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The differentiated airway 
epithelium infected by influenza 
viruses maintains the barrier 
function despite a dramatic loss of 
ciliated cells
Nai-Huei Wu1, Wei Yang1, Andreas Beineke2, Ronald Dijkman3,4, Mikhail Matrosovich5, 
Wolfgang Baumgärtner2, Volker Thiel3,4, Peter Valentin-Weigand6, Fandan Meng1,* & 
Georg Herrler1,*

Virus-host interactions in the respiratory epithelium during long term influenza virus infection are not 
well characterized. Therefore, we developed an air-liquid interface culture system for differentiated 
porcine respiratory epithelial cells to study the effect of virus-induced cellular damage. In our well-
differentiated cells, α2,6-linked sialic acid is predominantly expressed on the apical surface and the 
basal cells mainly express α2,3-linked sialic acid. During the whole infection period, release of infectious 
virus was maintained at a high titre for more than seven days. The infected epithelial cells were subject 
to apoptosis resulting in the loss of ciliated cells together with a thinner thickness. Nevertheless, the 
airway epithelium maintained trans-epithelial electrical resistance and retained its barrier function. 
The loss of ciliated cells was compensated by the cells which contained the KRT5 basal cell marker but 
were not yet differentiated into ciliated cells. These specialized cells showed an increase of α2,3-linked 
sialic acid on the apical surface. In sum, our results help to explain the localized infection of the airway 
epithelium by influenza viruses. The impairment of mucociliary clearance in the epithelial cells provides 
an explanation why prior viral infection renders the host more susceptible to secondary co-infection by 
another pathogen.

The airway epithelium is the primary barrier to infection by respiratory pathogens. Viruses have found different 
ways to get across the epithelial barrier, such as transcytosis1 or via infected immune cells2,3. The most straightfor-
ward strategy, however, is the infection of the epithelial cells. For this purpose, the pathogens have to overcome 
the mucociliary clearance system made up from mucins released by mucus-producing cells. Foreign material 
entrapped by the mucus is transported out of the respiratory tract by the ciliated cells4,5.

Influenza A viruses (IAV) are rather efficient in overcoming the defence mechanisms of the host using their 
two surface glycoproteins, hemagglutinin (HA) and neuraminidase (NA), which have sialic acid binding and 
neuraminidase activities6–8. Infection of the airway epithelial cells is initiated by the binding of the haemaggluti-
nin to cell surface glycoconjugates. Human and swine IAV (swIAV) preferentially bind to α 2,6-linked sialic acid, 
whereas most avian IAV have a preference for α 2,3-linked sialic acid9. To enter host cells by fusion of the viral and 
the cellular membrane, the haemagglutinins of mammalian IAV are activated in the respiratory tract by proteases 
like TMPRSS2 and HAT10.

Infections by human and swIAV usually remain restricted to the respiratory tract. The distribution of activat-
ing proteases may in part explain the localized infection induced by these viruses11. However, the interactions 
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between IAV and airway epithelial cells that result in cellular damage on the one side and in the recovery of the 
respiratory epithelium on the other side are not well characterized.

The primary target cells of mammalian IAV are the differentiated airway epithelial cells. Here we established 
a swine air-liquid interface (ALI) culture system for long term infection studies. The well-differentiated primary 
porcine tracheal epithelial cells (PTEC) and porcine bronchial epithelial cells (PBEC) provide a suitable in vitro 
model to mimic in vivo conditions of the airway epithelium. We used these swine ALI cultures to monitor the 
changes in the respiratory epithelium associated with an IAV infection.

Results
An air-liquid interface culture system for differentiated porcine airway epithelial cells. To study 
the IAV infection in differentiated airway epithelial cells, we established an ALI culture system derived from the 
porcine airway. Primary PTEC and PBEC were isolated from the tracheae and bronchi, respectively, of swine 
that were shown by multiplex PCR to be negative for porcine respiratory tract pathogens. PTEC and PBEC were 
cultured under ALI conditions for four weeks. Histological staining of semi-thin sections indicated that both cul-
tures showed the characteristic appearance of a pseudostratified ciliated columnar epithelium (Fig. 1A), similar 
to that obtained by H&E staining of tissue derived from the primary bronchus and trachea of swine (Fig. 1B). 
Examination by scanning electron microscopy revealed that the majority of cells contained cilia (Fig. 1C). 
Furthermore, PTEC and PBEC were shown by fluorescent staining to contain ciliated, mucus-producing cells 
and basal cells (Fig. 2A). These data indicate that the airway epithelial cells were well-differentiated. There were 
no major differences in the results obtained with PTEC and PBEC. Therefore, in the following part only results 
obtained with PBEC are shown.

Sialic acid distribution on PBEC. The sialic acid distribution on well-differentiated PBEC (wdP-
BEC) cultures was determined by lectin staining. Both α 2,3-linked (red) and α 2,6-linked sialic acids (green) 
were expressed on the apical surface of PBEC cultures but the α 2,6-linkage type was predominant (Fig. 2B). 
Co-localization of Maackia amurensis agglutinin II (MAA II) and Sambucus nigra agglutinin (SNA) signals 
(Fig. 2B, arrows) indicates that some cells expressed sialic acids in both linkage types. When lectins were applied 
from the basal side, wdPBEC were primarily stained by MAA II and hardly by SNA (Fig. 2C). Strong MAA II 
staining is found in the same area that is stained by the basal cell marker (compare 2A and 2C) indicating that 
basal cells mainly contain α 2,3-linked sialic acids. The distribution of sialic acids in wdPBEC was analyzed also 
by co-staining of sialic acids and cilia or mucus markers. Both α 2,3 and α 2,6-linked sialic acids (green) were 
detected on ciliated cells (red), while non-ciliated cells predominantly contained α 2,6-linked sialic acid (Fig. 2D). 
Mucin/mucus-producing cells (red) were found to have α 2,6-linked but not α 2,3-linked sialic acids (Fig. 2D).

