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The 2009 human pandemic influenza (H1N1) virus possesses the HA gene of the H1 subtype. The
evolutionary process of the 2009 H1N1 virus remains to be defined. We performed genetic analyses of the
HA gene by comparing the 2009 H1N1 virus with seasonal human and swine viruses.
We analyzed sequences of 116 2009 H1N1 viruses, and obtained 1457 seasonal H1N1, 365 swine H1, and
1332 2009 H1N1 viruses from the database. Selection pressure for the 2009 H1N1 virus was higher than that
for the swine virus and equivalent to that for the seasonal virus. Positions 206 and 264 were found to be
positively selected sites. We also identified sites under different selection pressures from the seasonal or
swine virus that may be involved in imparting significant biological characteristics.
The evolutionary characteristics of the H1 gene of the 2009 H1N1 virus differed from those of seasonal and
swine viruses.
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Introduction

The influenza virus is a common cause of respiratory infections
worldwide. Subtypes of the influenza A virus are determined by the
antigenicity of two surface glycoproteins: hemagglutinin (HA) and
neuraminidase (NA). The H1N1 and H3N2 subtypes have been
circulating within the human population since 1977.

A pandemic occurred from 1918 to 1919 due to the Spanish
influenza (H1N1) virus, and its progeny viruseswere circulating in the
human population until 1957 (Webster et al., 1992). The H1N1 virus
disappeared in 1957 and was replaced by the H2N2 virus when the
Asian influenza (H2N2) pandemic occurred. Thereafter, the Hong
Kong influenza virus (H3N2) caused a pandemic in 1968. However,
the H1N1 virus reemerged in 1977 as the Russian influenza, which
was similar to H1N1 viruses isolated in the 1950s (Webster et al.,
1992). Since then, the progeny of the H1N1 virus has been circulating
as a seasonal virus along with the H3N2 virus. Furthermore, in April
2009, outbreaks of influenza in the human population caused by a
novel H1N1 virus that had originated from the swine influenza virus
were reported from Mexico and the US (Garten et al., 2009; Smith et
al., 2009). Reassortment between swine influenza viruses in two
distinct lineages, “triple reassortant” and “Eurasian avian-like swine,”
led to the generation of the 2009 pandemic H1N1 virus. The source of
the swine influenza virus lineage “triple reassortant” itself comprised
genes derived from avian, human, and swine influenza virus lineages
(Garten et al., 2009; Smith et al., 2009). The novel 2009 pandemic
H1N1 virus has spreadworldwide, and theWorld Health Organization
(WHO) raised its official pandemic alert level to phase 6 on its six-
phase scale on June 11, 2009. According to WHO, more than 208
countries and overseas territories or communities have reported
laboratory-confirmed cases of pandemic influenza, including at least
12,799 deaths, as of January 2010: http://www.who.int/csr/don/
2010_01_08/en/index.html (The World Health Organizaion, 2010).

HA protein is responsible for virus attachment, and the subsequent
fusion of viral and cellular membranes (Earp et al., 2005; Skehel and
Wiley, 2000; Steinhauer, 1999). Furthermore, HA may also play a
structural role in budding and particle formation (Earp et al., 2005;
Skehel and Wiley, 2000; Steinhauer, 1999). It is a rod-shaped
molecule with its stalk inserted into the viral membrane and
projecting like a spike. It is synthesized as a single polypeptide
chain (HA0), and the HA0 precursor cleaves into HA1 and HA2
subunits: a long fibrous stem, comprised of an HA2 component, and a
globular head, comprised of an HA1 component (Gamblin et al.,
2004). The receptor binding site lies within the globular head of the
molecule (Skehel andWiley, 2000). The receptor binding specificity of
HA, which is determined by the nature of the amino acids that form
the receptor binding pocket, is responsible for the host range
restriction of the virus (Rogers and Paulson, 1983).

