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Seasonal Influenza Can Poise Hosts for CD4
T-Cell Immunity to H7N9 Avian Influenza
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The emergence of avian H7N9 viruses has raised concerns about its pandemic potential and prompted vaccine
trials. At present, it is unknown whether there will be sufficient cross-reactive hemagglutinin (HA)–specific CD4
T-cell memory with seasonal influenza to facilitate antibody production to H7 HA. There has also been spec-
ulation that H7N9 will have few CD4 T-cell epitopes. In this study, we quantified the potential of seasonal
influenza to provide memory CD4 T cells that can cross-reactively recognize H7 HA–derived peptides. These
studies have revealed that many humans have substantial H7-reactive CD4 T cells, whereas up to 40% are lacking
such reactivity. Correlation studies indicate that CD4 T cells reactive with H7 HA are drawn from reactivity
generated from seasonal strains. Overall, our findings suggest that previous exposure of humans to seasonal
influenza can poise them to respond to avian H7N9, but this is likely to be uneven across populations.
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In 2013, an avian H7N9 virus was reported to infect
individuals in China, with the number of deaths
thus far approaching 200. This avian virus, like the
H5N1 viruses causing ongoing sporadic infection in
humans, has caused great concern because of its
apparently high mortality rate. Unlike avian H5N1
viruses, H7N9 causes low pathogenicity in poultry
and is difficult to track. Based on sequence analyses
and phylogenetic relationships [1–4] the H7N9
virus detected in humans may have evolved from as
many as 4 origin species, including domestic ducks
(H7N3), migratory wild birds (H7N9), and domestic
poultry (H9N2). The number of individuals infected,
the novel composition, and recent findings indicating
that this virus may spread in droplets between ferrets
[5, 6] have all raised concerns that the virus has
human pandemic potential.

The possibility of the spread or adaptation of H7N9
to humans [7–9]has raised the issue of protective H7N9
vaccination [10, 11]. There is considerable uncertainty
regarding whether the typical human has sufficient
influenza-specific cross-reactive immunity to respond
to H7N9. During infection, CD4 and CD8 T cells
cross-reactive to heterosubtypic viruses can be important
in protection and lead to more rapid clearance and di-
minishedmorbidity. Memory CD4 T cells can contribute
to this protection in multiple ways (reviewed in referenc-
es 12–14), including through up-regulation of the innate
response in the lung [15, 16] and direct cytotoxicity [13].
Most importantly, for protection prior to infection, high-
affinity neutralizing antibody responses are needed, for
which CD4 T cells are essential [17].

Our laboratory has shown the correlation between
the neutralizing antibody response to vaccination with
a novel influenza strain and expansion of CD4 T cells
[18]. In addition, correlations were noted between
increases in CD4 T cells with markers associated with
follicular helper cells and neutralizing antibody re-
sponses to seasonal vaccination [19]. When we addres-
sed whether the specificity of CD4 T cells influences
their ability to help B cells during infection or vaccina-
tion, we found evidence for linked specificities between
CD4 T-cell help and antibody responses: CD4 T cells
specific for hemagglutinin (HA) were better correlated
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with the neutralizing antibody response to HA than were CD4
T cells specific for nucleocapsid protein (NP) and/or M1 [18,
20]. Therefore, although the conserved internal viral proteins
such as NP might provide epitopes for some CD4 T-cell func-
tions, help for neutralizing antibody responses to viral infection
or vaccination is likely to be delivered most effectively by HA-
specific CD4 T cells.

In this study, because of the importance of HA-specific CD4 T
cells in neutralizing antibody production, we have directly quan-
tified the potential for cross-reactive recognition of CD4 T cells to
H7HA–derived epitopes. Using human subjects, we found strong
evidence for recognition of H7-derived epitopes in individuals ex-
posed only to seasonal influenza. We anticipate that the degree
and abundance of cross-reactive CD4 T cells in humans will be
a strong correlate of the ability to respond to H7N9 vaccines
and infection by production of neutralizing antibodies.

