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CHAPTER 5

ABSTRACT

Research question: It is currently unknown how cigarette smoke-induced airway remodelling 
affects highly expressed respiratory epithelial defence proteins and thereby mucosal host 
defence.

Methods: Localization of a selected set of highly expressed respiratory epithelial host defence 
proteins was assessed in well-differentiated primary bronchial epithelial cell (PBEC) cultures. 
Next, PBEC were cultured at the air-liquid interface and during differentiation for 2-3 weeks 
daily exposed to whole cigarette smoke. Gene expression, protein levels and epithelial cell 
markers were subsequently assessed. In addition, functional activities and persistence of the 
cigarette smoke-induced effects upon cessation were determined.

Results: Expression of pIgR, SLPI, long and short PLUNC was restricted to luminal cells and 
exposure of differentiating PBEC to cigarette smoke resulted in a selective reduction of the 
expression of these luminal cell-restricted respiratory host defence proteins compared to 
controls. This reduced expression was a consequence of cigarette smoke-impaired end-stage 
differentiation of epithelial cells, and accompanied by a significant decreased trans-epithelial 
transport of IgA and bacterial killing.

Conclusions: These findings shed new light on the importance of airway epithelial cell 
differentiation in respiratory host defence and could provide an additional explanation for 
the increased susceptibility of smokers and patients with COPD to respiratory infections.
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INTRODUCTION

Respiratory infections and microbial colonization are a major health burden in smokers, and 
contribute to exacerbations and to the development and progression of chronic obstructive 
pulmonary disease (COPD) (reviewed by Sethi(1)). The mechanisms underlying this increased 
susceptibility of smokers with or without COPD are incompletely understood, but can be 
attributed in part to epithelial injury and remodelling resulting in a disrupted mucociliary 
clearance(2). In addition to mucociliary clearance, the airway epithelium contributes to host 
defence with a wide variety of additional activities(3) that include secretion of antimicrobial 
peptides that act as endogenous antibiotics or modulate important antimicrobial immune 
responses via a variety of mechanisms(4). Furthermore, the epithelium produces cytokines 
and chemokines that initiate an immune response to act against microbial invaders. Finally, 
transport of polymeric IgA and IgM to the lumen by the polymeric immunoglobulin receptor 
(pIgR) contributes to adaptive immunity in the lung by inhibiting adherence and facilitating 
clearance of pathogens, a process called immune exclusion(5). Several of these respiratory 
host defence proteins (HDPs) in the airways are highly expressed during homeostasis by 
epithelial cells, suggesting their importance for airway epithelial barrier function. Highly 
expressed proteins and peptides include -but are not limited to- antimicrobial peptides such 
as human beta defensin-1 (hBD-1) and lipocalin 2 (LCN2), the secretory leukocyte protease 
inhibitor (SLPI), pIgR and the epithelial sodium channel regulators short and long palate, 
lung and nasal epithelium clone protein (s/lPLUNC or BPIFA1/BPIFB1)(6-8). Expression 
of other peptides involved in airway host defence such as Ribonuclease 7 (RNase 7), LL-
37 and human beta defensin-2 (hBD-2) is low during homeostasis but can be induced by 
e.g. inflammatory mediators, microbial products and upon injury of epithelial cells, and 
thus contribute to clearance of the pathogen and the resulting inflammatory process(4). The 
pseudostratified airway epithelium is composed of several cell-types, including goblet, club 
and ciliated cells that reach out toward the lumen of the airways, while basal cells do not reach 
this lumen in the intact epithelial layer(9). Based on their distinct anatomical positioning, it 
is not surprising that these different cell-types also produce different types of mediators. For 
example, expression of pIgR is restricted to the luminal cells of the pseudostratified airway 
epithelium and is therefore largely regulated by airway epithelial cell differentiation(10), 
similar to e.g. mucin production by goblet cells. In contrast, expression of the antimicrobial 
protein RNase 7 is restricted to basal cells(11). Cigarette smoke is known to induce airway 
epithelial remodelling in smokers and patients with COPD, characterized by an increase in 
goblet cells and a reduction in presence of ciliated cells(2). As a result higher levels of mucus 
are produced by the epithelium, while mucus transport is impaired, thereby compromising 
mucociliary clearance activity of luminal airway epithelial cells. Currently it is unknown if 
the expression of proteins that are important for airway epithelial defence is polarized in the 
epithelium, and if so, how cigarette smoke-induced remodelling of the airway epithelium 
affects their expression. We hypothesized that cigarette smoke-induced alterations in epithelial 
cell differentiation result in a decreased expression of proteins that contribute to respiratory 
host defence (HDPs), which may render the host more susceptible to infection. 
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MATERIALS AND METHODS

Collection of cells and cell culture
Primary bronchial epithelial cells (PBEC) were obtained from tumour-free resected lung 
tissue at the Leiden University Medical Center, Leiden, the Netherlands. For this, bronchial 
epithelial cells were isolated from a bronchial ring by enzymatic digestion for 2 h at 37 
°C with 0.18% (w/v) proteinase type XIV (Sigma-Aldrich, St. Louis, MO, USA) in Ca2+/
Mg2+-free Hank’s Balanced Salt Solution (Life Technologies Europe B.V., Bleiswijk, The 
Netherlands). Next, the obtained cell fraction was expanded in serum-free keratinocyte 
medium (KSFM, Life Technologies Europe B.V.) supplemented with 0.2 ng/ml epidermal 
growth factor (Gibco), 25 μg/ml bovine pituitary extract (Life Technologies Europe B.V.), 
1 μM isoproterenol (Sigma-Aldrich), 100 U/mL Penicillin (Lonza, Verviers, Belgium), 100 
μg/ml Streptomycin (Lonza) and 5 µg/ml Ciproxin. Upon reaching confluence, cells were 
trypsinized in 0.03% (w/v) trypsin (Difco, Detroit, USA), 0.01% (w/v) EDTA (BDH, Poole, 
England), 0.1% glucose (BDH) in PBS and stored in liquid nitrogen until further use. For 
our cultures, cells were thawed in KSFM medium supplemented with the above mentioned 
supplements until near confluence, seeded on semipermeable transwell inserts with 0.4 μm 
pore size (Corning Costar, Cambridge, USA) that were coated with a mixture of bovine serum 
albumin, collagen and fibronectin and cultured as described (11).  PBEC were cultured at the 
air-liquid interface (ALI) for 13 to 19 days (Figure 1A). Apical washes were performed daily; 
medium was refreshed every other day.  