Antigenic drift is an accumulation of point mutations in HA or NA
genes, leading to minor and gradual antigenic changes (Webster et al.,
1992). Drift variants emerge due to positive selection of spontaneous
mutants that can evade the existing immunity. HA protein is a major
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antigenic component of the virus. For H1 viruses, antigenic sites are
designatedasCa1, Ca2, Cb, Sa, andSb (Gerhardet al., 1981; Stevens et al.,
2004). Antigenic sites surround the sialic acid receptor binding site.
Single point mutations in an HA antigenic site can be sufficient for
antigenic variation. In addition, oligosaccharide side chains to HA are
believed to facilitate viral escape from an immune response (Schulze,
1997; Wei et al., 2010). The number of N-glycosylation sequons (Asn-
Xaa-Ser/Thr, where Xaa is any amino acid except Pro) in HA sequences
has been increasing in the human population since the emergence of
Spanish influenza (Igarashi et al., 2008). From 1918 to 1957, and from
1977 to 2009, further substantial antigenic evolution of human H1N1
viruses occurred (Kilbourne et al., 2002; Tumpey et al., 2004). Antigenic
evolution of the virus was sufficient to recommend eight different
strains for the H1N1 component of the influenza virus vaccine from
1977 to 2009 (Hay et al., 2001; Health Protection Agency, 2009). Based
on the theoryofnatural selection, positively selected sites inHAcouldbe
found by calculating the selection pressure (Suzuki, 2006, 2008). This
may be useful for identifying the epitopes involved in the elimination of
viruses from infected patients.

The novel 2009 pandemic H1N1 virus (from here, we refer to the
virus as “2009 H1N1 virus”) possesses the HA gene of the H1
subtype, which is also possessed by the seasonal H1N1 influenza
virus. However, the similarity of HA genes between seasonal and
2009 H1N1 viruses is only ∼73%. Therefore, the existing immunity
for the seasonal virus would not prevent infection with the 2009
H1N1 virus (Garten et al., 2009; Hancock et al., 2009; Itoh et al.,
2009). The virus has spread rapidly worldwide with substantial
morbidity and mortality rates. The mechanisms by which the 2009
H1N1 virus has evaded host range restriction are a major topic for
study (Furuse et al., 2010; Mehle and Doudna, 2009). Besides, the
evolutionary process of the 2009 H1N1 virus remains to be defined
since its introduction in the human population. The virus respon-
sible for the Spanish influenza pandemic from 1918 to 1919 may
have evolved by becoming much more lethal, thereby leading to a
second wave with higher mortality (Reid et al., 2003). In addition,
influenza viruses from different hosts have evolved under different
selection pressures (Furuse et al., 2009).

Thus, genetic analysis comparing 2009 H1N1 as well as seasonal
human and swine viruses should provide a critical insight into the
evolutionary course and mechanisms of the influenza virus. It would
be intriguing to know whether or not seasonal (progeny of Spanish
influenza virus) and 2009 H1N1 viruses are under different selection
pressures in the same human population, and whether or not 2009
H1N1 and swine viruses are under different selection pressures, since
the 2009 H1N1 virus was derived from the swine virus.

In this study, we performed phylogenetic analyses of the H1 subtype
HA gene and showed the difference and similarity in evolutionary
characteristics among seasonal H1N1, swine H1, and 2009 H1N1 viruses.

Results and discussion

We calculated the evolutionary rates of and selection pressures on
the entire HA gene of seasonal H1N1, swine H1, and 2009 H1N1
viruses. The evolutionary rate is described by the number of
substitutions/site/year. A higher selection pressure indicates that
the gene or sitewas under stronger selection, i.e., positive selection for
amino acid substitution. Lower selection pressure indicates that the
gene or site was under stronger negative selection to retain the same
amino acid(s), because changesmay lead to incompetence or abortion
(Pond et al., 2007; Suzuki and Gojobori, 1999).

The evolutionary rate of seasonal H1N1 (1918–1957), seasonal
H1N1 (1977–2009), swine H1 (1930–2009), and 2009 H1N1 (March–
December 2009) viruses was 2.9×10−3, 1.7×10−3, 1.9×10−3, and
0.9×10−3 substitutions/site/year, respectively (Fig. 1). The evolu-
tionary rate of 2009 H1N1 virus wasmuch lower than that of the other
viruses. However, the evolutionary rate of 2009 H1N1 virus was
unreliable as the correlation coefficient was very low (R2=0.01). We
observed the evolutionary trend of 2009 H1N1 virus for only
10 months. A longer period of observation is needed to establish the
evolutionary rate of the virus.

The selection pressure for the swine H1 virus was the lowest
among the viruses analyzed (Fig. 2). However, 2009 H1N1 virus,
which originated from the swine H1 virus, had similar or even higher
selection pressure compared with the seasonal H1N1 virus. Adapta-
tion to a new host, humans, may have increased the selection pressure
of 2009 H1N1 virus.

