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Rapid evolution of the PB1-F2 virulence
protein expressed by human seasonal
H3N2 influenza viruses reduces
inflammatory responses to infection
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Abstract

Influenza A virus (IAV) PB1-F2 protein has been linked to viral virulence. Strains of the H3N2 subtype historically
express full-length PB1-F2 proteins but during the 2010–2011 influenza seasons, nearly half of the circulating H3N2
IAVs encoded truncated PB1-F2 protein. Using a panel of reverse engineered H3N2 IAVs differing only in the origin
of the PB1 gene segment, we found that only the virus encoding the avian-derived 1968 PB1 gene matching
the human pandemic strain enhanced cellular infiltrate into the alveolar spaces of infected mice. We linked this
phenomenon to expression of full-length PB1-F2 protein encompassing critical “inflammatory” residues.
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Background
The 1968 influenza pandemic, caused by the newly
emerged H3N2 virus, was associated with 3 million
deaths. Since then the H3N2 IAV has become endemic
in the human population but remains a major cause of
seasonal influenza epidemics. In contrast, illness caused
by the recent 2009 H1N1 pandemic was, for most infected
individuals, no worse than a seasonal influenza infection
and the resulting death toll was estimated at <500,000 [1].
When the 1968 H3N2 virus first infected humans, the
RNA gene segment encoding the polymerase subunit PB1
was derived from an avian virus precursor [2], while the
PB1 gene segment from the 2009 H1N1 pandemic IAV
was derived from a circulating human H3N2 strain [3].
Thus, the avian origin of PB1 and the accessory proteins it
encodes may have contributed to the severity of disease
during the 1968 pandemic.
The PB1-F2 protein is encoded by a + 1 alternate

reading frame of the PB1 gene [4]. PB1-F2 is encoded by
nearly all IAV isolates, however, since 1947 nearly all

circulating human isolates of the H1N1 subtype have
evolved to express a truncated PB1-F2 of 57 amino acids
(AA) [5]. The 2009 H1N1 pandemic virus coded for an
11 AA truncated form of PB1-F2 protein, which is as-
sumed to be non-functional [3]. Truncated PB1-F2 of 34
amino acids in circulating human H3N2 IAVs have re-
cently been detected in the USA, Europe [6, 7] and Asia
[8]. In contrast to other avian IAVs, a high proportion of
recent isolates of highly pathogenic H5N1 influenza vi-
ruses have also been found to have mutations in PB1-F2
leading to truncation of the protein [9].
Full genome studies on H3N2 IAVs isolated between

1968 and 2011 have revealed that rates of amino acid
substitution are substantially higher for PB1-F2 than for
PB1 [6, 7]. Taking this into consideration, we hypothe-
sized that the evolution of PB1-F2 might confer some
fitness advantage for the H3N2 virus during the course
of mammalian infection and/or aid evasion of host-
immunological responses. In this study we used reverse
genetics to create a panel of H3N2 viruses that differed
only in the origin of their PB1 gene, as well as the corre-
sponding viruses that expressed truncation mutants of
PB1-F2, to investigate the specific functional role of
PB1-F2 in H3N2 virus evolution.
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Methods
Sequence analysis of PB1-F2 protein of H3N2 IAV
The gene sequences encoding PB1 derived from H3N2
IAV isolates were downloaded from the Global Initiative
on Sharing All Influenza Data platform (www.gisaid.org).
These data were supplemented with an additional 303 PB1
gene sequences from Australian virus isolates submitted to
the WHO-CCRRI, Victoria, Australia. These viruses were
grown in Madin Darby canine kidney (MDCK) cells, then
sequenced and analyzed as described previously [10]. The
predicted AA sequence of the PB1-F2 proteins from the
different isolates were generated by analysis of the +1 alter-
native open reading frame (ORF) of the PB1 gene, which
begins 92 nucleotides downstream of the first ATG start
codon of the PB1 ORF.