Replication kinetics of human IAV. We used two recombinant human IAV, R1 and R2, to analyze the 
course of infection in ALI cultures. R1 is derived from the pandemic strain A/Hong Kong/1/68 (H3N2) and has 

Figure 1. Morphological examination of porcine well-differentiated airway epithelial cell cultures.  
(A) PTEC and PBEC cultures were grown under ALI conditions for more than 4 weeks. The semi-thin sections 
followed by toluidine blue staining were performed. (B) Epithelia from porcine trachea and primary bronchus 
were collected, followed by histological sectioning and H&E staining for the morphological comparison. The 
histological examination was evaluated by light microscopy and the representative histological sections (40x 
magnification) are shown. (C) The micrograph of the scanning electron microscopy illustrates the apical surface 
of PTEC and PBEC. The ciliated epithelial cells are the predominant cell type. Scale bars, 20 μ m (A,B), 5 μ m (C).
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a binding preference to α 2,6-linked sialic acids. R2 differs from R1 by two mutations in the haemagglutinin and 
prefers binding to α 2,3-linked sialic acid12. WdPBEC cultures on filter supports were inoculated by R1 or R2 from 
the apical surface at an MOI of 0.25. At all time points analysed, the titre of R1 virus released from the apical side 
of wdPBEC was somewhat higher than that of R2 (Fig. 3A). This result is consistent with the abundant presence of 
the α 2,6- linkage type on the apical surface, but it also shows that R2 is able to replicate to substantial titres despite 
the low amount of α 2,3-linked sialic acid detected by MAA staining (Fig. 2B). When IAV was applied from the 
basal side of wdPBEC, there was no significant difference in the replication kinetics irrespective of the binding 
preference for α 2,3- or α 2,6-linked sialic acids (Fig. 3A).

Replication kinetics of swIAV. To analyze the replication of swIAV, wdPBEC cultures were infected by 
either of two swIAV strains (H1N1 or H3N2 subtype) from the apical side. Starting from 2 dpi, the titre of released 
swIAV H1N1 was significantly higher than that of swIAV H3N2 (Fig. 3B). As shown in Fig. 4, swIAV antigen 
(green) was associated with β -tubulin-positive cells (red) and also with β -tubulin-negative cells (Fig. 4A), but not 
with mucin5AC-positive cells (red) at 1 dpi (Fig. 4B). These results demonstrate that both swIAV strains prefer-
entially infect ciliated cells and some non-ciliated cells different from mucus-producing cells.

SwIAV-induced apoptosis and damage of the mucociliary clearance system. To analyze the det-
rimental effect of IAV infection on airway epithelial cells, we performed immunofluorescent staining to detect 
apoptotic signals and monitor the morphological changes. At 2 dpi, cells positive for activated caspase-3 (green) 
were present in swIAV-infected wdPBEC (Fig. 5). Moreover, co-localization of cleaved caspase-3, β -tubulin and 
viral nucleoprotein (NP) is shown in Fig. 5A (arrows), and co-localization of caspase-3 and NP in Fig. 5B indicat-
ing that swIAV infection induces apoptosis in ciliated cells.

To get more information on the long term influence caused by IAV infection, we performed quantitative anal-
yses of the levels of ciliated cells and epithelial thickness. At 8 dpi, a loss of cilia was observed in all virus-infected 
wdPBEC compared to the mock-infected cultures. The swIAV-infected wdPBEC lost more cilia compared to R1- 
and R2-infected samples as determined from the area covered by cilia (Fig. 6A and 6B). DAPI-staining of nuclei 
(Fig. 6A, insets) indicated that the virus-infected PBEC were still present as a confluent cell layer. Moreover, the 
loss of cilia in swIAV-infected wdPBEC was confirmed by Western blot analysis (Fig. 6C). Despite of the failure 

Figure 2. Characterization of porcine well-differentiated airway epithelial cell cultures. PTEC and  
PBEC were cultured under ALI conditions for at least 4 weeks and analyzed by immunofluorescence.  
(A) Immunofluorescent staining of whole-filter cultures (top and middle panels) or cryosections (lower panels) 
of PTEC and PBEC. The cilia are stained in red by using anti-β -tubulin antibody (top panels in horizontal 
sections and middle panels in vertical sections). More than half of the PTEC and PBEC surface was covered 
by cilia. The positive staining of mucus (green, mucin 5AC monoclonal antibody, middle panels in vertical 
sections) indicated the presence of mucus-producing cells. The basal cells were stained by antibody against 
cytokeratin 5 (KRT 5, green, lower panels) and were located above the filter support. (B) Detection of sialic acid 
on the apical surface of wdPBEC. Antibodies against SNA (green) and MAA II (red) were used to recognize 
α 2,6- and α 2,3-linked sialic acids, respectively. The images are shown in horizontal (top) or vertical (lower) 
sections. (C) Detection of sialic acids on basal cells in wdPBEC. Cryosections of PBEC cultures were stained by 
SNA (green) and MAA II (red). (D) The distribution of sialic acids in wdPBEC. PBEC stained for SNA or MAA 
II (green) were co-stained for the presence of cilia or mucus (red). The images are shown in vertical (middle 
panels) or horizontal (others) sections. The pseudo-colour was applied in red (mucin 5AC) and green (MAA II) 
by using LAS AF Lite software for image comparison (lower left panel). The arrows show co-localization. Scale 
bars, 50 μ m (A, top), 25 μ m (others).
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to detect infection of mucus-producing cells at 1 dpi (Fig. 4B), co-localization of mucin and NP was observed at 
8 dpi (Fig. 6D, arrow). Furthermore, the thickness of swIAV-infected cultures was reduced by about 50% at 8 dpi 
(Fig. 7); in R1- or R2-infected PBEC, the epithelial thickness was not significantly reduced (Fig. 7C).