The antigenic evolution of swine viruses occurred more slowly
than that of human viruses, although rates of genetic evolution of the
HA genewere similar for both (de Jong et al., 2007; Sugita et al., 1991).
We also showed that the selection pressure for the swine H1 virus was
lower than that for the seasonal H1N1 virus, whereas the evolutionary
rates for swine H1 and seasonal H1N1 viruses from 1977 to 2009were
equivalent. This could be the consequence of a lower selection
pressure affecting the antigenic properties of HA in pigs. A vast
majority of domestic pigs are killed at the age of 6 months, and thus
the susceptible pig population is continuously renewed, thereby
limiting the build-up of immune pressure. Because of the short
average life span of pigs, evolution of the swine influenza virusmay be
determined only to a limited extent by the immune pressure, a driving
force for the antigenic drift of influenza viruses in humans.

Furthermore, comparison of the data for the seasonal H1N1 virus
from 1918 to 1957 and from 1977 to 2009 indicated that the
evolutionary rate and selection pressure of this virus decreased after
its reemergence in 1977. These results suggest that the seasonal H1N1
virus did not have amino acid substitutions as frequently as before,
and these results are compatible with those of previous reports
(Raymond et al., 1986; Shen et al., 2009). The virusmight already have
been well adapted to humans when it reemerged in 1977. The
selection pressure for 2009 H1N1 virus is as high as that for the
seasonal virus from 1918 to 1957. The selection pressure could be
high, especially in the early stage of viral pandemics, due to increased
adaptation to a new host.

Fig. 3 shows positively selected sites in the HA1 region. Selection
profiles are different among viruses. Eight positively selected sites
were identified for the seasonal H1N1 virus. Among these, sites at
positions 187, 190, 192, and 225, identified by H3 numbering, are
located at antigenic sites. Mutations in these sites could be due to
positive selection imposed by the host's immune response, leading to
antigenic drift. Besides, mutations in positions 190 and 225 are key
determinants for effective binding to human-like receptors (Kobasa et
al., 2004; Stevens et al., 2006; Tumpey et al., 2007). Mutations in these
sites might result in a change in the receptor binding affinity in
humans. Due to the overlapping locations of the antigenic sites and
receptor binding sites of HA, the biological significance ofmutations at
these sites is controversial (Shen et al., 2009). Hensley et al. recently
showed that neutralizing antibodies selected escape mutants with a
mutation in HA that increased viral binding to cell receptors (Hensley
et al., 2009).

Four sites were found to be positively selected for the swine H1
virus. Among these, positions 83 and 192 were located at antigenic
sites. Swine influenza virus is considered to be under weak selection
pressure by the host's immune system (de Jong et al., 2007), and we
showed lower selection pressure on swine H1 virus (see above).
Although the selection pressure on swine virus is weak, results
indicate that selection pressure has influenced the evolution of the
virus, leading to amino acid substitutions at antigenic sites. de Jong et
al. proved the occurrence of the antigenic evolution of swine viruses
(de Jong et al., 2007). Furthermore, no sites involved in receptor
binding specificity were under positive selection in the swine H1
virus. The receptors of swine cells can bind to both human and avian
influenza viruses, which possess both N-acetylsialic acid attached to
galactose with an α2,6 linkage (SAα2,3Gal) and SAα2,6Gal (Ito et al.,



Fig. 1. Evolutionary rate. Numbers of nucleotide substitutions compared with A/South Carolina/1/18 (H1N1) are plotted. Evolutionary rates are calculated from the slope of the
tangent of a simple regression line (number of substitutions/site/year) for seasonal H1N1 (1918–1957 and 1977–2009), swine H1, and 2009 H1N1 viruses. The square of the
correlation coefficient (R2) was estimated using Pearson correlation. Expansion for 2009 H1N1 virus is also shown.

Fig. 2. Selection pressure. Selection pressures for the whole sequence (ω) are calculated
for the entire coding region of the HA gene. Error bar shows 95% confidence interval.
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1998; Kida et al., 1994). This may be a reason why positive selection
was not observed for sites related to receptor binding. We calculated
an average for dN/dS at sites involved in receptor binding specificity
(Fig. 3). The average for selection pressures was very low for the
swine H1 virus.