Fractionation of the airway epithelial cultures
Luminal and basal cell-enriched fractions were obtained from 3-4 weeks differentiated 
ALI-PBEC cultures as described previously(11). The luminal cell fraction was spun down 
and either lysed in RNA lysis buffer or fixed with 1% paraformaldehyde (Millipore B.V., 
Amsterdam, the Netherlands) in PBS for 10 minutes on ice and washed afterwards in ice-cold 
PBS. The remaining basal epithelial cell fractions on the transwell inserts were also either 
lysed in RNA lysis buffer (Promega) or fixed with 1% paraformaldehyde (Millipore B.V.) in 
PBS for 10 minutes on ice and washed afterwards with ice-cold PBS. Next, cells were stained 
with antibodies described in Supplementary Table 2.  

Chronic cigarette smoke exposure
When confluent, PBECs were air-exposed (day 0) by removal of medium from the apical side 
of the transwell insert and 4 h later exposed to freshly generated whole cigarette smoke (CS) 
using 3R4F reference cigarettes (University of Kentucky, Lexington, KY). CS exposure was 
repeated daily as described in(11), in the figure legends of Figure 1 and in Supplementary 
Figure 1 and illustrated in Figure 1B and Supplementary Figure 1. Briefly, cells were exposed 
in modified hypoxic chambers for 4-5 minutes to either cigarette smoke from 1 cigarette or 
to room air, after which smoke was removed by ventilation with air during 10 minutes. and 
cells were subsequently placed back in the incubator overnight. Approximately 18-20 h later, 
ALI-PBEC were washed apically with PBS and 4 h hereafter exposed to cigarette smoke. This 
cycle was repeated every day until day 13-19. Cells were harvested for analysis 18-20 h after 
the last cigarette smoke exposure. 
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Figure 1. Cell culture set-up and cigarette smoke exposure of primary bronchial epithelial cells differentiated at the 
air-liquid interface (ALI-PBEC). (A) Primary bronchial epithelial cells (PBEC) were seeded on coated transwells and 
cultured in submerged conditions until confluent. At day 0, cultures were air-exposed and cultured for additional 
13-19 days to allow mucociliary differentiation. (B) Each day, starting at day 0, cultures were exposed to cigarette 
smoke (CS) by placing them in an exposure chamber that was infused with either cigarette smoke or with air for 4-5 
min. Next, residual smoke in the chamber was removed for a period of 10 min. by infusing the chambers with air 
derived from the incubator. Approximately 4 h before each CS exposure the apical surface of the cultures was washed 
to remove mucus. Basal medium was changed every other day. 
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RNA isolation, cDNA synthesis and qPCR
Cells were lysed using lysis buffer from Promega, Leiden, the Netherlands. Next, RNA was 
extracted using the Maxwell tissue RNA extraction kit (Promega) and quantified using the 
Nanodrop ND-1000 Spectrophotometer (Nanodrop technologies, Wilmington, DE). cDNA 
synthesis was performed using oligo dT primers (Qiagen, Venlo, the Netherlands) and M-MLV 
Polymerase (Promega) in the presence of RNAsin (Promega). For qPCR analysis, diluted 
cDNA was mixed with primers (Supplementary Table 1) and iQ™ SYBR® Green Supermix 
(Bio-Rad, Veenendaal, the Netherlands). Reactions were performed in triplicate and results 
were corrected for the geometric mean of expression of 2-3 reference genes selected using 
the Genorm method. Expression values were determined by the relative gene expression of a 
standard curve as determined by CFX manager software (Bio-Rad). 

Confocal microscopy
Following fixation with 1% PFA, cell culture inserts and/or cytospins containing luminal 
epithelial cells were treated with methanol for 10 min at 4 °C, washed with PBS and cells were 
permeabilized with 1% w/v BSA, 0.3% v/v Triton-X100 in PBS (PBT) for 30 min at 4 °C. After 
washing with PBS, cells were pre-treated with SFX-signal enhancer (Life Technologies Europe 
B.V.) followed by incubation with primary antibodies in PBT for 1 h at RT (supplementary 
Table 2). Next inserts were washed in PBS and incubated with an Alexa Fluor 488 or 
568-labeled secondary antibody (Alexa Fluor 488 donkey-anti--mouse IgG; Alexa Fluor 
568 donkey--anti-rabbit IgG, Life Technologies Europe B.V.) together with DAPI in PBT for 
30 min at RT. Images were acquired using a TCS SP5 Confocal Laser Scanning Microscope 
(Leica Microsystems B.V., Eindhoven, The Netherlands) and LAS AF Lite software (Leica 
Microsystems B.V.). 

Transcytosis experiment
Transcytosis capacity of the epithelial cultures was assessed in cultures exposed daily to 
whole cigarette smoke for 13 days, or air as a control. Dimeric IgA was added to the basal 
compartment of the cell cultures and 24 h thereafter, apical washes (PBS) were collected and 
stored at -20°C for further analysis. Apical washes were assessed for secretory (S-)IgA levels 
by sandwich ELISA(10).

Antibacterial activity assay
Direct antimicrobial activity was assessed in cultures of ALI-PBEC that were exposed daily to 
whole cigarette smoke or air controls for 13 days, followed by replacement with antibiotics-
free cell culture medium for an additional 48 h period. Moraxella catarrhalis strain LUH2760 
and Klebsiella pneumoniae strain LUH2754 were cultured in Tryptic Soy broth (TSB) while 
shaking overnight at 37⁰ C. Next, the overnight cultures were transferred into fresh TSB 
medium (1/50 dilution) and incubated for 4 h at 37°C -while shaking- to obtain mid log-
phase-growing bacteria. Bacterial concentrations of log-phase cultures were determined by 
OD600 nm measurements, pre-diluted in PBS and final dilution was made in antibiotics-free 
cell culture medium. Twenty µl of bacterial suspension was added on the apical surface of 
the cells at a concentration of ~6x105/ml CFU/ml for M. catarrhalis and ~1x104 CFU/ml for 
K. pneumoniae and incubated at 37°C, 5% CO2 for 2 h. Hereafter, membranes containing 
the cells with bacteria were dissected from the inserts and placed into tubes containing 
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sterile glass beads and 1% TSB in PBS. Next cells were disrupted by using a minilys personal 
homogenizer (Bertin Instruments, Montigny-le-Bretonneux, France) for 2 times 30 s and kept 
on ice in between. Serial dilutions of both bacterial suspensions were plated on Tryptic Soy 
Sheep blood (TSS) agar plates (Biomerieux, Zaltbommel, The Netherlands), and incubated 
overnight at 37°C to assess surviving bacteria by CFU determination.