Maintenance of the barrier function of virus-infected PBEC. In order to determine whether or not 
the barrier function of PBEC is affected by the virus infection, we analyzed the cell–cell junctions and the transe-
pithelial electrical resistance (TEER) values. The patterns of tight junctions (ZO-1, Fig. 8A) and adherens junc-
tions (β -catenin, Fig. 7A) between individual cells were observed both at 2 and 8 dpi. During the whole infection 
period analyzed, the TEER values of wdPBEC (Fig. 8B) were not decreased after swIAV infection up to 8 dpi. 
These results indicate that the tight junctions were maintained in wdPBEC infected by swIAV.

The cells maintaining the barrier function at 8 dpi were therefore analyzed by staining the cultures for 
the basal cell marker KRT5 and for the presence of sialic acids. Despite the loss of cilia on the apical surface, 
swIAV-H1N1-infected PBEC that had survived infection were positive for KRT5 (Fig. 9A). Some of the cells were 
infected by swIAV as indicated by staining for NP. Furthermore, lectin staining indicated that the KRT5-postive 
cells contained both α 2,3- or α 2,6-linked sialic acids (Fig. 9B). By contrast, in mock-infected samples, MAA II 
staining was mainly detected in the basal portion of the cell layer whereas SNA preferentially stained the apical 
portion. These results are consistent with the conclusion that the cells maintained at 8 dpi are derived from basal 
cells that are in the process of differentiating into specialized cells.

Discussion
The airway epithelium is equipped with the mucociliary clearance system to prevent the detrimental effect of 
foreign substances including infection by microorganisms. This defence mechanism is based on the mucins pro-
duced by mucus-producing cells and the ciliary activity of specialized epithelial cells that transport the mucus 
out of the respiratory tract4,5. To understand the infection of airway epithelial cells, it is necessary to use culture 
systems that comprise mucus-producing cells and ciliated cells. To this end, we and others studied IAV infec-
tion in differentiated ALI cultures of human airway epithelial cells which contain all major cell types present in 
human airway epithelium in vivo, namely, ciliated cells, secretory cells and basal cells12–15. Here we developed and 
employed swine ALI (swALI) cultures that can be used to analyze the infection by both human and swine IAV16,17. 
Compared to the human counterpart, swALI cells have the advantage that the source of cells is well-defined and 

Figure 3. Replication of influenza A viruses in porcine well-differentiated airway epithelial cell cultures. 
(A) Replication kinetics of R1 and R2 viruses in wdPBEC. (B) Replication kinetics of swIAV in wdPBEC. 
WdPBEC were inoculated with IAV from apical (left panels) or basolateral (right panels) sides at an MOI of 
0.25. Viruses released from the apical side were harvested at different time points and titrated by focus-forming 
assay in MDCK cells. The results were shown as means ±  SEM of nine PBECs from three independent donors 
(swIAV) or six PBECs from two donors (R1 and R2). Each sample was processed with two technical replicates. 
It should be noted that some error bars are too small to be printed. Statistical analysis was performed with two-
tailed unpaired Student’s t-test (***P <  0.001, **P <  0.01, *P <  0.05).
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reproducible as far as the age and genetic background of the animals. The growth conditions of swALI cultures 
were different from those described for human ALI cultures. The difficulty in establishing this system may explain 
why so far only few reports about differentiated respiratory epithelial cells of swine are available16–18. The novel 
feature in our study is that we analysed events occurring late after infection not addressed in previous analyses 
with swine or human ALI cultures.

By histological examination, our well differentiated PBEC and PTEC were shown to resemble a pseudostrati-
fied ciliated epithelium as it is present in the respective portions of the swine respiratory tract. We found that the 
apical surface of differentiated epithelial cells predominantly contains α 2,6-linked sialic acid which is consistent 
with other reports16,19. Although α 2,3-linked sialic acids have been reported to be present on subepithelial cells of 
swALI cultures16, sialic acids of swine basal cells have not been analysed before. Here, we demonstrated that the 
KRT5 positive basal cells contain α 2,3-linked sialic acids. When the sialic acid distribution of different species is 
compared, the porcine airway epithelium shows a sialic acid distribution pattern similar to that of human cells 
indicating that the PBEC cultures are more suitable to investigate human IAV infection than murine and ferret 
airway epithelial cells20,21.

The ALI culture system revealed characteristics of the IAV infection that were different from those obtained 
with immortalized cells. The amount of infectious virus released from the apical surface remained high during 
the whole infection period analyzed, i.e. up to eight dpi. This long period of virus release may be related to the ALI 
culture conditions. As influenza virions are released from the apical side of the polarized epithelial cells, spread 
of infection is expected not to be as efficient as in the case of immortalized cells which are covered by medium. 
Interaction with mucins may further hamper the spread of infection, because the viral binding to sialic acids has 
to be counteracted by the viral neuraminidase22.

Figure 4. Differences in tropism of swIAV to distinct types of differentiated airway cells. WdPBECs were 
infected with swIAV H1N1 or H3N2 from the apical surface at an MOI of 0.25 and fixed at 1 dpi, followed 
by immunofluorescent staining to detect viral nucleoprotein (green), cilia (A, red) and mucus (B, red). 
Magnifications of squared areas are presented in the lower panels of A. Scale bars, 25 μ m.
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The infection by IAV was detrimental for the airway epithelial cells as indicated by the detection of apoptotic 
cells. Another effect of the infection was a significant reduction in the amount of cilia detected on infected airway 
epithelial cells. The reduction was more pronounced in swIAV-infected cultures compared to cells infected by 
either of the two human IAV. The difference is consistent with a more efficient infection by swIAV as indicated 
by the 10-fold increased amount of virus released into the supernatant. The reduced staining of β -tubulin can 
be explained by the loss of ciliated cells, probably due to the apoptotic effect of the infection mentioned above. 
This conclusion is based on the reduced thickness of the epithelial cell layer at late times of infection that was 
observed in parallel to the loss of cilia staining. The loss of cilia and the reduction in epithelial thickness were also 
observed in swIAV-infected porcine trachea tissue explants23. The loss of ciliated cells was clearly detected with 
cultures infected by swIAV. In the case of human IAV, where the foci of infected cells were not as large as those of 
swIAV-infected ALI cultures, the thickness of the epithelial layer was not significantly reduced. Our results are 
consistent with data from IAV infections in swine. Airways infected by swIAV have been reported to be lined by 
flattened epithelial layers24.