MATERIALS AND METHODS

Synthetic Peptides and Libraries
We used 17mer peptides overlapping by 11 amino acids to en-
compass the entire sequences of the viral proteins, obtained
from the Biodefense and Emerging Infections Research Reposi-
tory, National Institute of Allergy and Infectious Diseases
(NIAID), National Institutes of Health (NIH) or made in our
own facility and reconstituted as described elsewhere [21]. The
peptide arrays used included influenza virus A/New Caledonia/
20/99 (H1N1) HA protein (NR-2602), influenza virus A/Califor-
nia/04/09 (H1N1) HA protein (NR-15433), influenza virus A/
New York/384/2005 (H3N2) HA protein (NR-2603), and influ-
enza virus A/New York/348/2003 (H1N1) NP (NR-2611).

Isolation of Peripheral Blood Mononuclear Cells From Human
Blood
Blood samples were obtained from a group of healthy adult sub-
jects (aged 18–50 years) who had provided informed consent. This
study was approved by the University of Rochester Biosafety Com-
mittee. Plasma was removed, and the peripheral blood mononu-
clear cells (PBMCs) were collected, washed and resuspended at 15
million PBMCs per milliliter in fetal calf serum (Gibco) containing
10% dimethyl sulfoxide (Sigma-Aldrich), and frozen. Aliquots of
frozen PBMCs were thawed and diluted in Roswell Park Memorial
Institute 1640 medium (Gibco) containing 10% fetal calf serum,
washed, and rested overnight at 37°C and 5% carbon dioxide.
They were then harvested from culture, washed, and depleted of
CD8 cells by using MACS CD8 microbeads, according to the
manufacturer’s instructions (Miltenyi Biotec).

Vaccine Recipients
A group of healthy adults received a single 45-µg dose of sub-
virion H7N7 vaccine. The PBMCs were collected on day 0 and
on day 14 after vaccination. Samples were generously provided

by Kanta Subbarao, MD (NIH/NIAID) and John Treanor, MD
(University of Rochester) through an ongoing trial (Clinical-
Trials.gov identifier NCT 01534468). Samples were frozen and
used as described above.

Human Enzyme-Linked Immunospot Assays
Enzyme-linked immunospot (ELISPOT) assays were performed
as described elsewhere [18, 22]. Briefly, CD8-depleted PBMCs
were cultured with peptides on plates coated with anti-human
interferon (IFN) γ for 36 hours at 37°C in 5% carbon dioxide.
After incubation, cells were removed from the plates by wash-
ing. Biotinylated anti-human IFN-γ was added in wash buffer
with 10% fetal bovine serum and incubated at room tempera-
ture for 2 hours. The plates were washed, and then streptavi-
din-conjugated alkaline phosphatase was added, incubated for
30 minutes, washed, and developed using Vector Blue substrate
kit III (Vector Laboratories) prepared in 100 mmol/L Tris (pH
8.2). Cytokine-secreting cells were quantified with an Immuno-
spot reader (series 2A), using Immunospot software (version
5.0.9.19).

RESULTS

Potential for Cross-reactivity in CD4 T Cells Specific for
Seasonal and Avian-Derived H7 HA Proteins
To consider the possibility that there may be cross-reactive CD4
T-cell recognition of HA, the amino acid sequences of HA from
recently circulation H1N1 and H3N2 viruses were compared to
H7-HA (Supplementary Figure 1). If one calculates the number
of identical amino acids in homologous positions in the HA
proteins, H1 HA proteins have approximately 40% sequence
identity to H7 HA, compared with approximately 46% for the
H3 HA proteins. However, for T-cell cross-reactivity, contigu-
ous segments are most important. The minimal peptide that
can activate CD4 T cells via major histocompatibility complex
(MHC)–restricted recognition is a 9mer, but MHC class II mol-
ecules are typically occupied by at least a 12mer peptides be-
cause the binding pocket extends from P2 to P10 (reviewed in
[23]). Of the “core” amino acids, only 3–4 amino acids (P2, P3,
P5, P7, or P8) are solvent exposed and most commonly contact
T-cell receptors, whereas amino acids at P1, P4, P6, and P9 an-
chor the peptide to the MHC class II protein (reviewed in [23,
24]). Therefore, for 2 homologous peptides (eg, H7 vs H1) to be
recognized by the same CD4 T cells, they must bind to the same
MHC class II molecule in the same “frame”, share the key an-
chor residues, and display at least 2 or 3 of the same T-cell re-
ceptor contact residues. Accordingly, a stretch of 8–9 identical
amino acids might confer full cross-reactivity, whereas 4–5
identical amino acids might confer partial cross-reactivity.