ELISA and Trans-epithelial electrical resistance
CXCL8/IL-8 production by ALI-PBEC was determined in the basal medium by use of the 
CXCL8/IL-8 Duoset kit from R&D (MN, U.S.A.). hBD-1 was measured in the apical wash 
and in the basal medium using the hBD-1 kit from Peprotech (London, U.K.) and SLPI was 
measured as described(46). Epithelial barrier integrity of ALI-PBEC cultures was determined 
during cell differentiation by measuring the trans-epithelial electrical resistance (TEER) 
using the MilliCell-ERS (Millipore, Bedford, MA). TEER values were shown as Ω*cm2 and 
calculated as TEER = (measured value – background value) *surface transwell insert in cm2. 

Inhibition of differentiation by DAPT
At day 0, PBEC were air exposed by removal of the medium in the insert and culture medium 
of ALI-PBEC was refreshed with medium supplemented with either 5 µM DAPT (Notch 
signalling inhibitor, Sigma Aldrich, Zwijndrecht, The Netherlands), or solvent control. Every 
other day, basal medium was changed in a similar fashion up to day 13 when the cells were 
harvested.  

Statistics
Statistical analysis was conducted using GraphPad Prism 7 (GraphPad Software Inc., La Jolla, 
CA, U.S.A.). Data are shown as mean ± SEM and significance was tested with use of   a 
paired t-test or two-way ANOVA with a Bonferroni corrected post-hoc test. Differences were 
considered significant at p< 0.05. 

RESULTS

Respiratory host defence proteins display a polarized distribution in airway epithelial cell cultures
In this study we have focussed on a set of proteins and peptides that are important for 
respiratory host defence. These host defence proteins (HDPs) were selected based on their 
constitutive and/or high expression by airway epithelial cells during homeostasis: i.e. SLPI, 
PLUNC (short/long), pIgR, hBD-1 and LCN2. We first investigated whether expression of 
these proteins was polarized in the airway epithelial cultures. To this end, we prepared luminal 
and basal epithelial cell-enriched fractions of well-differentiated primary bronchial epithelial 
cells (PBEC), cultured at the air-liquid interface (ALI, Figure 2A). We confirmed the successful 
enrichment of fractions for luminal and basal cells by determining the gene expression of the 
typical basal cell markers TP63 and KRT5 and luminal epithelial cell markers FOXJ1 (ciliated 
cells), SCGB1A1 (club cells), MUC5AC and MUC5B (both goblet cells) (Figure 2A), and by 
immunofluorescence staining for p63 (basal cells), CC16 (club cells) and acetylated α-tubulin 
(ciliated cells) (supplementary Figure 2). Further analysis of these fractions showed that the 
luminal cell-enriched fraction expressed significantly higher levels of BPIFA1 (sPLUNC), 
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BPIFB1 (lPLUNC) and SLPI (Figure 2A). In contrast, LCN2 and DEFB1 expression did not 
differ between the luminal and basal cell-enriched fraction (Figure 2A). The luminal cell-
specific expression of SLPI and sPLUNC was further confirmed using confocal imaging in 
which the staining of both proteins did not co-localize with p63+ basal cells, but was highly 
present at the apical side of the PBEC culture and in the luminal cell-enriched fraction (Figure 
2B and Supplementary Figure 2). 

