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Novel reassortant swine H3N2 
influenza A viruses in Germany
Roland Zell1,7*, Marco Groth2, Andi Krumbholz1,3, Jeannette Lange1,4, Anja Philipps1,5 & 
Ralf Dürrwald1,6,7

Analysis of 228 H3N2 swine influenza A virus isolates collected between 2003 and 2015 in Germany 
revealed important changes in molecular epidemiology. The data indicate that a novel reassortant, 
Rietberg/2014-like swine H3N2, emerged in February 2014 in Northern Germany. It is comprised 
of a hemagglutinin gene of seasonal H3N2 (A/Denmark/129/2005-like), a neuraminidase gene of 
Emmelsbuell/2009-like swine H1N2 and the internal gene cassette of pandemic H1N1 viruses. 
Together with Danish swine H3N2 strains of 2013–2015 with identical genome layout, the 
Rietberg/2014-like viruses represent a second swine H3N2 lineage which cocirculates with a variant 
of the Gent/1984-like swine H3N2 lineage. This variant, named Gent1984/Diepholz-like swine H3N2, 
has a Gent/1984-like HA and a Diepholz/2008-like NA; the origin of the internal gene cassette likely 
derived from avian-like swine H1N1. The first isolate of the Gent1984/Diepholz reassortant emerged in 
Northern Germany in September 2011 whereas the last German Gent/1984-like isolate was collected in 
October 2011.

Influenza of pigs caused by swine influenza A viruses (IAV-S) is a condition that effects considerable economic 
losses. Diseased pigs suffer from fever and acute bronchitis associated with laboured breathing, lethargy and 
weight loss. One sequela of swine influenza is reproductive failure of sows. Usually, the disease is benign and 
the pigs recover after 2–6 days. Measures to control swine influenza include changes in herd management and 
vaccination. The prevalence of swine influenza varies in European countries as shown by the recent ESNIP3 
survey that investigated more than 9,000 herds in 17  countries1. On average, IAV-S was detected in 31% of the 
herds. A subsequent analysis of 290 IAV-S isolates collected from 14 European countries revealed a remarkable 
genetic  diversity2. This is the result of (i) reassortment events upon multiple infection, and (ii) ecological fac-
tors, e.g. a broad host range of IAV which allows a limited exchange of virus between aquatic fowl (main hosts), 
poultry, pigs, humans, and horses. Of special relevance are zoonotic infections of humans and anthroponotic 
(reverse-zoonotic) infections of pigs. Emergence of A(H1N1)pdm2009 in the human population and of Eura-
sian human-like swine H1N2 (hu-like swH1N2) as well as human-like swine H3N2 (hu-like swH3N2) in pigs 
are recent examples (reviewed in Ref.3). Genetic drift, adaptation to specific hosts and geographic isolation are 
the main drivers that led to the evolution of sublineages and alleles of all IAV gene segments, which have been 
described in a previous study by Lu et al.4.

We have recently reported on a large-scale investigation of swH1N2 IAV-S conducted by members of the 
German FluResearchNet  consortium5. Genome sequencing and genetic analysis of 267 swH1N2 isolates collected 
during a 13-year long-term swine influenza surveillance in Germany revealed the replacement of the previously 
prevalent European continental hu-like swH1N2 by four novel swH1N2 reassortants named Diepholz/2008-like, 
Emmelsbuell/2009-like, Papenburg/2010-like and Gladau/2012-like swH1N2. Here, we describe the genetic 
analysis of 228 swH3N2 isolates collected in the same survey. The data indicate that a triple reassortant swH3N2 
emerged with a seasonal A/Denmark/129/2005-like hemagglutinin (HA) gene, the neuraminidase (NA) gene 
of an Emmelsbuell/2009-like swH1N2 virus and the internal gene cassette (IGC) of A(H1N1)pdm2009 (pdm09 
IGC). Secondly, the continental hu-like swH3N2 viruses (Gent/1984-like) were replaced by a variant swH3N2 
with a similar gene constellation in Germany.
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Results
Study design and nomenclature of IAV-S lineages and clades. Between February 2003 and Decem-
ber 2015 members of the German FluResearchNet consortium conducted a long-term swine influenza surveil-
lance and tested specimens of 8,122 sampling events (96% swabs, 2% bronchoalveolar lavages, 2% lung tissue 
samples) for the presence of IAV-S5. The specimens were sent in by veterinarians from 12 of 16 German States; 
few samples were from Austria, Belgium, Denmark, the Netherlands, Spain and Switzerland. The IAV-S positiv-
ity rate in PCR was 30.5% and 1,310 IAV-S isolates were gained after inoculation of embryonated hens’ eggs. In 
parallel, 928 strains were isolated in Madin-Darby bovine kidney (MDBK) cells. In addition, our IAV-S archive 
included 13 swH3N2 isolates that were obtained from other sources (collection dates 1982–2001). Of this col-
lection, 228 swH3N2 plus six swH3N1 isolates were sequenced by the Jena Swine Influenza Virus Sequencing 
Initiative (SIVSI) that was continuously run from 2006 through 2016 (Fig. 1a).