Therefore, we scanned for segments of H7 that might be suf-
ficient for CD4 T-cell cross-reactivity. In Figure 1, the coding
sequence of H7 HA was compared with the HA of seasonal
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strains. We noted that the amino terminal half of the HAs, while
collectively amounting to substantial “sequence identity,” pri-
marily consist of very small stretches of identical amino acids
(<4), thus probably not sufficient for T-cell cross-reactivity.
However, beginning at approximately position 310 (indicated
by an underline), longer stretches of identity between seasonal
and avian HAwere identified. The H3 HA showed the most ex-
tensive homology to H7 HA, consistent with their phylogenetic
assignment into group 2 [25]. Overall, this analysis indicated
that there might be CD4 T-cell cross-reactivity between H7
and seasonal HA proteins, if these sequence-shared regions of
HA constituted CD4 T-cell epitopes.

Human CD4 T-Cell Reactivity to H7 HA–Derived Epitopes
To begin to assess the potential for human CD4 T cells to recog-
nize the avian H7 HA, we synthesized 17mer peptides represent-
ing the most highly conserved segments of H7 HA from the

Anhui strain relative to the seasonal strains (Supplementary
Table 1). These 26 overlapping peptides were pooled and tested
for their ability to activate human CD4 T cells from healthy
donors. We tested PBMCs depleted of CD8 T cells for the ability
to produce IFN-γ in response to the H7 HA–derived peptides.
Reactivity to NP-derived peptides was used as a control. Figure 2
shows that many individuals (15 of 21) were able to recognize
H7-derived peptides, albeit at a low level. Reactivity toward H7
HA epitopes ranged from 0 to 140 reactive CD4 T cells per mil-
lion tested. In contrast, NP reactivity in these subjects ranged
from 62 to 750 reactive CD4 T cells per million. These numbers
are probably an underestimate, because when large pools of pep-
tides are added to CD4 T-cell activation assays, there can be sup-
pression due to solvents in the peptides [26]. Collectively, our
data indicate that many individuals are likely to have some
CD4 T-cell reactivity to H7 HA and that a few seem to have
quite high reactivity to H7-derived HA peptides. We also find

Figure 1. Amino acid sequence alignment reveals the highest degree of homology between H3N2 hemagglutinin (HA) and H7N9 HA. Pairwise alignment of
H3 A/New York/384/05 (top), H1 A/New Caledonia/20/99 (middle), and H1 A/California/04/09 (bottom) with the amino acid sequence of HA from H7 A/Anhui/
02/13 is shown; alignment was performed using CLC Sequence Viewer software (version 6.8.2) (CLC bio, a QIAGEN Company). Conservation between 2 compared
sequences is indicated by red shading, and black indicates nonidentity. Gaps in the black lines above the sequences indicate any amino acid gaps in the align-
ment. Arrow indicates HA0 cleavage site. Underlined sections of the alignment represent coverage of synthesized H7 peptides used in the T-cell enzyme-linked
immunospot assays (Supplementary Table 1; Figures 2 and 3). Reference numbers (GenBank/PubMed and EpiFlu/ Global Initiative on Sharing Avian Influenza
Data) for aligned sequences are as follows: H1 New Caledonia (ACF41878); H1 California (ACQ55359); H3 New York (AAZ79974); H7 Anhui (EPI439507).
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that CD4 T cells can respond to purified recombinant H7 HA
protein, indicating that these circulating memory CD4 T cells
can recognized naturally processed peptides (data not shown).

We next examined individual H7-derived peptides from the
carboxy-terminal region of HA for their ability to activate
human CD4 T cells. Each individual is represented by a differ-
ent symbol in Figure 3A, and the average response per peptide
is shown in Figure 3B. The sequence of each peptide indicated
below the Figure is listed in Supplementary Table 1. These
studies revealed that many H7 HA–derived peptides were
able to activate human CD4 T cells. Frequencies ranged from
5 epitope-specific cells per million to >150 reactive cells per
million.

