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Influenza B Virus BM2 Protein Is a Crucial Component for
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Masaki Imai,' Shinji Watanabe,? Ai Ninomiya,! Masatsugu Obuchi,’
and Takato Odagiri'*

Laboratory of Influenza Viruses, Department of Virology 3, National Institute of Infectious Diseases,
Tokyo, Japan,! and Department of Pathobiological Sciences, School of Veterinary
Medicine, University of Wisconsin—Madison, Madison, Wisconsin

Received 31 March 2004/Accepted 10 June 2004

Influenza B virus contains four integral membrane proteins in its envelope. Of these, BM2 has recently been
found to have ion channel activity and is considered to be a functional counterpart to influenza A virus M2,
but the role of BM2 in the life cycle of influenza B virus remains unclear. In an effort to explore its function,
a number of BM2 mutant viruses were generated by using a reverse genetics technique. The BM2AATG mutant
virus synthesized BM2 at markedly lower levels but exhibited similar growth to wild-type (wt) virus. In
contrast, the BM2 knockout virus, which did not produce BM2, did not grow substantially but was able to grow
normally when BM2 was supplemented in ¢rans by host cells expressing BM2. These results indicate that BM2
is a required component for the production of infectious viruses. In the one-step growth cycle, the BM2
knockout virus produced progeny viruses lacking viral ribonucleoprotein complex (vRNP). The inhibited
incorporation of vRNP was regained by frans-supplementation of BM2. An immunofluorescence study of
virus-infected cells revealed that distribution of hemagglutinin, nucleoprotein, and matrix (M1) protein of the
BM2 knockout virus at the apical membrane did not differ from that of wt virus, whereas the sucrose gradient
flotation assay revealed that the membrane association of M1 was greatly affected in the absence of BM2,
resulting in a decrease of vRNP in membrane fractions. These results strongly suggest that BM2 functiens to

capture the M1-vRNP complex at the virion budding site during virus assembly.

Influenza A, B, and C viruses are enveloped viruses that
assemble at the plasma membrane and bud from infected cells.
Both influenza A and B viruses have eight single-stranded
negative-sense RNA segments encapsidated with polymerase
proteins and nucleoprotein (NP), forming a viral ribonucleo-
protein complex (vRNP). The envelope contains three differ-
ent membrane proteins, hemagglutinin (HA), neuraminidase
(NA), and ion channel protein M2 in influenza A virus and NB
in influenza B virus (20). The small proteins, M2 and NB, are
transmembrane proteins which adopt an N-out C-in orienta-
tion (21, 35, 38) and are incorporated into virions as a rela-
tively minor component (3, 37). On the other hand, in the case
of influenza A virus, the most abundant product matrix (M1)
protein has multiple functions and plays central roles in virus
assembly. M1 interacts with vRNP in the nucleus to mediate
nuclear export and to prevent nuclear reentry of VRNP (22, 34)
and with the cytoplasmic tail of HA and NA on the plasma
membrane to form the inner surface of the lipid bilayer of the
envelope (1, 7, 18, 40). These interactions are thought to be
essential for particle formation and virus release from infected
cells.

Although both influenza A and B viruses possess similarities
in the coding strategy of genome RNA segments and in the
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Diseases, Gakuen 4-7-1, Musashi-Murayama, Tokyo 208-0011, Japan.
Phone: 81-42-561-0771. Fax: 81-42-561-0812. E-mail: todagiri@nih
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function of viral proteins, there are some differences between
these viruses. One of the differences is found in RNA segment
7 of influenza B virus, which encodes the BM2 protein in
addition to encoding M1 by bicistronic mRNA (4, 12). The
translational strategy of BM2 is quite unique. The initiation
codon of BM2 overlaps the termination codon of M1 in an
overlapping stop-start pentanucleotide, TAATG, at nucleo-.
tides 769 to 773 (15). BM2 synthesis is triggered by the termi-
nation of translation of M1, which is encoded in the upstream
region of mRNA (15). Because the amino acid sequence of
BM2 has been highly conserved for at least 60 years, from
B/Lee/40 to B/Nagoya/20/99 (Influenza Sequence Database,
http:/fwww.flulanl.gov), and BM2 is detected in cells infected
with all influenza B viruses examined to date (15, 27), BM2 is
thought to play an important role(s) in the life cycle of influ-
enza B virus.

The BM2 protein was previously shown to be a phosphopro-
tein that is synthesized in the late phase of infection and is
incorporated into the virion {27). Recently, Paterson et al. (28)
and our group (32) demonstrated by several distinct experi-
mental approaches that BM2 is associated with cellular mem-
branes as an oligomeric integral membrane protein. It was also
noted that BM2 accumulated at the Golgi apparatus immedi-
ately after synthesis and was then transported to the plasma
membrane through the trans-Golgi network and that the N-
terminal half of BM2 (residues 2 to 50) was crucial for this
transport {32). In addition, Mould et al. (24), by using an
electrophysiological technique, indicated that BM2, like influ-
enza A virus M2, has an ion channel activity to permit protons
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M1 stop codon
Y
rg-B/Ywt -- -TSSCTATAATG CTCGAG CCAr v v»-» 31351TGG ..

BM2 Inltigtlon coedon
BM2AATG - -+ CCTATAACC CTC GAG CCA- -

BM2stop +-+« CCTATAACC TAATAATAA +++++-GCGG » -

FIG. 1. Nucleotide sequences of B/Yamagata wt and mutant BM2
constructs. Mutated nucleotides are shown in boldface type. The BM2
initiation codon and the mutated ACC are underlined. Stop codons
are indicated by double lines. The numbers shown are nucleotide
positions.

to enter the virions during the uncoating of particles in the
endosomes. However, the precise function of BM2 in the in-
fluenza B virus life cycle has not yet been fully elucidated. To
this end, we generated a selection of influenza B virus BM2
mutants by using a newly constructed reverse genetic system
based on the backbone of the B/Yamagata/1/73 (B/Yamagata)
virus and examined their replication in tissue culture.

In the present study, we show that BM2 is a necessary com-
ponent for the generation of infectious influenza B viruses.
Furthermore, the dramatic reduction of incorporation of the
vRNP complex and M1 into virions in the absence of BM2
suggests that BM2 plays a crucial role in virus assembly of
influenza B virus.

MATERIALS AND METHODS

Cells, viruses, and antibodies. Madin-Darby canine kidney (MDCK) cells
werc grown in Eagle’s minimal essential medium supplemented with 10% fetal
calf serum (FCS). Humzn embryonic kidney 293T cells were cultured in Dul-
beceo's modified Eagle's medium (DMEM) containing 10% FCS. Influenza virus
was propagated in MDCK cells in Opti-MEM I (Invitrogen) containing 10 pg of
trypsin/ml. Polyclonal anti-BM2, anti-NP, anti-M1, and anti-B/Yamagata virus
aniibedies have been described previously {27). Monoclonal anti-HA antibodies
were kindly provided by N, Nakagawa (Institute of Public Health of Kobe City,
Hyogo, Japan). Polyclonal anti-B-catenin antibodies and monoclonal anti-B-
catcnin antibodies were purchased from Sigma-Aldrich.

Plasmid comstructs, The cDNAs of BfYamagata virus were synthesized by
reverse transcription of viral RNA (vRNA) with an oligonucleotide complemen-
tary to the conserved 3° end of the vRNA. The cDNA was amplified by PCR with
gene-specific oligonucleotide primers containing the BsmBI or Bsal sites, and
PCR products were cloned into a pT7BlueBlunt vector (Novagen) or pUC19.
We sequenced at least three independent clones containing all eight RNA
segments of B/fYamagata virus and determined a consensus sequence for each
gene. After digestion with BsmBI or Bsal, the fragment was subcloned into the
BsmBI sites of the Poll plasmid, which contains the human RNA polymerase I
promoter and the mouse RNA polymerase I terminator (25). In this report, these
constructs for the expression of vRNA are referred to as Poll constructs. The
¢DNAs encoding the three RNA-dependent RNA polymerase subunits (PB2,
PB1, and PA) and NP genes of B/Yamagata virus were cloned into the eukaryotic
expression vector pCAGGS/MCS (26). The resulting constructs were designated
pCBYFPB2, pCBYPBI, pCBYPA, and pCBYNP, which express PB2, PBI, PA,
and NP, respectively,

Poll constructs of BM2 knockout mutants and BM2 deletion mutants were
constructed as follows, Mutated M genes (Fig. 1) (32) were amplificd by PCR
from the pT7BlucBlunt plasmid containing the B/Yamagata M gene and were
then digested with BsmBI. Primer sequences will be provided upon request. The
BsmBlI-digested fragment was cloned into the BsmBI sites of the Poll plasmid.
The resulting constructs were designated BM2AATG, BM2stop, BM2A2-23,
BM2424-50, BM2A51-80, and BM2A81-109. All construcis were scquenced to
ensure that unwanted mutations were not present,

The plasmid pCAGGS/BM2, which carricd the BM2 gene of B/Yamagata
virus, has been described previously (27).

