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Specific memory B cell response in 
humans upon infection with highly 
pathogenic H7N7 avian influenza 
virus
Brenda Westerhuis1,2, Hinke ten Hulscher1, Ronald Jacobi1, Josine van Beek1, 
Marion Koopmans2, Guus Rimmelzwaan2,3, Adam Meijer1 & Rob van Binnendijk1*

H7 avian influenza viruses represent a major public health concern, and worldwide outbreaks raise the 
risk of a potential pandemic. Understanding the memory B cell response to avian (H7) influenza virus 
infection in humans could provide insights in the potential key to human infection risks. We investigated 
an epizootic of the highly pathogenic A(H7N7) in the Netherlands, which in 2003 led to infection of 89 
persons and one fatal case. Subtype-specificity of antibodies were determined for confirmed H7N7 
infected individuals (cases) (n = 19), contacts of these cases (n = 21) and a comparison group controls 
(n = 16), by microarray, using recombinant hemagglutinin (HA)1 proteins. The frequency and specificity 
of memory B cells was determined by detecting subtype-specific antibodies in the culture supernatants 
from in vitro stimulated oligoclonal B cell cultures, from peripheral blood of cases and controls. All 
cases (100%) had high antibody titers specific for A(H7N7)2003 (GMT > 100), whereas H7-HA1 antigen 
binding was detected in 29% of contacts and 31% of controls, suggesting that some of the H7 reactivity 
stems from cross reactive antibodies. To unravel homotypic and heterotypic responses, the frequency 
and specificity of memory B cells were determined in 2 cases. Ten of 123 HA1 reactive clones isolated 
from the cases bound to only H7- HA1, whereas 5 bound both H7 and other HA1 antigens. We recovered 
at least four different epitopal reactivities, though none of the H7 reactive antibodies were able to 
neutralize H7 infections in vitro. Our study serologically confirms the infection with H7 avian influenza 
viruses, and shows that H7 infection triggers a mixture of strain -specific and cross-reactive antibodies.

H7 avian influenza viruses represent a major public health concern, as these antigenically divergent viruses cause 
yearly outbreaks in poultry worldwide. Most human infections with avian influenza H7 viruses occurred after 
exposure to poultry, without evidence of sustained human transmission1–8. During previous occurrences of H7 
influenza virus outbreaks among poultry, the numbers of human cases were limited and disease was mild, but 
severe human disease with a case fatality rate of up to 40% has been observed during the recent outbreaks of avian 
H7N9 in China (WHO)9,10. Therefore, the widespread circulation of H7N9 viruses among birds, and the poten-
tially severe clinical impact of these zoonotic infections has led to their ranking as serious pandemic threat11.

Serological proof of human infection with avian influenza viruses is challenging. Several studies showed that 
the classical “gold standard” hemagglutination inhibition assay (HAI), used in sero-epidemiological studies, is 
relatively insensitive for antibodies against avian influenza viruses12–15, resulting in different interpretations of the 
HAI. Consensus in methods used in epidemiological studies is lacking, resulting in high variations in percent-
ages in seropositives, which causes a major bias in epidemiological studies to discriminate infected cases from 
non-cases. During an epizootic of A(H7N7) in the Netherlands (2003) seropositivity of 85% of the persons with a 
virologically confirmed influenza A/H7N7 infection was found, using HAI cut off to values ≥102, using a higher 
and more accepted cut-off of 40, only a seropositivity of 6% was found. During an outbreak in British Colombia 
in 2004, no H7 specific antibodies could be detected in infected persons by a similarly modified HAI assay, nor by 
micro-neutralization or Western blot assays (Skowronski et al.3). While within a group of patients with laboratory 
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confirmed A(H7N9) influenza virus infection 73% seropositive patients were found using a using HAI cut off to 
values ≥4016. Similar variability on the seropositivity rates were found among poultry workers that were exposed 
to avian influenza viruses in other studies, ranging from 0.4% to 56% among poultry workers17–20. Recently, we 
developed protein array (PA) based serological assays to profile antibody responses to a range of influenza virus 
HA1 antigens, in an attempt to obtain a more granular analysis of the antibody responses in individuals exposed 
to human and animal influenza viruses21–23. While this showed the ability to measure subtype specific antibod-
ies, the diverse reactivity of antibodies in serum samples from adults with a history of multiple influenza virus 
infections makes it challenging to conclude on exposure history from serum profiling. Upon vaccination with 
H7N9 vaccine, the induction of specific and cross- reactive H7 antibodies have been previously demonstrated24. 
To provide more evidence for the induction of specific antibody responses upon natural infection to avian influ-
enza virus antibodies, we established an in vitro analysis method to gain insight into the specificity of antibodies 
produced from individual memory B cells25. The method is based on clonal dissection of the memory B cell rep-
ertoire, based on the knowledge that approximately 0.5–2% of the memory B cells are influenza virus specific26,27. 
Analysis of these antibodies from B cell clones using protein microarray gave us the opportunity to screen the 
available repertoire of memory B-cells in peripheral blood for a broad range of HA1 antigens to identify their 
strain-specificity. This will contribute to better understanding of the memory B cell response to avian (H7) influ-
enza virus infection in humans, and provides new insights in the potential key to human infection risks. Here 
we used microarray to study specific antibody responses for H7 infected individuals from the highly epizootic 
of the highly pathogenic A(H7N7), which led to infection of 89 persons and one deadly case1,2. We investigated 
subtype- specificity of antibody responses in serum for H7 infected individuals, and subsequently selected from 
these individuals a number to determine the presence and specificity of H7 specific memory B cells in peripheral 
blood during convalescence.