Despite the detrimental effect of the infection by IAV, the TEER of the epithelial layer and the tight junc-
tion protein expression were retained during the whole infection period. A recent study reported IAV infection 
interrupts the tight junction formation in an in vitro alveolar culture model comprising immortalized epithelial 

Figure 5. Immunofluorescent staining of apoptotic cells in PBEC at 2 days post infection. WdPBECs were 
infected by swIAV from the apical surface at an MOI of 0.25 and fixed at 2 dpi. The cilia (red) and the viral 
nucleoprotein (A, cyan or B, magenta) were stained. The apoptotic cells were detected by visualizing cleaved 
caspase-3 (green). Confocal images are shown in horizontal (top panels) or vertical (lower panels) sections. 
Magnifications of squared areas are presented on the top-right corner (A). The pseudo-colour was applied in 
magenta (viral nucleoprotein) by using LAS AF Lite software for image comparison (B). The arrows show co-
localization, and the dashed lines indicate the location of the supporting membrane. Scale bars: 25 μ m.
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cells25. In our study, however, the well differentiated tracheal and bronchial epithelia retain their barrier function. 
The finding of epithelial cells with tight junctions indicates that the lost ciliated cells were replaced by polarized 
cells that were able to maintain the barrier function of the epithelium. It appears that basal cells had started to 
differentiate into specialized cells. This process had not yet proceeded to the appearance of ciliated cells and 
mucus-producing cells, or other non-ciliated cells, but the differentiation had resulted in polarized epithelial cells 
that were sufficient to maintain the barrier function as indicated by the TEER. The reorganization of the epithelial 
cells has also been observed in a report, where mice were infected by IAV in vivo26. The intermediate position of 
the polarized cells is shown by our lectin staining data, which may indicate that the cells are in a differentiation 
process. Undifferentiated human airway epithelial cells have been shown to contain α 2,3-linked sialic acids and 
the expression of α 2,6-linked sialic acids is increasing over time during the differentiation phase27. Whereas α 
2,6-linked sialic acids are abundantly present on well-differentiated cells, basal cells mainly contained α 2,3-linked 
sialic acids. Both linkage types of sialic acids were detected in polarized cells at late times of infection indicating 
an increased amount of α 2,3-linked sialic acid on the apical surface of the epithelium compared to the uninfected 
state.

Our results provide a deeper insight into IAV infection. On the one side, there is the detrimental effect that 
can result in disease. On the other side, the loss of well-differentiated cells is compensated by the generation of 

Figure 6. Immunofluorescent staining of porcine well-differentiated airway epithelial cells at 8 days post 
infection. WdPBECs were inoculated with IAV from the apical side at an MOI of 0.25 and fixed at 8 dpi.  
(A) PBEC cultures were stained for viral nucleoprotein (green) and cilia (red). (B) Quantification of the ciliated 
area at 8 dpi. Results are shown as percentages (means ±  SEM) compared to mock-infected cultures. For each 
infection, six PBECs from three independent donors were measured, and three fields per culture were evaluated 
as technical replicates. (C) Western blot analysis of β -tubulin expression level in PBECs after swIAV infection. 
The relative expression level of β -tubulin was normalized to actin expression. The viral NP could be detected 
in the infected culture. (D) Immunofluorescent staining for viral nucleoprotein (green) and mucin (red). The 
nuclei were stained by DAPI (blue) (A and D). The arrows show co-localization. Scale bars, 25 μ m.
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Figure 7. Decreased thickness of porcine well-differentiated airway epithelial cell cultures after IAV 
infection. WdPBECs were inoculated by IAV from the apical (middle panels of A; B and C) or basolateral side 
(right panels of A) at an MOI of 0.25. (A) wdPBEC were inoculated with swIAV H1N1 and fixed at 2 or 8 dpi, 
followed by immunofluorescent staining with antibody against the adherens junction protein β -catenin (green at 
2 dpi; red at 8 dpi). Confocal images are shown in vertical sections. (B) WdPBECs were fixed at 8 dpi and stained 
for viral nucleoprotein (green) and cilia (red) (vertical sections). To measure the thickness accurately, the vertical 
image stacks of 5 planes (distance of 1.0 μ m per plane) were merged. It should be noted that the epithelium 
forms a pseudostratified layer in the single plane image. The nuclei were stained by DAPI (blue) (A&B). (C) 
Quantification of wdPBEC thickness at 8 dpi. Results are shown as percentages (means ±  SEM) compared to 
mock-infected ALI cultures. For each infection, numbers of six PBECs from three independent donors were 
measured. Additionally, three fields per culture were evaluated as technical replicates. Scale bars, 25 μ m.

Figure 8. Porcine well-differentiated airway epithelial cell cultures preserve tight junctions after swIAV 
infection. (A) WdPBECs were inoculated with swIAV H1N1 from the apical (middle panels) or basolateral 
(right panels) side at an MOI of 0.25. ALI cultures were fixed at 2 dpi (top panels) and 8 dpi (lower panels), 
followed by staining with anti-ZO-1 antibody (red in top panels; green in lower panels) to detect tight junction. 
Scale bars, 25 μ m. (B) WdPBECs were inoculated by swIAV from the apical or basolateral side. The trans-
epithelial electrical resistance (TEER) values of mock-infected and swIAV-infected PBEC were determined at 
the indicated time points. The results are shown as three PBECs from three independent donors. Each sample 
was performed with 3 technical replicates.
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polarized cells that maintain the barrier function of the epithelial cell layer which may contribute to the restric-
tion of the infection to the respiratory tract. Thus, the localized infection by IAV is not only a matter of the avail-
ability of proteases required for proteolytic activation of virus infectivity but is also the result of the maintenance 
of the barrier function of the airway epithelium.