Designations of IAV-S lineages like Eurasian avian (EA) swH1N1, hu-like swH1N2 and hu-like swH3N2 
are established in literature and were retained. For subgrouping of the HAH3 gene, the swH3N2 clades were 
designated H3.hu1, H3.hu2 and H3.hu3 to indicate the human seasonal origin of the HA gene and to distin-
guish these sublineages from avian and equine lineages. Reassortant Diepholz/2008-like, Emmelsbuell/2009-like, 
Papenburg/2010-like, Gladau/2012-like swH1N2 viruses and sublineages of the NAN2 gene (denoted 2A.hu1a, 
2A.hu1b, 2A.hu2, 2A.hu2a, 2A.hu2b, and 2A.seas) have been introduced  recently5. The novel reassortant viruses 
described here were named Rietberg/2014-like swH3N2 and Gent1984/Diepholz-like swH3N2. The prefix sw 
(swine) indicates the porcine host. Seasonal human H3N2 and A(H1N1)pdm2009 virus were distinguished 
from porcine strains by adding the subscripts ’seas’ and ’pdm’ to type designations  (H3seasN2seas,  H1pdmN1pdm).

Figure 1 shows the annual distribution of sequenced isolates and their genome layouts. Altogether 14 geno-
types have been detected in European pigs since 1977. The Gent/1984-like swH3N2 (Fig. 1b, genotype #1) have 
been dominant and were isolated between March 2003, when the survey started, and October 2011 when the 
last strain of this lineage was collected in Germany. Additional isolates of 1993–2001 indicate their circulation 
even in the 1990s in Germany. In September 2011, a Gent1984/Diepholz reassortant swH3N2 (#4) emerged at 
the German/Dutch border and replaced the Gent/1984-like viruses. Another swH3N2 reassortant (#12) came 
up in 2014, the Rietberg/2014-like swH3N2. In addition, further German H3N2 reassortants with HA and NA 
genes of seasonal human H3N2 and the IGC of EA swH1N1 (EA IGC) were isolated in 1982, 1984 and 1992 
(#13) as well as six H3N1 reassortants of 2004–2009 (#8, #9).

Analysis of the HA gene. For phylogenetic analysis of the HA segment, we compiled 300 H3 sequences 
of IAV-S and 47 H3 sequences of other hosts for reference (one equine, five avian, 41 human strains). Alto-
gether 347 sequences were included, 234 of which were IAV-S sequences that had been generated by SIVSI 
(78.0% of IAV-Ss). The results are presented in Fig. 2 and Supplementary Fig. 1. The data reveal three distinct 
HA sequence clusters of European hu-like swH3N2 in the human seasonal H3 lineage, denoted in chronologi-
cal order H3.hu1, H3.hu2 and H3.hu3 (Fig. 2a). Cluster H3.hu1 includes the HA sequences of the continental 
hu-like swH3N2 (Gent/1984-like swH3N2) (Fig. 1b, genotype #1 and derivatives: #2, #3, #6, #7, #8, #9). These 
viruses showed a wide dispersal and have been prevalent in Germany, 1993–2011. The tip of the H3.hu1 cluster 
is comprised of a clade of 55 sequences of the Gent1984/Diepholz reassortant (genotype #4 and three deriva-
tive strains: #5). Whereas the HA protein of these viruses is inconspicious (only one amino acid substitution, 
V546I, is characteristic of this group), the NA clearly derived from the Diepholz/2008-like swH1N2 (see below). 
Cluster H3.hu2 includes the HA sequences of anthroponotic  H3seasN2seas strains (two isolates of 1987 and 1990, 
#10) and of the England/375017/1993-like swH3N2 that circulated in the UK only, 1993–1997 (#11). The latter 
viruses are 6 + 2 reassortants of Eurasian avian (EA) swH1N1 (donor of EA IGC) and  H3seasN2seas (donor of HA 
and NA, #10). The England/375017/1993-like swH3N2 came up soon after emergence of the EA swH1N1 in the 
UK, 1992. Cluster H3.hu3 includes the HA sequences of a triple reassortant with an unusual gene constellation. 
This cluster is represented by isolate A/swine/Rietberg/19732/2014 (genotype #12) and comprises eight German 
and nine Danish strains. Rietberg/2014-like swH3N2 emerged in northwest Germany in February 2014 and 
spread to several swine holdings with up to 100 km distance (Fig. 3). Northwest Germany has the highest pig 
population density in Germany (compare inlet of Fig. 3). The HA tree shows the close phylogenetic relation-
ship (i) of Gent/1984-like swH3N2 with A/Port Chalmers/1/1973, (ii) of England/1993-like swH3N2 with A/
Albany/20/1974, and (iii) of the Rietberg/2014-like swH3N2 with more recent seasonal H3N2 viruses (Fig. 2, 
Supplementary Fig. 1). A detailed phylogenetic analysis of the origin of the Rietberg/2014-like HA gene was 
conducted including 98 seasonal H3N2  (H3seasN2seas) strains collected between 1968 and 2013 (Supplemen-
tary Fig.  2, left panel). This HA tree revealed A/Denmark/129/2005 as closest known relative. Other related 
 H3seasN2seas viruses like A/Bayern/4/2006, A/Berlin/2/2006 and A/Lyon/636/2006 were excluded in our analysis 
due to the availability of partial sequence data only.

Analysis of the NA gene. Our previous study investigated the evolution of hu-like swH1N2 strains in 
Germany, 2000–20155, including the phylogenetic analysis of all gene segments. Here, we extended the previ-
ous NA analysis and investigated an alignment of 841 NA sequences comprising 668 IAV-S (293 swH3N2, 375 
swH1N2) plus 153  H3seasN2seas strains and 20 avian strains for reference. Altogether 491 of the IAV-S strains of 
this alignment (73.5%) have been sequenced by SIVSI.