Results
Protein array HA1 serum titers in H7N7 infected individuals.  We first characterized serum pro-
files by PA using recombinant HA1 proteins representing human and avian influenza virus type A strains. We 
included the representative avian A(H7N7)2003, a second avian A(H5N1)2010 to which these individuals are 
not likely to be exposed, and two seasonal subtypes A(H1N1)1999 and A(H3N2)2003 representative for the 
two seasonal vaccination strains administered during the outbreak in 2003. Sera available from 19 infected indi-
viduals and 21 contacts from the epizootic of highly pathogenic avian A(H7N7) in the Netherlands in 2003 
were tested in this PA. We supplemented these with samples collected during the A(H1N1)pdm09 outbreak 
as an additional comparison group (Fig. 1). We showed high titers against HA1 of A(H7N7)2003 for all cases 
(GMT = 503) (Fig. 2A). In the case group we also found clear high GMTs (≥80) against HA1 of the vaccine rep-
resentative subtypes A(H1N1)1999 and A(H3N2)2003 (Fig. 2B), but not to another avian subtype, A(H5N1)2010 

Figure 1.  An outline of the study groups and selections.
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(Fig. 2A). In all contacts of the H7 infected individuals, the GMT for these representative strains were <80, 
including the A(H7N7)2003 (GMT = 55) (Fig. 2A). In the additional comparison group we found a GMT > 80 for 
A(H1N1)1999, A(H3N2)2003, but a GMT < 80 for avian A(H7N7)2003 (GMT = 42) (Fig. 2B). While the GMT’s 
were low, some individuals had antibodies binding to A(H7N7)2003 HA1 in the contact group (n = 6). This might 
indicate low level transmission of H7N7 from cases to contacts28, though we also found some H7 reactivity in the 
comparison group (n = 5, titer>80), which might indicate the presence of cross reactive antibodies. Therefore, 
we cultured and cloned memory B cells from stored PBMC samples of two PCR-confirmed cases. Both showed 
high serum protein array PA titers against H7N7 (Case 1 = 1418, Case 2 = 617), but low or absent HAI (Table 1).

B-cell memory repertoire of cases infected with A(H7N7)2003.  We applied a clonal dissection 
method by seeding replicates of a fixed low number of B cells (≤500 cells per well) to dissect the frequency and 
specificity of influenza virus specific B cell clones from cases and from the control group, with the aim to provide 
evidence for the existence of specific A(H7N7) B cells in cases. In total we detected 95 influenza HA1 positive 
B cell cultures for case 1and 28 positive for case 2, which corresponds to a precursor frequency of 0.0412% and 

Figure 2.  Protein microarray (PA) serum titers. (A) Serum profiles of H7N7 cases with confirmed infection. 
Two cases used for B cell analyses are depicted in grey. (B) Serum profiles of contacts of the H7N7 infected 
cases. Individuals with confirmed additional vaccination upon the outbreak are indicated with a triangle, 
individuals with no information on additional vaccination are indicated with a circle (C). Serum titers of 
individuals upon A(H1N1)pdm09 pandemic outbreak individuals with confirmed A(H1N1)pdm09 infection 
are indicated with a triangle, individuals with no confirmed infection are indicted with a circle. Error bar 
indicates the GMT with 95% CI. P values are calculated using unpaired student t-test on log-transformed serum 
titers. The serum titers of the cases used for B cell cultures are indicated with arrows.

PCR Age

Confirmed 
vaccination
Upon outbreak

HAI 
titer 
H7N7

HAI 
titer 
H1N1

HAI 
titer 
H3N2

Case 1 Pos. 35 y NA* 20 ≥640 160

Case 2 Pos. 20 y Y <10 ≥640 160

Table 1.  Case description used for further analyses. *Information from this subject not available.
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0.0179% with respect to all CD19+ B cells seeded for each donor. Furthermore, we can consider positive antibody 
reactivity to originate from a single memory B cell clone, as the majority of B cell cultures at an input as low as 
500 cells per well were antibody negative27. Assuming ~20–40% of the CD19+ B cells to be memory B cells and 
~30–40% of these to be capable of clonal antibody production in culture27,29, this correlates to a memory B cell 
fraction that is approximately 10x higher, so 0.412% and 0.179%. These numbers are in line with published data 
on influenza virus memory B cells26,27. In our control A(H1N1)pdm09 pandemic cohort we found on average a 
slightly lower CD19+ B cell frequency of 0.0103% (Table 2), possibly due to a mixture of previously A(H1N1)
pdm09 infected and non-infected individuals (range 0.0015–0.025%). To visualize the homology and heterology 
of each B cell reactivity, we organized them into a heatmap according to their strain-specific reactivities and 
applied a hierarchical clustering method (Canberra distance and Ward’s clustering method) to categorize them 
into different clusters. Each arm of the heatmap represents HA1 antibody reactivity of a particular clone. For case 
1 the method generated 12 clusters from the 95 HA1 reactive clones, for case 2 we found a minimum of 7 different 
clusters on the basis of 28 clones. It should be noted that the reactivity profile within each cluster is still hetero-
genic, pointing to possibly even more differences in the epitope specificity of individual B cells than what is cur-
rently separated by the applied dendrogram cluster method at a bootstrap value of 100. In both donors we found 
HA1 clones exclusive to A(H7N7)2003, for case 1 we detected 4 clones (0.0017%), which corresponds to 4.2% of 
all HA1 reactive clones (Fig. 3A, cluster 3) and for case 2 we detected 6 clones (0.0035%, corresponding to 21.4% 
of all HA1-reactive clones (Fig. 3B, cluster 3). In both cases we also found clones specific for A(H7N7)2003. Such 
clones were not detected in any of the B cell cultures generated from the donors of the A(H1N1)pdm09 control 
cohort (Table 2). However, we did find some heterosubtypic A(H7N7)2003 clones (0.0008%, n = 14, 4,5% of the 
HA1 specific memory cells), but only in those older than 15 years of age.