As the cells that replace the well-differentiated cells are not yet ciliated, the infected areas of the epithelium 
may for a certain time not contribute to the mucociliary clearance system. This provides an explanation why prior 
virus infection renders the host more susceptible to the co-infection by another viral or bacterial pathogen. In 
this context it is interesting to note that the above mentioned increase of the α 2,3-linked sialic acids on the apical 
surface indicates an increased abundance of receptors for avian influenza viruses. Therefore, it is intriguing to 
speculate that swIAV infection renders epithelial cell more susceptible to infection by avian IAV and thus facil-
itates co-infection and the appearance of reassortant viruses. Such events are assumed to be responsible for the 
generation of pandemic viruses.

In sum, we have established an ALI culture system from porcine airway cells to analyze the long term virus 
infection of differentiated respiratory epithelial cells. In addition, our results not only provide new insights into 
the infection of the airway epithelium by IAV, they also show an experimental access to questions related to the 
recovery from infection, e.g. the re-differentiation of the epithelium and the susceptibility to co-infections.

Methods
Differentiated porcine airway epithelial cell cultures. Primary porcine airway epithelial cells were iso-
lated from pigs of a local slaughterhouse. PTEC and PBEC were obtained from swine trachea and bronchi, respec-
tively. Primary cells were harvested as previously described18 and were seeded on type I collagen (Sigma)-coated 
flasks with bronchial epithelial cell serum-free growth medium (BEGM). The BEGM was modified from previous 
studies28,29 and contained the BEBM basal medium (Lonza) supplemented with the required additives. PTEC 
and PBEC were transferred to type IV collagen-coated Transwell® polycarbonate membrane (24 well, 0.4 μ m  
pore size, Corning Costar) at a density of 2.5 ×  105 cells per filter support with the air-liquid interface (ALI) 
medium consisting of a mixture of DMEM (Gibco) and BEBM basal medium (1:1) with additives described 
previously28. After PTEC and PBEC reached confluence, the cells were maintained under ALI conditions for at 
least 4 weeks at 37 °C in a humidified 5% CO2 atmosphere. Both cultures were validated for porcine specific res-
piratory tract pathogens including porcine circovirus-2, porcine reproductive and respiratory syndrome virus, 
porcine cytomegalovirus, porcine influenza A virus, porcine respiratory coronavirus, Mycoplasma hyorhinis and 
Mycoplasma hyopneumoniae by multiplex Polymerase Chain Reaction (PCR)30. All PTEC and PBEC used in this 
study were free from the above mentioned pathogens.

Histological examination. Porcine tracheae and bronchi were obtained from a local slaughterhouse and 
fixed in 10% paraformaldehyde (PFA), processed routinely, embedded in paraffin, sectioned at 5 μ m, and stained 
with hematoxylin and eosin (H&E).

Semi-thin sections. Staining of semi-thin sections was performed as described previously31. Briefly, cul-
tured cells were fixed in 5% glutaraldehyde/cacodylate buffer for 24 hours and subsequently post-fixated with 1% 
osmium tetroxide. Following dehydration in a graded series of ethanol, sections were embedded in epoxy resin. 
The 1-μ m-thick semithin sections were stained with toluidine blue and evaluated by light microscopy.

Scanning electron microscopy. Scanning electron microscopy was performed as described previously32. 
Briefly, cultured cells were prefixed in glutaraldehyde (2.5%) for 24 hours and subsequently treated with osmium 
tetroxide (1%) for 2 hours. Following dehydration in an ascending series of ethanol, samples were dried under 

Figure 9. Sialic acid expression on PBEC after swIAV infection. WdPBECs were inoculated by swIAV 
H1N1 from the apical (middle panels) or basolateral (right panels) side at an MOI of 0.25. Cryosections were 
prepared at 8 dpi. (A) Immunofluorescent staining for KRT 5 (red, basal cells) and viral nucleoprotein (green). 
(B) Immunofluorescent staining to detect α 2,3- and α 2,6-linked sialic acid using MAA II and SNA lectins, 
respectively. The nuclei were stained by DAPI (blue) (A&B). Scale bars: 25 μ m.



www.nature.com/scientificreports/

1 0Scientific RepoRts | 6:39668 | DOI: 10.1038/srep39668

critical point drying using the E 3000 device (Polaron, USA), stuck to stubs, sputter-coated and examined under 
a scanning electron microscope (DSM940, Zeiss, Germany).

Influenza viruses. Two swIAV, A/sw/Bad Griesbach/IDT5604/2006 (H1N1) and A/sw/Herford/
IDT5932/2007 (H3N2), and two recombinant human IAV, R1 and R2, were used in this study. They have been 
described in previous reports12,33,34.

Measurement of trans-epithelial electrical resistance (TEER). The TEER developed by PTEC and 
PBEC cultures was measured by using the Millicell® ERS-2 Voltohmmeter (Millipore) according to the manu-
facturer’s instructions.