The general topology of the N2 tree (Fig. 2b, Supplementary Fig. 3) is complex and comprises avian N2 
lineages, the human seasonal N2 lineage (2A.seas) and five IAV-S clades designated (i) sublineage 2A.hu1a 
(the Gent/1984-like swH3N2), (ii) sublineage 2A.hu1b (derivative IAV-S strains with NA of the Gent/1984-like 
viruses and various HA genes), and (iii) sublineage 2A.hu2 (the English swH3N2), (iv) sublineage 2A.hu2a (the 
English swH1N2), and (v) sublineage 2A.hu2b (the Gent/1999-like swH1N2). The Rietberg/2014-like swH3N2 
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cluster together with the Emmelsbuell/2009-like, Papenburg/2010-like and Gladau/2014-like swH1N2 in one 
branch suggesting that a single, initial reassortment event led to the evolution of the NA 2A.hu1b sublineage. We 

Figure 1.  Genetically characterized swH3N2 and swH3N1 isolates from Europe. (a) Numbers of isolates 
sequenced in this study plotted against the year of isolation and itemized by clades. (b) Genotypes of complete 
swH3N2 and swH3N1 genomes sequenced by the Jena Swine Influenza Virus Sequencing Initiative (SIVSI) 
consortium or available from the GenBank and EpiFlu databases. Abbreviations: H3.seas, gene segments of the 
seasonal human H3N2; H3.hu1, H3.hu2, H3.hu3, HA sublineages of IAV-S derived from the human seasonal 
HAH3 gene; 2A.hu1a, 2A.hu1b, 2A.hu2, 2A.hu2b, NA sublineages derived from the human seasonal NAN2 
gene (2A.seas); 2A.hu1a*, drift variant of the 2A.hu1a sublineage (derived from Diepholz/2008-like swH1N2); 
EA, gene segments derived from the European avian-like swH1N1; pdm, gene segments derived from A(H1N1)
pdm09; abbreviations of countries: A Austria, BE Belgium, DK Denmark, FR France, GER Germany, HUN 
Hungary, IT Italy, NE the Netherlands, SP Spain, UK United Kingdom.
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identified three swH3N2 strains with apparent relationship to the unknown NA donor. These are A/swine/Den-
mark/14348-9/2003, A/swine/Muesleringen-S./IDT4317/2005 and A/swine/Hertzen/IDT4317/2005. Notably, 

Figure 2.  Phylogenetic analyses of HA and NA genes using Bayesian tree inference. Relevant lineages and 
sublineages are indicated. The scale bars indicate substitutions per site. (a) Analysis of 347 HAH3 sequences 
of the seasonal H3 lineage. Details of strains included in this analysis are presented in Supplementary Fig. 1. 
Colour code: green,  H3seasN2seas sequences; brown, avian and equine reference sequences; red, swH3N2 lineage 
H3.hu1 sequences; purple, swH3N2 lineage H3.hu2 sequences; magenta, swH3N2 lineage H3.hu3 sequences; 
light blue, Gent1984/Diepholz-like swH3N2. (b) Analysis of 841 NAN2 sequences. Details of strains included in 
this analysis are presented in Supplementary Fig. 3. Colour code: red, swH3N2 strains with H3.hu1 HA; purple, 
swH3N2 strains wih H3.hu2 HA; magenta, swH3N2 strains with H3.hu3 HA; dark blue, swH1N2 sequences; 
light blue, Gent1984/Diepholz-like swH3N2; green: human seasonal H3N2 sequences, brown: avian NAN2 
sequences (for reference).
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these three strains exhibit numerous amino acid substitutions in the NA and HA proteins and cluster close the 
roots of the HA H3.hu1 and NA 2A.hu1b branches.

At the tip of the 2A.hu1a branch is a cluster of swH1N2 strains which has been described previously as the 
Diepholz/2008-like  reassortant5. Interestingly, this reassortant gave rise to a monophyletic cluster of more than 
50 swH3N2 strains isolated from 2011 onwards. This NA tree tropology is compatible with the assumption of two 
consecutive reassortment events. The first reassortment led to the emergence of the Diepholz/2008-like swH1N2, 
the second reassortment included Gent/1984-like swH3N2 (HA donor) and Diepholz/2008-like swH1N2 (NA 
donor) and resulted in a Gent1984/Diepholz reassortant with identical HA/NA features compared to the HA 
donor (i.e., H3.hu1 and 2A.hu1a) but a different IGC configuration (see below). Analysis of the collection dates 
revealed that no Gent/1984-like swH3N2 have been collected in Germany soon after emergence of the Gent1984/
Diepholz reassortant swH3N2 in 2011; the former, however, still circulated in Belgium (2012), Italy (2013), 
Hungary (2013) and Spain (2015).

Analysis of the internal gene cassette (IGC). Phylogenetic analyses of the IGC gene segments have 
been conducted to further investigate the novel reassortants. The trees demonstrate that Gent1984/Diepholz 
reassortant viruses have an EA IGC most likely derived from an EA swH1N1 donor suggesting a triple reassor-
tant (Supplementary Fig. 4A–F). This hypothesis is supported by the following findings: (i) The Gent1984/Die-
pholz reassortant has a full-length NS1 protein whereas the Gent/1084-like swH3N2 and the Diepholz/2008-like 
swH1N2 have not (Supplementary Fig. 4F). (ii) Lack of clustering excludes a direct ancestry of the Gent/1984-
like swH3N2 or the Diepholz/2008-like swH1N2 whereas EA swH1N1 strains are the closest relatives in all trees. 
Hence, Gent1984/Diepholz reassortant swH3N2 is likely triple reassortant. In contrast, the Rietberg/2014-like 
viruses have a pdm09 IGC with truncated versions of PB1-F2, PA-X and NS1.