High antibody reactivity in serum to HA1 antigens representing seasonal H1 and H3 strains as well as 
their potential to cross-react was confirmed at the clonal level as visualized by heatmap level. In case 1 a broad 
H1 response, (Fig. 3A, cluster 7, 8) including single antibody reactivities towards A(H1N1)1977 (cluster 9), 
A(H1N1)1999 (cluster 12), and A(H1N1)2007 (cluster 11) were found. Clones reacting against A(H1N1)1999 
and A(H1N1)2007 were represented in cluster 10 (Fig. 3A). Surprisingly we also detected a large number of clones 

HA1 positive clones 
(frequency %)*

HA1 H7N7 heterosubtypic 
positive clones (frequency %)*

HA1 H7N7 homosubtypic 
positive clones (frequency %)*

H7N7 case 1 95 (0.0412) 2 (0.0009) 2 (0.0009)

H7N7 case 2 28 (0.0179) 4 (0.0023) 2 (0.0012)

H1N1 pandemic cohort(n = 8, 15–59 y) 305 (0.0103) 14 (0.0008) 0

Table 2.  B-cell precursor frequencies from different groups. *Frequency: percentage to total number of CD19+ 
cells.

Figure 3.  Strain-specific reactivity of clones isolated from case 1 (A) and case 2 (B), presented as heatmap 
(upper figure). Each line in the heatmap represents the HA1 reactivity of clones produced by a single memory 
B-cell precursor cell. Heatmaps are generated by log2-transformation of the RFU and by applying hierarchical 
clustering, clusters are generated and indicated using different colors. The bar graph (below) represents the 
serum titer of both cases.
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reactive with A(H1N1)1918 (Fig. 3A, cluster, 4, 5, 7 and 8), an influenza strain to which none of the individuals 
was exposed earlier in life. Two clusters of broadly cross reactive H1 clones are shown of which three clones also 
showed high reactivity with A(H1N1)pdm09 (Fig. 3A, cluster 1 and 7). Clones within cluster 1 showed reactivity 
with both H1 and H3 strains, one of which also showed cross reactivity with H8 and H9, but not with any of H7 
or H5 (Fig. 3A). In case 2 (Fig. 3B), most clones mainly showed reactivity with A(H1N1)1999 and A(H1N1)2007 
(Fig. 3B cluster 7) of which some also showed reactivity with A(H1N1)1977 and A(H1N1)1933 (Fig. 3B, cluster 
6). As shown in Case 1 some low cross-reactivity with A(H1N1)1918 is shown (Fig. 3B cluster 3 and 6). Notable, 
both single reactivities were found against A(H3N2)1968 (Fig. 3B, cluster 5) and A(H3N2)2005 (Fig. 3B, cluster 
2) which are both types to which this 20-year old donor has not been exposed.

Cross reactivity of A(H7N7)2003 HA1 reactive clones.  Anti-H7 2003 positive B cell cultures 
from the cases were subsequently tested against HA1 from different H7 strains, including H7N8 A/mallard/
NL/2006, H7N3 A/chicken/SK/2007, and H7N9 A/Anhui/2013. The full (cross-) reactive profile of each of the 
A(H7N7)2003 reactive clones is depicted in Fig. 4. In total, three out of ten clones showed strain-specific reac-
tivity for A(H7N7)2003 case 1 clone #1 and case 2 clones #1 and #2. Two clones positive for A(H7N7)2003 
from case 1 (Ab 4) and from case 2 (Ab 4) showed cross-reactivity against all the other H7 HA1 proteins 
tested. Three of the clones showed cross reactivity with A(H7N8)2006 and/or A(H7N9)2013, case 1 (Ab2 & 3) 
and case 2 (Ab 5). Amino acid sequence and antigenic epitope22 analyses revealed that the HA1 sequences of 
more cross-reactive H7N8 A/mallard/NL/2006 and H7N9 A/Anhui/2013 HA1 showed higher similarity with 
A(H7N7)2003 HA1 than H7N3 A/chicken/SK/2007 HA1 (Fig. 5). The H7N8 A/mallard/NL/2006 showed only 
a single aa change, and the H7N9 A/Anhui/2013 showed single aa differences in 4 antigenic epitopes of H7N9 
compared to A(H7N7)2003. This while the H7N3 A/chicken/SK/2007 showed in all 5 antigenic epitopes up to 9 
amino acid differences compared to A(H7N7)2003. Notable is that both clones cross-reactive with A(H7N3)2007 
also showed cross reactivity with H1N1 strains, case 1 (Ab 4) and case 2 (Ab 3 & 4), though some cross reactivity 
was shown by two other A(H7N7)2003 as well. Clones cross-reactive with other group 2 HA1 antigens were also 
shown, one Ab showed cross reactivity with A(H7N8)2006 and A(H7N9)2013, and reactivity with particular 
H3 strains (Ab 5). A second Ab also showing cross reactivity with H3 strains, showed only reactivity with the 
A(H7N7)2003 subtype, also the only Ab being cross reactive with another class avian HA1 protein A(H9N2)1999.

Neutralization capacity of the A(H7N7)2003 HA1 reactive clones.  We tested three A(H7N7)2003 
positive and one influenza negative B cell culture for neutralization of A/Netherlands/33/2003 H7N7. As the 
human serum samples were not able to neutralize the H7N7 virus2 we included sera from ferrets vaccinated with 
A(H7N9)2013 as a positive control30. None of the clones tested were able to neutralize A(H7N7) viral infection in 
vitro in a standard micro-neutralization test, while the ferret sera were able to neutralize the infection efficiently. 
Furthermore, similar B cell culture supernatants generated from patients with positive laboratory confirmation 
of A(H1N1)pdm09 infection and tested at similar dilutions were capable to neutralize A(H1N1)pdm09 virus 
(data not shown).