Generation of viruses
A set of plasmids were generated on the pHW2000
backbone which encoded the HA, NA, PB2, NP, PA, M
and NS gene segments of the H3N2 virus A/Udorn/307/
1972. To create a panel of viruses differing only in the
(H3N2) PB1 gene segment, additional plasmids were
generated to express the PB1 segment of A/Hong Kong/
1/1968 (genbank ID: AF348172), A/Udorn/307/1972
(genbank ID: CY009642), A/Panama/2007/1999 (genbank
ID: DQ487333), and A/Perth/10/2010 (genbank ID:
CY121502). To create truncated PB1-F2 viruses, we
utilized the Quikchange II Mutagenesis kit (Agilent
Technologies) to alter the PB1-F2 ORF to encode a
stop codon after 34 AA residues (T222A by Udorn PB1
nucleotide numbering) and mutated downstream start
codons (T234C, T255C and T270C), so that translation
did not re-initiate. Conversion of the truncated 2010 PB1-
F2 ORF to encode a full-length 90AA protein involved a
single point mutation (A198C). In no case did the muta-
tions in the PB1-F2 ORF cause non-synonymous muta-
tions in the PB1 ORF. The start codon of N40, another
product of the PB1 gene, was intact in all PB1 plasmids
and it is expected that N40 expression levels during virus
infection remain unchanged. H3N2 viruses differing only
in the origin of their PB1 gene, with and without the
corresponding truncation mutation in PB1-F2, were then
created by reverse genetics and contained all other gene
segments from A/Udorn/307/1972. Viruses were rescued
by one passage in MDCK cells, then propagated in eggs.
All viruses were sequenced to ensure no inadvertent
mutations occurred, then characterized as described [11].
Herein viruses containing genetic material from PB1 of a
particular isolate are referred to by the isolate year.

Animal model
Eight to ten week old female BALB/c mice were main-
tained in the Specific Pathogen Free Bioresources Facility
at the Department of Microbiology and Immunology

(University of Melbourne). Infectious agents were di-
luted in sterile PBS and 50 μL administered intranasally
to anaesthetized mice (inhaled 2.5% isofluorane; Baxter
Healthcare). Mice were monitored daily for weight loss
and illness. The infectious dose for all experiments was
100 plaque-forming units (PFU). At 72 h post-infection
(hpi), bronchioalveolar lavage (BAL) fluid and lung
samples were extracted for analysis of cellular content
and viral load. Viral RNA from these samples was se-
quenced to confirm no further mutations had occurred
in vivo. Viral load was assessed via homogenization of
whole lung tissue and determined by the quantitation
of plaques on confluent MDCK cell monolayers as pre-
viously described [12].

Assessment of the cellular and cytokine composition of
bronchioalveolar lavage (BAL)
BAL was processed as previously described [11]. Briefly,
leukocytes (CD45+), neutrophils (CD45+Ly6G+F480−)
and alveolar macrophages (CD45+Ly6G−F480+MHCIIint)
were enumerated by flow cytometry and expressed as a
proportion of cellular events analyzed. Total numbers of
each cell population were calculated in relation to the
number of white blood cells per mL (WBC/mL) in the
original sample, determined by counting cells using the
Trypan Blue exclusion method.

Statistical analysis
Statistical analyses were performed using GraphPad Prism
v6. All graphs show mean ± SE and are representative of
at least two independent experiments.

Results
The prototype H3N2 pandemic isolate A/Hong Kong/
1/68 encoded a PB1-F2 protein of 90 AA in length. Our
analysis of H3N2 PB1 sequences deposited in the
GISAID database between 1968 and 2013 revealed that
the 90 AA PB1-F2 is the dominant form of this pre-
dicted protein in circulation (80%) (Table 1). However,
a significant number of H3N2 viruses (16.7%) were
found to carry a truncated PB1-F2 of 34 AA. Prior to
1999, less than 2% of isolates had this truncated form of
PB1-F2 but this percentage increased to 13% during
2000–2009, peaked at 55% in 2011, then decreased to
5% in 2013. The same pattern was observed in the subset
of H3N2 viruses isolated in Australia (data included
within the table). A small number of H3N2 virus isolates
encoded PB1-F2 of other lengths, e.g. 87 and 79 AA,
but disappeared quickly, suggesting they did not offer
any advantage for the virus.
Using reverse engineering, we created a panel of viruses

that were based upon seven gene-segments of H3N2 A/
Udorn/307/1972 influenza virus, and contained the PB1
gene segment obtained from one of the following H3N2
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influenza isolates: the pandemic virus A/Hong Kong/1/
1968, A/Udorn/307/1972 and A/Panama/2007/1999, all of
which encode a full-length PB1-F2 protein of 90 AA. We
also included a virus expressing the PB1 of A/Perth/10/
2010, which naturally codes for a 34 AA truncated PB1-F2
protein (Additional file 1: Figure S1). To investigate the ef-
fects of truncation of the PB1-F2 protein, the 1968, 1972,
and 1999 PB1-encoding plasmids were genetically altered
to insert a truncation mutation to match the 2010 PB1-F2
isolate length of 34 AA. In addition, the 2010 PB1 plasmid
was mutated to encode a 90 AA PB1-F2 protein
(Additional file 1: Figure S1). Upon characterizing each
virus, all were found to grow to similar titers and analysis