Virus infection of differentiated epithelial cells. Well-differentiated PTEC and PBEC were washed five 
times with PBS and inoculated with IAV from the apical or basal side at an MOI (multiplicity of infection) of 0.25; 
the cell number per filter support was approximately 5 ×  105. After 2 h of incubation at 37 °C, PTEC and PBEC 
were rinsed with PBS twice to remove unbound viral particles and fresh ALI medium was added. Infected PTEC 
and PBEC were further maintained under ALI conditions at 37 °C in a 5% CO2. At different time points, 100 μ L 
of DMEM were added to the apical surface and the cultures were incubated for 30 min at 37 °C. The harvests were 
collected at different times post virus-infection and the viruses were titrated by focus forming assay on MDCK 
cells. For immunofluorescence analysis, infected PTEC and PBEC were fixed with 3% PFA or used to generate 
cryosections, 20 μ m thick35.

Lectin staining. Lectin staining was performed with Sambucus nigra agglutinin (SNA) or Maackia amuren-
sis agglutinin II (MAAII)34. The binding of biotinylated lectins was visualized by fluorescence microscopy using 
streptavidin-Cy3 (Sigma) or streptavidin-DyLight 488 (Vector laboratories).

Immunofluorescence analysis (IFA). Whole-filter cultures or cryosections of PTEC and PBEC were fixed 
with 3% PFA and permeabilized with 0.5% Triton X-100. Cells and sections were further blocked with 5% goat 
serum and incubated with primary antibody, followed by incubation with Alexa Fluor® conjugated secondary 
antibody. The nuclei were stained by DAPI (4′ ,6-diamidino-2-phenylindole) and were embedded with ProLong® 
Gold Mountant (Life Technologies).

The primary antibodies used in this study were as follows: anti-influenza A virus nucleoprotein (NP) anti-
body (AbDSeroTec), anti-mucin-5AC antibody (Acris), anti-cytokeratin 5 (KRT5) antibody (Abcam), anti-ZO-1 
antibody (Life Technologies), anti-β -catenin antibody (Sigma), cleaved caspase-3 antibody (Cell Signaling) and 
Cy3-labeled antibody against β -tubulin (Sigma). Secondary antibodies were Alexa Fluor® 488, 568 or 633 con-
jugated antibodies (Life Technologies). All antibodies were diluted in 1% bovine serum albumin and incubated 
in RT for 1 h. IFA was performed by using a Leica TCS SP5 AOBS confocal laser scanning microscope. For the 
processing and analyses of confocal images, LAS AF Lite software (Leica) and ImageJ/Fuji software (National 
Institutes of Health) were used. The image stacks with a z- or y-distance of 1.0 μ m per plane were merged. The 
images were generated by ImageJ/Fuji software using maximum intensity projection filter. The results were 
repeated at least with six PBECs from three independent donors, three fields per culture were examined by con-
focal laser scanning microscopy.

Virus titration. The infectivity of the viruses was evaluated by focus forming assay on MDCK cells36 with 
modifications. Infected cells were detected with an antibody directed against influenza A virus NP and a horse-
radish peroxidase (HRP)-conjugated anti-mouse IgG (H +  L) secondary antibody (KPL). The calculated virus 
titre is indicated in foci-forming units per ml (FFU/ml).

Preparation of cell lysates and Western blot analysis. At day 8 p.i., each PTEC or PBEC was washed 
with PBS and lysed on ice using 50 μ L RIPA buffer supplemented with protease inhibitor cocktail (Thermo 
Scientific). Laemmli sample buffer and 0.2 M dithiothreitol (DTT) were added to the collected samples and incu-
bated at 96 °C for 10 min. After electrophoresis in SDS-PAGE and transfer to a nitrocellulose membrane, the 
samples were subjected to Western blot analysis. Anti-β -tubulin antibody (mouse, Sigma), anti-actin antibody 
(housekeeping control, mouse, Sigma) and anti-influenza A antibody (goat, ViroStat) served as primary antibod-
ies and anti-mouse or anti-goat horseradish peroxidase (HRP, Dako) antibodies were used as secondary antibod-
ies. The primary antibodies were incubated at 4 °C overnight, and the secondary antibodies were applied for 1 h 
at 4 °C. The specific proteins were visualized by Super Signal West Dura extended duration substrate (Thermo 
Scientific) and quantified by software Quantity One (Bio-Rad) and ImageJ/Fuji (National Institutes of Health). 
The relative protein expression levels were normalized to actin.

Statistical analyses. Data are shown as means ±  SEM. All statistical analyses were done by using Prism 5 
software (GraphPad Software).

References
1. Tugizov, S. M., Herrera, R. & Palefsky, J. M. Epstein-Barr virus transcytosis through polarized oral epithelial cells. J Virol 87, 

8179–8194, doi: 10.1128/jvi.00443-13 (2013).
2. Ludlow, M., Allen, I. & Schneider-Schaulies, J. Systemic spread of measles virus: overcoming the epithelial and endothelial barriers. 

Thrombosis and haemostasis 102, 1050–1056, doi: 10.1160/th09-03-0202 (2009).
3. Lemon, K. et al. Early target cells of measles virus after aerosol infection of non-human primates. PLoS Pathog 7, e1001263,  

doi: 10.1371/journal.ppat.1001263 (2011).



www.nature.com/scientificreports/

1 1Scientific RepoRts | 6:39668 | DOI: 10.1038/srep39668

4. Munkholm, M. & Mortensen, J. Mucociliary clearance: pathophysiological aspects. Clinical physiology and functional imaging 34, 
171–177, doi: 10.1111/cpf.12085 (2014).

5. Ganesan, S., Comstock, A. T. & Sajjan, U. S. Barrier function of airway tract epithelium. Tissue barriers 1, e24997, doi: 10.4161/
tisb.24997 (2013).

6. Cohen, M. et al. Influenza A penetrates host mucus by cleaving sialic acids with neuraminidase. Virology journal 10, 321,  
doi: 10.1186/1743-422x-10-321 (2013).

7. Skehel, J. J. & Wiley, D. C. Receptor binding and membrane fusion in virus entry: the influenza hemagglutinin. Annual review of 
biochemistry 69, 531–569, doi: 10.1146/annurev.biochem.69.1.531 (2000).

