., A. Egorov, D. Matassov, S. Brandt, D. E. Levy, J. E. Durbin, P.
Palese, and T. Muster. 1998. Influenza A virus lacking the NS1 gene replicates in in-
terferon-deficient systems. Virology 252:324-330.

Genzel, Y., C. Dietzsch, E. Rapp, J. Schwarzer, and U. Reichl. 2010. MDCK and
Vero cells for influenza virus vaccine production: a one-to-one comparison up to
lab-scale bioreactor cultivation. Appl Microbiol Biotechnol 88:461-475.

Genzel, Y., M. Fischer, and U. Reichl. 2006. Serum-free influenza virus production
avoiding washing steps and medium exchange in large-scale microcarrier culture.
Vaccine 24:3261-3272.

Genzel, Y., R. M. Olmer, B. Schafer, and U. Reichl. 2006. Wave microcarrier culti-
vation of MDCK cells for influenza virus production in serum containing and
serum-free media. Vaccine 24:6074-6087.

Genzel, Y., and U. Reichl. 2009. Continuous cell lines as a production system for in-
fluenza vaccines. Expert Rev Vaccines 8:1681-1692.

Genzel, Y., and U. Reichl. 2007. Vaccine Production: State of the Art and Future
Needs in Upstream Processing, p. 457-473. In P. R. (ed) (ed.), Methods in biotech-
nology: animal cell biotechnology: methods and protocols., vol. 24. Humana Press
Inc., Totowa.

Genzel, Y., J. B. Ritter, S. Konig, R. Alt, and U. Reichl. 2005. Substitution of gluta-
mine by pyruvate to reduce ammonia formation and growth inhibition of mam-
malian cells. Biotechnol Prog 21:58-69.

Gossen, M., and H. Bujard. 1993. Anhydrotetracycline, a novel effector for tetracy-
cline controlled gene expression systems in eukaryotic cells. Nucleic Acids Res
21:4411-4412.

Govorkova, E. A, N. V. Kaverin, L. V. Gubareva, B. Meignier, and R. G. Webster.
1995. Replication of influenza A viruses in a green monkey kidney continuous cell
line (Vero). ] Infect Dis 172:250-253.

Govorkova, E. A,, S. Kodihalli, I. V. Alymova, B. Fanget, and R. G. Webster. 1999.
Growth and immunogenicity of influenza viruses cultivated in Vero or MDCK cells
and in embryonated chicken eggs. Dev Biol Stand 98:39-51.

Govorkova, E. A., M. N. Matrosovich, A. B. Tuzikov, N. V. Bovin, C. Gerdil, B.
Fanget, and R. G. Webster. 1999. Selection of receptor-binding variants of human
influenza A and B viruses in baby hamster kidney cells. Virology 262:31-38.

Groner, A., and J. Vorlop. 1997. Animal cells and processes for the replication of in-
fluenza viruses patent W0O97/37000.

Habjan, M., N. Penski, M. Spiegel, and F. Weber. 2008. T7 RNA polymerase-de-
pendent and -independent systems for cDNA-based rescue of Rift Valley fever
virus. ] Gen Virol 89:2157-2166.

- 105 -



References

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Hai, R., F. Krammer, G. S. Tan, N. Pica, D. Eggink, J. Maamary, I. Margine, R. A.
Albrecht, and P. Palese. 2012. Influenza viruses expressing chimeric hemagglu-
tinins: globular head and stalk domains derived from different subtypes. ] Virol
86:5774-5781.

Hale, B. G., R. E. Randall, J. Ortin, and D. Jackson. 2008. The multifunctional NS1
protein of influenza A viruses. ] Gen Virol 89:2359-2376.

Harvey, R., K. A. Guilfoyle, S. Roseby, J. S. Robertson, and O. G. Engelhardt.
2011. Improved antigen yield in pandemic HIN1 (2009) candidate vaccine viruses
with chimeric hemagglutinin molecules. ] Virol 85:6086-6090.

Harvey, R., C. Nicolson, R. E. Johnson, K. A. Guilfoyle, D. L. Major, J. S. Robert-
son, and O. G. Engelhardt. 2010. Improved haemagglutinin antigen content in
H5N1 candidate vaccine viruses with chimeric haemagglutinin molecules. Vaccine
28:8008-8014.

Hatakeyama, S. S., Y. Y. Sakai-Tagawa, M. M. Kiso, H. H. Goto, C. C. Kawakami,
K. K. Mitamura, N. N. Sugaya, Y. Y. Suzuki, and Y. Y. Kawaoka. 2005. Enhanced
expression of an alpha2,6-linked sialic acid on MDCK cells improves isolation of
human influenza viruses and evaluation of their sensitivity to a neuraminidase in-
hibitor. J Clin Microbiol 43:4139-4146.

Hayman, A., S. Comely, A. Lackenby, S. Murphy, J. McCauley, S. Goodbourn,
and W. Barclay. 2006. Variation in the ability of human influenza A viruses to in-
duce and inhibit the IFN-beta pathway. Virology 347:52-64.

Heldt, F. S., T. Frensing, and U. Reichl. 2012. Modeling the intracellular dynamics
of influenza virus replication to understand the control of viral RNA synthesis. ]
Virol (Epub ahead of print).

Herfst, S., E. J. Schrauwen, M. Linster, S. Chutinimitkul, E. de Wit, V. J. Munster,
E. M. Sorrell, T. M. Bestebroer, D. F. Burke, D. J. Smith, G. F. Rimmelzwaan, A.
D. Osterhaus, and R. A. Fouchier. 2012. Airborne transmission of influenza
A/H5N1 virus between ferrets. Science 336:1534-1541.

Hoffmann, E., S. Krauss, D. Perez, R. Webby, and R. G. Webster. 2002. Eight-plas-
mid system for rapid generation of influenza virus vaccines. Vaccine 20:3165-3170.
Hoffmann, E., G. Neumann, Y. Kawaoka, G. Hobom, and R. G. Webster. 2000. A

DNA transfection system for generation of influenza A virus from eight plasmids.
Proc Natl Acad Sci U S A 97:6108-6113.

Hoffmann, E., J. Stech, Y. Guan, R. G. Webster, and D. R. Perez. 2001. Universal
primer set for the full-length amplification of all influenza A viruses. Arch Virol
146:2275-2289.

Hughes, M. T., M. Matrosovich, M. E. Rodgers, M. McGregor, and Y. Kawaoka.
2000. Influenza A viruses lacking sialidase activity can undergo multiple cycles of
replication in cell culture, eggs, or mice. J Virol 74:5206-5212.

Jackson, D., M. J. Killip, C. S. Galloway, R. J. Russell, and R. E. Randall. 2010.
Loss of function of the influenza A virus NSI1 protein promotes apoptosis but this is
not due to a failure to activate phosphatidylinositol 3-kinase (PI3K). Virology
396:94-105.

-106 -



References

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

Jagger, B. W., H. M. Wise, J. C. Kash, K. A. Walters, N. M. Wills, Y. L. Xiao, R. L.
Dunfee, L. M. Schwartzman, A. Ozinsky, G. L. Bell, R. M. Dalton, A. Lo, S. Efs-
tathiou, J. F. Atkins, A. E. Firth, J. K. Taubenberger, and P. Digard. 2012. An Over-
lapping Protein-Coding Region in Influenza A Virus Segment 3 Modulates the Host
Response. Science (Epub ahead of print).

Kalbfuss, B., A. Knochlein, T. Krober, and U. Reichl. 2008. Monitoring influenza
virus content in vaccine production: precise assays for the quantitation of hemag-
glutination and neuraminidase activity. Biologicals 36:145-161.

Kapczynski, D. R., and D. E. Swayne. 2009. Influenza vaccines for avian species.
Curr Top Microbiol Immunol 333:133-152.

Kaverin, N. V., and R. G. Webster. 1995. Impairment of multicycle influenza virus
growth in Vero (WHO) cells by loss of trypsin activity. ] Virol 69:2700-2703.

Kistner, O., P. N. Barrett, W. Mundt, M. Reiter, S. Schober-Bendixen, and F.
Dorner. 1998. Development of a mammalian cell (Vero) derived candidate influenza
virus vaccine. Vaccine 16:960-968.

Kochs, G., A. Garcia-Sastre, and L. Martinez-Sobrido. 2007. Multiple anti-inter-
feron actions of the influenza A virus NS1 protein. J Virol 81:7011-7021.