Figure 2. Respiratory host defence proteins display a polarized distribution in air-liquid interface cultures of primary 
bronchial epithelial cells (ALI-PBEC). (A) PBEC were seeded on coated transwells and cultured in submerged 
conditions until confluent. At day 0, cultures were air-exposed and cultured at the air-liquid interface. After 3-4 
weeks of differentiation luminal and basal cell-enriched fractions were separated followed by RNA isolation, cDNA 
synthesis and qPCR analysis. Data are shown as target gene expression normalized for the geometric mean expression 
of the reference genes ATP synthase, H+ transporting, mitochondrial F1 complex, beta polypeptide (ATP5B), β2-
microglobulin (B2M) and Ribosomal Protein L13a (RPL13A),  n=5-7 different donors. Open bars are basal cell-
enriched fractions; grey bars are luminal cell-enriched fractions. Statistical significance was tested using a paired 
t-test. * p<0.05, ** p<0.01, *** p<0.001. (B) Confocal images to visualize polarized distribution of secretory leukocyte 
protease inhibitor (SLPI) and short palate, lung and nasal epithelium clone protein (sPLUNC) in differentiated ALI-
PBEC cultures cells. After 3 weeks of differentiation, cells were fixed in 1% paraformaldehyde and stained using 
immunofluorescence with primary antibodies against p63 (basal cell marker, red) in combination with primary 
antibodies against SLPI and/or sPLUNC (both green) and DAPI for nuclear staining (blue). Z-stacks and images of 
the apical and basal side of stained cells were made by confocal imaging, scale bars equals 50 µm. Images shown are 
representative for results obtained with cells from 4 different donors. 
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Chronic cigarette smoke exposure of airway epithelial cell cultures reduces expression of 
respiratory host defence proteins 
We next investigated if cigarette smoke-exposure affected expression of this set of respiratory 
HDPs. To this end, ALI-PBEC cultures were exposed on a daily basis during 2-3 weeks of 
differentiation to whole cigarette smoke (CS) (Figure 1 and Supplementary Figure 1). Gene 
expression analysis showed that DEFB1 (hBD-1) mRNA levels decreased during differentiation, 
but were not affected by CS exposure (Figure 3A). On the other hand, expression of SLPI, 
BPIFA1 (sPLUNC), BPIFB1 (lPLUNC) and PIGR strongly increased during differentiation, 
and this increase was significantly prevented by CS (Figure 3A). In contrast, gene expression 
of LCN2 (lipocalin 2) was increased by CS exposure during differentiation (Figure 3A). These 
findings were further confirmed by assessment of hBD-1 and SLPI protein levels in the apical 
wash and in basal medium from the ALI-PBEC cultures (Figure 3B). Indeed, hBD-1 levels 
reduced over the time of differentiation in the apical wash, but were not significantly affected 
by chronic CS-exposure, whereas SLPI levels were significantly lower in chronic CS-exposed 
cell cultures (Figure 3B). We next performed immunofluorescence staining of the airway 
epithelial cell cultures and found strongly reduced presence of SLPI-, sPLUNC- and pIgR-
positive cells in chronic CS-exposed epithelium compared to air controls (Figure 3C). These 
results confirmed selective impairment of specific respiratory HDPs by chronic CS exposure 
during airway epithelial differentiation.  To exclude that possible toxic effects of the chronic 
CS exposure affected the observations we made, we performed a selection of additional 
experiments. We assessed trans-epithelial electrical resistance (TEER) of ALI-PBEC exposed 
to CS or air as a control: results showed that chronic CS-exposed ALI-PBEC displayed a slight 
but non-significant decrease of TEER in CS-exposed cultures in the first week of exposure, 
and a similar TEER as the air-exposed controls in the second week of exposure up until day 
19  (supplementary Figure 3A).  LDH levels in chronic CS-exposed cell cultures were not 
increased, but rather reduced compared to air-exposed cultures (supplementary Figure. 3B). 
Indirect evidence for absence of marked cytotoxicity was the observation that chronic CS 
exposure significantly increased secretion of the neutrophil-attracting chemokine IL-8 at 13 
days of differentiation in CS-exposed cells compared to air-exposed controls (supplementary 
Figure 3C). The cell size in chronic CS-exposed cell cultures seemed bigger in some donors, 
but not all, compared to air-exposed cultures, but no other morphological changes could be 
detected by microscopic inspection (an example illustrated in supplementary Figure. 3D). 
Together these data show that chronic CS-exposure-mediated loss of specific HDP expression 
by ALI-PBEC is unlikely to be a result of toxicity. This conclusion is further supported by 
measurements on the expression of a selection of inducible HDPs. We previously reported 
induction of RNASE7 mRNA and protein in ALI-PBEC upon acute exposure to one cigarette 
(11), in line with these findings, chronic CS exposure also caused a progressive increase in 
RNASE7 compared to air-exposed controls (supplementary Figure 3E). In addition also 
increased CAMP gene expression (LL-37-coding gene) was detected in chronic CS-exposed 
cultures (supplementary Figure 3E). In contrast, we did not observe a significant difference in 
the expression of DEFB4 (human β-defensin 2) (supplementary Figure 3E). 
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Figure 3. Chronic cigarette smoke exposure of air-liquid interface cultures of primary bronchial epithelial cells (ALI-
PBEC) lowers the expression of luminal cell-restricted host defence proteins. (A) ALI-PBEC were daily exposed to 
whole cigarette smoke (CS) or air as a control (AIR) during differentiation for 13-19 consecutive days. Cells were 
lysed at several points during this course of time and RNA was isolated followed by cDNA synthesis to assess gene 
expression of DEFB1 (human beta defensin-1), SLPI (secretory leukocyte protease inhibitor), BPIF1A (short palate, 
lung and nasal epithelium clone protein), BPIF1B (long palate, lung and nasal epithelium clone protein), PIGR 
(polymeric immunoglobulin receptor) and LCN2 (lipocalin 2). Open circles: air-exposed controls, black circles: 
CS-exposed cell cultures; data are shown as target gene expression normalized for the geometric mean expression 
of the reference genes ATP synthase, H+ transporting, mitochondrial F1 complex, beta polypeptide (ATP5B), β2-
microglobulin (B2M) and Ribosomal Protein L13a (RPL13A); day 0, 7, 13 n=8 different donors and day 19 n=4 
different donors. Statistical differences were evaluated using a two-way ANOVA and Bonferroni post-hoc test. * 
p<0.05, ** p<0.01, *** p<0.001, **** p<0.0001 between AIR and CS.  # p<0.05, ## p<0.01, ### p<0.001, #### p<0.0001 
between AIR at day 7, 13 and 19 and unexposed cultures at day 0. (B) ELISA for hBD-1 and SLPI was performed on 
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Chronic cigarette smoke exposure reduces host defence of the airway epithelial cell cultures by 
decreasing apical release of secretory IgA and bacterial killing of Moraxella catarrhalis and 
Klebsiella pneumoniae  
Next, we assessed if the strong reduction in SLPI, BPIFA1 (sPLUNC), BPIFB1 (lPLUNC) 
and PIGR expression levels in the CS-exposed airway epithelial cultures had functional 
consequences for host defence. We selected pIgR-mediated transfer of dimeric (d)IgA across 
the epithelium as a proof-of-principle for the consequences on immunomodulatory host 
defence functions and found this to be significantly reduced in chronic CS-exposed cultures 
(Figure 4A). We furthermore analysed bacterial killing by chronic CS-exposed cell cultures 
of the Gram-negative bacteria Moraxella catarrhalis and Klebsiella pneumoniae, pathogens 
that are found to be increased in the lungs of patients with stable or acute exacerbations of 
COPD (12). We observed significantly higher bacterial counts (indicating lower antibacterial 
activity) in chronic CS-exposed PBEC cultures when compared to air-exposed cultures for 
both pathogens (Figure 4B). These data indicate that various host defence mechanisms are 

the apical wash (Apical) and basal medium (Basal) of these cultures. Open bars: air controls (AIR), black bars: CS-
exposed cell cultures (CS); day 7 and 13, n=8 different donors and day 19: n=4 different donors. Statistical differences 
on T=7 and T=13 (not T=19) was tested using a paired two-way ANOVA to compare AIR and CS. * p<0.05, ** 
p<0.01. (C) ALI-PBEC were differentiated for 2-3 weeks in which they were daily exposed to CS or air as a control 
(AIR). Subsequently the cells were fixed in 1% paraformaldehyde and stained using primary antibodies against SLPI, 
sPLUNC and pIgR (all green staining) in combination with DAPI to stain the nuclei (blue staining). Scale bars are 
equal to 50 µm. Images shown are representative for results obtained with cell cultures from 4 different donors. 
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Figure 4. Chronic cigarette smoke exposure of air-liquid interface cultures of primary bronchial epithelial cells (ALI-
PBEC) impairs host defence activities. 
(A) ALI-PBEC were daily exposed to whole cigarette smoke (CS) or air as a control (AIR) during differentiation 
for 13 consecutive days. After 13 days of chronic CS exposure, dimeric (d)IgA transcytosis capacity of the epithelial 
cultures was assessed by determining secretory (S)-IgA levels in apical washes by ELISA (no S-IgA could be detected 
in the basal medium, as a control of the assay that does only recognize S-IgA and not d-IgA), n=10 different donors. 
Open bars: air-exposed cell cultures, black bars: CS-exposed cell cultures. (B) After 13 days of chronic CS exposure, 
ALI-PBEC were cultured for 48 h in antibiotics-free cell culture medium after which they were exposed for 2 h to 
Moraxella catarrhalis or Klebsiella pneumoniae at the apical surface of the ALI-PBEC. The surviving bacteria are 
depicted as colony forming units (CFU)/ml,  n=8 different donors. Significance was determined using a paired t-test. 
*p<0.05, **** p<0.0001. 
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functionally impaired in CS-exposed epithelial cell cultures, which corresponds with impaired 
expression of respiratory defence proteins.