Discussion
Multiplex serology provides new opportunities to investigate strain-specific and cross-reactive seroconversion 
upon influenza virus infection. Previous studies directed at A(H1N1)pdm2009 specific seroconversion showed a 
strong correlation between microarray titers and standardized HI titers21,25. This correlation is less present in the 
case of human infection with avian A(H7N7) influenza virus, and thus may not be valid for each strain, probably 
due to underperformance of the existing serology assays. Here, we showed high titers (>80) in all the cases with 
PCR and culture confirmed A(H7N7) infection compared to 85% with the improved HAI, but only when the HAI 
cut off titer was reduced to 102. Antibody binding to the HA1 as measured with the PA does not necessarily inhibit 
hemagglutination or lead to virus neutralization. Further studies are needed to confirm these findings.

By oligoclonal culture of viable B cells we isolated H7-2003-HA1 reactive clones from two cases with con-
firmed A(H7N7) infection. In the context of all B cell reactivities against influenza virus, we found a relative low 
frequency of A(H7N7) memory precursor cells upon infection. This could be related to lower precursor frequen-
cies of memory B cells that we recovered from peripheral blood during early convalescence, or indicate a relative 
poor immunogenic response to the avian H7 strain. In this study the cases suffered from conjunctivitis, which 
might indicate a local infection not inducing a strong B-cell memory response. Immunization with H7 was pre-
viously shown to induce specific B-cell responses31, though most H7 vaccine candidates showed poor immuno-
genicity in humans without adjuvant or a prime boosting regime, as judged by HAI and micro-neutralization32–39. 
In contrast, A(H1N1)pdm09 seasonal vaccines are highly immunogenic in adult subjects without adjuvant. 
However, naive children need also prime boosting regime for seasonal vaccination.

We further tested the H7 strain-specificity of the supernatants harvested from the clones against several 
other H7 strains, including the recent A(H7N9)2013 subtype. We recovered at least four different H7 epitopal 
reactivities from the H7-specific memory B cells that were isolated from these cases, i.e. clones that were pos-
itive for A(H7N7)2003 only, clones which cross-reacted with H7N8, and clones showing cross reactivity with 
both H7N8 and A(H7N9)2013, some of which also showed low reactivity with A(H7N3)2007. The latter could 
be explained by the differences in antigenic epitopes shown compared to the other H7 HA1 proteins that were 
included in this study. One supernatant positive for A(H7N7)2003 Ab from case 1 showed high reactivity against 
A(H1N1) antigens, which might indicate broadly cross reactive antibodies including H7 strains, not induced 
by an H7 strain. In addition, we found several other non H7 clones which are cross reactive covering group 1 
and 2 antigens (Table 3), including two antibodies covering all H1 and all H3 antigens present, which can be 
explained by common epitopes. A possible explanation is that the cross-reactive clones are induced by boosting 
of H1 and H3 memory B-cells due to A(H7N7) infection driven by previous exposures to different H1 and H3 
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strains, also referred to as “original antigenic sin”. Upon vaccination with A(H7N9) the group of Thornburg et al. 
showed indeed the induction of H7 specific monoclonal antibodies (mAbs) containing low number of somatic 
hyper mutations, whereas they also isolated less-specific H7 reactive mAbs possessing a higher degree of somatic 
hyper mutations suggesting that arose from memory B cells induced by prior influenza virus infection. Here we 
acknowledge similar reactive binding patterns, though the non-clonal background of our B cell cultures does 
not allow a further sequence analysis of the heavy and light chains of the generated strain-specific mAb involved.

In the contact group we found 6 donors with serum antibodies against A(H7N7)2003, three of these were pos-
itive in the HAI, which might indicate that exposure to H7N7 confirmed infected persons in the house-hold have 
led to (asymptomatic) transmission of H7N7 virus28. In contrast, our additional control group has most likely not 

Figure 4.  Cross reactivity of the A/H7N7/2003 reactive clones isolated with different H7 strains, measured with 
the protein microarray. Each graph represents an individual A(H7N7) reactive clone.
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been in contact with avian influenza virus, though we detected heterosubtypic A(H7N7)2003 serum antibodies 
in two adult individuals, indicating cross-reactivity induced by previous exposures to human influenza viruses, 
notably A(H1N1)pdm2009. Also, additional seasonal vaccination during the A(H7N7)2003 outbreak may have 
increased such cross-reactive responses during convalescence in cases. The serological profiles on the microarray 
indeed suggests that most cases have received vaccination, showing high serum titers against group 1 and group 
2 HA1, with all GMT ≥ 100 except for A(H1N1)pdm2009, and A(H5N1). Our data on B-cell clones suggests 
the same, as the frequency of clones in both cases were dominated by the presence of clones specific for A/New 
Caledonia/20/99 and the closest related subtype A/Brisbane/59/2007 represented on the array.

The isolated H7 clones were not able to neutralize infection in vitro, which is in line with the lack of virus 
neutralization of the sera isolated from these cases. In literature, several studies showed limited neutralization 
by sera from H7 infected individuals2,40. This not necessarily means that the antibodies are non-functional, as 
non-neutralizing functions of antibodies have been implicated in immune protection. For example the interac-
tion between antibodies on the surface of influenza virus infected cells and the Fcɣ-receptor(R) on natural killer 
(NK) cells results in killing of those cells, a process called antibody-dependent cellular cytotoxicity (ADCC)41–43. 
These functions needs to be further investigated for avian influenza viruses. Vaccination studies showed that 
indeed both neutralizing and non-neutralizing antibodies could provide protection in mice31,44. Finally, the con-
centration of H7 specific antibodies derived from the B cells may have been too low to reach efficient neutrali-
zation. Although, we have demonstrated neutralization against human H1N1 and H3N2 infection in vitro with 
antibodies obtained from similar experiments (data not shown).