For 2009 H1N1 virus, positions 206 and 264 were found to be
positively selected sites (Fig. 3). It should be noted that no sites under
positive selection for 2009 H1N1 virus overlapped with those for the
seasonal or swine virus, i.e., sites under positive selection in 2009
H1N1 virus were not positively selected in the seasonal or swine virus.

As observed with the seasonal H1N1 virus, one of the sites under
positive selection for 2009 H1N1 virus, position 206, was involved in
antigenicity. Mutation in this site could be due to positive selection
imposed by the host's immune response. It is surprising that selection
pressure had already been imposed on 2009H1N1 virus, althoughonly
a year has passed since its introduction into the human population,
which does not possess immunity to 2009 H1N1 virus, except for
cross-reactive immunity observed in some elderly people (Garten et
al., 2009; Itoh et al., 2009). The virus must be circulating very rapidly
and extensively in the human population, evolving under positive
selection through the host's immune response. Another possibility is
that mutation at the site can be advantageous for the virus, e.g., by
increasing receptor binding affinity and/or replication ability.

We also identified a site at position 264 as being positively selected
for 2009 H1N1 virus. However, its specific role is unknown.
Experimental studies are needed to clarify the significance of this
mutation. The site may possess unknown characteristics such as being
part of unidentified antigenic sites. Furthermore, no sites involved in
receptor binding specificity were under significant positive selection
(Fig. 3A). 2009 H1N1 virus is considered to be able to recognize
human-type receptors (Childs et al., 2009; Yang et al., 2010). Receptor
binding sites may not have to be mutated to increase adaptation in
humans. However, we identified many nonsynonymous mutations at
sites involved in receptor binding specificity, even if they were not
positively selected. Averaged selection pressure on sites involved in
receptor binding specificity for 2009 H1N1 virus was considerably
higher than that for the swine H1 virus (Fig. 3A). Matrosovich et al.
showed that the receptor binding specificity of HA is altered soon after
the transmission of an avian virus to mammalians and, therefore, may
be a prerequisite for the highly effective replication and spread that
characterizes epidemic strains (Matrosovich et al., 2000). We should
continue to monitor whether mutation at receptor binding sites can
occur, leading to changes in receptor binding specificity.

We also observed a differential in site-by-site selection pressures
between viruses. We identified and mapped sites under significantly
different selection pressures between 2009 H1N1 and seasonal H1N1
viruses, and between 2009 H1N1 and swine H1 viruses (Fig. 4 and
Supplementary Table S1). The number of sites under higher selection
pressure in 2009 H1N1 virus compared with the seasonal H1N1 or
swine H1 virus (yellow sites in Fig. 4) was higher than the number of
sites under lower selection pressure in 2009 H1N1 virus compared
with the seasonal H1N1 or swine H1 virus (purple sites in Fig. 4).
These results are compatible with those in Fig. 3B, which shows that
2009 H1N1 virus possesses more sites at which dN/dS was N1 than
either the seasonal H1N1 or swine H1 virus. These sites may play
significant roles in 2009 H1N1 virus. Another possibility is that their
selection pressure was overestimated. As intensive surveillance had
been conducted for 2009 H1N1 virus; incidentalmutations that would
not be maintained by purifying selection (also known as “negative
selection”) have also been found.

image of Fig.�2
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Sites under higher selection pressure in 2009 H1N1 virus are located
in various parts of HA. They are situated at antigenic sites, receptor
binding sites, or sites whose roles are unknown. The HA gene of 2009
H1N1 virus must have evolved with several functions. Furthermore,
many sites thatwere under lower selection pressure in 2009H1N1virus
than in either the seasonal H1N1 or swine H1 virus are located at
antigenic sites (see blue sites in Fig. 4A andpurple sites in Figs. 4B andC),
and, some of these are N-glycosylation sequons in the seasonal H1N1
virus (see green sites in Fig. 4A). Additional N-glycosylations during
future antigenic changes in HA of 2009 H1N1 virus have been predicted
(Igarashi et al., 2010).Wei et al. showed that additional N-glycosylation
sequons in HA of 2009 H1N1 virus led to resistance to neutralizing
antibodies (Wei et al., 2010). However, 2009 H1N1 virus has not
acquired any additional N-glycosylation sequons since its emergence
(data not shown).