Cigarette smoke affects end-stage differentiation of airway epithelial cells
Next we assessed if chronic CS exposure affected differentiation of ALI-PBEC by measuring 
gene expression of epithelial cell-specific markers. Gene expression of the basal cell 
markers cytokeratin-5 (KRT5) and TP63, and of cytokeratin-8 (KRT8) that is expressed by 
intermediate/committed progenitor epithelial cells(13), was not affected by CS (Figure 5A). 
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In contrast, expression of the specialized luminal epithelial cell-specific genes FOXJ1 (ciliated 
cells), SCGB1A1 (club cells) and MUC5B (goblet cells) increased during differentiation, and 
this increase was significantly prevented by CS (Figure 5A). Confocal imaging confirmed the 
aberrant epithelial differentiation in CS-exposed cultures as cells positive for cilia marker 
acetylated α-tubulin, the club cell marker CC16, and the goblet cell marker MUC5AC were 
reduced in chronic CS-exposed cultures, while cytokeratin-8 (CK-8)+ and p63+ cells remained 
unchanged between air and CS-exposed cultures (Figure 5B).

Reversibility of cigarette smoke-induced effects on host defence protein expression
To assess the persistence of the CS-induced reduction in SLPI, BPIFA1 (sPLUNC), BPIFB1 
(lPLUNC) and PIGR expression levels and of its effect on cellular composition, we allowed 
the cultures to recover from 13 days of CS exposure by culturing the cells for an additional 
6 days without CS exposure. Chronic CS-exposed cultures were able to (partly) recover 
from the lack of end-stage differentiation, since all specialized luminal cell markers, except 
for SCGB1A1 (club cells), significantly increased in expression (Figure 6A). Furthermore, 
also SLPI, BPIFA1 (sPLUNC), BPIFB1 (lPLUNC) and PIGR showed enhanced expression 
compared to day 13 (Figure 6A). In addition, KRT5 (basal cell marker), and DEFB1 and LCN2 
increased upon CS cessation, whereas TP63 and KRT8 were unaffected (Supplementary 
Figure 3A). This indicates that the inhibitory effects of cigarette smoke exposure on epithelial 
differentiation and expression of specific respiratory defence proteins are at least in part 
reversible. Furthermore, in an attempt to better mimic the in vivo situation and establish if 
the effects observed after chronic CS exposure also can be obtained when exposing an already 
partly differentiated epithelium to chronic CS, we performed a separate experiment. In this 
experiment, we first allowed the cultures to differentiate for 1 week, after which we started 
chronic CS exposure for an additional 12 days. Here we found similar effects of CS exposure 
on ALI-PBEC cultures regarding cell-type specific markers and HDP expression compared to 
CS exposure starting from day 0 (Figure 6B and Supplementary Figure 3B).

Figure 5. Chronic cigarette smoke exposure of air-liquid interface cultures of primary bronchial epithelial cells (ALI-
PBEC) changes cellular composition. (A) ALI-PBEC were exposed during differentiation for 13-19 consecutive days 
to whole CS. Cells were lysed at several time-points and RNA was isolated followed by cDNA synthesis, to assess gene 
expression of basal cell markers cytokeratin-5 (KRT5) and TP63, of early progenitor cell marker cytokeratin-8 (KRT8) 
and of specialized cell markers FOXJ1 (ciliated cells), SCGB1A1 (club cells) and MUC5B (goblet cells). Open circles: 
air-exposed controls (AIR), black circles: CS-exposed cell cultures (CS); data are shown as target gene expression 
normalized for the geometric mean expression of the reference genes ATP synthase, H+ transporting, mitochondrial 
F1 complex, beta polypeptide (ATP5B), β2-microglobulin (B2M) and Ribosomal Protein L13a (RPL13A); day 0, 
7, 13 n=8 donors and day 19 n=4 donors. Significance was determined using a two-way ANOVA and Bonferroni 
post-hoc test. ** p<0.01, *** p<0.001, **** p<0.0001 between AIR and CS. # p<0.05, ## p<0.01, ### p<0.001, #### 
p<0.0001 between AIR at day 7, 13 and 19 and unexposed cultures at time 0. (B) ALI-PBEC were differentiated for 
2-3 weeks and daily exposed to CS. Subsequently the cells were fixed in 1% paraformaldehyde and stained using 
primary antibodies against basal cells (p63), presented as a red staining, in combination with primary antibodies 
against cytokeratin-8 (CK-8), acetylated α-tubulin (ciliated cells), CC16 (club cells) and MUC5AC (goblet cells), 
which are presented as a green staining; DAPI was used to stain the nuclei (blue staining). Z-stacks and images of the 
apical and basal side of stained cells were obtained by confocal imaging. Scale bars equals 50 µm. Images shown are 
representative for results obtained with cells from 4 different donors (CK-8; n=3 different donors). 
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Figure 6. Cigarette smoke-induced impairment of host defence proteins and differentiation markers are partly persistent 
upon cigarette smoke cessation. (A) Air-liquid interface cultures of primary bronchial epithelial cells (ALI-PBEC) 
were exposed during differentiation for 13 consecutive days to whole cigarette smoke (CS) after which cultures were 
continued for another 6 days without CS exposure. Cells were lysed at several points during this course of time and 
RNA was isolated followed by cDNA synthesis, to assess gene expression of the cell specific markers: FOXJ1 (ciliated 
cells), MUC5B (goblet cells) and SCGB1A1 (club cells) and of respiratory defence proteins: SLPI, BPIFA1 (sPLUNC), 
BPIFB1 (lPLUNC) and PIGR. Open bars: air-exposed controls (AIR), black bars: CS-exposed cell cultures (CS), grey 
bars: CS-exposed cultures that were cultured for an additional week without CS exposure (CS cessation). Data are 
shown as target gene expression normalized for the geometric mean expression of the reference genes ATP synthase, 
H+ transporting, mitochondrial F1 complex, beta polypeptide (ATP5B), β2-microglobulin (B2M) and Ribosomal 
Protein L13a (RPL13A). n=8 different donors. Statistical differences were evaluated only for the difference between 
cessation and previous CS expression using a two-way ANOVA and Bonferroni post-hoc test. * p<0.05, ** p<0.01, *** 
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p<0.001, **** p<0.0001. (B) ALI-PBEC were air exposed at day 0 and cultured for 7 days under standard conditions. 
At day 7 cultures were exposed to CS for 12 consecutive days after which the cells were lysed and similar analysed 
as in (A). Grey bars (start point of culture at day 7): unexposed, open bars: air-exposed controls, black bars: CS-
exposed cell cultures. Data are shown as target gene expression normalized for the geometric mean expression of the 
reference genes ATP5B, B2M and RPL13A; n=6 different donors. Statistical differences were evaluated using a two-
way ANOVA and Bonferroni post-hoc test. * p<0.05, ** p<0.01, *** p<0.001, **** p<0.0001.
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Figure 7. Chronic cigarette smoke exposure of air-liquid interface cultures of primary bronchial epithelial cells (ALI-
PBEC) results in selective impairment of Notch signalling. (A) After 2 weeks of differentiation and daily cigarette smoke 
exposure, ALI-PBEC were lysed, RNA was isolated and cDNA synthesized. Subsequent qPCR analysis was performed 
on notch signalling ligands DLL1, JAG1 and JAG2, on Notch receptors 1-3 and on the transcriptional co-activators 
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Notch signalling inhibition impairs host defence protein expression during differentiation
Our results so far showed an impaired end-stage differentiation into specialized luminal 
epithelial cells in CS-exposed cultures resulting in reduced levels of SLPI, sPLUNC, 
lPLUNC and pIgR. Previous studies have shown that Notch signalling is involved in airway 
epithelial differentiation and that the airway epithelium of smokers displays reduced Notch 
signalling(14). Therefore, we next examined if Notch signalling was impaired in CS exposed 
cultures, and if Notch signalling inhibition modulates HDP expression during differentiation. 
First, we assessed gene expression of components of the Notch signalling cascade and found 
that chronic CS exposure did not influence gene expression of Notch ligands, receptors or 
transcriptional co-activators in these cultures (Figure 7A). However, the Notch signalling 
target genes, HEY1 and HEY2, were significantly reduced by chronic CS exposure, while 
HES1 was not (Figure 7B), indicating that chronic CS exposure selectively affects target genes 
of the Notch signalling pathway. To further investigate the importance of  Notch signalling in 
the expression of host defence proteins, we examined the effect of the γ–secretase inhibitor 
DAPT, which acts as an inhibitor of Notch signalling (Figure 8A). After 15 days of PBEC 
differentiation in the presence of DAPT, we measured expression of HDPs. DEFB1 (hBD-1) 
and LCN2 were not affected by DAPT, while gene expression of SLPI, BPIFA1 (sPLUNC), 
BPIFB1 (lPLUNC) and PIGR were strongly reduced by DAPT incubation (Figure 8B).  
Furthermore, DAPT-exposed cultures showed a skewing of cell differentiation away from a 
secretory phenotype towards an increase in ciliated cells (Figure 8C) that was also confirmed 
by confocal imaging (Figure 8D).