Kochs, G., I. Koerner, L. Thiel, S. Kothlow, B. Kaspers, N. Ruggli, A. Summer-
field, J. Pavlovic, J. Stech, and P. Staeheli. 2007. Properties of H7N7 influenza A
virus strain SC35M lacking interferon antagonist NS1 in mice and chickens. ] Gen
Virol 88:1403-1409.

Kochs, G., L. Martinez-Sobrido, S. Lienenklaus, S. Weiss, A. Garcia-Sastre, and P.
Staeheli. 2009. Strong interferon-inducing capacity of a highly virulent variant of
influenza A virus strain PR8 with deletions in the NSI gene. ] Gen Virol 90:2990-
2994.

Koudstaal, W. 2010. New technologies for the control of influenza. Universiteit van
Amsterdam, Amsterdam.

Krenn, B. M., A. Egorov, E. Romanovskaya-Romanko, M. Wolschek, S. Nakow-
itsch, T. Ruthsatz, B. Kiefmann, A. Morokutti, J. Humer, J. Geiler, J. Cinatl, M.
Michaelis, N. Wressnigg, S. Sturlan, B. Ferko, O. V. Batishchev, A. V. Indenbom,
R. Zhu, M. Kastner, P. Hinterdorfer, O. Kiselev, T. Muster, and J. Romanova.
2011. Single HA2 mutation increases the infectivity and immunogenicity of a live
attenuated H5N1 intranasal influenza vaccine candidate lacking NS1. PLoS ONE
6:¢18577.

Lam, W. Y., J. W. Tang, A. C. Yeung, L. C. Chiu, J. J. Sung, and P. K. Chan. 2008.
Avian influenza virus A/HK/483/97(H5N1) NS1 protein induces apoptosis in
human airway epithelial cells. J Virol 82:2741-2751.

Lamb, R. A., C. ]J. Lai, and P. W. Choppin. 1981. Sequences of mRNAs derived from
genome RNA segment 7 of influenza virus: colinear and interrupted mRNAs code
for overlapping proteins. Proc Natl Acad Sci U S A 78:4170-4174.

Le Bon, A., G. Schiavoni, G. D’Agostino, I. Gresser, F. Belardelli, and D. F.
Tough. 2001. Type i interferons potently enhance humoral immunity and can pro-
mote isotype switching by stimulating dendritic cells in vivo. Immunity 14:461-470.

-107 -



References

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

Lee, M. S., and A. Y. Hu. 2012. A cell-based backup to speed up pandemic influenza
vaccine production. Trends Microbiol 20:103-105.

Li, N., Y. Qi, F. Y. Zhang, X. H. Yu, Y. G. Wy, Y. Chen, C. L. Jiang, and W. Kong.
2011. Overexpression of alpha-2,6 sialyltransferase stimulates propagation of
human influenza viruses in Vero cells. Acta Virol 55:147-153.

Lin, T., G. Wang, A. Li, Q. Zhang, C. Wu, R. Zhang, Q. Cai, W. Song, and K. Y.
Yuen. 2009. The hemagglutinin structure of an avian HIN1 influenza A virus. Virol-
ogy 392:73-81.

Lin, Y. P., S. A. Wharton, J. Martin, J. J. Skehel, D. C. Wiley, and D. A. Steinhauer.
1997. Adaptation of egg-grown and transfectant influenza viruses for growth in
mammalian cells: selection of hemagglutinin mutants with elevated pH of mem-
brane fusion. Virology 233:402-410.

Liu, J., S. Mani, R. Schwartz, L. Richman, and D. E. Tabor. 2010. Cloning and as-
sessment of tumorigenicity and oncogenicity of a Madin-Darby canine kidney
(MDCK) cell line for influenza vaccine production. Vaccine 28:1285-1293.

Liu, J., X. Shi, R. Schwartz, and G. Kemble. 2009. Use of MDCK cells for produc-
tion of live attenuated influenza vaccine. Vaccine 27:6460-6463.

Lohr, V., Y. Genzel, I. Behrendt, K. Scharfenberg, and U. Reichl. 2010. A new
MDCK suspension line cultivated in a fully defined medium in stirred-tank and
wave bioreactor. Vaccine 28:6256-6264.

Lohr, V., A. Rath, Y. Genzel, I. Jordan, V. Sandig, and U. Reichl. 2009. New avian
suspension cell lines provide production of influenza virus and MVA in serum-free
media: Studies on growth, metabolism and virus propagation. Vaccine 27:4975-
4982.

Ly, Y, X. Y. Qian, and R. M. Krug. 1994. The influenza virus NS1 protein: a novel
inhibitor of pre-mRNA splicing. Genes Dev 8:1817-1828.

Ludwig, S., S. Pleschka, O. Planz, and T. Wolff. 2006. Ringing the alarm bells: sig-
nalling and apoptosis in influenza virus infected cells. Cell Microbiol 8:375-386.
Ludwig, S., U. Schultz, J. Mandler, W. M. Fitch, and C. Scholtissek. 1991. Phyloge-
netic relationship of the nonstructural (NS) genes of influenza A viruses. Virology
183:566-577.

Maamary, J., N. Pica, A. Belicha-Villanueva, Y. Y. Chou, F. Krammer, Q. Gao, A.
Garcia-Sastre, and P. Palese. 2012. Attenuated influenza virus construct with en-
hanced hemagglutinin protein expression. ] Virol 86:5782-5790.

Maas, R., M. Tacken, D. van Zoelen, and H. Oei. 2009. Dose response effects of
avian influenza (H7N7) vaccination of chickens: serology, clinical protection and re-
duction of virus excretion. Vaccine 27:3592-3597.

Maranga, L., T. F. Brazao, and M. J. Carrondo. 2003. Virus-like particle production
at low multiplicities of infection with the baculovirus insect cell system. Biotechnol
Bioeng 84:245-253.

-108 -



References

98.

99.

100.

101.

102.

103.

104.

105.

106.

107.

108.

109.

110.

Marazzi, I, J. S. Ho, J. Kim, B. Manicassamy, S. Dewell, R. A. Albrecht, C. W.
Seibert, U. Schaefer, K. L. Jeffrey, R. K. Prinjha, K. Lee, A. Garcia-Sastre, R. G.
Roeder, and A. Tarakhovsky. 2012. Suppression of the antiviral response by an in-
fluenza histone mimic. Nature 483:428-433.

Martin, K., and A. Helenius. 1991. Nuclear transport of influenza virus ribonucleo-
proteins: the viral matrix protein (M1) promotes export and inhibits import. Cell
67:117-130.

Massin, P., S. van der Werf, and N. Naffakh. 2001. Residue 627 of PB2 is a determi-
nant of cold sensitivity in RNA replication of avian influenza viruses. ] Virol
75:5398-5404.

Mastrangelo, A. J., and M. J. Betenbaugh. 1998. Overcoming apoptosis: new meth-
ods for improving protein-expression systems. Trends Biotechnol 16:88-95.

Matrosovich, M., T. Matrosovich, J. Carr, N. A. Roberts, and H. D. Klenk. 2003.
Overexpression of the alpha-2,6-sialyltransferase in MDCK cells increases influenza
virus sensitivity to neuraminidase inhibitors. ] Virol 77:8418-8425.

Mazurkova, N. A., G. P. Troshkova, T. P. Sumkina, T. D. Kolokol’tsova, M. O.
Skarnovich, A. S. Kabanov, L. N. Shishkina, and A. N. Sergeev. 2008. Compara-
tive analysis of reproduction of influenza virus strains in cell lines perspective for
the creation of cultural vaccines grown on nutrient medium on the basis of rise
flour protein hydrolysate. Bull Exp Biol Med 146:547-550.

Mehtali, M., P. Champion-Arnaud, and L. Arnaud. 2006. Process of manufacturing
viral vaccines in suspension avian embryonic derived stem cell lines patent
WO2006108846.

Merten, O. W., H. Kallel, J. C. Manuguerra, M. Tardy-Panit, R. Crainic, F. Delpey-
roux, S. Van der Werf, and P. Perrin. 1999. The new medium MDSS2N, free of any
animal protein supports cell growth and production of various viruses. Cytotech-
nology 30:191-201.

Merten, O. W, J. C. Manuguerra, C. Hannoun, and S. van der Werf. 1999. Produc-
tion of influenza virus in serum-free mammalian cell cultures. Dev Biol Stand 98:23-
37.