In summary, in this study we isolated specific clones upon natural infection in humans with A(H7N7) avian 
influenza viruses, providing a means for retrospective detection of infection following known exposure with 
avian influenza virus. These clones showed diverse cross-reactivity, including the recent endemic H7N9, which 
is a major burden in Asian countries. Despite that we were not able to devote a function yet to these clones, we 
provided an alternative to isolate and characterize these rare A(H7N7) clones.

Figure 5.  Amino acid alignment of HA1 of the H7 strains included in this study. Alignment and plotting for 
the figure were performed in BioEdit software version 7.2.5. Antigenic epitope sites have been taken from Liu et 
al. 2015. Amino acid positions included in antigenic epitope A in red, B in light blue, C in green, D in dark blue 
and E in purple.
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Methods
Study population.  We selected 19 sera collected from laboratory confirmed A(H7N7) infected persons 
during the epizootic in the Netherlands, of which PBMCs were available (group 1, age range 16–59), and 21 sera 
(group 2, age range 3–53) from contacts of these persons1,2. Blood specimens of group 1 and 2 were taken approx-
imately one month after onset of illness of cases in group 1. Nine out of nineteen cases had confirmed receiv-
ing seasonal influenza virus vaccination during the outbreak, as described in Meijer et al.2 An A(H1N1)pdm09 
pandemic cohort group was added as a third and separate comparison group to this study, which consisted of 8 
children (10 years old) and 8 older individuals (15–59 years old), for which serum and PBMC had been obtained 
within a year after the start of the A(H1N1)pdm09 pandemic. We specifically mixed the comparison group with 
sera from children that were obtained from a longitudinal Bordetella Pertussis study (Trial ISRCTN64117538)45, 
to meet the broad age distribution of the contact group. The adult serum samples of the comparison group were 
extracted from a 2009 pandemic outbreak study22. An outline of the study groups and selections are shown 
in Fig. 1. From the cases and from the comparison group we selected 8 donors each for clonal expansion. We 
selected 8 individuals from the adult A(H1N1)pdm09 cohort as these best represented the case group as these 
were more likely never exposed to avian influenza virus compared to the contact group.

The Dutch Medical Ethics Committee approved the studies and each person participating in the study 
gave informed consent, if subjects were under the age of 18 a parent and/or legal guardian provided additional 
informed consent. All experiment and methods were performed in accordance with relevant guidelines and reg-
ulations at the Institute of Public Health (RIVM), in the Netherlands.

Protein microarray.  Recombinant HA1 proteins of 19 different influenza virus type A strains (Table 3), 
expressed in mammalian cell lines (ImmunTech, SinoBiologicals) (Table 3), were printed onto 64-pad 
nitro-cellulose slides (ONCYTE AVID, Grace Bio-Labs, Bend, Oregon, USA) by a Arrayjet Marathon printer 
(Arrayjet Ltd, Roslin, UK)). Strain selection was based on the availability of recombinant HA1 antigens, and 
to span major strains from group 1 and 2 influenza viruses. Incubation and washing was performed as previ-
ously described22. Serum samples were tested with four-fold serial dilutions, starting at 1:40 dilution in Blocking 
Buffer (Thermo Fisher Scientific Inc., Rockford, USA), containing 0.1% Surfactant (Thermo Fisher Scientific 
Inc.). B-cell culture supernatant samples were pooled 4 cultures in Blocking Buffer-0.1% Surfactant. Single super-
natants from positive pools were repeated, each 10  µl in Blocking Buffer. Fluorescent slides were measures using 
a Tecan Powerscanner (Tecan Group Ltd, Männedorf, Switzerland). The titer for each serum sample was defined 
as previously described22. The quality and reproducibility was defined using international standard NIBSC serum 
07/150 as positive control, which showed reactivity with all spotted antigens. A titer of 20 was assigned to all 
samples in which the first dilution (1:40) was negative. B-cell supernatants showed lower background signals 
on the protein array compared to sera. Based on testing antibody-negative culture supernatants, a fluorescent 
signal of 1000 represented baseline antibody reactions, and this value was subtracted from all fluorescent signals. 
Validation of the B cell supernatants of each experiment was carried out by testing B cell culture supernatants for 
the concentrations of IgG antibodies.