These results indicate that selection pressure at antigenic sites in
either swine or seasonal virus was not present at the same sites in
2009 H1N1 virus. Until now, immune pressure appears to have been
working at different sites for 2009 H1N1 virus and seasonal H1N1 or
swine H1 virus. Sites under lower selection pressure in 2009 H1N1
virus than in the seasonal H1N1 or swine H1 virus might also be
mutating in 2009 H1N1 virus to escape any future immune response.

There is the possibility of the existence of common epitopes for
neutralizing antibodies cross-reactive to both HAs for the pandemic
viruses of 1918 and 2009 (Igarashi et al., 2010; Yang et al., 2010). Also,
Igarashi et al. showed that early human H1N1 viruses isolated from
the 1930s to the 1940s still harbored some of the original epitopes
that are also found in 2009 H1N1 virus (Igarashi et al., 2010). We
should monitor whether mutations might occur at additional sites,
including sites positively selected in the seasonal or swine virus. If this
occurs, it would be interesting to discover whether these mutations
alter the biological characteristics of the virus.

In the present study, we included sequences both from isolates
(using cell lines or eggs) and clinical samples, or unknown origin.
Mutations can occur during isolation or passage in cell lines (Fitch et
al., 1997; Zhirnov et al., 2009). Egg-adapted influenza viruses also
have non-natural host-associated modifications in HA sequences
(Robertson et al., 1987; Shen et al., 2009). Therefore, the results of the
present study may contain some false positives. However, sites under
positive selection in 2009 H1N1 virus (positions 206 and 264) have
not been reported previously as egg-adapted mutations (Gambaryan
et al., 1999; Robertson et al., 1987; Xu et al., 1993).

Conclusions

The 2009 H1N1 virus was introduced into the human population
from the swine population. Within a year, the virus has evolved
rapidly and extensively following its emergence. In conclusion,
evolutionary characteristics of the H1 gene of 2009 H1N1 virus differ
from those of the seasonal H1N1 and swine H1 viruses. We identified
sites under positive selection and different selection pressures from
the seasonal H1N1 or swine H1 virus that may be involved in
imparting significant biological characteristics such as antigenicity
and receptor binding specificity.

Materials and methods

Viruses and sequencing

Nasopharyngeal swabswere collected from patients with influenza-
like illnesses and who had visited pediatric clinics in Sendai City, Japan,
from September to December 2009. Clinical specimenswere inoculated
into Madin–Darby canine kidney (MDCK) cells with 3.5 μl/mL of
trypsin. Viral RNA was extracted from isolates using the RNeasy Mini
Kit (Qiagen, Valencia, CA, USA) according to the manufacturer's
instructions. Viral RNA was reverse-transcribed into complementary
DNA using an influenza A generic primer, Uni12, as reported elsewhere
(Hoffmann et al., 2001). PCR was then performed to amplify all
segments, including the HA gene, as reported elsewhere (Inoue et al.,
2010). Templates were labeled by performing a cycle-sequencing
reaction using BigDye Terminator ver. 3.1 (Applied Biosystems, Foster
City, CA, USA), and the products were analyzed using an automatic
sequencer (3730xl Genetic Analyzer, Applied Biosystems) according to
the manufacturer's instructions. A total of 116 pandemic 2009 H1N1
viruses were analyzed (supplementary file).

Sequence data

In addition to the sequence data we analyzed for 2009 H1N1 virus,
data were also obtained from the influenza sequence database
(Influenza Virus Resource: http://www.ncbi.nlm.nih.gov/genomes/
FLU/FLU.html, accessed January 14, 2010) (Bao et al., 2008). Sequences
used were from both isolates (using MDCK cells or eggs) and clinical
samples, or unknown origin. All sequencing data for viruses with a full-
length H1 subtype HA gene of human and swine influenza A viruses
were included. Sequences derived from laboratory strains were
excluded, and 1457, 365, and 1332 sequences were obtained for
seasonal H1N1, swine H1, and 2009 H1N1 viruses, respectively
(supplementary file). Sequences containing minor insertions, minor
deletions, or untranslatable codons were excluded. A multiple align-
ment of nucleotide sequences was constructed using ClustalW.