of viral replication kinetics after infecting human alveolar
type II epithelial cells revealed similar rates of progeny
production, indicating no loss to viral fitness (Additional
file 2: Figure S2, p > 0.05, repeated measures ANOVA;
Additional file 3: Methods).
To examine the contribution of PB1-F2 to enhancement

of immunopathology in the context of a mild infection,
we infected mice with our panel of H3N2 IAV differing
only in their expression of PB1-F2/PB1 protein(s). At 72
hpi no significant differences were observed in viral lung
titres (Fig. 1a) or weight loss (data not shown). Despite
this, the numbers of leukocytes, alveolar macrophages and
neutrophils in the BAL of mice infected with virus

Table 1 Presence of full-length and various truncated forms of PB1-F2 in H3N2 viruses isolated in different years

Year of
isolation

Total
no.
isolates

No. isolates with indicated PB1-F2 amino acid sequence length

10–27 34 57–76 79–81 87 90 95 101

Pre-1999 683 3 12 (1.8%)a 19 12 10 601 (88.0%) 0 26

2000–2009 2291 4 302 (13.2%) 7 20 40 1916 (83.6%) 1 1

2010 408 1 191 (46.8%) 1 0 0 215 (52.7%) 0 0

2011 330 1 182 (55.2%) 0 3 0 144 (43.6%) 0 0

2012 501 1 63 (12.6%) 1 2 0 434 (86.6%) 0 0

2013 396 0 20 (5%) 0 0 2 374 (94.4%) 0 0

All samples 4609 10 770 (16.7%) 28 37 52 3684 (80%) 1 27
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Fig. 1 Full length PB1-F2 protein matching the 1968 pandemic isolate contributes to enhancement of inflammatory response to infection. BALB/cJ
mice (n = 10, female, 8-10wk) were infected with 100 PFU reverse engineered A/Udorn/307/1972 virus containing the PB1 gene of the 1968, 1972,
1999 and 2010 isolates, or matched viruses genetically altered to produce 34 AA, or in the case of the 2010 strain a 90 AA, PB1-F2 protein. a) Viral load
(PFU/mL) of homogenised lung tissue taken at 72 hpi was not significantly different between groups (p > 0.05, one-way ANOVA). BAL samples were
taken at 72 hpi and examined for b leukocyte, c alveolar macrophage and d neutrophil content. * p < 0.05, *** p < 0.001 One-way ANOVA, Sidak’s
multiple comparison test
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expressing wild-type PB1 from the 1968 isolate was sig-
nificantly greater than those infected with virus expressing
PB1 from the 1972 to 2010 isolates (Fig. 1). Importantly,
infection of mice with virus producing the 1968 PB1 pro-
tein, but a truncated 34 AA PB1-F2 protein, showed sig-
nificantly reduced cellular infiltrate compared to infection
with virus expressing the unaltered 1968 PB1/PB1-F2 pro-
teins, implicating the PB1-F2 protein in mediating the
heightened innate cellular response. The levels of cellular
infiltrates in mice infected with virus expressing the trun-
cated 1968 PB1-F2 were equivalent to mice infected with
virus expressing PB1 from the later virus isolates, regar-
dles of PB1-F2 length (Fig. 1b-d).

Discussion
Viruses causing the influenza H3N2 pandemic were first
isolated in Hong Kong in July 1968. These viruses had a
novel HA and PB1 derived directly from the wild aquatic
bird virus reservoir, but shared the remaining gene
segments with previously circulating H2N2 viruses [2].
Murine studies implicating PB1-F2 as a viral virulence
factor have utilized either highly virulent viruses [9], or
mouse-adapted virulent viruses (such as A/Puerto Rico/
8/34 and the reassortant X31) [11, 13]. Here, we uti-
lized a mouse-adapted H3N2 virus that induces mild
symptoms that can be compared to low levels of disease
of seasonal infection in humans. We provide evidence
that the PB1 gene and the encoded avian PB1-F2 pro-
tein constitute virulence factors that enhance the mam-
malian cellular responses to infection in what would be
an otherwise mildly-inflammatory virus.
As all the engineered viruses replicated to a similar ex-