DISCUSSION

Here we demonstrate that cigarette smoke negatively affects expression of the respiratory 
HDPs: pIgR, SLPI, lPLUNC and sPLUNC. Their expression was significantly reduced in 
epithelial cells daily exposed to CS during differentiation as a result of an impaired end-
stage differentiation of specialized luminal cells. As a consequence, remodelling of the 
airway epithelium by cigarette smoke has a significant impact on respiratory host defence, 
underscored by the severely diminished IgA transport across the CS-exposed epithelium and 
impaired antibacterial defences against M. catarrhalis and K. pneumoniae. Our data suggest 
that increasing expression of specific respiratory HDPs (or preventing their decrease) could be 
of therapeutic interest to improve host defences in the lungs of COPD patients. Furthermore, 
this (selective) loss may also contribute to changes in lung microbiome composition, which 
is increasingly recognized as an important contributor to chronic inflammatory lung 
diseases(15, 16). 

MAML1 and MAML3; data are shown as target gene expression normalized for the geometric mean expression of 
ATP synthase, H+ transporting, mitochondrial F1 complex, beta polypeptide (ATP5B), β2-microglobulin (B2M) and 
Ribosomal Protein L13a (RPL13A). Open circles: air-exposed controls (AIR), black circles: CS-exposed cell cultures 
(CS); n=8 different donors. (B) Subsequent qPCR analysis was performed on Notch signalling target genes HEY1, 
HEY2 and HES1. Data are shown as target gene expression normalized for the geometric mean expression of the 
reference genes ATP5B, B2M and RPL13A; n=8 different donors. Statistical significance was tested using a two-way 
ANOVA and Bonferroni post-hoc test . ** p<0.01, *** p<0.001 between AIR and CS.
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Figure 8. DAPT inhibits host defence protein expression in air-liquid interface cultures of primary bronchial epithelial 
cells (ALI-PBEC). (A) Mechanism of action of the Notch inhibitor DAPT, a γ-secretase inhibitor that prevents 
proteolytic cleavage of the Notch intracellular domain (NCID). (B) PBEC were seeded on coated transwells and 
cultured in submerged conditions until confluent. At day 0, cells were differentiated for an additional 15 days in the 
presence of 5 µM of the Notch signal transduction inhibitor DAPT in the basal medium or solvent as control. At day 
0, 7, and 15 cells were lysed, RNA was isolated and cDNA synthesized. Subsequent qPCR analysis was performed 
to assess expression of respiratory defence proteins and epithelial cell-specific genes such as: DEFB1 (human beta 
defensin-1), SLPI (secretory leukocyte protease inhibitor), BPIFA1 (short palate, lung and nasal epithelium clone 
protein), BPIFB1 (long palate, lung and nasal epithelium clone protein), polymeric immunoglobulin receptor (PIGR) 
and LCN2 (lipocalin 2). Data are shown as target gene expression normalized for the geometric mean expression 
of the reference genes ATP synthase, H+ transporting, mitochondrial F1 complex, beta polypeptide (ATP5B), β2-
microglobulin (B2M) and Ribosomal Protein L13a (RPL13A); n=7 different donors. Statistical significance was tested 
using a two-way ANOVA and Bonferroni post-hoc test . ** p<0.01, *** p<0.001, **** p<0.0001 between CTRL and 
DAPT. (C) qPCR analysis was performed to assess mRNA expression of the epithelial cell markers SCGB1A1 (club 
cells), MUC5B (goblet cells), FOXJ1 (ciliated cells),  TP63 (basal cells), and cytokeratin-8 (KRT8) (intermediate cells) 
after 15 Days of differentiation with DAPT or solvent control, n=6 different donors. Statistical significance was tested 
using a paired t-test * p<0.05, ** p<0.01 between CTRL and DAPT (D) ALI-PBEC were differentiated for 15 Days 
with DAPT or solvent control. Subsequently the cells were fixed in 1% paraformaldehyde and stained using primary 
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The cellular composition of the ALI-PBEC cultures changed drastically upon chronic CS-
exposure. While presence of intermediate CK-8+ cells (or also called early, intermediate 
or committed progenitor epithelial cells(13, 17)) was not affected by chronic CS exposure, 
the specialized luminal cell markers were reduced in chronic CS-exposed cultures. These 
results indicate that specifically end-stage differentiation seems impaired by CS exposure. 
The effects of chronic CS exposure were also observed when the cells were first allowed to 
differentiate for one week in absence of CS. Furthermore, upon cessation of CS exposure, 
gene expression of most luminal cell markers showed a strong recovery. In contrast, 
SCGB1A1 mRNA expression remained absent after almost 1 week of recovery, suggesting an 
exceptional detrimental effect of CS on club cell differentiation or the regulation of SCGB1A1 
gene expression. This is underscored by a recent study showing that expression of the club 
cell-protein CC16 (SCGB1A1) is reduced in COPD patients and in CS-exposed mice. Loss 
of CC16 was correlated with increased severity of the disease and CS-induced pulmonary 
inflammation was lower in mice overexpressing CC16(18). 