J. VIROL.

Recovery of infectious virus from cloned DNA. Transfectant viruses were
generated as reported previously (25) with minor modifications. Briefly, 293T
cells (0.8 % 10° cells) were plated the day before transfection. Twelve plasmids
(8 Poll constructs for 8 RNA scgments and 4 protein expression constructs for
three pelymerase proteins and NP} were mixed with transfection reagent (2 pl of
Trans IT LT-1 [Panvera] per pg of DNA) and then added to 293T cells in
DMEM-10% FCS. At 16 h posttransfection (hpt), the medium was replaced with
Opti-MEM containing 10 pg of trypsin/ml. Forty-eight hours after transfection,
viruses in the supernatants were collected.

Indirect immunofluerescence assay (IFA), MDCK cells grown on coverslips
were infected with wild-type (wt) and mutant viruses, fixed, permeabilized, and
incubated with the appropriate antibodies as described previously (32). The
coverslips were mounted onte glass slides and examined by confocal microscopy
(model LSM 510; Carl Zeiss).

Western blotting. Western blotting analysis was performed as described pre-
viously (16). Alternatively, after incubation with the appropriate primary anti-
body, the membrane was treated with biotinylated goat anti-rabbit antibody and
then streptavidin-biotinylated alkaline phosphatase comptex. The membrane was
devetoped with 5-bromo-4-chloro-3-indolylphosphate (BCIP) toluidinium-ni-
trobluc tetrazolium substrate (Bio-Rad).

Stable expression of BM2 in MDCK cells. Hygromycin-resistant MDCK cells
stably expressing BM2 (CK/BM2) were established as described previously (23}
Briefly, MDCK cells were cotransfected with ptasmid pCB7, encoding hygromy-
cin resistance, and plasmid pCAGGS/BM? at a ratio of 3:1. Stable MDCK ccl!
clones expressing BM2 were selected in medium containing 0.2 mg of hygromy-
cin {Invitrogen)/ml and were screened by IFA. CK/BM2 cells were cultured in
DMEM containing 10% FCS.

Real-time quantitative PCR. RNA was extracted from purified virions by using
the Qiagen RNeasy kit according to the manufacturer's instructions. vRNA was
converted to cDNA as deseribed above. Primers and probes for the B/Yamagata
virus PB1, HA, and M genes were selected by using Primer Express software
(Applicd Biosystems). The primer and probe sequences for each gene are given
below. The probe contains oligonucleotides with the 5' reporter dye 6-carboxy-
fluorescein and the 3’ quencher dye 6-carboxytetramethylrhodamine.

Amplification and detection by real-time PCR were performed with the ABI
PRISM 7700 sequence detection system (Applied Biosystems). PCR was carried
out in 50 pl of reaction mixture consisting of 1xX PCR Gold buffer (GeneAmp
Gold PCR reagent kit), 250 uM (each) deoxynucleoside triphosphate, 5 mM
MgCl,, 1.25 U of AmpliTag Gold DNA polymerase, 0.2 pM (each) forward and
reverse primer, 0.1 pM probe, and 5 pl of cDNA. The reaction conditions were
set at 50°C for 2 min and 95°C for 10 min, followed by 40 cycles of 95°C for 15 5
and 60°C for 1 min. The standard curve for this assay was calculated by using a
series of 10~fold dilutions of Poll plasmids enceding the B/Yamagata virus PBI,
HA, and M genes.

The PB1 primers were forward (5-TGCCAGTAGGTGGAAACGAGA), re-
verse (5'-TGGTGGGCAGTTACTGAGCAY), and probe (5-AAGGCCAAACT
GTCAAATGCAGTGGC). The HA primers were forward (53'-GAAGGAATG
ATTGCAGGTTGG), reverse (5'-TTAAGGTCTGCTGCCACTGCT), and
probe (5'-CGGATACACATCTCATGGAGCACATGGA). The M primers
were forward (3-AGGCGAGAAATGCAAATGGT), reverse (5-ACGTCTTC
TCCCTTCCCCA), and probe (5°-TCAGCTATGAACACAGCAAAAACAAT
GAATGG). :

Flotation analysis. Flotation analysis was performed as described previousty
(32). Virus-infected cells were resuspended in 0.5 ml of lysis buffer (10 mM
Tris-Cl [pH 7.5], 10 mM KCl, 5 mM MgCl,, and 0.3 uM aprotinin [Roche]) and
incubated for 30 min on ice. After incubation, cells were disrupted by repeated
passage {50 times) through a 26-gauge needle, Unbroken cells and nuclei were
removed by centrifugation at 1,000 X g for 5 min at 4°C. Postnuclear superna-
tants (0.4 ml) were dispersed into 2 ml of 5% (wiwi) sucrose in a buffer
(TKMB}) consisting of 20 mM Tris-Cl (pH 7.5), 25 mM KCI, 5 mM MgCl,, and
0.3 pM aprotinin and placed at the bottom of the tube, then overlaid with 2 ml
of 55% {wthwt) sucrose in TKMB and 0.5 ml of 5% (wt/wt) sucrose in TKMB.
The gradient was centrifuged 1o equilibrium at 150,000 X g for 18 h at 4°C.
Fractions (0.5 ml} were collected from the top. Fractions were analyzed by
sadium dodecyl sulfate-polyacrylamide gel electrophoresis followed by Western
blotting.

RESULTS

Generation of B/Yamagata and BM2 mutant viruses by re-
verse genetics with 12 plasmids. The recently established novel
reverse genetics systems allow the generation of infectious
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TABLE 1. Virus yield of transfectants recovered from 293T cells
transfected with 8 poll/BY plasmids and 4 pCA/ORF plasmids®

Virus yield (PFU/m1)

Transfectant virus

EZ-BIY W oroeeereeeesessssemesemsersssasssssosssnerereresessissssanennss 1,4 X104
BM2AATG........ L35 x 104
BM2A2-23......ns .. ND*
BM2A24-50.... .. ND
BM2AS51-80........ . ND
BMZABL-109...c10rreceerererrmsessermsssssssesmssssrssnes sanessass senransann ND

2203T cells were transfected with 12 plasmids for production of rg-B/Y wt
virus or BM2 mutant viruses. The infectious particles in the supernatants were
recovered at 48 hpt and titrated in MDCK «ells,

b ND, not detected,

influenza A and B viruses with the desired mutations by trans-
fection of either 8 plasmids (13, 14) or 12 to 17 plasmids (9, 17,
25). We adopted a 12-plasmid system for the generation of
infectious influenza B viruses. To establish a reverse genetics
system for the B/Yamagata virus cDNA backbone, we con-
structed Poll plasmids that contain ¢cDNAs for the full-length
vRNAs of the B/Yamagata virus flanked by the human RNA
polymerase I promoter and the mouse RNA polymerase I
terminator. These Poll plasmids were cotransfected with four
protein expression plasmids (PB1, PB2, PA, and NP) into 293T
cells. Using this system, we attempted to generate a BM2
knockout virus designated BM2AATG, whose BM2 initiation
codon ;,,ATG was replaced with 57, ACC (Fig. 1, middle), and
four BM2 deletion mutant viruses, BM2A2-23, BM2A24-50,
BM2A51-80, and BM2A81-109, whose Poll plasmids con-
tained cDNAs with deletions in the BM2 open reading frame
(ORF), as described previously (32). To recover the transfec-
tants, the supernatant of plasmid-transfected 293T cells was
harvested at 48 hpt. Table 1 shows the yields of transfectant
produced in the supernatant. The BM2AATG mutant virus
was recovered at similar titers as for the transfectants of
B/Yamagata (rg-B/Y) wt virus. In contrast, the four BM2 de-
letion mutant viruses were not recovered at all. By sequencing
RNA segment 7 of the recovered BM2AATG mutant virus, we
confirmed no reversion from 5, ACC to the original ;;;ATG
and no additional mutations in the segment. This result sug-
gests that BM2 synthesis occurs in cells infected with the
BM2AATG mutant virus despite the absence of the ATG
initiation codon in the BM2 ORF. To confirm this, BM2AATG
mutant virus and rg-B/Y wt virus (control) were infected into
MDCK cells and BM2 synthesis was investigated by Western
blotting and IFA with anti-BM2 antibody (27). The BM2 signal
for the mutant virus was not clearly detected by Western blot-
ting (Fig. 2A), but IFA confirmed weak signals at the Golgi
apparatus of infected cells (Fig. 2B). Moreover, extremely
small amounts of BM2 were detected in purified virions, and
quantitative comparison between the BM2AATG mutant and
rg-B/Y wt virions indicated that the BM2 content normalized
to the HA (HA1 plus HA2) content was 31% of that in rg-B/Y
wt virus (Fig. 2C). It should be noted that the ratios of NP to
HA of the mutant virus were also decreased slightly compared
to those of rg-B/Y wt virus (Fig. 2C).