8. Gamblin, S. J. & Skehel, J. J. Influenza hemagglutinin and neuraminidase membrane glycoproteins. J Biol Chem 285, 28403–28409, 
doi: 10.1074/jbc.R110.129809 (2010).

9. Matrosovich, M. N., Gambaryan, A. S. & Klenk, H.-D. In Avian Influenza (eds Klenk, H.-D., Matrosovich, M. N. & Stech, J.) 133–155 
(Karger, 2008).

10. Garten, W. et al. Influenza virus activating host proteases: Identification, localization and inhibitors as potential therapeutics. 
European journal of cell biology 94, 375–383, doi: 10.1016/j.ejcb.2015.05.013 (2015).

11. Peitsch, C., Klenk, H. D., Garten, W. & Bottcher-Friebertshauser, E. Activation of influenza A viruses by host proteases from swine 
airway epithelium. J Virol 88, 282–291, doi: 10.1128/jvi.01635-13 (2014).

12. Matrosovich, M., Matrosovich, T., Uhlendorff, J., Garten, W. & Klenk, H. D. Avian-virus-like receptor specificity of the 
hemagglutinin impedes influenza virus replication in cultures of human airway epithelium. Virology 361, 384–390, doi: 10.1016/j.
virol.2006.11.030 (2007).

13. Matrosovich, M. N., Matrosovich, T. Y., Gray, T., Roberts, N. A. & Klenk, H. D. Human and avian influenza viruses target different 
cell types in cultures of human airway epithelium. Proceedings of the National Academy of Sciences of the United States of America 
101, 4620–4624, doi: 10.1073/pnas.0308001101 (2004).

14. Thompson, C. I., Barclay, W. S., Zambon, M. C. & Pickles, R. J. Infection of human airway epithelium by human and avian strains of 
influenza a virus. J Virol 80, 8060–8068, doi: 10.1128/jvi.00384-06 (2006).

15. Wan, H. & Perez, D. R. Amino acid 226 in the hemagglutinin of H9N2 influenza viruses determines cell tropism and replication in 
human airway epithelial cells. J Virol 81, 5181–5191, doi: 10.1128/jvi.02827-06 (2007).

16. Bateman, A. C., Karasin, A. I. & Olsen, C. W. Differentiated swine airway epithelial cell cultures for the investigation of influenza A 
virus infection and replication. Influenza and other respiratory viruses 7, 139–150, doi: 10.1111/j.1750-2659.2012.00371.x (2013).

17. Powell, J. D. et al. Polymerase discordance in novel swine influenza H3N2v constellations is tolerated in swine but not human 
respiratory epithelial cells. PLoS One 9, e110264, doi: 10.1371/journal.pone.0110264 (2014).

18. Lam, E., Ramke, M., Groos, S., Warnecke, G. & Heim, A. A differentiated porcine bronchial epithelial cell culture model for studying 
human adenovirus tropism and virulence. Journal of virological methods 178, 117–123, doi: 10.1016/j.jviromet.2011.08.025 (2011).

19. Van Poucke, S. G., Nicholls, J. M., Nauwynck, H. J. & Van Reeth, K. Replication of avian, human and swine influenza viruses in 
porcine respiratory explants and association with sialic acid distribution. Virology journal 7, 38, doi: 10.1186/1743-422x-7-38 
(2010).

20. Zeng, H. et al. Tropism and infectivity of influenza virus, including highly pathogenic avian H5N1 virus, in ferret tracheal 
differentiated primary epithelial cell cultures. J Virol 87, 2597–2607, doi: 10.1128/jvi.02885-12 (2013).

21. Ibricevic, A. et al. Influenza Virus Receptor Specificity and Cell Tropism in Mouse and Human Airway Epithelial Cells. Journal of 
Virology 80, 7469–7480, doi: 10.1128/jvi.02677-05 (2006).

22. Matrosovich, M. N., Matrosovich, T. Y., Gray, T., Roberts, N. A. & Klenk, H. D. Neuraminidase is important for the initiation of 
influenza virus infection in human airway epithelium. J Virol 78, 12665–12667, doi: 10.1128/jvi.78.22.12665-12667.2004 (2004).

23. Patrono, L. V. et al. Phylogenetically distinct equine influenza viruses show different tropism for the swine respiratory tract. J Gen 
Virol 96, 969–974, doi: 10.1099/vir.0.000049 (2015).

24. Janke, B. H. Influenza A virus infections in swine: pathogenesis and diagnosis. Veterinary pathology 51, 410–426,  
doi: 10.1177/0300985813513043 (2014).

25. Short, K. R. et al. Influenza virus damages the alveolar barrier by disrupting epithelial cell tight junctions. The European respiratory 
journal 47, 954–966, doi: 10.1183/13993003.01282-2015 (2016).

26. Tata, P. R. et al. Dedifferentiation of committed epithelial cells into stem cells in vivo. Nature 503, 218–223, doi: 10.1038/nature12777 
(2013).

27. Chan, R. W. et al. Influenza H5N1 and H1N1 virus replication and innate immune responses in bronchial epithelial cells are 
influenced by the state of differentiation. PLoS One 5, e8713, doi: 10.1371/journal.pone.0008713 (2010).

28. Fulcher, M. L., Gabriel, S., Burns, K., Yankaskas, J. & Randell, S. In Human Cell Culture Protocols Vol. 107 Methods in Molecular 
Medicine™ (ed Joanna Picot) Ch. 13, 183–206 (Humana Press, 2005).

29. Dijkman, R. et al. Isolation and characterization of current human coronavirus strains in primary human epithelial cell cultures 
reveal differences in target cell tropism. J Virol 87, 6081–6090, doi: 10.1128/jvi.03368-12 (2013).