Antigenic characterization. The evolution of Gent/1984-like swH3N2 was accompanied by a moderate 
antigenic drift over the years which covers a decrease of 2  log2 of hemagglutination inhibition titers in average, 
2003–2011 (Table 1). The Gent1984/Diepholz reassortant is comprised of viruses with remarkably lower cross-

Figure 3.  Incursion of Rietberg/2014-like swH3N2 into the German pig population. Dark squares indicate the 
places where virus-positive swabs were collected; collection dates (dd.mm.yyyy) are given; the sampling date of 
the first German isolate is printed in red. The inset presents the pig population density in Germany (numbers 
of pigs per administrative district). The data were retrieved from the 2017-yearbooks of the 16 State Statistical 
Offices in Germany and visualized with Regiograph Analyse software, version 2019 (distributed by GfK 
Geomarketing GmbH, Germany, download at https ://regio graph .gfk.com).

https://regiograph.gfk.com
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reactivity to Gent/1984-like swH3N2 by 3–4  log2 titers. For investigation of the antigenic sites, the respective HA 
sequences of Gent1984/Diepholz-like strains were compared to the other sequences of the HA alignment. The 
following amino acids as defined by Wiley et al., Smith et al. and Nakajima et al. were considered: site A (aa 122, 
124, 131, 133, 135, 137, 138, 140–146), B (aa 155–160, 163, 164, 187–197), C (aa 53, 54, 275–278), D (aa 172–174, 
201, 207, 213, 217, 225–230, 242–244), and E (aa 62, 63, 78, 82, 83, 260–262)6–8. Six substitutions were observed 
in the antigenic sites of A/swine/Guenne/21206/2015 (site A: P143L, N145K; site B: L164Q, R189K, N193D; site 
D: F174Y) and three in A/swine/Telgte/19839/2014 (site B: L164Q, R189I, N193K). This indicates a significant 
antigenic drift of site B of the more recent Gent1984/Diepholz-like strains (Supplementary Fig. 5).

The hemagglutinin of the viruses of the Rietberg/2014-sublineage did not show cross-reactivity to the 
Gent/1984-like viruses but reacted well with a seasonal influenza virus of 2007 (Table 2).

The antigenic sites of the HA sequences of Rietberg/2014-like strains were compared to the sequences of both 
HA alignments (Supplementary Figs. 2, 5). There are no publicly available German full-length HA sequences of 
 H3seasN2seas strains of that time which match the antigenic properties of the Rietberg/2014-like viruses. Hence, we 
used the closely related A/Denmark/129/2005 as a reference strain. This virus belongs to a phylogenetic subgroup 
which was characterized by G50R, V112I, K173E and N145S exchanges (other representative strains: A/Bay-
ern/4/2006, A/Berlin/2/2006, A/Lyon/636/2006 according to the September 2006 interim report of the Worldwide 
Influenza Centre; https ://www.crick .ac.uk/partn ershi ps/world wide-influ enza-centr e/annua l-and-inter im-repor 
ts, accessed 12 September 2019). All but one of these exchanges (K173E) are present in Rietberg/2014-like strains. 
Instead of K173E we observed K173D which is one of eight substitutions of antigenic sites A  (D133,  K135,  S138,  K144), 
B  (G158,  K197), and D  (D173,  V242) of the German Rietberg/2014-like viruses. These eight substitutions are unique 
in comparisons with (i) the closely related  H3seasN2seas strains (i.e., A/Denmark/129/2005, A/Bayern/4/2006, A/
Berlin/2/2006, A/Lyon/636/2006) and demonstrate significant antigenic drift, (ii) all other  H3seasN2seas in the 
past 50 years, and (iii) all known Gent/1984-like swH3N2 (Supplementary Figs. 2, 5). The Danish strains which 
cluster with the Rietberg/2014-like viruses show some sequence heterogeneity; in particular, they differ from 
the German isolates in two positions (site A:  K144 vs.  N144; site B:  G158 vs. R/N158).

Discussion
Reassortment events and spill-over infections. Evolution of European IAV-Ss including the novel 
reassortants is depicted in Fig. 4. The phylogenetic analyses of the HA and NA segments indicate that the con-
tinental swH3N2 viruses (genotype #1) and the English swH3N2 viruses (#11) emerged independently from 
each other, first the continental swH3N2 (Gent/1984-like swH3N2) in 1984, then the English swH3N2 in 1993. 
Whereas the latter viruses disappeared after a few years, the Gent/1984-like viruses became prevalent in several 
countries. After many years of circulation, Gent/1984-like viruses faded-out in Germany shortly after appear-
ance of the Gent1984/Diepholz reassortant swH3N2 (#4) which showed a considerably reduced cross-reactivity 
to the Gent/1984-like swH3N2 (e.g., A/swine/Bakum/IDT1769/2003, Table  1). These viruses have also been 
detected in the Netherlands, Belgium and France.

Analysis of 228 swH3N2 and six swH3N1 isolates revealed 14 different genome layouts (Fig. 1b) and more 
than twenty reassortment events (Supplementary Fig. 1, right panel), two of which became established in the 
German pig population and founded the Rietberg/2014-like swH3N2 viruses and the Gent1984/Diepholz-like 
swH3N2 (Fig. 4). Superficially, the previously prevalent Gent/1984-like swH3N2 and the Gent1984/Diepholz-
like swH3N2 have an identical HA/NA gene constellation, the latter viruses, however, formally resulted from 

Table 1.  Geometric mean of hemagglutination inhibiting units measured by testing immune sera of 10 pigs 
immunized with A/swine/Bakum/IDT1769/2003 (H3N2) against the corresponding virus. Heamagglutination 
inhibiting unit, hemagglutination inhibition titre reciprocal.