When the multiple-step growth profile of BM2AATG mu-
tant virus was compared to that of rg-B/Y wt virus, the mutant
virus revealed slightly delayed virus production, but its maxi-
mum yield was not significantly different from that of rg-B/Y wt

A FUNCTION OF INFLUENZA B VIRUS BM2 11009

mock

rg-B/Ywt  BM2AATG

..:}; .

2 ~o—rg-B/Y wt
-a-BM2AATG

Virus titer Log,,{PFU/mI)

0
12 24 36 48 60 72

Hours postinfection

FIG. 2. Characterizations of BM2AATG mutant virus, {A) MDCK
cells were infected with rg-B/Y wt and BM2AATG viruses. At 11 hpi,
BM2 protein in the cell lysates was detected by Western blotting with
anti-BM2 antibody. (B} At 7 hpi, cells were fixed and BM2 was de-
tected with anti-BM2 antibodies by IFA. (C) Protein composition of
BM2AATG virions. Proteins of purified viruses were analyzed by Coo-
massie brilliant blue staining (upper panel) and Western blotting with
anti-BM2 antibody (lower panel). (D) Multiple-step growth curve of
BM2ZAATG mutant viruses. MDCK cells were infected at an MOI of
0.001 PFU, and culture media were harvested at the indicated times
postinfection, The virus yield of the supernatant was determined by
plaque assay on MDCK cells.

virus (Fig. 2D). Taken together, these results clearly indicate
that small amounts of BM2 can facilitate the production of
infectious virus.

Rescue of BM2 knockout virus by supplementing BM2 from
host cells stably expressing BM2. Because BM2AATG mutant
virus synthesized BM2 at markedly low levels and grew as
efficiently as rg-B/Y wt virus, we attempted to produce a gen-
uine BM2 knockout virus. To accomplish this, the Poll plasmid
BM2stop, which contained three consecutive stop codons
downstream of the 55, ACC replacement found in BM2AATG
and two additional mutations {Ag., G and Tgs,C), was con-
structed (Fig. 1, bottom) and transfected into 293T cells in the
same manner as for the 12-plasmid system. As expected, no
infectious virus was recovered from the supernatant of plas-
mid-transfected cells (data not shown), thus suggesting that
trans-supplementation of BM2 would be necessary for recovery
of the mutant. We therefore prepared an MDCK cell line,
CK/BM2, that was able to constitutively express BM2 protein,
as described in Materials and Methods. In CK/BM2 cells, ex-
pression levels and localization of BM2 were similar to those in
virus-infected cells at 10 h postinfection (hpi} (Fig. 3).
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mock

B/Yamagata

mock
CK/BM2
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B/Yamagata CK/BM2

e . e ST

FIG. 3. Stable expression of BM2 proteins in MDCK cells. (A) Western blotting anafysis with anti-BM2 antibody. Lanes: mock, uninfected cells;
B/Yamagata, virus-infected cells; CK/BM2, constitutive BM2-expressing MDCK cell line. (B) Detection of BM2 synthesized in CK/BM2 cells
(CK/BM2) at 10 hpi and in virus-infected cells (B/Yamagata) by IFA with the anti-BM2 antibody. Mock, uninfected cells fixed 10 h after

incubation.

For the rescue of BM2stop mutant virus, 12 plasmids as
mentioned above with the BM2 expression plasmid,
pCAGGSBM?2 (27), were transfected into 293T cells. The su-
pernatant harvested at 48 hpt was then inoculated into CK/
BM?2 cells to detect transfectants. BM2stop mutant virus was
recovered efficiently with a titer similar to that of the rg-B/Y wt
and BM2AATG viruses (7.6 X 10% 4.4 x 10% and 1.1 x 10*
PFU/ml, respectively). To confirm whether rescued BM2stop
mutant virus lacked the synthesis of BM2, mutant virus-in-
fected MDCK cells were subjected to Western blotting and
IFA. Unlike BM2AATG mutant virus, BM2 synthesis was not
detected for BM2stop mutant virus in either analysis (Fig. 4),
indicating that BM2stop mutant virus was a BM2 knockout
virus.

We next compared the kinetics of virus production in mul-
tiple-step growth cycles between BM2stop mutant and rg-B/Y
wt viruses. In the absence of #rans-supplementation of BM2 in
MDCK cells, the mutant virus did not grow significantly (Fig.
5A), whereas in the presence of frans-supplementation of BM2
from CK/BM2 cells, the mutant virus regained its ability to
grow and exhibited indistinguishable growth kinetics and max-
imum yield compared to rg-B/Y wt virus (Fig. 5B). These
results strongly indicate that BM2 is a necessary component for
the production of infectious virus,

Synthesis and localization of viral proteins in cells infected
with BM2 knockout virus. To examine the synthesis and local-
ization of virus proteins in MDCK cells, the cells were infected

A B

mock

mock
rg-B/Y wt
BM2stop

with BM2stop mutant and rg-B/Y wt viruses. Figure 6A shows
the synthesis of viral proteins in MDCK cells every 2 hpi, as
detected by Western blotting with anti-BM2 or anti-B/Yama-
gata virus antibodies (27). BM2 of rg-B/Y wt virus was detected
from 6 hpi but was not detected from BM2stop mutant virus
throughout infection, which is consistent with the results shown
in Fig. 4. On the other hand, the synthesis of major viral
proteins, HA, NP, and M1, in the BM2stop mutant virus was
similar to that of rg-B/Y wt virus, thus indicating that the
synthesis of major viral proteins was not influenced by the
deletion of BM2 synthesis.

It was previously demonstrated that BM2 is transported to
the plasma membrane through the frans-Golgi network (32).
Therefore, if BM2 interacted with major viral proteins in the
cytoplasm of infected cells, the lack of BM2 may affect the
intracellular transport of major viral proteins to the virion
budding site at the apical membrane. Accordingly, we observed
the distribution of HA, NP, and M1 at the apical membrane in
an X7 section by using a confocal microscope. Consistent with
the above findings, no BM2 signal was detected for the
BM2stop mutant virus at the apical membrane, but BM2 was
detected for the rg-B/Y wt virus, as reported by Paterson et al.
(28) (Fig. 6B). HA protein was observed along the apical
membrane (Fig. 6B), and the NP and M1 proteins were de-
tected near the apical membrane containing HA (Fig. 6C). The
distributions of these major viral proteins were quite similar
between the BM2stop mutant and rg-B/fY wt viruses.

BM2stop

rg-B/Y wt

i

R Yy

FIG. 4. Detection of BM2 protein in BM2stop mutant virus-infected MDCK cells. (A) MDCK cells were infected with rg-B/Y wt and BM2stop
viruses. At 11 hpi, BM2 protein in the cell lysates was detected by Western blotting with anti-BM2 antibody. (B) At 7 hpi, cells were fixed and BM2
was detected by IFA with anti-BM2 antibodies. mock, uninfected cells.
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FIG. 5. Growth properties of BM2stop mutant virus, MDCK
(A) and CK/BM2 (B) cells were infected at an MOI of 0.001 PFU, and
the supernatants of infected cells were harvested at the indicated times
postinfection. Virus titers in the supernatant were determined by
plaque assay on CK/BM2 cells.

Viral components in virions of BM2 knockout virus. It is of
interest to know why the BM2stop mutant virus did not grow in
the absence of BM2 and how this mutant virus regained its
ability to grow by supplementation of BM2. To clarify these
issues, the BM2stop mutant and rg-B/Y wt viruses were in-
fected into MDCK and CK/BM2 cells at a multiplicity of in-
fection (MOI) of 5 PFU per cell, and progeny viruses released
into the culture supernatant were purified and subjected to
sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(Fig. 7). In the virion of the mutant virus produced by MDCK
cells, the BM2 was not detected at all and NP was not clearly
detected in the virions. Moreover, the content of M1 normal-

A
rg-B/Y wt
infected cells

BM2stop
infected cells

M 24 6 810 M 2 46 8 10 (hpl)
—~HAO
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ized with that of HA was found to be less than half of that in
rg-B/Y wt virus (Fig. 7B). In contrast, in the virion of mutant
viruses produced by CK/BM2 cells, NP and M1 were recovered
at about 80 and 90%, respectively, of the levels in rg-B/Y wt
virus (Fig. 7A and B). These results indicate that the incorpo-
ration of M1 and NP into virions was highly affected in the
absence of BM2, Interestingly, comparable amounts of BM2
supplied by CK/BM2 cells were also incorporated into the
virions.