Cytotoxicity is unlikely to have a major contribution to the CS-induced effects on the ALI-
PBEC cultures since we detected no difference in trans-epithelial electrical resistance (TEER) 
as a measure of barrier function during the course of differentiation between CS and air-
exposed controls. We previously observed transient decreases in TEER after acute single CS 
exposures, normalizing after 24 h (11). In our chronic CS set-up we measured TEER 18-
20h after the previous CS exposure, which may explain why we did not observe significant 
differences in TEER between air and CS-exposed cultures. Previous studies have shown 
decreases in TEER by CS, but often use cigarette smoke extract (CSE) and not whole CS (19, 
20). CSE has a different composition and concentration than whole CS used in our study. In 
addition, in some studies CSE was added to the basal medium, resulting in stimulation from 
the basal side of the transwells  (19). This may also contribute to differences found in effects on 
TEER. Lastly, LDH release was not increased in our CS-exposed cultures, while cellular size 
appeared larger in the CS-exposed cultures for some donors. Finally, the CS-exposed cultures 
produced higher amounts of IL-8 and displayed increased mRNA expression of the inducible 
antimicrobial peptides RNase7 and LL-37 (but not hBD-2). These results are described in the 
online data supplement and in Supplementary Figure 4

Unexpectedly, we did not observe goblet cell hyperplasia in cultures that were exposed 
to CS, shown previously in smokers (21), guinea pigs (22), rats (23) and in cell lines (23, 
24) or PBEC exposed to cigarette smoke extract (CSE)(19). However, Brekman et al. (25) 
also observed a decline in goblet cells markers in PBEC continuous exposed to CSE. Data 
are therefore conflicting and dependent on the type of cell culture used. Obviously, in our 
primary differentiated cultures,  whole CS exposure alone is insufficient to induce goblet 
cell hyperplasia within 19 days. We strongly consider that the findings in patients are more 
likely explained by a secondary effect of the CS-induced inflammation (which is obviously 
incompletely represented in our in vitro model). For example, neutrophil recruitment as a 
consequence of the CS-induced inflammation and subsequent release of proteases and other 

antibodies against CC16 (club cells), MUC5AC (goblet cells), and acetylated α-tubulin (ciliated cells), which are 
presented as a green staining; DAPI was used to stain the nuclei (blue staining). Scale bars equals 50 µm. Images 
shown are representative for results obtained with cells from 3 different donors. 
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molecules, may help to explain goblet cell formation in patients. In addition, also the presence 
of other cell types besides neutrophils such as macrophages seem important for goblet cell 
hyperplasia. This has also been suggested in literature (26-29). Furthermore, several studies 
suggest that various other factors might have an important role in promoting goblet cell 
hyperplasia that are involved in COPD pathogenesis, including bacterial and viral infections 
(30, 31).

Whereas previous studies have shown that CS reduces the presence of ciliated cells (19, 25, 
32), so far CS-induced airway epithelial remodelling was not yet linked to changes in levels 
of the highly expressed respiratory HDPs, despite the fact that changes in expression in these 
proteins have been reported in smokers or patients with COPD. Aarbiou et al. showed that 
expression of SLPI was significantly reduced in damaged bronchial epithelium of COPD 
patients compared to non-COPD individuals(33), and Gohy et al. showed reduced levels 
of pIgR in the lungs of patients with COPD, however not in smokers with a normal lung 
function compared to healthy controls(10). Finally, reduced levels of PLUNC were detected in 
bronchial brushes performed in current smokers compared to never smokers(34). 
We observed impaired anti-bacterial activity of the CS-exposed airway epithelial cultures 
against M. catarrhalis and K. pneumoniae. We also evaluated direct antibacterial activity 
of the chronic CS-exposed cultures using a grid assay with live/dead staining of bacteria  
(35, 36) and via conventional plating methods against Pseudomonas aeruginosa and non-
typeable Haemophilus influenzae,, but could not detect any differences (data not shown). 
These data suggest that the observed CS-induced impairment of antimicrobial activity may be 
pathogen-specific, since it is not observed with all pathogens studied. In addition to impaired 
antibacterial host defence activities, the loss of HDP expression by the airway epithelium 
can have further negative effects for the host. For example, loss of SLPI expression (highly 
expressed in normal lung tissue) can promote inflammation in the lungs of patients with 
COPD. SLPI acts as an inhibitor of detrimental proteases such as neutrophil elastase, acts as 
an inhibitor of NFκB activation and it modulates macrophage functions(37-39). sPLUNC is 
involved in regulation of the epithelial sodium channel (ENaC), thereby regulating airway 
surface liquid (ASL), and reduced levels could result in lowered ASL volume and impaired 
mucociliary clearance(40). 