Gent/1984-like swH3N2 Gent1984/Diepholz reassortant swH3N2

Bakum/IDT1769/2003 Coburg/11210/2009 Visbek/13347/2011 Haren/13906/2011 Telgte/19839/2014 Günne/21206/2015

520 321 140 98 27 49

Table 2.  Antigenic profiles of the Gent/1984-like and Rietberg/2014-like swH3N2 viruses in comparison to 
mid-2000s seasonal H3N2 of humans. Determined by using hyper immune sera. a Reciprocal titers are given.

Antiserum

Virus

A/swine/
Gent/220/1992 
(Gent/1984-like 
swH3N2)

A/swine/Bakum/
IDT1769/2003 
(Gent/1984-like 
swH3N2)

A/swine/
Rietberg/19732/2014 
(H3N2) A/Brisbane/10/2007 (H3N2)

HIa NTa HI NT HI NT HI NT

A/swine/Gent/220/1992 20,480 82,783 20,480 20,321 < 20 < 13 < 20 < 13

A/swine/Bakum/IDT1769/2003 320 3,221 640 1,282 < 20 < 13 < 20 < 13

A/swine/Rietberg/19732/2014 < 20 < 13 < 20 < 13 2,560 5,223 1,280 3,221

A/Brisbane/10/2007 < 20 < 13 < 20 < 13 1,280 83,176 5,120 131,202

https://www.crick.ac.uk/partnerships/worldwide-influenza-centre/annual-and-interim-reports
https://www.crick.ac.uk/partnerships/worldwide-influenza-centre/annual-and-interim-reports
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a reassortment including a Gent/1984-like swH3N2 (donor of HA) and a Diepholz/2008-like swH1N2 (donor 
of NA) and a third, unknown donor of the IGC. This is concluded from the NA tree topology and the phylo-
genetic analyses of the internal genes (Fig. 2b, Supplementary Figs. 3, 4). Monophyly of all gene segments of 
the Gent1984/Diepholz reassortant is strong evidence of a single event and cannot explained with another 
mechanism like genetic drift. The origin of the IGC could not be identified beyond doubt but is very likely of EA 
swH1N1 origin. Emergence and upsurge of Gent1984/Diepholz reassortant swH3N2 in Germany is associated 
with the coincident disappearance of the parental Gent/1984-like swH3N2. This exchange has occurred in a 
period of only two months. In addition to the emergence of reassortants, antigenic drift was observed (Table 1). 
In particular three substitutions of antigenic site B may have contributed to reduced hemagglutination inhibi-
tion of the 2014/15 strains. It is possible that the evolution in antigenic drift of Gent/1984-like swH3N2 and its 
successor, the Gent1984/Diepholz reassortant, was initiated by the introduction of a trivalent vaccine which was 
in use in Germany prior to its authorisation since 2008. This vaccine contains a very strong immunogen of the 
Gent/1984-like swH3N2 lineage.

Besides the reassortment events that led to six persisting swH1N2 and swH3N2 reassortants (Fig. 4), there 
are six single H3N1 reassortants (#8, #9), three single  H3seasN2seas reassortants with EA IGC (#13)9, six single 
swH3N2 reassortants with 3A.hu1 HA gene and 2A.hu2b NA gene (#7), and five swH3N2 reassortants with 
one or more segments of  H1pdmN1pdm (#2, #3, #5). Altogether, more than 20 events led to swH3N2 or swH3N1 
reassortants and have been detected in Germany in the past 30 years (1 event per 18 months). This reassortment 
frequency is lower than observed for  swH1N25 but substantially greater than reassortments of human seasonal 
IAV. Different reassortment frequencies of human IAVs and IAV-Ss may be explained by two salient factors: (i) 
Co-circulation of several distinctive IAV-S types and lineages in pigs favours reassortment. In contrast, only two 
IAV types—H1pdmN1pdm and  H3seasN2seas—circulate in the human population and reassortments are rare (e.g., 
https ://www.who.int/csr/don/23-march -2018-seaso nal-reass ortan t-ah1n2 -nethe rland s/en/). (ii) The vast major-
ity of pigs have a short lifespan compared to human longevity. Whereas humans undergo multiple IAV infections 
that induce a basal immunity to many circulating IAV strains, the majority of the German pig population can be 
considered as immunologically naïve to most IAV strains due to the short lifespan of fattening pigs. Absence of 
a broad influenza immunity eases reassortments in herds with concurrent activity of IAV-S and anthroponotic 
seasonal IAV. The activity of seasonal IAV in pigs is not negligible. Gerhard Elkele’s experiments of the early 
1930s and their corroboration by Robert Shope and Thomas Francis are early proves of the susceptibility of pigs 
to human IAVs and until today there are many well-documented examples demonstrating infection of pigs with 
seasonal IAV followed by virus persistence in the pig population—at least for some  time3,10–12. The available data 
indicate that seasonal IAV genes may persist for up to ten years in the gene pool of IAV-Ss without attracting 

Figure 4.  Evolution of German IAV-S. Reassortment events leading to the main IAV-S lineages and the 
novel swH3N2 viruses (presented in gray boxes) are shown. Pictograms denote anthroponotic and spill-over 
infections. Asterisks (*) indicate isolates with partial sequences.

https://www.who.int/csr/don/23-march-2018-seasonal-reassortant-ah1n2-netherlands/en/
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attention. The emergence of the Rietberg/2014-like viruses with seasonal HA gene and pdm09 IGC is another, 
very recent example. In addition, detection of six anthroponotic swH3N2 isolates (compare Supplementary Fig. 1, 
left panel) with EA IGC (#10, #14) indicate active exchange between the pools of human and swine influenza 
viruses. In contrast, there are only few examples of persisting IAV-S circulation in humans. Serological surveys 
indicated frequent human infections with IAV-S which usually had proceeded unnoticed and without evidence 
of human-to-human  transmission13,14. Even so, the Rietberg/2014-like viruses may pose a zoonotic risk as all 
gene segments of these viruses—directly or indirectly—are of human IAV origin.