Mibayashi, M., L. Martinez-Sobrido, Y. M. Loo, W. B. Cardenas, M. Gale, Jr., and
A. Garcia-Sastre. 2007. Inhibition of retinoic acid-inducible gene I-mediated induc-
tion of beta interferon by the NS1 protein of influenza A virus. J Virol 81:514-524.
Mobhler, L., D. Flockerzi, H. Sann, and U. Reichl. 2005. Mathematical model of in-
fluenza A virus production in large-scale microcarrier culture. Biotechnol Bioeng
90:46-58.

Montagnon, B. J., J. C. Vincent-Falquet, and J. F. Saluzzo. 1999. Experience with
vero cells at Pasteur Merieux Connaught. Dev Biol Stand 98:137-140.

Moresco, K. A., D. E. Stallknecht, and D. E. Swayne. 2010. Evaluation and at-
tempted optimization of avian embryos and cell culture methods for efficient isola-
tion and propagation of low pathogenicity avian influenza viruses. Avian Dis
54:622-626.

-109 -



References

111.

112.

113.

114.

115.

116.

117.

118.

119.

120.

121.

122.

123.

Munir, M., S. Zohari, G. Metreveli, C. Baule, S. Belak, and M. Berg. 2011. Allele A
and B non-structural protein 1 of avian influenza A viruses differentially inhibit
IFN-{beta} production in human and mink lung cells. ] Gen Virol 92:2111-2121.
Murphy, B. R,, and R. G. webster. 1996. Orthomyxoviruses, p. 1397-1144. In B. N.
Fields, D. M. Knipe, and P. M. Howley (ed.), Fields Virology, 3rd ed., vol. 1. Lippin-
cott-Raven publishers, Philadelphia, PA.

Muster, T., J. Rajtarova, M. Sachet, H. Unger, R. Fleischhacker, I. Romirer, A.
Grassauer, A. Url, A. Garcia-Sastre, K. Wolff, H. Pehamberger, and M. Bergmann.
2004. Interferon resistance promotes oncolysis by influenza virus NS1-deletion mu-
tants. Int ] Cancer 110:15-21.

Nakowitsch, S., M. Wolschek, A. Morokutti, T. Ruthsatz, B. M. Krenn, B. Ferko,
N. Ferstl, A. Triendl, T. Muster, A. Egorov, and J. Romanova. 2011. Mutations af-
fecting the stability of the haemagglutinin molecule impair the immunogenicity of
live attenuated H3N2 intranasal influenza vaccine candidates lacking NS1. Vaccine
29:3517-3524.

Neumann, G., and G. Hobom. 1995. Mutational analysis of influenza virus pro-
moter elements in vivo. ] Gen Virol 76:1709-1717.

Ngamurulert, S., T. Limjindaporn, and P. Auewaraku. 2009. Identification of cellu-
lar partners of Influenza A virus (H5N1) non-structural protein NS1 by yeast two-
hybrid system. Acta Virol 53:153-159.

Oh, D. Y., L. G. Barr, J. A. Mosse, and K. L. Laurie. 2008. MDCK-SIAT1 cells show
improved isolation rates for recent human influenza viruses compared to conven-
tional MDCK cells. J Clin Microbiol 46:2189-2194.

Olsen, C. W,, J. C. Kehren, N. R. Dybdahl-Sissoko, and V. S. Hinshaw. 1996. bcl-2
alters influenza virus yield, spread, and hemagglutinin glycosylation. J Virol 70:663-
666.

Opitz, L., J. Salaklang, H. Buttner, U. Reichl, and M. W. Wolff. 2007. Lectin-affin-
ity chromatography for downstream processing of MDCK cell culture derived
human influenza A viruses. Vaccine 25:939-947.

Ozawa, M., S. T. Victor, A. S. Taft, S. Yamada, C. Li, M. Hatta, S. C. Das, E.
Takashita, S. Kakugawa, E. A. Maher, G. Neumann, and Y. Kawaoka. 2011. Repli-
cation-incompetent influenza A viruses that stably express a foreign gene. ] Gen
Virol 92:2879-2888.

Paillet, C., G. Forno, R. Kratje, and M. Etcheverrigaray. 2009. Suspension-Vero cell
cultures as a platform for viral vaccine production. Vaccine 27:6464-6467.

Paillet, C., G. Forno, N. Soldano, R. Kratje, and M. Etcheverrigaray. 2011. Statisti-
cal optimization of influenza HIN1 production from batch cultures of suspension
Vero cells (sVero). Vaccine 29:7212-7217.

Pappas, C., P. V. Aguilar, C. F. Basler, A. Solorzano, H. Zeng, L. A. Perrone, P.
Palese, A. Garcia-Sastre, ]J. M. Katz, and T. M. Tumpey. 2008. Single gene reassor-
tants identify a critical role for PB1, HA, and NA in the high virulence of the 1918
pandemic influenza virus. Proc Natl Acad Sci U S A 105:3064-3069.

-110-



References

124.

125.

126.

127.

128.

129.

130.

131.

132.

133.

134.

135.

136.

Parvin, J. D., A. Moscona, W. T. Pan, J. M. Leider, and P. Palese. 1986. Measure-
ment of the mutation rates of animal viruses: influenza A virus and poliovirus type
1. ] Virol 59:377-383.

Pau, M. G, C. Ophorst, M. H. Koldijk, G. Schouten, M. Mehtali, and F. Uytde-
haag. 2001. The human cell line PER.C6 provides a new manufacturing system for
the production of influenza vaccines. Vaccine 19:2716-2721.

Peeters, B. P., O. S. de Leeuw, G. Koch, and A. L. Gielkens. 1999. Rescue of New-
castle disease virus from cloned cDNA: evidence that cleavability of the fusion pro-
tein is a major determinant for virulence. ] Virol 73:5001-5009.

Perrin, P., S. Madhusudana, C. Gontier-Jallet, S. Petres, N. Tordo, and O. W.
Merten. 1995. An experimental rabies vaccine produced with a new BHK-21 sus-
pension cell culture process: use of serum-free medium and perfusion-reactor sys-
tem. Vaccine 13:1244-1250.

Peshwa, M. V., Y. S. Kyung, D. B. McClure, and W. S. Hu. 1993. Cultivation of
mammalian cells as aggregates in bioreactors: Effect of calcium concentration of
spatial distribution of viability. Biotechnol Bioeng 41:179-187.

Ping, J., L. Keleta, N. E. Forbes, S. Dankar, W. Stecho, S. Tyler, Y. Zhou, L. Babiuk,
H. Weingartl, R. A. Halpin, A. Boyne, J. Bera, J. Hostetler, N. B. Fedorova, K.
Proudfoot, D. A. Katzel, T. B. Stockwell, E. Ghedin, D. J. Spiro, and E. G. Brown.
2011. Genomic and protein structural maps of adaptive evolution of human in-
fluenza a virus to increased virulence in the mouse. PLoS ONE 6:21740.

Rae, B. P., and R. M. Elliott. 1986. Characterization of the mutations responsible for
the electrophoretic mobility differences in the NS proteins of vesicular stomatitis
virus New Jersey complementation group E mutants. ] Gen Virol 67:2635-2643.

Reed, L. J., and H. Muench. 1938. A simple method of estimating fifty per cent end-
points. Am. J. Hyg. 27:493-497.

Richt, J. A., and A. Garcia-Sastre. 2009. Attenuated influenza virus vaccines with
modified NS1 proteins. Curr Top Microbiol Immunol 333:177-195.

Richt, J. A., P. Lekcharoensuk, K. M. Lager, A. L. Vincent, C. M. Loiacono, B. H.
Janke, W. H. Wy, K. J. Yoon, R. J. Webby, A. Solorzano, and A. Garcia-Sastre.
2006. Vaccination of pigs against swine influenza viruses by using an NS1-truncated
modified live-virus vaccine. J Virol 80:11009-11018.

Robb, N. C., and E. Fodor. 2011. The accumulation of influenza A virus segment 7
spliced mRNAs is regulated by the NS1 protein. ] Gen Virol 93:113-118.

Robb, N. C., M. Smith, F. T. Vreede, and E. Fodor. 2009. NS2/NEP protein regu-
lates transcription and replication of the influenza virus RNA genome. ] Gen Virol
90:1398-1407.

Robertson, J. S. 1999. An overview of host cell selection. Dev Biol Stand 98:7-11.

-111-



References

137.

138.

139.

140.

141.

142.

143.

144.

145.

146.

147.

