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Supplementary information

List of abbreviations used: HC = hydrocortisone; FCS = fetal calf serum; TNF-a = tumour 
necrosis factor-alpha; INF-g = interferon-gamma; TEER = transepithelial electrical 
resistance; SAGM = Small Airway Epithelial Cell Growth Medium™

Figure S1. Light microscopy images of hAELVi cells cultured in SAGM without HC 
or FCS.

Light microscopy images of: (a) an unstimulated hAELVi cell control, showing regular cell 
morphology on Transwell inserts; (b) hAELVi cells stimulated with combined 25 ng/ml 
TNF-a and 30 ng/ml INF-g, showing a changed morphology in comparison to the 
unstimulated control (the cells were rounder in shape and showed the first morphological 
signs of apoptosis). These cells were cultured in the absence of HC and FCS. It should be 
noted that hAELVi cells cultured +HC/+FCS and +HC/–FCS did not show any 
morphological anomalies, either before or after cytokine stimulation.
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Figure S2. Light microscopy images of hAELVi cells cultured in SAGM with HC and 
without FCS.

Light microscopy images of: (a) an unstimulated hAELVi cell control, showing regular cell 
morphology on Transwell inserts; (b) hAELVi cells stimulated with combined 25 ng/ml 
TNF-a and 30 ng/ml INF-g, which did not affect the morphology of the cells. These cells 
were cultured in presence of HC, and the absence of FCS.
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Figure S3. Light microscopy images of hAELVi cells cultured in SAGM with HC and 
FCS.

Light microscopy images of: (a) an unstimulated hAELVi cell control, showing regular cell 
morphology on Transwell inserts; (b) hAELVi cells stimulated with combined 25 ng/ml 
TNF-a and 30 ng/ml INF-g, which did not affect the morphology of the cells. These cells 
were cultured in presence of HC and FCS.
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Figures S4–S8 show the TEER of hAELVi cells according to the different passages, and in 
culture conditions (with and without HC and FCS). When considering the change in TEER 
values over the hAELVi cell culture period, it becomes obvious that the TEER values 
reached and the temporal generation of the cell barrier varies significantly, which can be 
attributed to both the addition of HC and effect of the passage number.

Figure S4. Passage-dependent change in TEER over an extended culture period, for 
hAELVi cells cultured in SAGM with HC and FCS.

The TEER was measured three times a week followed by a medium change. When a 
TEER of up to 1000 ·cm2 was reached, the cells were stimulated with TNF-a (50 ng/ml 
and 17 ng/ml in the apical and basolateral compartments, respectively). In passage 29 
(p29) and passage 41 (p41), stimulation with TNF-a was performed on day 14; passage 
34 (p34) was stimulated on day 7 (indicated by the dotted line). The TEER was measured 
24 and 48 hours after stimulation. n = 6 wells for the control group and n = 6 wells for the 
stimulation group.
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Figure S5: Passage-dependent change in TEER over an extended culture period, for 
hAELVi cells cultured in SAGM without HC or FCS.

The TEER was measured three times a week followed by a medium change. When a 
TEER of up to 1000 ·cm2 was reached, the cells were stimulated with TNF-a (50 ng/ml 
and 17 ng/ml in the apical and basolateral compartments, respectively). In passage 29 
(p29) and passage 34 (p34), stimulation with TNF-a was performed on day 14; passage 
41 (p41) was stimulated on day 5 (indicated by the dotted line). The TEER was measured 
24 and 48 hours after stimulation. n = 6 wells for the control group and n = 6 wells for the 
stimulation group.
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Figure S6. Passage-dependent change in TEER over an extended culture period, for 
hAELVi cells cultured in SAGM with HC and FCS.

The TEER was measured three times a week followed by a medium change. When a 
TEER of up to 1000 ·cm2 was reached, the cells were stimulated with 25 ng/ml TNF-a 
and 30 ng/ml IFN-g. In passage 31 (p31) and passage 33 (p33), stimulation was performed 
on day 13; passage 35 (p35) was stimulated on day 7 (indicated by the dotted line). The 
TEER was measured 24 and 48 hours after stimulation. n = 3 wells for the control group 
and n = 3 wells for the stimulation group.
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Figure S7. Passage-dependent change in TEER over an extended culture period, for 
hAELVi cells cultured in SAGM without HC or FCS.

The TEER was measured three times a week followed by a medium change. When a 
TEER of up to 1000 ·cm2 was reached, the cells were stimulated with 25 ng/ml TNF-a 
and 30 ng/ml IFN-g. The dotted line indicates the day of stimulation. The TEER was 
measured 24 and 48 hours after stimulation. n = 3 wells for the control group and n = 3 
wells for the stimulation group.
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Figure S8. Passage-dependent change in TEER over an extended culture period, for 
hAELVi cells cultured in SAGM with or without HC, in the absence of FCS.

The TEER was measured three times a week followed by a medium change. When a 
TEER of up to 1000 ·cm2 was reached, the cells were stimulated with 25 ng/ml TNF-a 
and 30 ng/ml IFN-g. The dotted line indicates the day of stimulation. The TEER was 
measured 24 and 48 hours after stimulation. n = 3 wells for the control group and n = 3 
wells for the stimulation group.
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