Pig trade and IAV-S dynamics. Germany and Denmark are major pig-producing countries in Europe, 
each with (i) a highly specialized pig husbandry that has been worked up in the last decades (farrow-to-finish 
pig farms vs. farrow-to-nursery and finishing farms or farrow-to-wean and wean-to-finish farms), (ii) a high rate 
of pig trade within the EU that extends country borders, and (iii) a large number of pig holdings. Whereas Den-
mark is an important exporter of weaners (14.1 million life piglets in 2017), the German pig industry is a major 
importer of life pigs from  Denmark15. Recent reports have demonstrated permanently infected farrow-to-finish 
and farrow-to-nursery pig  farms16,17 whereas epidemiological models suggest that herd size and a high turnover 
are drivers of swine influenza  persistence18,19. Life pig trade links geographically separated pig populations, is 
believed to support transboundary transmission of IAV-S and may foster virus evolution by reassortment.

The Danish IAV-S epizootiology is characterized by a frequent circulation of EA swH1N1 and reassorted 
swH1N2 viruses but low prevalence of swH3N2  viruses1. This may have supported anthroponotic transmission 
of seasonal H3N2 viruses from humans to pigs as there was only a low basic immunity against H3 in this pig 
population. The pdm09 IGC may have provided the ideal components (e.g. characteristically truncated versions 
of PB1-F2, PA-X and NS1) that allowed to entrench the HA and NA of seasonal H3N2 viruses in a new IAV-S lin-
eage. The first virus of the Rietberg/2014-like viruses was reported from Denmark in  201320. However, sequence 
data of the internal gene segments have not been published; hence, it is unknown whether this first isolate was 
already a triple reassortant. In our study, the first virus of this lineage was detected in February 2014 in north-
west Germany. Co-circulation in Denmark and Germany and the long persistence suggest a dissemination of 
newly emerged viruses by life pig trade.

Herd management practices regarding the animal flow and purchase of piglets from various suppliers may 
influence virus transmission dynamics in all age groups. Beside pig trade, vaccination of sows is another impor-
tant factor of herd management. Epidemiological models indicate that vaccination may not eliminate swine 
influenza depending on farm type, herd size and the quality of vaccine-antigen  match21. The emergence of novel, 
cocirculating IAV-S variants coincides with increasing herd size but also with the increasing vaccination of pigs 
in Germany which is striking. It remains to be elucidated whether there is a correlation and how to treat IAV-S 
dynamics best.

In conclusion, our investigation indicates ongoing IAV-S evolution by reassortment and drift. A more intense 
IAV-S monitoring and virus sequencing appears to be necessary to improve IAV-S tracing in a timely manner.

Methods
Study design. The study was conceptualized as a passive swine influenza survey; details have been published 
 recently5. Samples (nasal swabs, serum; bronchoalveolar lavages or lung tissue of perished pigs) were sent in by 
veterinarians to members of FluResearchNet. Sample collection was performed by veterinarians in accordance 
with relevant guidelines and regulations and consent for diagnostic PCR, virus isolation and serologic investiga-
tion was obtained from participating swine holders. No animal experiments have been performed. Sampling 
was done as approved by the Landesverwaltungsamt Sachsen-Anhalt for animal experiments of members of the 
FluResearchNet (Az 42502-3-401, 42502-3-642Ä, 42502-3-743, 45502-3-579).

Cell lines, virus isolation and virus propagation. Madin–Darby bovine kidney cells (MDBK, ATCC 
CCL-22) and Madin–Darby canine kidney cells (MDCK, ATCC CCL-34) were maintained in Dulbecco’s modi-
fied MEM (DMEM) supplemented with 10% fetal bovine serum, 100 U/ml penicillin and 100 µg/ml streptomy-
cin. For virus isolation, PCR-positive samples were used for inoculation of embryonated hens eggs and MDBK 
cells. All virus isolates were typed by hemagglutination inhibition assays and RT-PCR. For virus propagation, 
cell culture medium was replaced by serum-free DMEM with 3 µg/ml trypsin and 25 mM  MgCl2 prior to infec-
tion at a multiplicity of infection of 0.01. After complete lysis, supernatants were centrifuged at 1,000 × g and 
aliquoted. Virus stocks were stored at − 80 °C until use.

Sequence analysis. The genomes of plaque-purified swH3N2 isolates were sequenced either by conven-
tional Sanger sequencing as described  previously22 or by Illumina  sequencing23. Total RNA was prepared using 
the Qiagen RNeasy Mini Kit (Qiagen, Hilden, Germany). Genomic viral RNA (5 µg total RNA) was reverse 
transcribed using the universal influenza virus primer (5′-RGC RAA AGC AGG -3′) and 20  µl RevertAid pre-
mium reverse transcriptase solution (ThermoFisher Scientific, St. Leon-Rot, Germany) following the manufac-
turer’s protocol. Then, cDNA was used for segment-specific amplification; oligonucleotide primers have been 
 described24. PCR products were purified and sequenced employing the CEQ DTCS Quick Start Kit (Beckman 
Coulter, Krefeld, Germany).