Of particular note were several segments of H7 HA (336–357,
371–392, and 426–452) that could activate a relatively high fre-
quency of CD4 T cells in many of the donors. These segments
included the most highly conserved regions of HA, suggesting
that, indeed, these regions of the HA2 domain of H7 HA can
generate peptides recognizable by human CD4 T cells. Interest-
ingly, there were some individuals whose CD4 T cells recog-
nized many different H7 HA–derived peptides at a high
frequency, whereas others recognized only a limited subset,
though also at a high frequency. There was also a subset of
individuals (approximately 25%) who displayed a very low fre-
quency (<100 total cytokine-producing cells) in response to H7
HA. These disparities in recognition may be due to either dif-
ferences in influenza confrontation in the subjects or expression
of particular HLA class II molecules that vary in the number of
HA epitopes they can present to CD4 T cells.

Figure 3. CD4 T cells in the peripheral blood of H7N9-naive individuals are able to respond to individual H7 hemagglutinin (HA) epitopes in the carboxy
terminal end of the HA molecule. CD8-depleted peripheral blood mononuclear cells (PBMCs) (400 000/well) were restimulated with individual H7 HA pep-
tides (10 µmol/L) directly ex vivo. The peptide sequences are shown in Supplementary Table 1. Data are shown as the average number of interferon γ–
producing cells per million CD8 depleted PBMCs (60%–80% CD4 T cells), with background subtracted. A, Range of reactivity, with each individual (n = 21)
represented as a different symbol or color. B, Mean response of the population to each peptide is shown as a bar graph.

Figure 2. CD4 T cells from healthy human donors display reactivity to
H7 A/Anhui/02/13 influenza hemagglutinin (HA). Twenty-one donors not
exposed to H7N9 were tested for reactivity to a pool of semiconserved
H7 HA peptide epitopes (shown in Supplementary Table 1) in interferon
(IFN) γ enzyme-linked immunospot assays. CD8-depleted peripheral
blood mononuclear cells (PBMCs) were cocultured with peptide pools
with each peptide present at 1 µmol/L at 37°C for 36 hours. The reactivity
to HA peptides is compared with the response to nucleocapsid protein
(NP)–derived peptide pools. The response is shown as the number of
IFN-γ–producing cells per 106 CD8-depleted PBMCs, with the background
subtracted, and the mean response of the population is shown as a black
line.
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To examine the relationship between reactivity to H7-derived
HA epitopes and epitopes encountered from seasonal vaccines
and viruses, we examined a new set of healthy donors for CD4
T-cell reactivity to HA epitopes from pH1, sH1, sH3, and H7
HA proteins. Reactivity to NP was used as a control. Figure 4A
shows the reactivity to these different viral proteins, using cyto-
kine ELISPOT assays and peptide pools representing each of
these viral proteins. For HA, we divided the pools of peptides

into the NH2 versus carboxy-terminal halves of the protein. Re-
activity toward H7 HA was found to be variable, as before, and
heavily skewed toward the conserved HA2 domain. Reactivity to
seasonal HA and pandemic H1N1 HA proteins was more sub-
stantial and was much more equally distributed across the entire
HA protein. Strikingly, when the correlation between reactivity
among the different viral proteins among the subjects was eval-
uated, there was a strong correlation between H7 reactivity to

Figure 4. CD4 T cells from healthy donors focus on epitopes in the genetically conserved HA2 domain that were probably elicited by seasonal influenza.
A, New cohort of healthy donors (n = 23) were tested for CD4 T-cell reactivity to influenza hemagglutinin (HA) and nucleocapsid protein (NP) using interferon
γ enzyme-linked immunospot assays and pools of overlapping peptides (each 1 µmol/L) encompassing the NH2 (N) and the carboxy-terminal (C) portions of
the HA protein from seasonal H1N1 A/New Caledonia/20/99 (sH1-N [amino acids {aa} 1–320], sH1-C [aa 310–565]), pandemic H1N1 A/California/04/09
(pH1-N [aa 1–323], pH1-C [aa 309–566]), seasonal H3N2 A/New York/384/05 (H3-N [aa 1–319], H3-C [aa 309–566]), H7N9 A/Anhui/1/13 (H7-N [aa 1–322],
H7-C [aa 311–560]) and NP from H1N1 A/New York/348/03. B–D, Correlation between H7 reactivity and seasonal HA proteins. E, No correlation between
NP and H7 reactivity. All r and P values were calculated using the Spearman rank correlation test.
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the older seasonal H1N1 (Figure 4B) and seasonal H3 HA (Fig-
ure 4C). There was a very modest correlation between pH1 and
H7 (Figure 4D) and no detectable correlation among different
subjects between the abundance of CD4 T cells specific for H7
and the number specific for NP (Figure 4E ).