Since NP, which constitutes the backbone of the vRNP, was
reduced in the mutant virions, we speculated that BM2 is
required for the packaging of vRNP. Further studies were
therefore conducted to determine whether incorporation of
vRNA into virions was affected by the absence of BM2 expres-
sion. RNA was extracted from the purified BM2stop mutant
and rg-B/Y wt virions grown in MDCK cells. The mutant
virions used in this experiment had an amount of HA proteins
equal to that of rgB/Y wt virions. After extraction, vRNA was
reverse transcribed and the resultant cDNA was analyzed by
real-time PCR with primers directed to the PB1, HA, and M
genes (see Materials and Methods). Copy numbers of the
vRNA detected in the mutant virions were approximately
eightfold lower for the PB1 and M genes and about fivefold
lower for than HA gene than were those of the rg-B/Y wt
virions (Fig. 7C). This result indicated that the decrease in NP
and M1 is the result of inhibited incorporation of the vRNP
complex into the virion. Taken together, the data suggest that
BM2 is responsible for the incorporation of the vRNP complex
into virion.

Truncated BM2 affects incorporation of vRNP into virions.
It was previously shown that the truncated BM2 (deletion from
amino acids [aa] 51 to 80} was transported to the plasma
membrane as normally seen in wt BM2 (32). The BM2A51-80
mutant virus, however, was not recovered by the reverse ge-

BM2stop

FIG. 6. Synthesis and localization of viral proteins in virus-infected MDCK cells. {A) Time course of viral protein synthesis of BM2stop mutant
and rg-B/Y wt viruses. Viral proteins were detected by Western blotting with either anti-B/Yamagata (upper panel) or anti-BM2 (lower panel)
antibody, Lane M is the lysate of uninfected cells, (B and C) Intracellular localization of the viral proteins of BM2stop mutant and rg-B/Y wt
viruses. At 11 hpi, infected cells were fixed and subjected to IFA. Panels show confocal microscopy images of XZ sections, with the apical
membrane uppermost. {B) BM2 (red) and HA (red) were detected together with B-catenin {green). B-Catenin is located at the lateral membrane,

(C) NP (red) and M1 (red) were detected together with HA (green).



11012 IMAI ET AL. 1. ViROL.
A B c
$ 2% % M rg-8/¥ wt [ mpek & pB1
2 o [] BM2stop
2 g a & @ 08] CIHa
® 2 5 m rg-BNwtl Z 7
Aresan, [ BM2stop CKBM2 z ZL
w 0.6 1
[=}
12 a
.
o 0.4 1
2
&
T
T 02
BM2C B  SERIRG
0.

MDCK CK/BM2

NP/HA ratio M1/HA ratio

BM2stop/rg-B/Y wt

FIG. 7. Viral proteins and RNA segments in BM2stop mutant virus particles. (A) Protein composition of BM2stop mutant and rg-B/Y wt
virions. The purified virions that were produced by MDCK and CK/BM2 cells were analyzed by Coomassie brilliant blue staining (upper panel)
and Western blotting with anti-BM2 antibody (lower panel). {B) Relative amounts of viral proteins. Viral proteins were quantified by using an
ATTO CS analyzer, and the relative staining intensity of each protein was normalized to that of HA (set at 1.00) for each virus. (C) Relative ratios
of PB1, HA, and M genes between BM2stop and rg-B/Y wt virions. RNA was extracted from the virions grown in MDCK cells and reverse
transcribed, and the resultant cDNA was quantitated by real-time PCR with primers directed to the PB1, HA, and M genes (see Materials and
Methods). The mutant virions analyzed had amounts of HA proteins equal to those of rgB/Y wt. All samples were run in duplicate and repeated

three times. Error bars represent the standard errors of the means,

netics system (Table 1) but was recovered when wt BM2 was
supplemented from CK/BM2 cells (data not shown). The re-
covered mutant virus synthesized a truncated BM2 in infected
MDCK cells (Fig. 8A), and this product was found at the apical
membrane, similar to that of wt BM2, in an XZ section by IFA.
(Fig. 8B).

The components of the purified virion of BM2A51-80 mu- -

tant virus were also examined in parallel with that of rg-B/Y wt
virus (Fig. 8C). In the virions produced by MDCK cells, dra-
matic reductions in NP and M1 were observed, although the
truncated BM2 was incorporated into the virions. In contrast,
in the virions produced by CK/BM2 cells, the amounts of NP
and M1 were approximately 70 and 90%, respectively, of the
levels seen in rg-B/Y wt virus. These observations were con-
sistent with the findings for BM2stop mutant virus, indicating
that the loss of intrinsic BM2 expression and the loss of BM2
itself resulted in the suppression of vRNP incorporation into
virions. Interestingly, the BM2A51-80 mutant virus grown in
CK/BM?2 cells contained two species of BM2, the wt BM2
supplied from CK/BM2 host cells and the truncated BMZ2, in
different amounts. The levels of incorporation of these pro-
teins were reflected by the levels of their syntheses in infected
cells.

Membrane association of M1 is greatly suppressed in the
absence of BM2. During the assembly process, viral compo-
nents are transported to the budding site of the plasma mem-
brane and interact directly or indirectly with the membrane
(2). To clarify why incorporation of vRNP into virions was
greatly affected in the absence of BM2, the membrane associ-
ation of the viral proteins was examined by sucrose flotation
centrifugation analysis. Figure 9 shows the fractions of infected
cell lysates collected at 11 hpi followed by Western blotting
with anti-B/Yamagata and anti-BM2 antibodies. Fractions 8
and 9 were found to mainly contain cellular membranes in a

previous study (32). In MDCK cells, at least half of the total
amount of HA and M1 of rg-B/Y wt virus was detected in the
membrane fractions and part of NP was also found in fraction
8 (Fig. 9A, top panel). In contrast, the majority of the M1 in
the BM2stop and BM2AS51-80 mutant viruses was found in
cytosolic fractions 1 to 4 and only a trace amount of M1 was
detected in the membrane fractions, although the membrane-
associated HA did not greatly differ from that in rg-B/Y wt
virus (Fig. 9B and C, top panels). The substantial reduction in
membrane-associated M1 may correspond to the decrease in
NP, prebably vRNP, in the membrane fractions. On the other
hand, with rrans-supplementation of BM2 from CK/BM?2 host
cells, no suppression of the membrane association of M1 was
observed (Fig. 9B and C, bottom panels). Because the distri-
bution of M1 from BM2stop mutant viruses at the apical mem-
brane of MDCK cells did not differ from that of rg-B/Y wt virus
(Fig. 6C), these results indicate that the membrane association
of M1 was highly affected in the absence of BM2 on the apical
membrane, resulting in the failure of packaging of the vVRNP
complex into the virions.

DISCUSSION

BM2 is an integral membrane protein that is transported to
the plasma membrane (28, 32) and is incorporated into virions
as a minor component (27). Electrophysiological studies of
BM2 in Xenopus oocytes and in mammalian cells demon-
strated that BM2 has proton (H*) ion channel activity as a
functional counterpart of the influenza A virus M2 protein
(24). To further explore the role of BM2 in the life cycle of
influenza B virus, we generated knockout and truncated mu-
tant viruses of BM2 by using a newly developed reverse genet-
ics system for influenza B virus.

The BM2AATG mutant virus, in which the initiation codon
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FI1G. 8. Characterizations of viral proteins of BM2A51-80 mutant
viruses in infected cells and purified virions. (A) BM2 proteins in
MDCK cells were analyzed by Western blotting with anti-BM2 anti-
body. (B) The localization of BM2 proteins at the apical membrane of
MDCK cells was examined by IFA with anti-BM2 antibody (BM2 is
shown in red) together with anti-B-catenin antibody (B-catenin is
shown in green). (C) The protein composition of the mutant and
1g-B/Y wt virions was analyzed as described for Fig. 7.

for BM2 translation (;7,AUG) was replaced with 5, ACC, was
recovered at levels similar to those of the wt virus from plas-
mid-transfected cells (Table 1). This mutant virus grew more
slowly than wt virus in the multiple-step growth cycle but pro-
duced progeny viruses with a maximum yield similar to that of
wt virus (Fig. 2). Although the BM2 ORF of the mutant virus
did not contain an initiation codon, BM2 was synthesized at
low levels in infected cells and was detected in the virions (Fig.
2). BM2? and influenza A virus M2 have been shown to have
similar ion channe! activitics (24). The ion channel of influenza
A virus M2 is thought to be important for dissociation of M1
from RNP by weakening the protein-protein interactions by
acidification from pH 7.4 to 5.8 during unceating (5, 6, 22, 39,
41), resulting in the subscquent transport of vRNP into the
nucleus, where replication and transcription of the virus ge-
nome occur (20). If BM2 ion channel activity is crucial, it is
possible that inefficient uncoating as a result of reduced ex-
pression of the ion channel pratein BM2 is one of the reasons
for the slow growth of the BM2AATG mutant virus. However,
the final virus yield of the mutant virus was similar to that of
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the wt virus, indicating that a minimum amount of BM2 can
support full growth of influenza B virus.