Illumina sequencing and de novo assembly was done as  described25, except sequencing was executed using a 
GenomeAnalyzer IIx or HiSeq2000/2500. In order to determine the consensus sequence, reads were mapped to 
reference genomes as  described25. Assignment to IAV lineages was based on the assembled contigs.
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Phylogenetic analyses. Only complete swH3N2 sequences were used for phylogenetic analyses. In 
addition to sequence data generated in this study, sequences were retrieved from public databases (GenBank, 
GISAID) and aligned with MEGA5.226. For alignments, 347 HAH3 sequences and 841 NAN2 sequences were 
compiled depending on the availability of sequence data. Phylogenetic analyses were conducted with two coales-
cent tree inference methods (MrBayes, BEAST) using optimal substitution models on the basis of the Bayesian 
information criterion and the corrected Akaike information  criterion27,28. The substitution model was selected 
with the find-best-model option implemented in MEGA.

Antigenic analysis. Immune sera were established by twofold immunisation of 10 pigs within 21  days 
(intramuscularly) with 64 hemagglutinating units of inactivated virus A/swine/Bakum/IDT1769/2003 (H3N2) 
adjuvanted with Carbomer (Carbopol™ 974P NF, Lubrizol). Blood samples were taken 10  days after second 
administration of the vaccine. Hyper immune sera were established by fourfold immunisation (0, 14, 28, 54 days 
after first shot) of 1 pig each (intramuscularly) with 64 hemagglutinating units of the corresponding inactivated 
virus adjuvanted with Freund’s adjuvant (Sigma-Aldrich) or mineral oil (ISA25, Seppic). Blood samples were 
taken 70 days after first administration of the vaccine. Antibody titers were determined by hemagglutination 
inhibition (HI) and neutralisation (NT) assays which were performed as described  previously23,29.

Data availability
All sequences were submitted to GenBank (acc. nos. MK332395-MK332434, MK361498-MK363253). Sup-
plementary Table 1 summarizes GenBank acc. nos., country and sampling dates of all strains sequenced in the 
present study.

Received: 26 November 2019; Accepted: 16 July 2020

References
 1. Simon, G. et al. European suveillance network for influenza in pigs: Surveillance programs, diagnostic tools and swine influenza 

virus subtypes identified in 14 European countries from 2010 to 2013. PLoS ONE 9, e115815 (2014).
 2. Watson, S. et al. Molecular epidemiology and evolution of influenza viruses circulating within European swine between 2009 and 

2013. J. Virol. 89, 9920–9931 (2015).
 3. Zell, R., Scholtissek, C. & Ludwig, S. Genetics, evolution, and the zoonotic capacity of European swine influenza viruses. Curr. 

Top. Microbiol. Immunol. 370, 29–55 (2013).
 4. Lu, G., Rowley, T., Garten, R. & Donis, R. O. FluGenome: A web tool for genotyping influenza A virus. Nucl. Acids Res. 35, W275–

W279 (2007).
 5. Zell, R. et al. Displacement of the Gent/1999 human-like swine H1N2 influenza A virus lineage by novel reassortant H1N2 clades 

in Gemany. Arch. Virol. 165, 55–67 (2020).
 6. Nakajima, K., Nobusawa, E., Tonegawa, E. & Nakajima, S. Restriction of amino acid change in influenza A virus H3HA: Compari-

son of amino acid changes observed in nature and in vitro. J. Virol. 77, 10088–10098 (2003).
 7. Smith, D. J. et al. Mapping the antigenic and genetic evolution of influenza virus. Science 305, 371–376 (2004).
 8. Wiley, D. C., Wilson, I. A. & Skehel, J. J. Structural identification of the antibody-binding sites of Hong Kong influenza haemag-

glutinin and their involvement in antigenic variation. Nature 289, 373–378 (1981).
 9. Schrader, C. & Süss, J. Molecular epidemiology of porcine H3N2 influenza A viruses isolated in Germany between 1982 and 2001. 

Intervirology 47, 72–77 (2004).
 10. Elkeles, G. Experimentelle Untersuchungen zur Aetiologie der Influenza [in German]. Mededeelingen uit het Instituut vor Praeven-

tive Geneeskunde 1934, 60–79 (1934).
 11. Shope, R. E. & Francis, T. The susceptibility of swine to the virus of human influenza. J. Exp. Med. 64, 791–801 (1936).
 12. Brown, I. H. History and epidemiology of swine influenza in Europe. Curr. Top. Microbiol. Immunol. 370, 133–146 (2013).
 13. Krumbholz, A. et al. Prevalence of antibodies to swine influenza viruses in humans with occupational exposure to pigs, Thuringia, 

Germany, 2008–2009. J. Med. Virol. 82, 1617–1625 (2010).
 14. Krumbholz, A. et al. Prevalence of antibodies to European porcine influenza viruses in humans living in high pig density areas of 

Germany. Med. Microbiol. Immunol. 203, 13–24 (2014).
 15. Danish Agriculture & Food Council. Statistics 2017. København.  https ://lf.dk/~/media /lf/tal-og-analy ser/aarss tatis tikke r/stati 

stik-svin/2017/2017-stati stik-gris-en.pdf?la=da (2018).
 16. Rose, N. et al. Dynamics of influenza A virus infections in permanently infected pig farms: Evidence of recurrent infections, 

circulation of several swine influenza viruses and reassortment events. Vet. Res. 44, 72 (2013).
 17. Ryt-Hansen, P. et al. Longitudinal field studies reveal early infection and persistence of influenza A virus in piglets despite the 

presence of maternally derived antibodies. Vet. Res. 50, 36 (2019).
 18. Pitzer, V. E. et al. High turnover drives prolonged persistence of influenza in managed pig herds. J. R. Soc. Interface 13, 20160138 

(2016).
 19. Cador, C., Andraud, M., Willem, L. & Rose, N. Control of endemic swine flu persistence in farrow-to-finish pig farms: A stochastic 

metapopulation modeling assessment. Vet. Res. 48, 58 (2017).
 20. Krog, J. S., Hjulsager, C. K., Larsen, M. A. & Larsen, L. E. Triple-reassortant influenza A virus with H3 of human seasonal origin, 

NA of swine origin, and internal A(H1N1) pandemic 2009 genes is established in Danish pigs. Influenza Other Respir. Viruses 11, 
298–303 (2017).