Robertson, J. S., C. Nicolson, R. Harvey, R. Johnson, D. Major, K. Guilfoyle, S.
Roseby, R. Newman, R. Collin, C. Wallis, O. G. Engelhardt, J. M. Wood, J. Le, R.
Manojkumar, B. A. Pokorny, J. Silverman, R. Devis, D. Bucher, E. Verity, C.
Agius, S. Camuglia, C. Ong, S. Rockman, A. Curtis, P. Schoofs, O. Zoueva, H. Xie,
X.Li, Z. Lin, Z. Ye, L. M. Chen, E. O’Neill, A. Balish, A. S. Lipatov, Z. Guo, L.
Isakova, C. T. Davis, P. Rivailler, K. M. Gustin, J. A. Belser, T. R. Maines, T. M.
Tumpey, X. Xu, J. M. Katz, A. Klimov, N. J. Cox, and R. O. Donis. 2011. The devel-
opment of vaccine viruses against pandemic A(H1N1) influenza. Vaccine 29:1836-
1843.

Roedig, J. V., E. Rapp, D. Hoper, Y. Genzel, and U. Reichl. 2011. Impact of Host
Cell Line Adaptation on Quasispecies Composition and Glycosylation of Influenza
A Virus Hemagglutinin. PLoS ONE 6:e27989.

Romanova, J., D. Katinger, B. Ferko, R. Voglauer, L. Mochalova, N. Bovin, W.
Lim, H. Katinger, and A. Egorov. 2003. Distinct host range of influenza H3N2 virus
isolates in Vero and MDCK cells is determined by cell specific glycosylation pattern.
Virology 307:90-97.

Romanova, J., B. M. Krenn, M. Wolschek, B. Ferko, E. Romanovskaja-Romanko,
A. Morokutti, A. P. Shurygina, S. Nakowitsch, T. Ruthsatz, B. Kiefmann, U.
Konig, M. Bergmann, M. Sachet, S. Balasingam, A. Mann, J. Oxford, M. Slais, O.
Kiselev, T. Muster, and A. Egorov. 2009. Preclinical evaluation of a replication-defi-
cient intranasal DeltaNS1 H5N1 influenza vaccine. PLoS ONE 4:e5984.

Romer-Oberdorfer, A., J. Veits, D. Helferich, and T. C. Mettenleiter. 2008. Level of
protection of chickens against highly pathogenic H5 avian influenza virus with
Newcastle disease virus based live attenuated vector vaccine depends on homology
of H5 sequence between vaccine and challenge virus. Vaccine 26:2307-2313.
Salvatore, M., C. F. Basler, ]J. P. Parisien, C. M. Horvath, S. Bourmakina, H. Zheng,
T. Muster, P. Palese, and A. Garcia-Sastre. 2002. Effects of influenza A virus NS1
protein on protein expression: the NS1 protein enhances translation and is not re-
quired for shutoff of host protein synthesis. ] Virol 76:1206-1212.

Samuel, C. E. 2011. Adenosine deaminases acting on RNA (ADARs) are both antivi-
ral and proviral. Virology 411:180-193.

Schneider, J., and T. Wolff. 2009. Nuclear functions of the influenza A and B
viruses NS1 proteins: do they play a role in viral mRNA export? Vaccine 27:6312-
6316.

Schultz-Cherry, S., N. Dybdahl-Sissoko, G. Neumann, Y. Kawaoka, and V. S.
Hinshaw. 2001. Influenza virus ns1 protein induces apoptosis in cultured cells. |
Virol 75:7875-7881.

Schulze-Horsel, J., Y. Genzel, and U. Reichl. 2008. Flow cytometric monitoring of
influenza A virus infection in MDCK cells during vaccine production. BMC Biotech-
nol 8:45.

Schulze-Horsel, J., M. Schulze, G. Agalaridis, Y. Genzel, and U. Reichl. 2009. In-
fection dynamics and virus-induced apoptosis in cell culture-based influenza vac-
cine production-Flow cytometry and mathematical modeling. Vaccine 27:2712-2722.

-112-



References

148.

149.

150.

151.

152.

153.

154.

155.

156.

157.

158.

159.

160.

161.

Seitz, C., T. Frensing, D. Hoper, G. Kochs, and U. Reichl. 2010. High yields of in-
fluenza A virus in Madin-Darby canine kidney cells are promoted by an insufficient
interferon-induced antiviral state. ] Gen Virol 91:1754-1763.

Seitz, C., B. Isken, B. Heynisch, M. Rettkowski, T. Frensing, and U. Reichl. 2011.
Trypsin promotes efficient influenza vaccine production in MDCK cells by interfer-
ing with the antiviral host response. Appl Microbiol Biotechnol 93:601-611.

Sha, B., and M. Luo. 1997. Structure of a bifunctional membrane-RNA binding pro-
tein, influenza virus matrix protein M1. Nat Struct Biol 4:239-244.

Shapira, S. D., I. Gat-Viks, B. O. Shum, A. Dricot, M. M. de Grace, L. Wu, P. B.
Gupta, T. Hao, S. J. Silver, D. E. Root, D. E. Hill, A. Regev, and N. Hacohen. 2009.
A physical and regulatory map of host-influenza interactions reveals pathways in
HINT infection. Cell 139:1255-1267.

Shen, C. F., S. Lanthier, D. Jacob, J. Montes, A. Beath, A. Beresford, and A.
Kamen. 2012. Process optimization and scale-up for production of rabies vaccine
live adenovirus vector (AdRG1.3). Vaccine 30:300-306.

Sidorenko, Y., J. Schulze-Horsel, A. Voigt, U. Reichl, and A. Kienle. 2008. Stochas-
tic population balance modeling of influenza virus replication in vaccine produc-
tion processes. Chemical Engineering Science 63:157-169.

Solorzano, A., R. J. Webby, K. M. Lager, B. H. Janke, A. Garcia-Sastre, and J. A.
Richt. 2005. Mutations in the NS1 protein of swine influenza virus impair anti-inter-
feron activity and confer attenuation in pigs. ] Virol 79:7535-7543.

Sorrell, E. M., G. C. Ramirez-Nieto, I. G. Gomez-Osorio, and D. R. Perez. 2007.
Genesis of pandemic influenza. Cytogenet Genome Res 117:394-402.

Stasakova, J., B. Ferko, C. Kittel, S. Sereinig, J. Romanova, H. Katinger, and A.
Egorov. 2005. Influenza A mutant viruses with altered NS1 protein function pro-
voke caspase-1 activation in primary human macrophages, resulting in fast apopto-
sis and release of high levels of interleukins 1beta and 18. ] Gen Virol 86:185-195.

Steel, J., A. C. Lowen, L. Pena, M. Angel, A. Solorzano, R. Albrecht, D. R. Perez, A.
Garcia-Sastre, and P. Palese. 2009. Live attenuated influenza viruses containing
NS1 truncations as vaccine candidates against H5N1 highly pathogenic avian in-
fluenza. J Virol 83:1742-1753.

Suspene, R., V. Petit, D. Puyraimond-Zemmour, M. M. Aynaud, M. Henry, D.
Guetard, C. Rusniok, S. Wain-Hobson, and J. P. Vartanian. 2011. Double-stranded
RNA adenosine deaminase ADAR-1-induced hypermutated genomes among inacti-
vated seasonal influenza and live attenuated measles virus vaccines. ] Virol 85:2458-
2462.

Swayne, D. E. 2007. Understanding the complex pathobiology of high pathogenic-
ity avian influenza viruses in birds. Avian Dis 51:242-249.

Swayne, D. E., and D. Kapczynski. 2008. Strategies and challenges for eliciting im-
munity against avian influenza virus in birds. Immunol Rev 225:314-331.

Talon, J., M. Salvatore, R. E. O’Neill, Y. Nakaya, H. Zheng, T. Muster, A. Garcia-
Sastre, and P. Palese. 2000. Influenza A and B viruses expressing altered NS1 pro-
teins: A vaccine approach. Proc Natl Acad Sci U S A 97:4309-4314.

-113-



References

162.

163.

164.

165.

166.

167.

168.

169.

170.

171.

172.

173.

Tan, S. L., and M. G. Katze. 1999. The emerging role of the interferon-induced PKR
protein kinase as an apoptotic effector: a new face of death? J Interferon Cytokine
Res 19:543-554.

Tree, J. A., C. Richardson, A. R. Fooks, J. C. Clegg, and D. Looby. 2001. Compari-
son of large-scale mammalian cell culture systems with egg culture for the produc-
tion of influenza virus A vaccine strains. Vaccine 19:3444-3450.