tent irrespective of the PB1 they expressed, the differ-
ences in the levels of cellular infiltrate into the alveolar
spaces could not be attributed to alterations in viral rep-
lication. Recently a study utilizing two variants of the
mouse-adapted H1N1 PR8 virus revealed specific PB1
amino acid substitutions (E398G, S524G and I563R) that
led to increased virulence of the virus and modulation of
the host-antiviral IFN response [14]. However, none of the
four different PB1 proteins from the IAV isolates exam-
ined here contain these AA substitutions and so these
changes cannot account for the differences in inflamma-
tion observed in our infection model. Furthermore, while
viruses expressing the PB1 matching the 1968 pandemic
isolate revealed an increase in the cellular recruitment to
the lungs, truncation of PB1-F2 significantly reduced the
influx of leukocytes into the alveolar spaces, confirming
that the enhanced inflammatory response was due to PB1-
F2 and not additional sequences within PB1.
Full genome studies on H3N2 IAVs isolated between

1968 and 2011 have revealed that rates of amino acid
substitution are substantially higher for PB1-F2 than for
PB1 [6, 7] and some of these changes may have been

responsible for the evolution away from an inflammatory
phenotype prior to truncation. To date, 5 specific AA
markers within the C-terminal region of the PB1-F2 pro-
tein have been linked to inducing inflammation [15, 16].
None of the H3N2 PB1 gene segments used here code
for the S66 virulence marker [16]. The other markers,
L62, R75, R79 and L82 [15], were defined by comparing
inflammatory responses of mice to peptides matching
the C-terminal third (AA 61–87) of the 1968 PB1-F2
with those to the closely related but non-inflammatory
peptide from a 1995 H3N2 strain. Our experiments de-
scribed here with virally-expressed PB1-F2 showed that
loss of just one of these residues, L82, in the 1972 PB1-F2
was sufficient to reduce the leukocyte infiltration into the
lungs to background levels seen with a virus expressing a
truncated PB1-F2. The previous study investigating AA
changes at each of the 4 inflammatory markers concluded
that all 4 amino acids contributed to the proinflammatory
phenotype in an H3N2 background [15]. This may explain
the lack of enhanced cellular recruitment to the lungs dur-
ing infection with H3N2 virus that encoded a PB1-F2 ex-
pressing only 3 of the 4 AA inflammatory markers.
Alternatively or additionally, these data may highlight the
critical importance of L82 over the other markers. In the
previous peptide studies [15] an L82S substitution in the
1968 peptide or an S82 L substitution in the 1995 peptide
showed the greatest effect on altering weight loss in mice
to that of the opposing wildtype peptide.
Additional evidence of a selective pressure for circulating

human H3N2 viruses to evolve away from producing a
highly inflammatory PB1-F2 is that none of the inflam-
matory markers are present in the 1999 PB1-F2 ORF or
when the ORF of the 2010 PB1-F2 is altered to code for
a full-length protein. This again supports the importance
of sequence rather than length as being critical to the
inflammatory phenotype. We have previously shown
that PB1-F2 peptides derived from the C-terminus of X-
31 PB1-F2 potently induce cellular inflammatory re-
sponses through activation of the NLRP3 inflammasome
and it is the aggregated fraction that is responsible [13].
While X-31 is an H3N2 virus, it expresses the internal
genes, including the PB1-F2 gene, of the H1N1 PR8
strain. As the 1968 PB1-F2 C-terminal domain contains
all 4 inflammatory residues and has been shown to
stimulate inflammation, we propose that virus encoding
the full-length 1968 H3N2 PB1-F2 protein also has the
correct sequence to form aggregates when produced
inside an infected cell, driving pattern recognition re-
sponses that lead to increased inflammation. The lack of
enhanced cellular responses to H3N2 virus expressing
the 1972 PB1-F2, may indicate that loss of the inflamma-
tory marker L82 through drift results in an inability of the
protein to form aggregates when produced inside the cell
and is a current focus of our continued investigations.
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While the majority of the current seasonal H3N2 viruses
do not express truncated PB1-F2 proteins, the PB1 gene
segment from the 2009 H1N1 pandemic IAV was derived
from a circulating human H3N2 strain that produces a
truncated PB1-F2 of 11AA and is a feature that continues
to dominate currently circulating H1N1 IAVs [3]. As both
virus subtypes induce minimal inflammatory disease
during infection of otherwise healthy individuals, our data
suggests both mutation of inflammatory residues and
elimination of the C-terminal domain of the PB1-F2
protein, may be an important mechanism by which IAV
escapes immunological detection, although we and others
have not yet provided direct evidence of a selective advan-
tage on the basis of a non-inflammatory PB1-F2.
Taken together, these results indicate direct derivation