Subtype Strain Designation

Group 1

H1N1 A/New Caledonia/20/99 H1–99 AJ344014

H1N1 A/Brisbane/59/2007 H1-07 KP458398

H1N1 A/USSR/92/1977 H1-77 CY009284

H1N1 A/WS/1933 H1-33 VU08904

H1N1 A/South Carolina/1/18 H1-18 AF117241

H1N1 A/California/6/2009 H1-09 KC781723

H2N2 A/Canada/720/05 H2-05 DQ009917

H5N1 A/Egypt/N03072/2010 H5-10 CY062484

H5N1 A/Cambodia/R0405050/2007 H5-07 AEN68936

H8N4 A/pintail duck/Alberta/114/1979 H8-79 ABB87729

H9N2 A/Guinea fowl/Hong Kong/WF10/99 H9-99 AY206676

Group 2

H7N3 A/chicken/SK/HR-00011/2007 H7-07 ACA25329

H7N7 A/Chicken/Netherlands/1/03 H7-03 AAR02639

H7N8 A/mallard/NL/33/2006 H7-06 EPI182113

H7N9 A/Anhui/1/2013 H7-13 EPI439507

H3N2 A/Aichi/2/68 H3-68 V01085.1

H3N2 A/Wyoming/3/03 H3-03 AY531033

H3N2 A/Wisconsin/67/X-161/2005 H3-05 ACF54576

H3N2 A/Brisbane/10/2007 H3-07 KM978061

H3N2 A/Perth/16/2009 H3-09 GQ293081

H3N2 A/Victoria/361/2011 H3-11 KM821347

H3N2 A/Switserland/97/2013 H3-13 *

Table 3.  Influenza virus antigens. Pandemic strains indicated in bold. Accession numbers as provided by the 
manufacturer. *Only sequence provided by Immune Technology Corp. (immun-tech.com).
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Virus neutralization.  Experiments were performed at BSL-3. B-cell supernatants that were positive for 
antibodies against H7-HA1 were two-fold serial diluted (from 1:4) in virus growth medium (MEM medium, 
Gibco) supplemented with 40 µg/ml gentamycin, 0.01 M Tricin (Sigma- Aldrich) and 2 µg/ml TPCK-treated 
trypsin (Sigma-Aldrich). The sample dilutions were incubated for 2  hours at 37 °C with 100 TCID50 of H7N7 A/
Netherlands/33/031. A back titration of the virus stock was prepared by a ½ log10 serial dilution. The samples were 
transferred to a 96 wells plate containing a confluent monolayer of MDCK cells. After 2  hours incubation at 37 °C 
the virus and control mixtures were removed and serum free medium was added. Plates were incubated for 4–5 
days, until the back titration plate reached cytopathic effect (CPE) at a titer of 100 TCID50. As a control experi-
ment we performed a neutralization experiment with homologous A(H1N1)pdm09 positive B-cell supernatants.

B cell memory cell culture.  B cells were purified from cryopreserved PBMCs, and subsequently expanded 
in vitro as essentially described25,46. Briefly, B-cells were isolated via CD19 positive selection (Easysep, Stemcell 
technologies, Cologne, Germany). Our approach is based on clonal dissection of the memory B cell repertoire as 
previously described (Pinna et al. 2009). Briefly we seeded a sufficiently low concentration of 300/500 B cells per 
well to guarantee clonality of the influenza virus specific memory B cell fraction, based on the assumption that 
approximately 20–40% of the CD19+ B cells were memory B cells and that around 0.5% of these were influenza 
specific26,27,29. At these input concentrations, the percentage of influenza virus specific antibody positive B cell 
cultures per donor never exceeded 37%, which confers a condition by which influenza virus-specific antibodies 
mostly originate from a single memory B cell precursor representing a single antigen or epitope specificity, as pre-
viously documented (27). We refer to these as clones in this manuscript. At least 576 replicates of these cultures 
were generated per donor to provide a sufficient number of clones for repertoire analysis. Because influenza virus 
antibody positive cultures harbor only one memory precursor, the precursor frequency could be calculated as the 
ratio of influenza virus positive cultures to the total input of CD19+ cells per donor. Memory B cells were stimu-
lated and expanded in the presence of low concentrations (500/well) gamma irradiated CD40L expressing murine 
fibroblasts L cells, 3  μg/ml CpG ODN2006 (Isogen Life Sciences, Utrecht, Netherlands), 10  ng/ml interleukin 2 
(IL-2) (Miltenyi Biotec, Leiden, Netherlands) and 10  ng/ml IL-10 (BD Pharmingen, San Diego, USA). After 4–5 
days of incubation at 37 °C, the stimulation medium was refreshed with medium containing 10  ng/ml IL-2 and 
100  ng/ml IL-21 (Miltenyi Biotec). Supernatants were harvested at day 11. Total IgG production of individual B 
cell cultures was checked by a standard human IgG ELISA (data not shown). Anti-influenza virus reactivity was 
tested by protein microarray.

Data analysis B-cell cultures.  Data of B-cell supernatants is shown as relative fluorescent signal (RFU) at 
a single dilution (1:4), ranging from a fixed background signal of 1000 to the maximum readout of 65535. The 
RFU was log2-transformed using GraphPad Prism software version 6.04, these transformed values were plotted 
using R version 3.2.5, in which the quantitative levels were translated to color densities. The data was visualized 
in a heatmap, generated by applying hierarchical clustering (Canberra distance and Ward’s clustering method) as 
described in Freidl et al.47.

Statistical analysis.  Data were analyzed using GraphPad Prism. An unpaired student t-test on 
log-transformed samples was used for statistics on GMT data48.

Received: 10 October 2019; Accepted: 27 January 2020;
Published: xx xx xxxx

References
	 1.	 Koopmans, M. et al. Transmission of H7N7 avian influenza A virus to human beings during a large outbreak in commercial poultry 

farms in the Netherlands. Lancet. 363, 587–593 (2004).
	 2.	 Meijer, A. et al. Measurement of antibodies to avian influenza virus A(H7N7) in humans by hemagglutination inhibition test. J. 

Virol. Methods 132, 113–120 (2006).
	 3.	 Skowronski, D. M. et al. Protective measures and human antibody response during an avian influenza H7N3 outbreak in poultry in 

British Columbia, Canada. CMAJ 176, 47–53 (2007).
	 4.	 Xiang, N. et al. Comparison of the first three waves of avian influenza A(H7N9) virus circulation in the mainland of the People’s 

Republic of China. BMC. Infect. Dis. 16, 734 (2016).
	 5.	 Chen, G. W. et al. Genomic Signatures for Avian H7N9 Viruses Adapting to Humans. PLoS One 11, e0148432 (2016).
	 6.	 Fang, S. et al. Sustained live poultry market surveillance contributes to early warnings for human infection with avian influenza 

viruses. Emerg. Microbes Infect. 5, e79 (2016).
	 7.	 Capua, I. et al. The 1999–2000 avian influenza (H7N1) epidemic in Italy: veterinary and human health implications. Acta Trop. 83, 

7–11 (2002).
	 8.	 Belser, J. A., Creager, H. M., Zeng, H., Maines, T. R. & Tumpey, T. M. Pathogenesis, Transmissibility, and Tropism of a Highly 

Pathogenic Avian Influenza A(H7N7) Virus Associated With Human Conjunctivitis in Italy, 2013. J. Infect. Dis. 216, S508–S511 
(2017).