Tseng, Y. F., A. Y. Hu, M. L. Huang, W. Z. Yeh, T. C. Weng, Y. S. Chen, P. Chong,
and M. S. Lee. 2011. Adaptation of high-growth influenza H5N1 vaccine virus in
Vero cells: implications for pandemic preparedness. PLoS ONE 6:24057.
Tsutsumi, R., S. Fujisaki, M. Shozushima, K. Saito, and S. Sato. 2006. Anoikis-re-
sistant MDCK cells carrying susceptibilities to TNF-a and verotoxin that are suit-
able for influenza virus cultivation. Cytotechnology 52:71-85.

Tumpey, T. M., C. F. Basler, P. V. Aguilar, H. Zeng, A. Solorzano, D. E. Swayne,
N.]J. Cox, J. M. Katz, J. K. Taubenberger, P. Palese, and A. Garcia-Sastre. 2005.
Characterization of the reconstructed 1918 Spanish influenza pandemic virus. Sci-
ence 310:77-80.

Urlinger, S., U. Baron, M. Thellmann, M. T. Hasan, H. Bujard, and W. Hillen.
2000. Exploring the sequence space for tetracycline-dependent transcriptional acti-
vators: novel mutations yield expanded range and sensitivity. Proc Natl Acad Sci U
S A 97:7963-7968.

van Wielink, R., M. M. Harmsen, D. E. Martens, O. S. de Leeuw, B. P. Peeters, R.
H. Wijffels, and R. J. Moormann. 2012. Effect of natural and chimeric hemagglu-
tinin genes on influenza A virus replication in baby hamster kidney cells. Submitted
for publication.

van Wielink, R., M. M. Harmsen, D. E. Martens, B. P. Peeters, R. H. Wijffels, and
R. J. Moormann. 2012. Changes in the ratio of the M1 and M2 protein levels and in
the subcellular distribution of the M1 protein can compensate for the loss of NS1
function in influenza virus NS1 deletion mutants. Submitted for publication.

van Wielink, R., M. M. Harmsen, D. E. Martens, B. P. Peeters, R. H. Wijffels, and
R. J. Moormann. 2011. MDCK cell line with inducible allele B NS1 expression prop-
agates deINS1 influenza virus to high titres. Vaccine 29:6976-6985.

van Wielink, R., H. C. Kant-Eenbergen, M. M. Harmsen, D. E. Martens, R. H. Wi-
jffels, and J. M. Coco-Martin. 2011. Adaptation of a Madin-Darby canine kidney
cell line to suspension growth in serum-free media and comparison of its ability to
produce avian influenza virus to Vero and BHK21 cell lines. ] Virol Methods 171:53-
60.

Vester, D., A. Lagoda, D. Hoffmann, C. Seitz, S. Heldt, K. Bettenbrock, Y. Genzel,
and U. Reichl. 2010. Real-time RT-qPCR assay for the analysis of human influenza
A virus transcription and replication dynamics. ] Virol Methods 168:63-71.

Vester, D., E. Rapp, S. Kluge, Y. Genzel, and U. Reichl. 2010. Virus-host cell inter-
actions in vaccine production cell lines infected with different human influenza A
virus variants: A proteomic approach. ] Proteomics 73:1656-1669.

-114-



References

174.

175.

176.

177.

178.

179.

180.

181.

182.

183.

184.

185.

186.

Victor, S. T., S. Watanabe, H. Katsura, M. Ozawa, and Y. Kawaoka. 2012. A replica-
tion-incompetent PB2-knockout influenza A virus vaccine vector. ] Virol 86:4123-
4128.

Wacheck, V., A. Egorov, F. Groiss, A. Pfeiffer, T. Fuereder, D. Hoeflmayer, M.
Kundi, T. Popow-Kraupp, M. Redlberger-Fritz, C. A. Mueller, J. Cinatl, M.
Michaelis, J. Geiler, M. Bergmann, J. Romanova, E. Roethl, A. Morokutti, M.
Wolschek, B. Ferko, J. Seipelt, R. Dick-Gudenus, and T. Muster. 2010. A novel
type of influenza vaccine: safety and immunogenicity of replication-deficient in-
fluenza virus created by deletion of the interferon antagonist NS1. J Infect Dis
201:354-362.

Wang, A. Z., G. K. Ojakian, and W. J. Nelson. 1990. Steps in the morphogenesis of
a polarized epithelium. I. Uncoupling the roles of cell-cell and cell-substratum con-
tact in establishing plasma membrane polarity in multicellular epithelial (MDCK)
cysts. J Cell Sci 95:137-151.

Wang, L., D. L. Suarez, M. Pantin-Jackwood, M. Mibayashi, A. Garcia-Sastre, Y.
M. Saif, and C. W. Lee. 2008. Characterization of influenza virus variants with dif-
ferent sizes of the non-structural (NS) genes and their potential as a live influenza
vaccine in poultry. Vaccine 26:3580-3586.

Wang, W., A. L. Suguitan, Jr., ]J. Zengel, Z. Chen, and H. Jin. 2012. Generation of
recombinant pandemic HIN1 influenza virus with the HA cleavable by bromelain
and identification of the residues influencing HA bromelain cleavage. Vaccine
30:872-878.

Wang, X,, Y. Shen, Y. Qiu, Z. Shi, D. Shao, P. Chen, G. Tong, and Z. Ma. 2010. The
non-structural (NS1) protein of influenza A virus associates with p53 and inhibits
p53-mediated transcriptional activity and apoptosis. Biochem Biophys Res Com-
mun 395:141-145.

Wang, Z., N. C. Robb, E. Lenz, T. Wolff, E. Fodor, and S. Pleschka. 2010. NS reas-
sortment of an H7-type highly pathogenic avian influenza virus affects its propaga-
tion by altering the regulation of viral RNA production and antiviral host response.
J Virol 84:11323-11335.

Watanabe, S., T. Watanabe, and Y. Kawaoka. 2009. Influenza A virus lacking M2
protein as a live attenuated vaccine. ] Virol 83:5947-5950.

Watanabe, T., S. Watanabe, and Y. Kawaoka. 2010. Cellular networks involved in
the influenza virus life cycle. Cell host & microbe 7:427-439.

Webster, R. G., W. J. Bean, O. T. Gorman, T. M. Chambers, and Y. Kawaoka. 1992.
Evolution and ecology of influenza A viruses. Microbiol Rev 56:152-179.

Wentz, D., and K. Schugerl. 1992. Influence of lactate, ammonia, and osmotic stress
on adherent and suspension BHK cells. Enzyme Microb Technol 14:68-75.

WHO 2009, posting date. Influenza (Seasonal): Fact sheet N°211. [Online.]
http://www.who.int/mediacentre/factsheets/fs211/en/

Winter, G., S. Fields, and G. G. Brownlee. 1981. Nucleotide sequence of the
haemagglutinin gene of a human influenza virus H1 subtype. Nature 292:72-75.

-115-



References

187.

188.

189.

190.

191.

192.

193.

194.

195.

196.

197.

198.

199.

200.

201.

Wolschek, M., E. Samm, H. Seper, S. Sturlan, I. Kuznetsova, C. Schwager, A.
Khassidov, C. Kittel, T. Muster, A. Egorov, and M. Bergmann. 2011. Establishment
of a chimeric, replication-deficient influenza A virus vector by modulation of splic-
ing efficiency. J Virol 85:2469-2473.

Wood, H. A., L. B. Johnston, and J. P. Burand. 1982. Inhibition of Autographa cali-
fornica nuclear polyhedrosis virus replication in high-density Trichoplusia ni cell
cultures. Virology 119:245-254.

Wressnigg, N., D. Voss, T. Wolff, J. Romanova, T. Ruthsatz, I. Mayerhofer, M. Re-
iter, S. Nakowitsch, J. Humer, A. Morokutti, T. Muster, A. Egorov, and C. Kittel.
2009. Development of a live-attenuated influenza B DeltaNS1 intranasal vaccine
candidate. Vaccine 27:2851-2857.

Wurzer, W. J., O. Planz, C. Ehrhardt, M. Giner, T. Silberzahn, S. Pleschka, and S.
Ludwig. 2003. Caspase 3 activation is essential for efficient influenza virus propaga-
tion. Embo J 22:2717-2728.

Xing, Z., C.J. Cardona, S. Adams, Z. Yang, J. Li, D. Perez, and P. R. Woolcock.
2009. Differential regulation of antiviral and proinflammatory cytokines and sup-
pression of Fas-mediated apoptosis by NS1 of HON2 avian influenza virus in
chicken macrophages. ] Gen Virol 90:1109-1118.