The question of how BM2 is synthesized without the AUG
initiation codon in the ORF thus arises. The synthesized BM2
had similar molecular mass, 12 kDa (15, 27), to wt BM2. In the
+2 ORF of RNA segment 7, in which BM2 is translated (15),
there are three AUG triplets, g, AUG, ,4,AUG, and
10628 UG, which are potential initiation codons downstream of
the ;;3AUG BM2 initiation coden, but there are none up-
stream. If translation occurred from any of these triplets, the
products would lack the transmembrane domain (TMD),
which is translated from 5, AUG to 4,,TGG, like the
BM2A2-23 mutant (32). The mutant lacking the TMD in the
BM?2 molecule was not recovered at all, as shown in Table 1,
because the BM2 molecule without TMD is not properly trans-
ported to the budding site on the plasma membrane (32).
Moreover, the putative molecular masses of the products
would be 10, 3.6, or 1.4 kDa. These products are smaller than
wt BM2, and if such small products are produced, they could
be distinguished from wt BM2, indicating that these triplets are
not used for BM2 synthesis in the BM2AATG mutant virus.
Moreover, BM2 of the mutant virus reacted with an anti-BM2
antibody against wt BM2 protein and functioned as wt BM2 to
produce infectious viruses, thus suggesting that the amino acid
alignment between the BM2AATG mutant and wt viruses is
the same. It is therefore most likely that the BM2 of the
BM2AATG mutant virus is translated from the 55, ACC re-
placement codon. Similar unusual translation initiated from
GUG or UUG triplets is observed with Escherichia coli, al-
though their translaticnal efficiency is considerably lower than
that initiated from the AUG triplet (19).

By inserting three consecutive stop codons downstream of
the ;7;ACC replacement codon in BM2AATG plasmid DNA,
a knockout virus of BM2 was successfully generated in a BM2
trans-supplementation system. This BM2 knockout virus per-
mitted production of infectious viruses only when wt BM2 was
supplemented by host cells expressing BM2 (Fig. 5). Conse-
quently, it was apparent that BM2 is a necessary component
for the production of infectious progeny viruses. Mould et al.
(24) recently indicated that overexpression of BM2 causes
morphological changes in the Golgi apparatus and a delay in
exocytic transport of HA when BM2 and HA of influenza
A/FPV (Rostock strain) virus were coexpressed in HeLa cells.
However, we did not observe this disadvantageous virus growth
because the growth of wt virus in the CK/BM2 cell line, in
which BM2 was expressed by host cells in addition to the
expression by virus itself, did not differ from that in MDCK
cells (Fig. 5). Presumably, the expression level of BM2 does not
influence the normal growth of influenza B virus in tissue
culture.

Previously, Watanabe et al. (33) suggested that the ion chan-
nel activity of influenza A virus is dispensable for growth in
tissue culture, whereas Takeda et al. (30) subsequently argued
their findings by analysis of amantadine sensitivity and con-
cluded that ion channel activity contributes to the efficient
replication of virus. Although the ion channel activity of BM2
may be important for the growth of influenza B virus, our study
of BM2 knockout virus suggested another function of BM2 in
the life cycle of influenza B virus, In the absence of BM2
expression, the synthesis and cytoplasmic transport of major



11014 IMAI ET AL.
A rg-B/Y wt B
B > 1T B

BM2stop

J. VIrOL.

BM2A51-80

12345678910

MDCK

CK/BM2

12345678910

> T
1234567 89 10

> T B
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viral proteins, HA, NP, and M1, to the virion budding site
occurred normally and were indistinguishable between the
BM2 knockout and wt viruses (Fig. 6). The most striking dif-
ference was found in the content of the vRNP complex, NP
and M1, in virions when comparing viruses produced in the
absence and presence of BM2 (Fig. 7A). These differences
were also found in the case of loss of intrinsic BM2 expression
by internal deletion of the molecule, even when the truncated
BM2 was synthesized and integrated into the plasma mem-
brane, as occurs in the wt virus (Fig. 8C). Therefore, it is most
likely that BM2 plays a role in the incorporation of the vVRNP
complex into the virion during the assembly process. This in-
terpretation does not conflict with the observation that sup-
pressed synthesis of wt BM2 correlates to a decrease in the
content of vRNP, as calculated by the NP/HA ratio in the
BMZ2AATG mutant virion (Fig. 2).

In influenza A viruses, M1 has lipid-binding properties (11,
29). The cytoplasmic tails of HA and NA glycoproteins on the
plasma membrane are known to stimulate the membrane as-
sociation of M1 to form a shell lining the inner surface of the
viral envelope (7, 10). Unlike influenza A virus, the assembly
mechanism of virus components at the virion budding site on
the plasma membrane are not well characterized for influenza
B virus. In the present study, we confirmed by XZ section
observation of infected cells by confocal microscopy that infla-
enza B virus M1 clearly underlined the apical membrane con-
taining HA (Fig. 6). If the cytoplasmic tails of the envelope
proteins HA, NA, and NB mediate the membrane association
of M1, as in the influenza A virus, their interactions would not
be so close. Our results with BM2 knockout virus indicated
that the membrane association of influenza B virus M1 was
highly influenced by the presence and the absence of BM2 on
the membrane. In fact, flotation gradient centrifugation anal-
ysis revealed that the membrane association of M1 was greatly
affected by the absence of BM2, whereas this decreased mem-
brane association of M1 was restored when wt BM2 was sup-
plemented in trans by host cells expressing BM2 (Fig. 9). Based
on these results, it is likely that BM2 stimulates the binding of
M1, presumably through an M1-BM2 interaction, to the apical
membranes. This M1-BM2 interaction was suggested by our

previous experiments in which BM2 was coprecipitated with
M1 when detergent-disrupted virion was immunoprecipitated
with an anti-M1 antibody, and in experiments with virion frac-
tionation, BM2 always coexisted with M1 in the same fractions
but was not present with HA and vRNP without M1 (27).
Moreover, the longest cytoplasmic tail of BM2 may contribute
to the capture of M1 at the membrane site because the cyto-
plasmic tails of BM2, HA, NA, and NB are deduced to be 84
to 86 aa residues (28, 32), 10 aa residues (8), 12 aa residues (8),
and 60 aa residues (35), respectively. This interpretation is
consistent with the result that the shortened cytoplasmic tail of
BM?2A51-80 mutant virus, which possesses a 30-aa deletion in
the BM2 molecule, resulted in a failure to stimulate the mem-
brane association of M1, similar to the BM2 knockout virus
after flotation centrifugation (Fig. 9C). Taken together, these
findings suggest that BM2 interacts with M1 at the plasma
membrane and that this BM2-M1 interaction may be necessary
for the tight association of M1 to the plasma membrane.

In the case of influenza A virus, M1 interacts with vRNP
through direct binding with vRNA and interaction with NP
(31, 36), and this complex formation is thought to be necessary
to capture the vRNP complex at the virion budding site during
the assembly process. Similarly, in the case of influenza B virus,
vRNP was also suggested to form a complex with M1 by our
virion fractionation experiments (16). This complex formation
would also be necessary to capture vRNP at the virion budding
site like influenza A virus. Consequently, the significant de-
crease in membrane binding of M1 in the absence of BM2 may
result in reduced incorporation of the M1-vRNP complex into
virions.

In the particles of the BM2stop mutant and BM2A51-80
mutant viruses, however, M1 was still detectable, although the
content of M1 was greatly decreased together with the lack of
vRNP incorporation into virion (Fig. 7 and 8). The results may
imply that there are two forms of M1 in the virion, i.e., M1 with
vRNP and M1 without vRNP. The lack of vRNP with the
decrease of M1 in the virion in the absence of BM2 suggests
that BM2 plays an important role in the tight membrane as-
sociation and subsequent incorporation of the M1-vRNP com-
plex during the virion assembly process. The precise function
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of BM2 on vRNP packaging into virions should be clarified to
elucidate the mechanism of influenza B virus assembly.
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Effects of host-cell adaptation of the hemag-
glutinin (HA) protein were evaluated by the
analyses of four pairs of recent influenza B field
isolates, each pair consisting of an Madin Darby
canine kidney (MDCK)- and an embryonated
chicken egg-derived isolates from the same
clinical specimen, Among the isolates examined,
all of the MDCK-derived isolates retained gly-
cosylation site at amino acid 197 on the HA1
molecule, whereas three egg-derived isolates
lost it. Antigenic difference in the HA molecule
betwean an MDCK- and an egg-derived isolates
of three of these pairs was demonstrated to be
associated with the glycosylation 197. Replication
of the MDCK-derived isolates was suppressed in
eggs, suggesting that the presence of the glyco-
sylation 197 was disadvantageous to replication
in eggs. Virus-binding affinity assay revealed that
the loss of carbohydrate chain did not signifi-
cantly alter the preferential recognition of sialic
acid linkage. Immunogenicity and vaccine effi-
cacy of an MDCK- and an egg-derived clonss of
B/Akita/27/2001, the former retained the glycosy-
lation 197 and the latter lostit, werecomparedina
hamster modsl. When formalin-inactivated whole
virion vaccines prepared from the paired isolates
were administered into hamsters, no significant
difference between them was observed in pro-
tective ability against challenges by the homo-
logous and heterologous clones. Implication of
the egg adaptation of influenza virus to antigenic
surveillance of the field isolates as well as the
selection of vaccine strains, and possibility of
the involvement of the viral protein{s} other than the
HA inthe egg adaptation were discussed. J. Mead.
Virol. 74:336-343, 2004. © 2004 Wiley-Liss, Inc.