of the PB1 gene segment from the avian reservoir into
novel IAV may encode a PB1-F2 protein that augments
cellular inflammatory responses to infection in mam-
mals. Subsequent evolution in humans within the first
four years after emergence of the H3N2 viruses appeared
to firstly encode a less inflammatory PB1-F2 protein by
mutation of a major inflammatory marker, prior to loss
of additional markers and the appearance of truncation
mutations. We believe that the truncation offers no add-
itional selective advantage over mutation of inflamma-
tory markers for the virus to escape overwhelming
innate defenses, and as such the current seasonal H3N2
IAVs circulating in humans are not dominated by strains
encoding truncated forms of the PB1-F2 protein.

Additional files

Additional file 1: Figure S1. Comparison of the predicted amino acid
sequence of PB1-F2 proteins expressed by H3N2 viruses used in this study.
After translation of the +1 ORF of the respective PB1 gene segments, the
predicted amino acid sequence of the PB1-F2 of each isolate was aligned
using Vector NTI. 2010. Δ shows predicted amino acid sequence after the stop
codon was mutated to encode serine at that position and a full-length 90
amino acid PB1-F2 protein was predicted to be produced. Shading highlights
the differences in the amino acid sequences at that site (Black: 100% identical,
Grey: Majority of sites identical, White: Minority of sites identical). Grey text
indicates a unique amino acid. *L62, R75, R79 and L82 are predictive markers
for enhancement of inflammation [15]. #S66 is a linked virulence determinant
(none of the selected viruses carry this mutation) [16]. (DOC 30 kb)

Additional file 2: Figure S2. Viral replication kinetics of H3N2 viruses
containing different PB1-F2/PB1 s in A549 cells. Confluent monolayers of
A549 cells were infected with 0.03 MOI H3N2 A/Udorn/307/1972 virus
containing wild-type PB1 or PB1 with genetically modified PB1-F2 of the
i) 1968, ii) 1972, iii) 1999 or iv) 2010 isolates. At the time-points indicated,
the supernatant and cells were harvested and evaluated for A) percentage
of cells infected (NP-FITC+), B) amount of viral NP produced within an
infected cell (MFI) and C) viral content (PFU/mL) (PDF 42 kb)

Additional file 3: Methods. Cell lines and viral infections [12, 17]. (DOC 26 kb)

Abbreviations
AA: Amino acids; BAL: Bronchoalveolar lavage; hpi: Hours post infection;
MDCK: Madin Darby canine kidney; ORF: Open reading frame; PFU:
Plaque-forming units; WHO-CCRRI: WHO Collaborating Centre for
Reference and Research on Influenza

Acknowledgements
We thank St Jude Children’s Research Hospital, Memphis TN, USA for the
use of the pHW2000 plasmid.

Funding
This work was supported by the Australian Government National Health and
Medical Research Council grant 1,026,619 and program grant 567,122. The
Melbourne WHO Collaborating Centre for Reference and Research on Influenza
is supported by the Australian Government Department of Health.

Availability of data and materials
All data generated or analysed during this study are included in this
published article [and its Additional files].

Authors’ contributions
JM performed the experimental research and wrote the manuscript. Y-MD
and IB provided sequence analysis, providing the data for Table 1 and gave
intellectual input into the experimental findings. BC and CMK assisted with
plasmid generation, sequence mutation and virus production. LB assisted
with experimental design, data interpretation and manuscript preparation.
All authors have read and approved the final manuscript.

Ethics approval
All experimental procedures were approved by the University of Melbourne
Animal Ethics Committee (AEC) under relevant institutional guidelines,
the Prevention of Cruelty to Animals Act 1986 and associated regulations,
and the Australian Code for the Care and Use of Animals for Scientific
Purposes 2014.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details
1Department of Microbiology and Immunology, University of Melbourne at
the Peter Doherty Institute for Infection and Immunity, 792 Elizabeth St,
Melbourne, VIC 3000, Australia. 2WHO Collaborating Centre for Reference and
Research on Influenza (WHO-CCRRI) at the Peter Doherty Institute for
Infection and Immunity, Victoria, Australia.