Ye, Z., D. Robinson, and R. R. Wagner. 1995. Nucleus-targeting domain of the ma-
trix protein (M1) of influenza virus. ] Virol 69:1964-1970.

Yoneyama, M., W. Suhara, Y. Fukuhara, M. Sato, K. Ozato, and T. Fujita. 1996. Au-

tocrine amplification of type I interferon gene expression mediated by interferon
stimulated gene factor 3 (ISGF3). ] Biochem 120:160-169.

Young, D. F,, L. Andrejeva, A. Livingstone, S. Goodbourn, R. A. Lamb, P. L.
Collins, R. M. Elliott, and R. E. Randall. 2003. Virus replication in engineered
human cells that do not respond to interferons. J Virol 77:2174-2181.

Zhang, C., Y. Yang, X. Zhou, X. Liu, H. Song, Y. He, and P. Huang. 2010. Highly
pathogenic avian influenza A virus H5N1 NS1 protein induces caspase-dependent
apoptosis in human alveolar basal epithelial cells. Virol J 7:51.

Zhang, 7., S. Hu, Z. Li, X. Wang, M. Liu, Z. Guo, S. Li, Y. Xiao, D. Bi, and H. Jin.
2011. Multiple amino acid substitutions involved in enhanced pathogenicity of
LPAI HON2 in mice. Infect Genet Evol. 11:1790-1797.

Zhirnov, O. P. 1992. Isolation of matrix protein M1 from influenza viruses by acid-
dependent extraction with nonionic detergent. Virology 186:324-330.

Zhirnov, O. P., and H. D. Klenk. 2007. Control of apoptosis in influenza virus-in-
fected cells by up-regulation of Akt and p53 signaling. Apoptosis 12:1419-1432.
Zhirnov, O. P., T. E. Konakova, W. Garten, and H. Klenk. 1999. Caspase-depen-
dent N-terminal cleavage of influenza virus nucleocapsid protein in infected cells. J
Virol 73:10158-10163.

Zhirnov, O. P., T. E. Konakova, T. Wolff, and H. D. Klenk. 2002. NS1 protein of in-
fluenza A virus down-regulates apoptosis. ] Virol 76:1617-1625.

Zohari, S., M. Munir, G. Metreveli, S. Belak, and M. Berg. 2010. Differences in the
ability to suppress interferon Beta production between allele A and allele B NS1
proteins from H10 influenza A viruses. Virol ] 7:376.

-116 -



Summary



Summary

Vaccination of poultry can be used as a tool to control outbreaks of avian influenza,
including that of highly pathogenic H5 and H7 strains. Such outbreaks do not only
cause economical losses in poultry farming, but also pose a serious threat to global
public health. Influenza vaccines are traditionally produced in embryonated chic-
ken eggs. Continuous cell lines have been suggested as an alternative substrate to
produce influenza vaccines in a more robust and flexible manner, as cell culture
based production lacks the long lead time associated with the supply of large
amounts of embryonated eggs. Furthermore, cell culture process conditions can
be optimized and cell line engineering can increase virus yield and improve pro-
duct quality.

Madin-Darby canine kidney (MDCK) and African green monkey kidney (Vero)
cells are the main cell lines used for influenza virus replication. However, both cell
lines normally grow anchorage-dependent. Large-scale virus production with an-
chorage dependent cell lines is complicated as process scale-up will require de-
tachment and reattachment of the cells from and to micro-carriers or roller bottles
between each cultivation step. Furthermore, MDCK and Vero cells require the ad-
dition of serum to the culture medium. Serum is not preferred due to the high
costs, lot-to-lot variation and risk of contamination with extraneous agents. Fur-
thermore, serum addition necessitates medium exchange before infection, as
serum components inhibit trypsin which is required for efficient virus replication.
In Chapter 2 we therefore tried to adapt different cell lines to grow as suspension
cells in serum-free (SF) medium. Using a specific culture medium, we were able
to obtain an MDCK cell line (MDCK-SES) that grows efficiently in SF medium in
suspension. Vero cells could be adapted to growth in SF medium (Vero-SF), but
not to growth in suspension. Baby hamster kidney cells (BHK21), the third cell line
used in this study already grew in suspension and was adapted to SF growth
(BHK21-SES).

Next, the production of eight different avian influenza virus strains was compared
between MDCK-SFS, Vero-SF and BHK21-SFS cells. On average, MDCK-SES cells
produced the highest virus titers, closely followed by Vero-SF cells. Interestingly,
two virus strains replicated to higher titres in BHK21-SFS cells than in MDCK or
Vero cells. However, six further virus strains replicated poorly in BHK21-SFS cells.
Analysis of the influenza virus binding receptors on the cell membrane revealed
that BHK21-SFS cells consists of two populations, with one population lacking the
avian influenza virus preferred sialic acid a-2,3 receptors. This could however not
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explain the strain dependent influenza virus replication. MDCK-SFS was the only
cell line able to grow SF in suspension and replicate a wide variety of influenza
strains to high titers and was therefore selected for further studies in Chapters 4
and 5.

BHK?21 is a fast growing suspension cell line that can reach high cell densities in
batch culture and is currently used in the production of veterinary vaccines against
foot-and-mouth disease and rabies. However, the selective replication of particular
influenza virus strains limits their potential use in influenza vaccine production.
The molecular basis of this selective virus replication was further investigated in
Chapter 3. Model strain A/PR/8/34 [HIN1] (PR8) was found to replicate poorly,
whereas the related strain A/WSN/33 [HIN1] (WSN) replicates efficiently in
BHK21-SFS cells. This difference is determined by the hemagglutinin (HA) protein
since reciprocal reassortant viruses with swapped HA gene segments grow on
BHK21-SFS cells to comparable titres as the parental virus from which their HA
gene is derived. Furthermore, the ability of several other influenza virus strains to
grow on BHK21-SFS cells also appears to depend on the HA gene. To determine
which part of the HA protein determines virus replication in BHK21-SFS cells, PR8
based reverse genetics viruses that encode PR8-WSN chimeric HAs (cHAs) were
generated. This approach did, however, not allow us to identify a single specific
region of HA that determines the ability to replicate in BHK21-SFES cells, as virus
containing the WSN HA1 domain and the PR8 HA2 domain replicated equally
well as the reciprocal strain containing the WSN HA2 and PR8 HAL1. Viruses ex-
pressing two other reciprocal cHAs also replicated equally efficient. However,
these results do show that it is possible to replicate a virus encoding the PR8 HA1
domain to high titers by fusion to the WSN HA2 domain. The HA1 domain con-
tains most antigenic sites and is therefore important for vaccine efficacy. This me-
thod of producing the HA1 domain as fusion to a heterologous HA2 domain could
therefore potentially be used to produce HA1 domains of other viruses, and enable
the use of BHK21-SFS cells as a generic platform for veterinary influenza vaccine
production.

Influenza viruses that are unable to express the NS1 protein (deINS1) replicate
poorly on cells and induce high amounts of interferon (IFN). Their attenuated re-
plication is generally assumed to result from the inability to counter the antiviral
host response. DelNS1 virus strains are currently considered as candidate viruses
for live-attenuated influenza vaccines and veterinary vaccines that allow differen-
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tiation of infected from vaccinated animals (DIVA). However, their attenuated
growth limits large scale virus production on MDCK cells. To develop a high yiel-
ding delNS1 virus production system, we made two MDCK cell lines that are able
to express NS1 (Chapter 4). Since heterologous NS1 expression can cause apopto-
sis, we used an inducible expression system. Upon induction, both cell lines repli-
cated deINS1 virus to equally high titers as were obtained with an isogenic virus
strain able to express NS1, to which we refer as wild-type (WT) virus. Notably,
the NS1 expression by both cell lines was about 1000-fold lower than in influenza
virus infected cells. Furthermore, NS1 expression inhibited deINS1 virus-induced
apoptosis, but did not significantly lower IFN production. Thus, the enhanced
virus replication appeared not to be due to decreased IFN production. In contrast
to previous findings, recombinant NS1 expression by itself did not induce apop-
tosis, nor did it affect cell growth. This may be due to the specific allele B NS1 gene
used. As a consequence, it may therefore be possible to develop a stable cell line
with constitutive expression of allele B NS1, which can be used to enhance delNS1
yield in large-scale vaccine production.