© 2004 WILEY-LISS, INC.
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INTRODUCTION

Influenza A and B viruses are the major causative
agents of respiratory diseases during wintertime
[Wright and Webster, 2001]. A most effective prophy-
lactic measure against influenza is immunization of
susceptible persons with an appropriate influenza
vaccine prior to an influenza season. Formulation of
influenza vaccine is updated annually to optimize the
antigenic match between vaccines and epidemic strains
for upcoming season. Appearance of antigenic variants
due to antigenic drift of the hemagglutinin (HA) protein
sometimes hampers the efficacy of influenza vaccine.

In addition, host-cell adaptation of the viruses is
another factor that influences antigenicity and im-
munogenicity of influenza vaccines [Schild et al., 1983;
Katz et al., 1987; Oxford et al., 1987; Robertson et al.,
1987; Wood et al., 1989]. Embryonated chicken eggs are
currently used as a conventional substrate for isclation
of a vaccine seed strain and propagation of influenza
vaccines, The egg adaptation of influenza virus, which
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occurs during isolation and propagation of a virus from
clinical specimen, sometimes causes an alteration of the
HA protein structure. The structural alteration involves
a substitution of the amino acid(s) in the vicinity of
the receptor-binding site of the HA protein of human
influenza virus [Robertson et al.,, 1991). The amino acid
substitution, observed on HA of the H3 human influenza
A viruses, results in a change of receptor recognition to
utilize o 2-3 sialic acid moiety in allantoic membrane of
embryonated egg, whereas human influenza viruses
isolated in tissue culture cells preferentially use o 2-6
sialic acid moiety as a viral-receptor [Gambaryan et al.,
1999]. As a consequence of the egg adaptation, antigenic
difference is often observed between egg- and tissue
culture-isolates even they were from an identical clinical
gpecimen [Robertson et-al., 1987; Wood et al., 1989], Loss
of the glycosylation site at amino acid 196—198 in the
HA] region of influenza B viruses, caused by the egg
adaptation, has been demonstrated to result in the
antigenic alteration [Robertson et al,, 1985].

Antigenic difference induced by the mechanism
described above has raised a question to the strain
surveillance system of influenza viruses [Robertson
et al.,, 1987; Meyer et al., 1993)], The strain surveillance
has been set up to monitor antigenic transitions of
epidemic strains of human influenza viruses [WHO,
1992]. Monitoring the antigenic transition is essential
for annual update of influenza vaccine compesition,
Conventionally, reference virus strains have been
prepared in embryonated eggs and post-infection ferret
sera raised against reference strains have been used for
the antigenic analysis in the surveillance. It has been
warned that the references and vaccine strains should
be selected carefully to avoid dissociation of the anti-
genicity of egg-derived viruses from circulating wild-
type strains [Robertson et al., 1987; Meyer et al., 1993).

Since 2000/2001 influenza season, two anti-
genically distinct lineages of influenza B virus, the
Yamagata- and the Victoria-lineages, have been co-
circulating in Japan [WHO, 2001]. Some of clinical
isolates of the Victoria-lineage did not react well with
the post-infection ferret serum against the reference
B/Shandong/7/97, suggesting an antigenic divergence
among the Victoria strains [Saito et al., unpublished
data). Whether this new antigenic variation was
caused by an antigenic drift or due to a host-cell adapta-
tion of the reference virus was important implication of
the antigenic surveillance of the influenza B virus as
well as for the vaccine virus selection, since Victoria
strains of similar antigenicity are still expanding
worldwide [WHO, 2003]. In this study, the influence of
the egg-adaptation of influenza B virus on genetic,
antigenic and growth properties was evaluated with
four pairs of egg- and Madin Darby canine kidney
(MDCK)-isolates of recent influenza B strains. A pair
of egg- and MBCK-derived virus clones from a clinical
gpecimen was also studied comparatively for receptor
specificity of the HA as well as efficacy of immunization
with egg-adapted whole virion vaccine against wild-type
virus vaccine in hamsters.

as7

MATERIALS AND METHODS
Viruses

Four pairs of influenza B viruses, two of them are
of the Victoria-lineage, B/Akita/27/2001 (Akita 27), B/
Akita/5/2001 (Akita 5), and the others are of the
Yamagata-lineage, B/Hiroshima/23/2001 (Hiroshima
23) and B/Shizuoka/15/2001 (Shizuoka 15), were iso-
lated at Akita, Hiroshima, and Shizuoka prefectural
public health institutes, respectively. All viruses were
isolated directly from clinieal specimens both in embryo-
nated eggs and MDCK cells in the presence of trypsin.
Further passages and propagation of egg-isclates were
done in the allantoic cavity of 11-day-cld embryonated
chicken eggs, whereas those of MDCK-isolates were
done in MDCK cells in the presence of 1.25 pug/ml of

trypsin.
Establishment of Clones of Akita 27

A clone of the egg-isolate of Akita 27 was established
by a limiting dilution in embryonated eggs and was
designated as Akita 27 EgG (-). Clones of the MDCK-
isolate were established by plaque purification on
MDCK cells. Plaque purification was carried out for
three times and, after each plaque purification, sequence
in the vicinity of amino acid 197 in the HA1 region was
verified by direct sequence of the RT-PCR product. A
clone designated MG (+) retained the glycosylation site
at 197 whereas & clone MG (-) had lost it.

HA and Hemagglutination-Inhibition (HI) Tests

These tests were done in 96-well microplates using
standard protocol with 0.5% turkey red blood cells
(TRBC). Ferret gera were prepared in animals infected
intranasally and bled 2 weeks after infection. Each
serum, except anti-Akita/27/01 lot M, was raised against
respective egg-derived isolate. Anti-Akita/27/01 lot M
waa prepared against MDCK-derived isolate of B/Akita/
27/2001.

Molecular Weight Determination of the HA1

Virus was purified from allantoic fluid or culture
supernatant as described below. Puyrified virus was
analyzed by 12.5% SDS-PAGE under reducing condi-
tion in the presence of 2-mercaptoethanol. After electro-
phoresis, gel was stained by coomassie brilliant blue and
gel image was captured by ATTO LightCapture (ATTO,
Tokyo, Japan). Gel image was analyzed by CS analyzer
(ATTO) to determine molecular weight of the HA1.

RT-PCR and Sequence Analysis

Nucleotide sequences of the HA1 region of the viruses
were determined. RNA was extracted from 200 pl of
either allantoic fluid or culture supernatant containing
viruses using RNeasy kit (Qiagen, Hilden, Germany).
¢DNA synthesis and PCR amplification were carried out
with gene specific primers and a one step RNA PCR kit
(Takara, Shiga, Japan). PCR products were applied
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to electrophoresis on a 1% agarose gel, followed by
purification with QIAquick gel extraction kit (Qiagen).
Purified PCR product was sequenced by DYEnamic ET
terminator cycle sequence kit (Amersham Pharmacia,
Piscataway, NJ). Sequence product was analyzed by
ABI310 autosequencer (PE Biosystems, Foster City, CA).

Sialoglycopolymers

Sialoglycopolymers with poly (a-t-glutamic acid)
backbone carrying NeuSAc «2-3Galpl-3GIcNAcp-(2-
3PGA) and Neu5Aca2-6Galpl-3GlecNAcp- (2-6PGA) were
prepared as previously described [Totani et al., 2003).

Preparation of Horseradish Peroxidase
(HRP)-Conjugated Fetuln

HRP (Oriental yeast Co., Ltd., Tokyo, Japan) was
- oxidized by periodate as previously described [Suzulki
et al,, 1995]. The oxidized HRP (10 mg) was desalted by
PD-10 column (Amersham Biosciencea Corp.). Eight
milligrams of bovine fetuin (Sigma, St. Louis, MO) was
added to 2 ml of 200 mM carbonate buffer (pH 9.5)
containing the oxidized HRP and 7.2 mg of lactose and
incubated at room temperature for 2 hr, The Schiff hases
formed between HRP and bovine fetuin were reduced by
adding 0.1 ml of 100 mM sodium borohydride, After
incubation at 4°C for 1 hr, HRP-conjugated bovine fetuin
was purified by a Superose 6 column using AKTAFPLC
system (Amersham Biosciences Corp.). The column used
was equilibrated with phosphate-buffered saline (PBS).
The HRP-conjugated bovine fetuin was stored frozen at
—40°C before use.