 21. Reynolds, J. J. H., Torremorell, M. & Craft, M. E. Mathematical modeling of influenza A virus dynamics within swine farms and 
the effects of vaccination. PLoS ONE 9, e106177 (2014).

 22. Zell, R., Bergmann, S., Krumbholz, A., Wutzler, P. & Dürrwald, R. Ongoing evolution of swine influenza viruses: A novel reas-
sortant. Arch. Virol. 153, 2085–2092 (2008).

 23. Lange, J. et al. Reassortment of the pandemic (H1N1) 2009 virus and establishment of a novel porcine H1N2 influenza virus lineage 
in Germany. Vet. Microbiol. 167, 345–356 (2013).

 24. Stech, J. et al. Rapid and reliable universal cloning of influenza A virus genes by target-primed plasmid amplification. Nucl. Acids 
Res. 36, e139 (2008).

 25. Groth, M. et al. The genome of an influenza virus from a pilot whale: Relation to influenza viruses of gulls and marine mammals. 
Inf. Genet. Evol. 24, 183–186 (2014).

https://lf.dk/~/media/lf/tal-og-analyser/aarsstatistikker/statistik-svin/2017/2017-statistik-gris-en.pdf?la=da
https://lf.dk/~/media/lf/tal-og-analyser/aarsstatistikker/statistik-svin/2017/2017-statistik-gris-en.pdf?la=da


10

Vol:.(1234567890)

Scientific RepoRtS |        (2020) 10:14296  | https://doi.org/10.1038/s41598-020-71275-5

www.nature.com/scientificreports/

 26. Tamura, K., Peterson, D. & Peterson, N. MEGA5: Molecular evolutionary genetics analysis using maximum likelihood, evolution-
ary distance, and maximum parsimony methods. Mol. Biol. Evol. 28, 2731–2739 (2011).

 27. Ronquist, F. & Huelsenbeck, J. P. MrBayes 3: Bayesian phylogenetic inference under mixed models. Bioinformatics 19, 1572–1574 
(2003).

 28. Drummond, A. J., Suchard, M. A., Xie, D. & Rambaut, A. Bayesian phylogenetics with BEAUTi and the BEAST 1.7. Mol. Biol. Evol. 
29, 1969–1973 (2012).

 29. Dürrwald, R. et al. Swine influenza A vaccines, pandemic (H1N1) 2009 virus, and cross-reactivity. Emerg. Infect. Dis. 16, 1029–1030 
(2010).

Acknowledgements
The authors thank M. Müller, I. Heinze and I. Görlich for technical assistance and S. Bergmann and C. Steglich 
for their contributions. Further, we are indebted to B. Schweiger, Robert Koch-Institut, Berlin, for providing 
seasonal influenza viruses, K. van Reeth, Gent University, for providing swine influenza viruses from 1992 and 
members of FluResearchNet for providing influenza virus isolates and all veterinarians and swine holders who 
submitted samples to the partner laboratories.

Author contributions
R.D. initiated and designed surveillance and conducted PCR diagnostics, virus isolation and serological inves-
tigations; M.G., A.P., J.L., A.K., R.Z. sequenced virus strains; R.Z. conducted phylogenetic analyses; R.Z., A.K., 
R.D. drafted the manuscript. All authors read the final manuscript.

Funding
This study was funded by the German Federal Ministry of Education and Research within the framework of the 
FluResearchNet (Grant nos. 01KI7142, 01KI07143 awarded to R.Z. and 01KI1006J awarded to R.D.) and by the 
European Union FP7-INFLUENZA-2010 ESNIP3 programme (Grant #259949 awarded to R.D.). The sponsors 
had no role in study design, data collection and analysis, decision to publish, or preparation of the manuscript. 
Open Access funding provided by Projekt DEAL.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https ://doi.org/10.1038/s4159 8-020-71275 -5.

Correspondence and requests for materials should be addressed to R.Z.

Reprints and permissions information is available at www.nature.com/reprints.

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 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted 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 licence, visit http://creat iveco mmons .org/licen ses/by/4.0/.

© The Author(s) 2020

https://doi.org/10.1038/s41598-020-71275-5
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Novel reassortant swine H3N2 influenza A viruses in Germany
	Anchor 2
	Anchor 3
	Results
	Study design and nomenclature of IAV-S lineages and clades. 
	Analysis of the HA gene. 
	Analysis of the NA gene. 
	Analysis of the internal gene cassette (IGC). 
	Antigenic characterization. 

	Discussion
	Reassortment events and spill-over infections. 
	Pig trade and IAV-S dynamics. 

	Methods
	Study design. 
	Cell lines, virus isolation and virus propagation. 
	Sequence analysis. 
	Phylogenetic analyses. 
	Antigenic analysis. 

	References
	Acknowledgements