Another approach to enhance virus replication is virus adaptation to the cell sub-
strate. In Chapter 5, the deINS1 virus was adapted in two parallel experiments,
which resulted in two virus strains with 250-fold higher infectious virus titers in
IFN competent MDCK cells. By sequence analysis of the adapted viruses and sub-
sequent analysis of reassortant viruses generated by reverse genetics, we showed
that mutations in the M gene segment of one virus (deINS1“4?), and in the M, NP
and NS segments of the other virus (deINS1<A"), caused the significant increase in
virus replication. The most notable ones were clustered U-to-C mutations in the
M segment of both strains and clustered A-to-G mutations in the NS segment of
delNS1¢A% Presumably these mutations resulted from host cell mediated RNA edi-
ting. NS1 is known to limit splicing of the M segment mRNA, resulting in a higher
M1/M2 mRNA ratio. Interestingly, the silent mutations in the M segment of both
adapted virus strains increased the ratio of M1 to M2 expression, probably by af-
fecting splicing efficiency, towards the ratio observed in the WT virus. Further-
more, two amino acid substitutions in the M1 of deINS1“4? virus additionally
enhanced virus replication, possibly through changes in the subcellular localiza-
tion of M1. Both adapted viruses induced less IFN and less apoptosis compared
to the deINS1 virus, but still significantly more than the WT virus. It appears that
the restricted replication of deINS1 virus is not only caused by the inability to coun-
ter the host cell antiviral response, as suggested in the literature, but also by the
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loss of one or more M1-related functions of NS1. The mutations identified may
have direct applications as they can be used to enhance delNS1 virus replication
for vaccine production.

Cell culture based human influenza vaccines can financially compete with vaccines
produced in eggs. The low cost price of vaccines for poultry will make it necessary
to lower the production costs of a cell culture based production process, for exam-
ple by increasing the yield of virus per liter medium. In Chapter 6, several sugge-
stions have been made regarding virus yield optimization, including engineering
of the vaccine virus and substrate cell line. However, large-scale implementation
of poultry vaccination is not only determined by the price of the vaccines, but also
by macro-economical and political factors. Future developments in veterinary in-
fluenza vaccines, such as broadly protecting influenza DIVA vaccines, may further
help to implement emergency vaccination as a tool to control and possibly also to
prevent outbreaks of avian influenza.
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Vogelgriep (of aviaire influenza) is een besmettelijke vogelziekte die veroorzaakt
wordt door het influenza A virus. Tot deze virusgroep behoren ook virussen die
griep veroorzaken in andere soorten, zoals mensen, varkens, paarden en zee-
zoogdieren. Over het algemeen zijn griepvirussen vrij gastheer specifiek, wat
betekend dat humane virusstammen alleen mensen infecteren en vogel-
griepvirussen alleen vogels. Echter, in sommige gevallen kan het virus van de ene
op de andere soort overspringen. Watervogels, zoals eenden en ganzen, zijn de
hoofdgastheer het influenza A virus maar vertonen zelf weinig tot geen ziektev-
erschijnselen. Zij kunnen het virus overbrengen op andere vogelsoorten, zoals kip-
pen en kalkoenen, die wel ziek worden. Een uitbraak van vogelgriep kan daardoor
economische schade veroorzaken voor de pluimvee industrie. Er bestaat echter
ook de mogelijkheid dat vogelgriepvirussen van het H5 en H7 subtype muteren
in dodelijke virusvarianten. In het recente verleden is gebleken dat deze virussen
ook mensen kunnen besmetten, met veelal ernstige gevolgen. Om de volksgezond-
heid te beschermen is het daarom noodzakelijk om uitbraken van vogelgriep te
voorkomen of te beheersen. Hiervoor zijn een aantal maatregels beschikbaar,
waaronder vaccinatie van pluimvee.

Influenza vaccins worden traditioneel geproduceerd in bevruchte kippeneieren.
Deze methode is echter vrij omslachtig omdat zeer grote hoeveelheden bevruchte
eieren vele maanden van te voren besteld dienen te worden. Vaccinproductie op
basis van dierlijke celkweek is robuuster en flexibeler, en is daarom als alternatief
voorgesteld. Voor influenza vaccin productie worden voornamelijk MDCK en Ver
cellen gebruikt (respectievelijk honde- en apeniercellen). Echter, beide cellijnen
groeien alleen wanneer zij gehecht zijn aan een oppervlak. Voor grootschalige
virusproductie is dus een zeer groot oppervlak nodig, in de vorm van rollerbottles
of micro-carriers. Daarnaast dienen gehechte cellen gedurende de groei her-
haaldelijk losgehaald te worden van het oppervlak. Ook vereisen beide cellijnen
toevoeging van serum aan het groeimedium. Serumgebruik heeft echter een aantal
nadelen, waaronder hoge kosten, de variatie tussen productiebatches en de kans
op besmetting van het vaccin door aanwezigheid van virussen of prionen in het
serum. Verder is bij gebruik van serum een wasstap noodzakelijk, omdat serum-
componenten interfereren met de trypsine die nodig is voor infectie. In Hoofdstuk
2 is daarom geprobeerd om verschillende cellijnen te adapteren naar groei in sus-
pensie in serumvrij medium. Door gebruik te maken van een specifiek medium is
het gelukt om een MDCK cellijn te ontwikkelen (MDCK-SES) die onder deze con-
dities groeit. Vero cellen konden aan serum-vrij condities geadapteerd worden,
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maar niet aan groei in suspensie (Vero-SF). Een derde cellijn, BHK21 (hamstern-
iercellen), groeide al in suspensie en werd geadapteerd naar serumvrije condities.
Vervolgens werden deze drie cellijnen vergeleken in hun vermogen om acht ver-
schillende influenza virusstammen te produceren. MDCK-SES cellen hadden de
hoogste virusproductie voor de meeste virusstammen, hoewel de productiviteit
van Vero-SF cellen niet veel lager lag. De productie in BHK21-SFS cellen was op-
merkelijk omdat zes van de acht virusstammen slecht repliceerde in deze cellijn,
terwijl de overige twee virusstammen beter repliceerde dan in MDCK en Vero
cellen. Humane en vogelgriepvirussen binden bij voorkeur aan celmembraanre-
ceptoren met, respectievelijk, a-2,6 en a-2,3 siaalzuurreceptoren. Receptor analyse
toonde aan dat de BHK21-SFS cellijn bestaat uit twee cel populaties waarvan er
één geen a-2,3 siaalzuurreceptoren bezit. De uitkomst van deze analyse kon daar-
door niet de virusstamafhankelijke replicatie van influenza in BHK21 cellen verk-
laren. MDCK-SFS was de enige cellijn die onder serumvrije condities in suspensie
kan groeien en tegelijk van verschillende virusstammen grote hoeveelheden virus
kan produceren. Deze cellijn is daarom gebruik voor verdere studies in Hoofdstuk
4enb.

BHK21 cellen worden gebruikt voor de productie van veterinaire vaccins tegen
mond-en-klauwzeer en hondsdolheid, en hebben als voordeel dat ze snel groeien
en een hoge celdichtheid kunnen bereiken in batchkweek. Door de virusstam
afthankelijke replicatie lijken BHK21 cellen niet geschikt voor de productie van in-
fluenza vaccins. De moleculaire basis voor deze selectieve replicatie is onderzocht
in Hoofdstuk 3. De influenza stam A/PR/8/34 [HIN1] (PR8) repliceert slecht terwijl
de verwante A/WSN/33 [H1N1] stam (WSN) zeer goed repliceert in BHK21 cellen.
Het verschil blijkt te worden veroorzaakt door het hemagglutinine (HA) eiwit van
het influenza virus, want wanneer het HA van het PR8 virus vervangen wordt
door het HA van WSN, dan repliceert het virus goed, terwijl een WSN virus
waarin het HA vervangen is door het HA van PRS8 juist slecht repliceert. Het HA
lijkt verder ook de oorzaak te zijn voor de gelimiteerde replicatie van andere in-
fluenza virusstammen in BHK?21 cellen. Verschillende virussen werden ontwikkeld
waarin delen van het HA eiwit zijn uitgewisseld tussen PR8 en WSN. Met behulp
van deze chimeren konden we echter niet één specifiek gebied aanwijzen dat de
replicatie in BHK21 cellen bepaald, virussen met het HA1 van PR8 en het HA2 van
WSN repliceerde namelijk net zo goed als virus met het HA1 van WSN en het HA2
van PR8. Echter, de resultaten lieten wel zien dat het mogelijk is om het PR8 virus
efficiént in BHK21 cellen te produceren door alleen het HA2 eiwit deel te vervan-
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gen door dat van WSN. Het HA1 domein bevat de voornaamste antigenen en is
daarom van belang voor het vaccin. Deze methode zou het dus potentieel mogelijk
maken om het HA1 deel van andere influenza virusstammen, die normaal niet
repliceren in BHK?21 cellen, te fuseren met het HA2 van WSN. Hierdoor zou de
BHK21 cellijn gebruikt kunnen worden als een platform productiesysteem voor
veterinaire influenza vaccins.