Virus-Binding Affinity Assay

The dissociation constant (Kd) of virus-sialoglycopo-
lymer complex was determined as previously described
[Gambaryan and Matrosovich, 1992; Matrosovich et al.,
1993]. Each sialoglycopolymer (2-3PGA and 2-6PGA)
was setially diluted twofold (0.1-250 nM) with PBS
containing 0.01% Tween 20 (TPBS). Twenty-five micro-
liters of each sialoglycopolymer dilution and 25 pl of
HRP-conjugated bovine fetuin diluted 1:1,000 with
TPBS were added to the wells of the virus-precoated
plate. After incubation on ice for 2 hr, the plate was
washed with TPBS five times, The amount of bound
HRP-conjugated bovine fetuin weas determined by
measuring the absorbance at 492 nm with O-phenyle-
nediamine as a substrate [Suzuki et al., 1995].

Preparation and Administration of
Whole Virion-Inactivated Vaccine

Akita 27 MG (+) and EgG (-) were propagated in
MDCK cells and allantoic cavity of 11-day-old embryo-
nated chicken eggs, respectively. After harvested, tissue
culture supernatant or allantoic fluid was centrifuged
at 3,000 rpm for 20 min to remove debris. Virus was
inactivated by 0.01% formalin for more than a month at
4°C. Inactivated viruses were, then, clarified by ultra-
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centrifugation at 25,000 rpm for 90 min with a Beckman
no. 35 rotor, followed by purification through sucrose
continuous dengity gradient (30—-60% sucrose) at 25,000
rpm with a Beckman SW 28 rotor. Purified inactivated
virus was suspended in PBS, and protein concentration
was determined using the protein assay kit (Bio-Rad
Laboratories, Hercules, CA).

Forthevaccine efficacy test, two groups of 20 hamaters
were immunized intramuscularly with 30 pg total
protein of the whole virion vaccine prepared from Akita
27 MG (+) or EgG (-). Vaccine was given twice at a
& weeks interval, During immunization period, two
animals of EgG (—) vaccinated group died of unknown
reason. Three weeks after final vaccination, five and
four hamsters from MG (+) and EgG (-) vaccinated
animals, respectively, were bled for serum antibody
titration. Rest of the animals of each vaccine group were
divided into three groups, and were challenged intra-
nagally with 200 50% hamster infectious dose (HIDgq)
of Akita 27 MG (+), MG (-), or EgG (-) clones under
anesthesia. Virus infectivity in lungs was determined
2 days p.i. as described previously [Saito et al., 2001].
Experiments with animals followed the guidelines for
experiments involving experimental animala performed
at National Institute of Infectious Diseases.

RESULTS

Host Dependent Glycosylation at a.a.197 of the
HA1 Region of Influenza B Viruses

In order to examine whether the antigenic difference
observed among the recent influenza B viruses was due
to an antigenic drift or the host-cell adaptation, eight
influenza B viruses isclated in Akita, Hiroshima, and
Shizuoka prefectures in Japan during the 2000/2001
influenza season were selected for antigenic and genetic
characterizations. As shown in Table I, these eight
isolates were recovered from four clinical specimens,
and were passaged exclusively in a single host cell
system where original virua isolation was done. Same
strain name was given to isolates that originated from
same clinical specimen.

Amino acid difference between an MDCK isolate and
an egg isolate from the same clinical specimen was seen
for Akita 27, Akita 5, and Hiroshima 23 (Table I). The
differences were located between a.a. 197 and 199,
resulting in the loss of potential N-glycosylation site at
asparagine 197 (196) in the HA1 region of the egg
isolates. Deduced HA1 amino acid sequence of a RT-PCR
product directly amplified from a clinical specimen, from
which Hiroshima 23 was isolated, was confirmed to be
identical with that of Hiroshima 23 M2, Original clinical
specimens for Akita 5, Akita 27, and Shizuoka 15 were
not available for the study. Although no sequence dif-
ference was observed between the both isolates of
Shizuoka 15 at earlier passage, further passages in eggs
also resulted in the loss of the glycosylation site
(Itamura 8., personal communication). Theae chserva-
tions indicated that losa of the glycosylation site at
aspargine 197 was, in fact, associated with the egg
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TABLE I. Amino Acid Differences due to Host-Cell Adaptation

AA in HAL
Passage history or 197-199°  Glycosylation site
Strains clone designation* 129 (196-158) at 8.a.197 (196)°
B/Akita/27/2001 M3 K/E NET +
E3 K/E NEA -
MG (+) K NET +
MG (-} K NEI -
EgG (-} X NEA -
B/Akita/5/2001 M2 K NET +
E3 K IET -
B/Hiroshima/28/2001 M29 K NKT +
E3 K NKI -
B/Shizucka/15/2001 M2 K NKT +
E3 K NKT +

*Numbhers indicate the number of passages in MDCK cells (M) or embryonated chicken eggs (E). Clones of
ita 27 were established as described in “Materials and Methods,”
"Amino acids 197-199 correapond to a.a. 196—198 in Hiroshima 23 and Shizuoka1b, as they had a deletion

at a.a. 163 relative to Akita 27 and Akita §.

“Presence or abaence of the potential N-glycosylation site at a.a. 197 (198) was expreesed + or —,

pectively.
5?daentity of the HAl amino acid sequence with the virus infecting human was confirmed by the direct
sequencing of the RT-PCR product from the clinical specimen from which B/Hiroshima/23/2001 was

isclated.

adaptation of these viruses and suggested that the loss
was advantageous to replication of these viruses in
embryonated eggs.

Two clones of MDCK cell-isolate Akita 27, MG (+) and
MG (<), as well as EgG (—) clone derived from the paired
egg isolate, were established for further examinations of
the effect of the glycosylation 197 (Table I). MG (+)
possessed the glycosylation site at a.a. 197, whereas MG
(=) and EgG (-) did not. No other amino acid difference
was observed in the HA1, Glycosylation site at 197 of
MG (4) was actually glycosylated, as a molecular weight
of the HAL of MG (+) was a 60.5 kDa, whereas that of
EgG (-) was a 55.4 kDa determined by SDS—-PAGE
analygis under reducing condition.

Influence of the Glycosylation 197 on
Antigenicity of the HA

To examine the influence of the presence of the glyco-
gylation 197 on antigenicity of the viruses, antigenic
analysis was carried out with a panel of post-infection
ferret antisera.

Antigenic difference was remarkable between M3 and
E§ izolates of Akita 27, as at least fourfold difference in
the HI test was observed in reactivity to antisera against
the Victoria-group viruses (Table IT), B/Shandong/07/97
was a current reference strain of the Victoria group and
was isolated in an embryonated egg. Post-infection
ferret anticserum against B/Shandong/07/09 was pre-
pared also against the egg isolate passaged exclusively
in eggs. The HI titer of B/Shandong/0'7/97 antiserum
against Akita 27 E6 was fourfold lower than its homo-
logous titer, suggesting that a moderate antigenic drift
had occurred between these viruses. Furthermore, the
Hltiter of the same antiserum was 16-fold lower againat
Akita 27 M3, exaggerating magnitude of the antigenic

drift. Antisera prepared against egg-isolated Akita 27
reacted at a similar titer with Akita 27 E6, MG (-) and
EgG (-), all of which lost the glycosylation 197, whereas
the these sera reacted poorly with M3 and MG (+) of
Akita 27, A difference in antigenicity between M3 and
E5 of Akita 5 was also found at a lesser extent than that
in the case of Akita 27. Twao to fourfold differences in HI
titer were reproducibly observed between Akita 5 M3
and E5 when other antisera were used. These results
indicated that the glycosylation at 197 affected the
antigenicity of these Victoria-group strains of influenza
B viruses. Only twofold difference in the HI titer was
observed between Hiroshima 23 M2 and E5, although
they differed in the glycosylation at 196. Aa expected,
no gubstantial differences were observed between
Shizuoka 15 M3 and E2, both of which retained the
glycoaylation site. Taken together, the loss of the glyco-
gylation 197 on the HAl molecule could affect the
antigenicity of the HA of influenza B viruses, although
the influence of the loss on antigenicity of the HA1 may
vary among the strains.