Received: 5 April 2017 Accepted: 14 August 2017

References
1. Dawood FS, Iuliano AD, Reed C, et al. Estimated global mortality associated

with the first 12 months of 2009 pandemic influenza a H1N1 virus
circulation: a modelling study. Lancet Infect Dis. 2012;12:687–95.

2. Kawaoka Y, Krauss S, Webster RG. Avian-to-human transmission of the
PB1 gene of influenza a viruses in the 1957 and 1968 pandemics. J Virol.
1989;63:4603–8.

3. Arias CF, Escalera-Zamudio M, Soto-Del Rio Mde L, Cobian-Guemes AG, Isa P,
Lopez S. Molecular anatomy of 2009 influenza virus a (H1N1). Arch Med Res.
2009;40:643–54.

4. Chen W, Calvo PA, Malide D, et al. A novel influenza a virus mitochondrial
protein that induces cell death. Nat Med. 2001;7:1306–12.

5. Pancucharova H, Russ G. PB1-F2 gene in influenza a viruses of different
hemagglutinin subtype. Acta Virol. 2006;50:269–72.

6. Westgeest KB, Russell CA, Lin X, et al. Genomewide analysis of reassortment
and evolution of human influenza a(H3N2) viruses circulating between 1968
and 2011. J Virol. 2014;88:2844–57.

7. Zell R, Krumbholz A, Eitner A, Krieg R, Halbhuber KJ, Wutzler P. Prevalence
of PB1-F2 of influenza a viruses. J Gen Virol. 2007;88:536–46.

8. Wei P, Luo P, Li W, et al. Emergence of truncated PB1-F2 protein of H3N2
influenza virus during its epidemic period in Jiangsu Province, China.
Chin Med J. 2014;127:1487–92.

McAuley et al. Virology Journal  (2017) 14:162 Page 5 of 6

dx.doi.org/10.1186/s12985-017-0827-0
dx.doi.org/10.1186/s12985-017-0827-0
dx.doi.org/10.1186/s12985-017-0827-0


9. Kamal RP, Kumar A, Davis CT, et al. Emergence of highly pathogenic avian
influenza a(H5N1) virus PB1-F2 variants and their virulence in BALB/c mice.
J Virol. 2015;89:5835–46.

10. Deng YM, Iannello P, Smith I, et al. Transmission of influenza a(H1N1)
2009 pandemic viruses in Australian swine. Influenza Other Respir Viruses.
2012;6:e42–7.

11. McAuley JL, Chipuk JE, Boyd KL, Van De Velde N, Green DR, McCullers JA.
PB1-F2 proteins from H5N1 and 20 century pandemic influenza viruses
cause immunopathology. PLoS Pathog. 2010;6:e1001014.

12. Szretter KJ, Balish AL, Katz JM. Influenza: propagation, quantification, and
storage. Current protocols in microbiology 2006; Chapter 15:Unit 15G 1.

13. McAuley JL, Tate MD, MacKenzie-Kludas CJ, et al. Activation of the NLRP3
inflammasome by IAV virulence protein PB1-F2 contributes to severe
pathophysiology and disease. PLoS Pathog. 2013;9:e1003392.

14. Liedmann S, Hrincius ER, Anhlan D, McCullers JA, Ludwig S, Ehrhardt C.
New virulence determinants contribute to the enhanced immune response
and reduced virulence of an influenza a virus a/PR8/34 variant. J Infect Dis.
2014;209:532–41.

15. Alymova IV, Green AM, van de Velde N, et al. Immunopathogenic and
antibacterial effects of H3N2 influenza a virus PB1-F2 map to amino acid
residues 62, 75, 79, and 82. J Virol. 2011;85:12324–33.

16. Conenello GM, Zamarin D, Perrone LA, Tumpey T, Palese P. A single mutation
in the PB1-F2 of H5N1 (HK/97) and 1918 influenza a viruses contributes to
increased virulence. PLoS Pathog. 2007;3:1414–21.

17. McAuley JL, Zhang K, McCullers JA. The effects of influenza a virus PB1-F2
protein on polymerase activity are strain specific and do not impact
pathogenesis. J Virol. 2010;84:558–64.

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

McAuley et al. Virology Journal  (2017) 14:162 Page 6 of 6


	Abstract
	Background
	Methods
	Sequence analysis of PB1-F2 protein of H3N2 IAV
	Generation of viruses
	Animal model
	Assessment of the cellular and cytokine composition of bronchioalveolar lavage (BAL)
	Statistical analysis

	Results
	Discussion
	Additional files
	Abbreviations
	Acknowledgements
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