30. Harder, T. C. & Huebert, P. In The 18th International Pig Veterinary Society Congress Vol. 1 341 (Hamburg, 2004).
31. Ulrich, R., Seeliger, F., Kreutzer, M., Germann, P. G. & Baumgartner, W. Limited remyelination in Theiler’s murine encephalomyelitis 

due to insufficient oligodendroglial differentiation of nerve/glial antigen 2 (NG2)-positive putative oligodendroglial progenitor cells. 
Neuropathology and applied neurobiology 34, 603–620, doi: 10.1111/j.1365-2990.2008.00956.x (2008).

32. Pringproa, K., Rohn, K., Kummerfeld, M., Wewetzer, K. & Baumgartner, W. Theiler’s murine encephalomyelitis virus preferentially 
infects immature stages of the murine oligodendrocyte precursor cell line BO-1 and blocks oligodendrocytic differentiation in vitro. 
Brain research 1327, 24–37, doi: 10.1016/j.brainres.2010.02.068 (2010).

33. Meng, F. et al. Replication characteristics of swine influenza viruses in precision-cut lung slices reflect the virulence properties of the 
viruses. Veterinary research 44, 110, doi: 10.1186/1297-9716-44-110 (2013).

34. Wu, N. H., Meng, F., Seitz, M., Valentin-Weigand, P. & Herrler, G. Sialic acid-dependent interactions between influenza viruses and 
Streptococcus suis affect the infection of porcine tracheal cells. J Gen Virol 96, 2557–2568, doi: 10.1099/jgv.0.000223 (2015).

35. Punyadarsaniya, D. et al. Infection of differentiated porcine airway epithelial cells by influenza virus: differential susceptibility to 
infection by porcine and avian viruses. PLoS One 6, e28429, doi: 10.1371/journal.pone.0028429 (2011).

36. Shin, D. L., Hatesuer, B., Bergmann, S., Nedelko, T. & Schughart, K. Protection from Severe Influenza Virus Infections in Mice 
Carrying the Mx1 Influenza Virus Resistance Gene Strongly Depends on Genetic Background. J Virol 89, 9998–10009, doi: 10.1128/
jvi.01305-15 (2015).

Acknowledgements
This work was performed by N.-H.W., W. Y. and F. M. in partial fulfilment of the requirements for the PhD 
degree from the University of Veterinary Medicine Hannover. N.-H.W. was a recipient of a Georg-Christoph-
Lichtenberg scholarship from the Hannover Graduate School for Veterinary Pathobiology, Neuroinfectiology, 
and Translational Medicine (HGNI). W.Y. and F.M. were recipients of fellowships from China Scholarship 
Council. This work was supported by a grant from Deutsche Forschungsgemeinschaft to G.H. (He1168/15-1), 
P.V.-W. (Va23917-1) and M.M. (SFB1021, project BO2). We are grateful to Michaela Schmidtke (University of 



www.nature.com/scientificreports/

1 2Scientific RepoRts | 6:39668 | DOI: 10.1038/srep39668

Jena, Germany) and Ralph Dürrwald (IDT Biologika GmbH, Dessau-Rosslau, Germany) for kindly providing 
viral strains. We gratefully thank Christine Bächlein (University of Veterinary Medicine Hannover, Germany) for 
performing multiplex-PCR of porcine specific respiratory tract pathogens. We are also gratefully thanking Elena 
Lam (Hannover Medical School, Hannover) for providing the expert advice to ALI culture establishment. The 
excellent technical assistance of Kerstin Rohn is acknowledged.

Author Contributions
N.-H.W., W.Y., A.B., R.D., M.M., W.B., V.T., P.V.-W., F.M. and G.H. conceived and designed the experiments; 
N.-H.W., W.Y., A.B. and F.M. performed the experiments; N.-H.W. analyzed the data; N.-H.W., W.Y., A.B., R.D., 
M.M., W.B., V.T., P.V.-W., F.M. and G.H. wrote or helped to draft the paper. All authors read and approved the 
final manuscript.

Additional Information
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Wu, N.-H. et al. The differentiated airway epithelium infected by influenza viruses 
maintains the barrier function despite a dramatic loss of ciliated cells. Sci. Rep. 6, 39668; doi: 10.1038/srep39668 
(2016).
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/
 
© The Author(s) 2016

http://creativecommons.org/licenses/by/4.0/

	The differentiated airway epithelium infected by influenza viruses maintains the barrier function despite a dramatic loss of ciliated cells
	Introduction
	Results
	An air-liquid interface culture system for differentiated porcine airway epithelial cells
	Sialic acid distribution on PBEC
	Replication kinetics of human IAV
	Replication kinetics of swIAV
	SwIAV-induced apoptosis and damage of the mucociliary clearance system
	Maintenance of the barrier function of virus-infected PBEC

	Discussion
	Methods
	Differentiated porcine airway epithelial cell cultures
	Histological examination
	Semi-thin sections
	Scanning electron microscopy
	Influenza viruses
	Measurement of trans-epithelial electrical resistance (TEER)
	Virus infection of differentiated epithelial cells
	Lectin staining
	Immunofluorescence analysis (IFA)
	Virus titration
	Preparation of cell lysates and Western blot analysis
	Statistical analyses

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                The differentiated airway epithelium infected by influenza viruses maintains the barrier function despite a dramatic loss of ciliated cells
            
         
          
             
                srep ,  (2016). doi:10.1038/srep39668
            
         
          
             
                Nai-Huei Wu
                Wei Yang
                Andreas Beineke
                Ronald Dijkman
                Mikhail Matrosovich
                Wolfgang Baumgärtner
                Volker Thiel
                Peter Valentin-Weigand
                Fandan Meng
                Georg Herrler
            
         
          doi:10.1038/srep39668
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep39668
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep39668
            
         
      
       
          
          
          
             
                doi:10.1038/srep39668
            
         
          
             
                srep ,  (2016). doi:10.1038/srep39668
            
         
          
          
      
       
       
          True
      
   