Glycosylation 197 Hinders Growth of Influenza
B Viruses in Embryonated Eggs

As sequence analysis above suggested that loss of the
glycosylation 197 appeared advantageous to virus
growth in egg system, virus titration of each isolates as
well as clones of Akita 27 was done comparatively in
MDCK cells and embryonated eggs (Table III), All of the
viruses, except for Akita 5 M3, replicated wellin MDCK
cells. Viruses without the glycosylation 197 grew wellin
eggs, except for Akita 27 MG (-). It was apparent that
MDCK isolates, that retain the glycosylation 197, grew
less well in embryonated eggs. On the contrary, egg-
grown viruses that lost the glycosylation 197, Akita 27

— 04 —
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2 © ES6, Akita 5 E5, Hiroshima 23 E5, grew almost similarly
g 22888 EE = %y olod both in eggs and cells. These results suggested that the
g e [VVYV vvae Yy-=g glycosylation 197 hindered growth of the viruses in eggs.
N In consistent with this, Shizucka 15 E3, which was
isolated in eggs and retained the glycosylation 197,
E replicated poorly in embryonated eggs. An exceptional
£3 |eas E E E 222 288° observation should be noted that Akita 27 MG (-), which
:Eﬁ vV YV vvd H823 also lost the glycosylation 197, grew poorly in eggs,
w indicating that the glycosylation was not the only factor
that determines the growth property of the virus in
'E embryonated eggs.
48 (oo oo o o
é §‘ (AVAY EEE YIS 8337 Binding Preference of Akita 27 Clones
I Binding affinity to 2-3 PGA and 2-6 PGA was
estimated by eolid-phase enzyme-linked assay. All of
?‘S)_ e s o o cooo tlﬁe cllones, irrespective o{ ;'l;e %mszr{;ce lcx):gtl?e aabf;ence of
4 |28ceB8gael 223233 the glycosylation site at 197, showed a higher affinity to
g J [ TEAEEEY VVVY 2-6 PGA than to 2-3 PGA (Table IV). This suggested that
) the deletion of carbohydrate chain at a.a.197 did not
% g o alter the recognition of NeuSAc-Gal linkage (o 2-3 or &
Sls]g] - - o o ooo 2-6). Another interesting observation was that the Kd
4 El3 3 CRRTBIBRT TUUR value of Akita 27 EgG (-} on both polymers was almost
%5 o i ten-fold higher than those of MDCK-derived clones.
P < The biological significance of the higher affinity of the
é ;g = MDCK-clones remains to be elucidated.
2=
g8 3 E gbs288EEE BEEST Whole Virion Vaccines Prepared From Clones
E| ™ ﬁ 3 of Akita 27 in Different Hosts Showed
g Difference in Immunogenicity but
é - Similar Effieacy in Hamsters
k= = |« . o cooco To examine whether the glycosylation 197 affects
-E % e R2ERIS Iy B vAVAVAY immunogenicity of Akita 27, hamsters were vaccinated
2 i twice with a whole virion vaccine prepared from Akita
? 27 MG (+) or EgG (-). Sera from animals vaccinated
gl | B with MG (4) vaccine reacted in the HI test with the
= 2. g antigens irrespective of the glycesylation 197 (Table V).
=i 3 Z|88x%883s% TTTT |3 On the other hand, for sera of animals vaccinated with
| 5 K| q EgG (-), substantial titers against homologous antigen
g i were obtained in both HI and NT assays. These sera,
= & however, reacted poorly in Hland NT assay with the MG
‘gb = (+) antigen, as well as in NT assay with the MG (-)
Cry g Belggges 3233 2 antigen. Serum of MG (+) vaccination group was
_5'6 =TV YV ovvvy g significantly lower (P =0.0005) in NT titer against the
771 5 homologous antigen than that of EgG (-) vaccination
2 group, suggesting a lower immunogenicity of MG (+)
o a 8 vaccine, These results indicated that antibodies againat
% 2.3 T g the HA without the glycosylation 197 reacted poorly to
3 a e T - 3 the HA with the glycosylation, coinciding with the result
% 5 HrSsgfeds g S5 | of antigenic study with ferret antisera (Table I1). On the
3 g other hand, antibodies against the HA with the glyco-
i sylation reacted similarly to the HA with or without the
- % glycosylation.
5 - g g H To examine if the difference in the immunogeni-
5 § - § g o g city observed above affects vaccine efficacy, vaccinated
oA 8 3 % E animals in each group were divided into three groups
,§ % 2 E o g *E ] and were challenged in vive with three respective virus
g5 § 82 R g &g clones. No statistical difference was observed in protec-
%ﬁ ﬂ é% & E_% ; 4 tion rates between two vaceination groups, suggesting
5 lag A A A @ Z that both virus clones, when used as a whole virion
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TABLE III. Growth Properties of the Viruses in Different Culture Systems*

Passage history or

Viruses clone designation

TCIDso/ml  EIDgy/ml  TCIDsy/EIDg,

B/Akita/27/2001

B/fAkita/5/2001
B/Hiroshima/23/2001
B/Shizuoka/15/2001

8.5 2

'Y
<

6.4
<1.2 >
2
7
2
8

NmomEhOOO®
Eo R ] -3 €00 On =t =
PN

[l I -

0 O O N Su s )
HEQMOWWLAMHOO

“Each value was expressed as log; .

inactivated vaccine, induced a similar level of protection
immunity against viruses with or without the glycosyla-
tion at 197 (Table VI),

DISCUSSION

In this study, the impact of loss of a glycosylation site
on the HA1 molecule was demonstrated on antigenicity,
growth property, receptor binding and immunogenicity
of the recent influenza B virus field isolates. The
antigenic difference between an egg- and an MDPCK
isolates, as demonstrated in this study, would deterio-
rate reliability and confidence of the strain surveillance
of influenza viruses, results of which has been an
important element for annual vaccine strain selection.
Therefore, it is important to select a reference strain in
which antigenicity is not altered by the egg adaptation
as previously suggested [Robertson et al., 1987; Meyer
et al,, 1993; Gubareva et al., 1994]. However, in recent
years, most of the influenza viruses have beenisolatedin
tissue culture cells, since isolation in tissue cultures is
easier than that in embryonated eggs. Consequently,
candidates for an egg-derived reference strain become
limited in number in these days. Since the existence of
the glycosylation 197 was shown to be disadvantageous
to replication of the viruses in embryonated eggs
(Table III), it appeared difficult to obtain an egg isolate
retaining the wild-type phenotype with glycosylation
197. Influenza viruses isolated in mammalian cell lines,
such as MDCK and Vero cells, are believed to retain the
wild-type phenotype [Robertson et al., 1991; Meyeretal,,
1993] and this was shown to be true genetically in the

TABLE IV. Receptor Binding Properties of Akita 27 Clones

Apparent dissociation constant (Kd pM)

Virus clones 2-3PGA  2-6PGA  Relative affinity®
Akita 27 MG (+) 0.195 0.038 5.0
Akita 27 MG (-) 0.131 0.014 94
Akita 27 EgG (-) 1.78 0.283 6.2

*Relative affinity was calculated as Kd(2-8PGAVKA[2-6PGA]

case of B/Hiroshima/23/2001 in this study (Table T),
Since a reference strain for the strain surveillance of
influenza is chosen based on the antigenic character-
ization of circulating strains, use of a tissue culture
derived-isolate, rather than an egg isolate, as a reference
strain would be a practical solution of the problem.

The presence of the carbohydrate chain at aminoe acid
197 possibly preventa recognition of the antigenic site by
antibodies. The amino acid 197, which corresponds to
amino acid 187 in the H3 numbering system of influenza
Aviruaes, is suggested to be located at the antigenic site
on the HA1 subunit molecule, being analogous to the
antigenic site B on the H3 HA of influenza A viruses
[Berton et al., 1984). Given that the antigenic composi-
tion of the influenza B HA was similar to that of H3 HA,
antibodies reacting with this epitope of the egg-derived
virugea could not react with the HA of MDCK cell-
derived viruses because of the presence of the carbohy-
drate chain at 197. In contrast, the presence of the sugar
chain did not appear to affect the antigenic recognition in
the case of Hiroshima 23 HA. The existence of multiple
antigenic epitopes has been suggested on the HA
molecule for influenza A and B viruses [Wiley et al.,
1981; Berton et al., 1984). Epitopes other than that
involving a.a. 197 are presumably immunologically
more active in the case of Hiroshima 23 so that the
interference by the sugar chain might be negligible,

As suggested previously [Gambaryan et al., 1999], the
presence of the glycosylation 197 appeared to interfere
binding to receptors existing in embryonated eggs,
rather than changing specificity to NeuBAc-Gal linkage
to facilitate growth in eggs [Robertson et al, 1985].
Deletion of the sugar chains near the receptor-binding
site of H1 HA has been shown to increase affinity to the
receptor [Ohuchi et al., 2002]. This was not the case for
Akita 27, since no significant difference was observed in
their affinity between Akita 27 MG (-) and MG (4. Also,
Akita 27 MG (=) still grew poorly in embryonated eggs
despite the lack of glycosylation 197. It might be possible
that I199A mutation, only a difference between the MG
(=) and the EgG (-) in the HA1 molecule, played a
crucial role in egg adaptation. However, it is less likely
since B/Hiroshima/28/2001 E5 also possesses I199