A phylogenetic tree for the swine influenza viruswas constructed by
the neighbor-joining method using Molecular Evolutionary Genetics
Analysis (MEGA) ver. 4 (Kumar et al., 2008). Based on the tree structure,
swinevirusesof theNorthAmerican lineage, including triple reassortant
viruses from which 2009 H1N1 virus originated (Garten et al., 2009;
Smith et al., 2009), were selected for further analyses.

Evolutionary rate

The evolutionary rate of each group was calculated as follows: up to
100 sequences of each group were selected, and the evolutionary rate
was analyzed for selected sequences with a linear regression model as
the number of substitutions/site/year compared with A/South Car-
olina/1/18 (GenBank accession no. AF117241). Periods of evolutionary
rates calculatedwere40 years, 33 years, 80 years, and10 months for the
seasonal H1N1 (1918–1957), seasonal H1N1 (1977–2009), swine H1
(1930–2009), and 2009 H1N1 viruses (March–December 2009),
respectively.

All results were based on pairwise analysis, which was performed
using the Maximum Composite Likelihood method in MEGA (ver. 4).
The significance of correlations was estimated using Pearson
correlation.

Selection pressure

Phylogenetic trees for each dataset of the host were constructed
using the maximum likelihood method implemented in PhyML-aLRT
(Anisimova and Gascuel, 2006) with the GTR model, which included
four rate categories, all parameters of which were estimated from the
data.

Positive selection siteswere detected using the fixed effects likelihood
method, which is based onmaximum likelihood estimates. Relative rates
of nonsynonymous and synonymous substitutions (dN/dS) in each codon
were compared. Sites where dN/dSN1 and dN/dSb1 were inferred as
positively and negatively selected, respectively. Furthermore, global
estimates, ω, of dN and dS, averaged over the entire alignment, were
compared to calculate the overall strength of selection (Pond et al., 2007).
Details of the method are described elsewhere (Campo et al., 2008;
Kosakovsky Pond and Frost, 2005; Pond et al., 2007). The differential of
evolutionary pressure was also analyzed by HyPhy, which tests the
hypothesis as to whether dN/dS at a given site differs between two
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Fig. 4. Sites under different selection pressures. A) Antigenic structure of HA. Antigenic sites are shaded in blue, sites involved in receptor binding specificity are in red, N-glycosylation
sequons of Spanish influenza and 2009 H1N1 viruses are in light green, and additional N-glycosylation sequons of the seasonal H1N1 virus are in green. Sites selected positively in 2009
H1N1 virus are indicated by circles. B) Sites under different selection pressure between 2009 H1N1 and seasonal H1N1 viruses. Sites shaded yellowwere under higher selection pressure
in 2009 H1N1 virus, and those shaded purple were under lower selection pressure. C) Sites under different selection pressure between 2009 H1N1 and swine H1 viruses. Sites shaded
yellow were under higher selection pressure in 2009 H1N1 virus and those shaded purple were under lower selection pressure.
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datasets along the phylogenetic tree. Details are described elsewhere
(Pond et al., 2006, 2007).

3D structures are shown as a solvent-accessible surface represen-
tation prepared from A/swine/St-Hyacinthe/148/1990 (H1N1) (PDB
ID 1RUY) by PyMOL (Gamblin et al., 2004). Sites were numbered
Fig. 3. Selection profile. A) List of sites under positive selection. The significance of fixed effec
denominator=0. *The site does not possessH3numbering. **Average of selection pressures on
abscissa indicates the codon position. The ordinate indicates the 1−P value for each position, a
horizontal lines represent 0.95 so thatpositionswherebars cross the lines above indicate positiv
H3 and H1 numbering.
based on H1 and H3 numbering. H1 numbering was performed by
counting from the initiation codon to the termination codon based on
A/South Carolina/1/18 (H1N1). H3 numbering was performed by
separately counting HA1 and HA2 regions (Nobusawa et al., 1991;
Stevens et al., 2004). Antigenic sites for H1 and positions of amino
t likelihood (FEL) results for positive selection levels is given as a P value. inf, infinity as
sites involved in receptor binding specificity. B) Selection profile for each codonofHA1. The
nd is above or below the horizontal line, respectively, when dN/dSN1 or dN/dSb1. Upper
ely selected sites. Positively selected sites are indicatedbyarrowswith theirpositions asper

image of Fig.�4
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acids in sites are reported elsewhere (Gerhard et al., 1981; Stevens
et al., 2004).
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