We were also able to study a small group of human subjects
vaccinated with an H7N7 subvirion vaccine (see “Materials and
Methods” section). The reactive CD4 T cells were quantified by
cytokine ELISPOT assays, wherein the number of protein
specific spots detected before vaccination was subtracted from
the reactivity detected at day 14 after vaccination (Figure 5).
The elicited response to H7 HA was modest, as expected,
with approximately half of the subjects’ responses after vaccina-
tion detectable in the range of 25–150 cytokine-producing cells
per million (Figure 5A, left). In all subjects, baseline NP reactiv-
ity was higher at day 0, as expected, and gained substantially in
response to vaccination (Figure 5A, right). The elicited response
to NP is consistent with our earlier studies showing that clinical
vaccines contain sufficient NP to promote CD4 T-cell recruit-
ment [18, 27].

In coordination with the gains in reactivity to H7-derived
peptides, there were also modest gains in reactivity to H1 and
H3 derived peptides after vaccination (Figure 5B). These gains
are presumably due to cross-reactivity in some of the peptide
epitopes, because the vaccine did not contain any seasonal H3
or H1 HA proteins. When correlations between responses to
different viral proteins were tested (Figure 6), positive correla-
tions with H7 were noted for both H1 and H3. This was rarely
observed with reactivity of the CD4 T cells with NP and H7.
This argues that the correlations in reactivity among different
HA epitopes does not reflect the general magnitude of the im-
mune response to vaccination. Rather, these data support the

view that some human subjects not previously exposed to
avian viruses or vaccines can draw on cross-reactive CD4 T-
cell memory to respond to novel pandemic strains of avian in-
fluenza. The degree of cross-reactivity will probably reflect the
peptides within the related HA proteins that are selected by host
HLA class II molecules during responses to seasonal infection
and vaccination.

DISCUSSION

In this study, we have evaluated the potential of preexisting CD4
T-cell immunity generated by seasonal influenza viruses to rec-
ognize HA-derived epitopes from the avian H7N9 virus that has
recently emerged in humans. Because CD4 T-cell help can be
limiting in antibody responses, cross-reactive recognition by
HA-specific CD4 T cells might provide sufficient “help” to fa-
cilitate neutralizing antibody responses to H7N9 influenza. We
have recently shown that HA-specific CD4 T cells are likely to
be the most potent in providing help in the cognate CD4 T-cell–
B-cell interactions needed for high-affinity, neutralizing anti-
body production by HA-specific B cells [18, 20].

Sequence comparison of H7 HA with seasonal HA showed
significant sequence divergence, but we did note several stretch-
es of amino acid identity in the carboxy-terminal HA2 domain
that theoretically might provide peptides for CD4 T-cell cross-
reactivity. Empirical testing of reactivity of human CD4 T cells
revealed that many but not all of these segments were recogni-
zed. Importantly, reactivity to H7 HA–derived peptides both at
baseline and during responses to vaccination correlated strongly
with reactivity to seasonal H3 and H1 proteins. We do not know
the previous exposure history of the subjects analyzed in this
study, but, based on serological analyses using enzyme-linked

Figure 5. Responses to vaccination with a H7N7 monovalent influenza subvirion vaccine. A, CD4 T-cell responses against H7 and nucleocapsid protein
(NP) peptide pools at baseline (day 0) and approximately 14 days after vaccination, determined using interferon γ enzyme-linked immunospot assays. Hor-
izontal lines represent mean of response; error bars, standard error of the mean. P values were determined with the Wilcoxon signed rank test. B, Change
(from day 0 to day 14) in CD4 T-cell reactivity to H7, H3, H1, or NP peptide pools (1 µmol/L) after vaccination. Horizontal lines represent mean change in CD4
T-cell response; error bars, standard error of the mean.
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immosorbent assays, the high versus low responders to H7 HA
proteins do not seem distinct with regard to existing antibodies
to seasonal influenza strains.