	 9.	 Gao, R. et al. Human infection with a novel avian-origin influenza A (H7N9) virus. N. Engl. J. Med. 368, 1888–1897 (2013).
	10.	 Watanabe, T. et al. Characterization of H7N9 influenza A viruses isolated from humans. Nat. 501, 551–555 (2013).
	11.	 Morens, D. M., Taubenberger, J. K. & Fauci, A. S. H7N9 Avian Influenza A Virus and the Perpetual Challenge of Potential Human 

Pandemicity. MBio 4, e00445-13-e00445-13 (2013).
	12.	 Beare, A. S. & Webster, R. G. Replication of avian influenza viruses in humans. Arch. Virol. 119, 37–42 (1991).
	13.	 Lu, B. L., Webster, R. G. & Hinshaw, V. S. Failure to detect hemagglutination-inhibiting antibodies with intact avian influenza 

virions. Infect. Immun. 38, 530–535 (1982).
	14.	 Rowe, T. et al. Detection of antibody to avian influenza A (H5N1) virus in human serum by using a combination of serologic assays. 

J. Clin. Microbiol. 37, 937–943 (1999).
	15.	 Stephenson, I., Wood, J. M., Nicholson, K. G. & Zambon, M. C. Sialic acid receptor specificity on erythrocytes affects detection of 

antibody to avian influenza haemagglutinin. J. Med. Virol. 70, 391–398 (2003).

https://doi.org/10.1038/s41598-020-60048-9


1 0Scientific Reports |         (2020) 10:3152  | https://doi.org/10.1038/s41598-020-60048-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

	16.	 Yang, S. et al. Avian-origin influenza A(H7N9) infection in influenza A(H7N9)-affected areas of China: a serological study. J. Infect. 
Dis. 209, 265–269 (2014).

	17.	 Chen, J. et al. Live poultry market workers are susceptible to both avian and swine influenza viruses, Guangdong Province, China. 
Vet. Microbiol. 181, 230–235 (2015).

	18.	 Wang, X. et al. Seroprevalence to avian influenza A(H7N9) virus among poultry workers and the general population in southern 
China: a longitudinal study. Clin. Infect. Dis. 59, e76–83 (2014).

	19.	 Dai, X. Q. et al. Clinical predictors for diagnosing pandemic (H1N1) 2009 and seasonal influenza (H3N2) in fever clinics in Beijing. 
China. Biomed. Env. Sci. 25, 61–68 (2012).

	20.	 Puzelli, S. et al. Influenza A(H7N7) Virus among Poultry Workers, Italy, 2013. Emerg. Infect. Dis. 22, 1512–1513 (2016).
	21.	 Te Beest, D. E., de Bruin, E., Imholz, S., Koopmans, M. & van Boven, M. Heterosubtypic cross-reactivity of HA1 antibodies to 

influenza A, with emphasis on nonhuman subtypes (H5N1, H7N7, H9N2). PLoS One 12, e0181093 (2017).
	22.	 Koopmans, M. et al. Profiling of humoral immune responses to influenza viruses by using protein microarray. Clin. Microbiol. Infect. 

18, 797–807 (2012).
	23.	 de Bruin, E., Zhang, X., Ke, C., Sikkema, R. & Koopmans, M. Serological evidence for exposure to avian influenza viruses within 

poultry workers in southern China. Zoonoses Public. Health 64, e51–e59 (2017).
	24.	 Thornburg, N. J. et al. H7N9 influenza virus neutralizing antibodies that possess few somatic mutations. J. Clin. Invest. 126, 

1482–1494 (2016).
	25.	 Baas, D. C. et al. Detection of influenza A virus homo- and heterosubtype-specific memory B-cells using a novel protein microarray-

based analysis tool. J. Med. Virol. 85, 899–909 (2013).
	26.	 Sasaki, S. et al. Comparison of the influenza virus-specific effector and memory B-cell responses to immunization of children and 

adults with live attenuated or inactivated influenza virus vaccines. J. Virol. 81, 215–228 (2007).
	27.	 Pinna, D., Corti, D., Jarrossay, D., Sallusto, F. & Lanzavecchia, A. Clonal dissection of the human memory B-cell repertoire following 

infection and vaccination. Eur. J. Immunol. 39, 1260–1270 (2009).
	28.	 Du Ry van Beest Holle, M., Meijer, A., Koopmans, M. & de Jager, C. M. Human-to-human transmission of avian influenza A/H7N7, 

The Netherlands, 2003. Euro Surveill. 10, 264–268 (2005).
	29.	 Morbach, H., Eichhorn, E. M., Liese, J. G. & Girschick, H. J. Reference values for B cell subpopulations from infancy to adulthood. 

Clin. Exp. Immunol. 162, 271–279 (2010).
	30.	 de Jonge, J. et al. H7N9 Live Attenuated Influenza Vaccine Is Highly Immunogenic, Prevents Virus Replication, and Protects Against 

Severe Bronchopneumonia in Ferrets. Mol. Ther. 24, 991–1002 (2016).
	31.	 Henry Dunand, C. J. et al. Both Neutralizing and Non-Neutralizing Human H7N9 Influenza Vaccine-Induced Monoclonal 

Antibodies Confer Protection. Cell Host Microbe 19, 800–813 (2016).
	32.	 Bart, S. A. et al. A cell culture-derived MF59-adjuvanted pandemic A/H7N9 vaccine is immunogenic in adults. Sci. Transl. Med. 6, 

234ra55 (2014).
	33.	 Couch, R. B., Patel, S. M., Wade-Bowers, C. L. & Nino, D. A randomized clinical trial of an inactivated avian influenza A (H7N7) 

vaccine. PLoS One 7, e49704 (2012).
	34.	 Cox, R. J. et al. A cell-based H7N1 split influenza virion vaccine confers protection in mouse and ferret challenge models. Influ. 