Influenza virussen die niet in staat zijn om het NS1 eiwit tot expressie te brengen
(delNS1) repliceren slecht in de meeste cellijnen en induceren de productie van
veel interferon (IFN). IFN is een signaal voor cellen om zich te verdedigen tegen
een virusinfectie. Een belangrijke functie van NS1 is om de productie van IFN te
remmen. De verzwakte deINS1 virusreplicatie wordt daarom toegewezen aan het
feit dat het deINS1 virus niet in staat is deze antivirale reactie te voorkomen.
DeINS1 virussen zijn door deze eigenschappen interessant om als basis voor een
levend-verzwakt vaccin te dienen. Verder zouden ze ook als DIVA vaccin gebruikt
kunnen worden. Dit zijn veterinaire vaccins waarbij gevaccineerde dieren te on-
derscheiden zijn van geinfecteerde dieren. Echter, door de verzwakte replicatie is
grootschalige vaccin productie moeilijk. Om toch hoge virusproductie te behalen
hebben we twee MDCK cellijnen ontwikkeld in Hoofdstuk 4, die in staat zijn om
het virale NS1 eiwit te maken. Beide cellijnen produceerden deINS1 virus tot hoge
concentraties, vergelijkbaar met normale MDCK cellen die geinfecteerd waren met
een wild-type (WT) virus dat wel een functioneel gen voor NS1 bezat. Opmerkelijk
genoeg produceerden de twee cellijnen ongeveer 1000 keer minder NS1 dan nor-
male MDCK cellen die geinfecteerd waren met het WT virus. Verder beschermde
de heterogene NS1 expressie de cellen tegen deINS1 virus geinduceerde celdood
(apoptose). Er is was echter geen significant effect op de IFN expressie, wat erop
wijst dat de verhoogde virusreplicatie niet veroorzaakt werd door een verlaging
van de cellulaire antivirale reactie. Omdat uit eerder onderzoek was gebleken dat
NS1 expressie in cellen tot apoptose kan leiden, hebben we een induceerbaar ex-
pressiesysteem gebruikt. Echter, in tegenstelling tot deze eerdere vindingen, had
de NS1 expressie in beide cellijnen geen effect op celgroei en veroorzaakt het geen
apoptose. Dit houdt mogelijk verband met het specifieke NS1 allel dat gebruikt is,
en maakt het potentieel mogelijk om een cellijn te ontwikkelen die NS1 constitutief
tot expressie brengt. Een dergelijke cellijn zou potentieel gebruikt kunnen worden
voor grootschalige influenza vaccin productie op basis van het deINS1 virus.
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Adaptatie van een virus aan een cellijn is een bekende methode om de replicatie
efficiéntie te verhogen. In Hoofdstuk 5 hebben we het deINS1 virus in twee par-
allelle experimenten geadapteerd aan MDCK cellen. Dit resulteerde in twee
virusstammen die tot 250 keer meer infectieuze virusdeeltjes produceerden. Door
analyse van het virale genoom en het maken van reverse genetics virussen hebben
we vervolgens aangetoond dat mutaties in het M segment (beide virussen) en in
het NP en NS segment (een virus) verantwoordelijk zijn voor de toename in virus
replicatie. Opmerkelijk waren de geclusterde U-naar-C mutaties in de M seg-
menten van beide virussen en de A-naar-G mutaties in het NS segment. Deze mu-
taties zijn waarschijnlijk het gevolg van RNA editing door het cellulaire ADAR
eiwit. Mutaties in het M segment bleken het belangrijkste te zijn voor de toename
in virus replicatie in afwezigheid van NS1. Het is bekend dat NS1 een remmend
effect heeft op de splicing van het M segment mRNA, waardoor de verhouding
M1/M2 mRNA stijgt. De stille mutaties die werden gevonden in het M segment
van beide virussen verhoogden het M1/M2 mRNA ratio. Hierdoor lijkt de ratio
van de geadapteerde virussen meer op de ratio van het WT virus en dit komt
waarschijnlijk doordat deze mutaties de splicing efficiéntie van het M1 mRNA
beinvloeden. Twee additionele M1 eiwit aminozuur mutaties bleken ook een sig-
nificant effect te hebben op de virusreplicatie en mogelijk houdt dit verband met
de lokalisatie van het M1 eiwit in de cel. Beide geadapteerde virussen induceerden
minder IFN en minder apoptose dan het oorspronkelijke deINS1 virus, maar nog
altijd meer dan het WT virus. Het lijkt daarom dat de lagere delNS1 virusreplicatie
niet alleen veroorzaakt wordt doordat het virus niet in staat is om de IFN expressie
te onderdrukken, zoals gesuggereerd in de literatuur, maar ook door het gebrek
aan 1 of meer M segment gerelateerde functies van NS1. De gevonden mutaties
bieden meer inzicht in de werking van het NS1 eiwit en zouden verder gebruikt
kunnen worden om delNS1 virusproductie te verhogen in een commercieel vaccin
productie proces.

De productie van influenza vaccins op basis van celkweek kan financieel com-
peteren met vaccins die geproduceerd zijn op de klassieke manier in bevruchte
eieren. Door de lage prijs van vaccins voor pluimvee is het noodzakelijk om de
productiekosten van een celkweek proces zo laag mogelijk te krijgen, bijvoorbeeld
door het verhogen van de opbrengst per liter medium. In Hoofdstuk 6 worden
verschillende suggesties gegeven om de virusproductie te verbeteren, waaronder
het aanpassen van de vaccin virus stam en de substraat cellijn. Echter, het
grootschalig vaccineren van pluimvee tegen vogelgriep wordt niet alleen bepaald
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door de prijs van vaccins, maar ook door macro-economische en politieke factoren.
Toekomstige ontwikkelingen in veterinaire influenza vaccins, zoals een breed
beschermend DIVA vaccin moet het mogelijk maken om vaccins vaker toe te
passen als methode om uitbraken van vogelgriep te beheersen en mogelijk ook te
voorkomen.
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Mooi boekje he?! Ik zal je iets verklappen. Ik heb het niet alleen gedaan. Mijn naam
staat dan wel op de voorkant, maar zonder de directe of indirecte hulp van veel
mensen was ik nooit zo ver gekomen. En al die mensen wil ik hierbij graag be-
danken..... Vinaka vaka levu!

In het bijzonder waardeer ik de inzet van de mensen die mij gedurende mijn pro-
motieonderzoek hebben begeleid. Michiel, Dirk, Ben, Rob, René en Jose, samen
hebben we een aantal zeer leuke onderzoeken gedaan die op de scheidslijn lagen
tussen fundamentele, virale en cellulaire processen en de toegepaste procestech-
nologie. Behalve begeleiders waren jullie ook mijn sparringpartners, en door jullie
werden de onderwerpen vanuit verschillende disciplines scherp uitgelicht.
Michiel, als dagelijkse begeleider hebben wij het meeste samengewerkt. Enthou-
siast stond je altijd klaar voor een uitleg, discussie of het supersnel reviewen van
een tekst. Soms dacht ik zelfs dat jij het nog leuker vond dan ikzelf. Jou integere
en kritische blik weerspiegelt zich in dit proefschrift, en in de experimenten die ik
in de toekomst uit zal denken. Dirk, ten eerste respect voor de minstens 14.000
km die je in totaal afgelegd moet hebben om elke 2 weken te praten in Lelystad.
Als procestechnologen spraken wij dezelfde taal en daardoor begreep je dus vaak
als eerste een nieuw idee dat ik had bedacht, dat je daarna ook een stuk beter ver-
woordde. Dank voor je vertrouwen en je support. Ben, jij bracht een sterke mole-
culaire kennis in onze groep, dat duidelijk z'n weerklank had zowel in ons leukste
onderzoek, als in mijn begrip en enthousiasme voor dit vakgebied. Jose, helaas is
jouw enthousiaste inbreng in het project van korte duur geweest. Gelukkig bleef
je wel altijd bereikbaar voor een gesprek en industri€le adviezen. Rob, jouw er-
varing was een stabiele factor in onze groep en zorgde voor een continue focus.
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