Our results raise several intriguing questions. The first is
whether neutralizing antibody responses to H7N9 vaccines
will be predictable based on preexisting CD4 T cells to H7
HA–derived peptides. Previous vaccine trials with H7 viruses
[28–30] have proved disappointing thus far and revealed an
overall poor “immunogenicity” of H7 vaccines, particularly
when the vaccine does not contain adjuvants, as is typical in
the United States. It is possible that individuals who display sub-
stantial cross-reactivity may be most able to respond to limiting
doses or unadjuvanted versions of avian vaccines. It is not yet
clear whether there is a threshold of memory CD4 T cells that
must be elicited by the vaccine to potentiate antibody responses,
and, if so, whether they must possess a defined phenotype asso-
ciated with recruitment into the draining lymph node and par-
ticipation in help for the germinal center response. Our current
studies are evaluating this issue. We have also evaluated the
effects of prepandemic strategies to further enrich for reactivity
to avian HA proteins, in a recent H5N1 vaccine trial. We find
that long-lived circulating CD4 T-cell memory reactive with
avian HA proteins can be potentiated by vaccination years
earlier [31]. This strategy might be useful for those individuals

with low circulating cross-reactive memory to avian viruses
caused by exposure to seasonal vaccines.

The second issue raised by this study is the mechanism that
underlies the variable H7 HACD4 T-cell cross-reactivity in hu-
mans. The mouse models studied in our laboratory thus far pro-
vide at least a partial explanation. It is well accepted that host
MHC class II molecules select the epitopes recognized by
CD4 T cells [23, 24, 32, 33]. We have found highly variable
MHC class II–dependent focus on the HA protein [21, 26, 34].
In humans, the options for class II diversity are greater than in
mice, but the presenting HLA class II molecules available to
elicit CD4 T cells in any given human are still limited to a
few of the large constellation of possible HLA-class II alleles.
Therefore, only some humans are likely to be able to bind to
the sequence-conserved HA peptides and select the cross-reactive
CD4 T cells during seasonal exposure to influenza.

The other parameter probably responsible for the variability in
responses to H7 HA derived epitopes or preferences for
one strain of seasonal virus epitopes is the complex vaccina-
tion/infection history of individual humans.With currently avail-
able technology, this variable is difficult to document with
certainty, owing to life-long exposure and uncertainty regarding
the strains to which a given individual has been exposed. How-
ever, we have noted that serum antibodies reactive with seasonal

Figure 6. Relationship between development of a CD4 T-cell response to H7 peptides and CD4 T-cell response to H1, H3, and nucleocapsid protein (NP)
peptides. Interferon (IFN) γ enzyme-linked immunospot assays were performed on peripheral blood mononuclear cells (PBMCs) from subjects at day 0 and
day 14 after vaccination with a monovalent inactivated subvirion H7N7 vaccine, and the change in CD4 T-cell reactivity to H7, H3, H1, or NP peptide pools
(1 µmol/L) between baseline and day 14. There is a statistically significant correlation between the development of a response to H7 and H3 peptides (A)
and H7 and H1 peptides (B), but no correlation was observed when H7 reactivity and reactivity to the NP pool were compared (C ). Reactivity is defined as the
number of IFN-γ producing cells per million CD8-PBMCs. All r and P values were determined with the Spearman rank correlation test.
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HA proteins do not differ between subjects with high CD4 reac-
tivity to H7 derived epitopes and those with low reactivity, so by
this criterion, they do not show distinct patterns of exposure to
seasonal H1N1 and H3N2 viruses and vaccines.

Based on the use of predictive algorithms forMHC class II pep-
tide binding, H7 HA proteins have been proposed to contain a
paucity of T-cell epitopes [24, 35–37].Although not yet confirmed
experimentally, this possibility suggests that recalling memory
CD4 T cells generated fromH3N2 and H1N1 viruses may be par-
ticularly important in generating CD4 T-cell help for responses to
this avian virus. Whether or not there is a generalized defect in H7
HA to generate peptides that elicit CD4 T cells, it is clear that re-
call of memory CD4 T cells offers considerable advantages in
immune responses. These cells exist at a higher frequency, are
more readily activated to expand, and are more independent of
costimulation than naive T cells [38–42].Therefore, we would an-
ticipate that memory CD4 cells will have a considerable advantage
in potentiating the vaccine response. Our studies have revealed
that cross-reactive recognition will be variable, can be recruited
into the response to H7-based vaccines, and will probably depend
on both influenza exposure history and the specific HLA class II
molecules expressed in the host.
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