Other Respir. Viruses 3, 107–117 (2009).
	35.	 Fries, L. F., Smith, G. E. & Glenn, G. M. A recombinant viruslike particle influenza A (H7N9) vaccine. N. Engl. J. Med. 369, 

2564–2566 (2013).
	36.	 Jackson, L. A. et al. Effect of Varying Doses of a Monovalent H7N9 Influenza Vaccine With and Without AS03 and MF59 Adjuvants 

on Immune Response: A Randomized Clinical Trial. JAMA 314, 237–246 (2015).
	37.	 Mulligan, M. J. et al. Serological responses to an avian influenza A/H7N9 vaccine mixed at the point-of-use with MF59 adjuvant: a 

randomized clinical trial. JAMA 312, 1409–1419 (2014).
	38.	 Talaat, K. R. et al. A single dose of unadjuvanted novel 2009 H1N1 vaccine is immunogenic and well tolerated in young and elderly 

adults. J. Infect. Dis. 202, 1327–1337 (2010).
	39.	 Babu, T. M. et al. Live attenuated H7N7 influenza vaccine primes for a vigorous antibody response to inactivated H7N7 influenza 

vaccine. Vaccine 32, 6798–6804 (2014).
	40.	 Wang, W. et al. Serologic assay for avian-origin influenza A (H7N9) virus in adults of Shanghai, Guangzhou and Yunnan, China. J. 

Clin. Virol. 60, 305–308 (2014).
	41.	 Jegaskanda, S. et al. Human seasonal influenza A viruses induce H7N9-cross-reactive antibody-dependent cellular cytotoxicity 

(ADCC) antibodies that are directed towards the nucleoprotein. J. Infect. Dis. 215, jiw629 (2016).
	42.	 Mesman, A. W. et al. Influenza virus A(H1N1)2009 antibody-dependent cellular cytotoxicity in young children prior to the H1N1 

pandemic, J. Gen Virol. 97–9 (2016).
	43.	 de Vries, R. D. et al. Influenza virus-specific antibody dependent cellular cytoxicity induced by vaccination or natural infection. 

Vaccine 35, 238–247 (2017).
	44.	 Krammer, F. et al. An H7N1 influenza virus vaccine induces broadly reactive antibody responses against H7N9 in humans. Clin. 

Vaccine Immunol. 21, 1153–1163 (2014).
	45.	 Hendrikx, L. H. et al. Enhanced memory B-cell immune responses after a second acellular pertussis booster vaccination in children 

9 years of age. Vaccine 30, 51–58 (2011).
	46.	 van Beek, J. et al. Comparison of norovirus genogroup I, II and IV seroprevalence among children in the Netherlands, 1963, 1983 

and 2006. J. Gen. Virol. 97, 2255–2264 (2016).
	47.	 Freidl, G. S. et al. Getting more out of less–a quantitative serological screening tool for simultaneous detection of multiple influenza 

A hemagglutinin-types in chickens. PLoS One 9, e108043 (2014).
	48.	 Olivier, J., Johnson, W. D. & Marshall, G. D. The logarithmic transformation and the geometric mean in reporting experimental IgE 

results: what are they and when and why to use them? Ann. Allergy Asthma Immunol. 100, 333–337 (2008).

Acknowledgements
We would like to thank Erwin de Bruin and Jorgen de Jonge for their scientific input on the study and for 
providing the ferret sera as a positive control in the neutralization experiment. We would like to thank Anne-
Marie Buisman for providing samples from longitudinal Bordetella Pertussis study (Trial ISRCTN64117538). 
The study was funded by Centre for Infectious Disease Control (Cib), National Institute for Public Health and the 
Environment (RIVM), Bilthoven, The Netherlands.

Author contributions
B.W., H.H. and R.J. performed the experiments. A.M., R.B. and G.R. provided the samples for the experiments. 
B.W., A.M., G.R., M.K., J.B. and R.B. were involved in scientific discussions, experimental design and data 
interpretation. B.W. and A.M. prepared the figures. B.W. and R.B. wrote the manuscript. All authors reviewed the 
manuscript and approved the submitted manuscript.

https://doi.org/10.1038/s41598-020-60048-9


1 1Scientific Reports |         (2020) 10:3152  | https://doi.org/10.1038/s41598-020-60048-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

Competing interests
Prof. dr. Rimmelzwaan reports grants from ZonMW during the conduct of the study. The remaining authors 
state nothing to disclose.

Additional information
Reprints and permissions information is available at www.nature.com/reprints.
Correspondence and requests for materials should be addressed to R.v.B.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020

https://doi.org/10.1038/s41598-020-60048-9
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Specific memory B cell response in humans upon infection with highly pathogenic H7N7 avian influenza virus

	Results

	Protein array HA1 serum titers in H7N7 infected individuals. 
	B-cell memory repertoire of cases infected with A(H7N7)2003. 
	Cross reactivity of A(H7N7)2003 HA1 reactive clones. 
	Neutralization capacity of the A(H7N7)2003 HA1 reactive clones. 

	Discussion

	Methods

	Study population. 
	Protein microarray. 
	Virus neutralization. 
	B cell memory cell culture. 
	Data analysis B-cell cultures. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 An outline of the study groups and selections.
	Figure 2 Protein microarray (PA) serum titers.
	Figure 3 Strain-specific reactivity of clones isolated from case 1 (A) and case 2 (B), presented as heatmap (upper figure).
	Figure 4 Cross reactivity of the A/H7N7/2003 reactive clones isolated with different H7 strains, measured with the protein microarray.
	Figure 5 Amino acid alignment of HA1 of the H7 strains included in this study.
	Table 1 Case description used for further analyses.
	Table 2 B-cell precursor frequencies from different groups.
	Table 3 Influenza virus antigens.