Since Notch signalling was previously reported to be impaired in COPD(14), we first analysed 
the effect of chronic CS exposure on components of the Notch signalling pathway and Notch 
target genes, and found that CS decreased the expression of selected Notch target genes. 
When we next used the Notch signalling inhibitor DAPT to inhibit airway epithelial cell 
differentiation, we found similar effects compared to CS exposure on expression of the selected 
set of respiratory HDPs. To our knowledge, this is the first study linking Notch signalling 
to expression of a range of host defence proteins that are increased upon differentiation. 
Whereas chronic CS exposure resulted in a reduction of all luminal-cell markers, DAPT-
exposed cultures showed higher levels of ciliated cells when compared to control-treated cells, 
in line with previous studies(41, 42). These results suggest that expression of the luminal 
cell-restricted HDPs is confined to mature secretory epithelial cells, rather that the ciliated 
epithelium. Further studies using single cell RNA sequencing, may reveal whether the 
expression is restricted to a certain secretory cell phenotype. The partial similarity between 
the DAPT-incubated cultures and the CS-exposed cultures suggests involvement of altered 
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Notch signalling in the CS-induced effects. However, alterations in other signalling pathways 
might also be involved in the observed effects of CS, such as those involving EGFR(32), 
TGF-β(25) Wnt(43) and BMP(44). Most likely a more systems/-omics approach has the 
potential to elucidate in detail all effects of chronic CS exposure on Notch and other signalling 
pathways(45).

In summary, these findings shed new light on the role of dysregulated host defence in smokers 
and patients with COPD by highlighting the importance of airway epithelial cell differentiation 
in the expression of respiratory HDPs. Further investigations into how suppression of epithelial 
cell differentiation by cigarette smoke contributes to microbial colonization and infections of 
the airways are warranted in order to develop new therapeutics that restore airway epithelial 
host defence in patients with COPD.



 117 

DIFFERENTIATION-DEPENDENT AIRWAY EPITHELIAL HOST DEFENCE AND 
THE EFFECT OF CIGARETTE SMOKE

5

REFERENCES

1. Sethi S. Infection as a comorbidity of COPD. Eur Respir J 2010: 35(6): 1209-1215.
2. Puchelle E, Zahm JM, Tournier JM, Coraux C. Airway epithelial repair, regeneration, and remodeling after injury 
in chronic obstructive pulmonary disease. Proc Am Thorac Soc 2006: 3(8): 726-733.
3. Bals R, Hiemstra PS. Innate immunity in the lung: how epithelial cells fight against respiratory pathogens. Eur 
Respir J 2004: 23(2): 327-333.
4. Hiemstra PS, Amatngalim GD, van der Does AM, Taube C. Antimicrobial Peptides and Innate Lung Defenses: 
Role in Infectious and Noninfectious Lung Diseases and Therapeutic Applications. Chest 2016: 149(2): 545-551.
5. Rojas R, Apodaca G. Immunoglobulin transport across polarized epithelial cells. Nat Rev Mol Cell Biol 2002: 3(12): 
944-955.
6. McCray PB, Jr., Bentley L. Human airway epithelia express a beta-defensin. Am J Respir Cell Mol Biol 1997: 16(3): 
343-349.
7. Franken C, Meijer CJ, Dijkman JH. Tissue distribution of antileukoprotease and lysozyme in humans. The journal 
of histochemistry and cytochemistry : official journal of the Histochemistry Society 1989: 37(4): 493-498.
8. Bingle CD, Craven CJ. PLUNC: a novel family of candidate host defence proteins expressed in the upper airways 
and nasopharynx. Human molecular genetics 2002: 11(8): 937-943.
9. Rock JR, Randell SH, Hogan BL. Airway basal stem cells: a perspective on their roles in epithelial homeostasis and 
remodeling. Dis Model Mech 2010: 3(9-10): 545-556.
10. Gohy ST, Detry BR, Lecocq M, Bouzin C, Weynand BA, Amatngalim GD, Sibille YM, Pilette C. Polymeric 
immunoglobulin receptor down-regulation in chronic obstructive pulmonary disease. Persistence in the cultured 
epithelium and role of transforming growth factor-beta. Am J Respir Crit Care Med 2014: 190(5): 509-521.
11. Amatngalim GD, van Wijck Y, de Mooij-Eijk Y, Verhoosel RM, Harder J, Lekkerkerker AN, Janssen RA, Hiemstra 
PS. Basal cells contribute to innate immunity of the airway epithelium through production of the antimicrobial 
protein RNase 7. J Immunol 2015: 194(7): 3340-3350.
12. Wang H, Gu X, Weng Y, Xu T, Fu Z, Peng W, Yu W. Quantitative analysis of pathogens in the lower respiratory 
tract of patients with chronic obstructive pulmonary disease. BMC Pulm Med 2015: 15: 94.
13. Rock JR, Gao X, Xue Y, Randell SH, Kong YY, Hogan BL. Notch-dependent differentiation of adult airway basal 
stem cells. Cell Stem Cell 2011: 8(6): 639-648.
14. Tilley AE, Harvey BG, Heguy A, Hackett NR, Wang R, O’Connor TP, Crystal RG. Down-regulation of the notch 
pathway in human airway epithelium in association with smoking and chronic obstructive pulmonary disease. Am J 
Respir Crit Care Med 2009: 179(6): 457-466.
15. Sze MA, Dimitriu PA, Suzuki M, McDonough JE, Campbell JD, Brothers JF, Erb-Downward JR, Huffnagle GB, 
Hayashi S, Elliott WM, Cooper J, Sin DD, Lenburg ME, Spira A, Mohn WW, Hogg JC. Host Response to the Lung 
Microbiome in Chronic Obstructive Pulmonary Disease. Am J Respir Crit Care Med 2015: 192(4): 438-445.
16. Dickson RP, Erb-Downward JR, Martinez FJ, Huffnagle GB. The Microbiome and the Respiratory Tract. Annu 
Rev Physiol 2016: 78: 481-504.
17. Pan JH, Adair-Kirk TL, Patel AC, Huang T, Yozamp NS, Xu J, Reddy EP, Byers DE, Pierce RA, Holtzman MJ, 
Brody SL. Myb permits multilineage airway epithelial cell differentiation. Stem Cells 2014: 32(12): 3245-3256.
18. Laucho-Contreras ME, Polverino F, Gupta K, Taylor KL, Kelly E, Pinto-Plata V, Divo M, Ashfaq N, Petersen H, 
Stripp B, Pilon AL, Tesfaigzi Y, Celli BR, Owen CA. Protective role for club cell secretory protein-16 (CC16) in the 
development of COPD. Eur Respir J 2015: 45(6): 1544-1556.
19. Schamberger AC, Staab-Weijnitz CA, Mise-Racek N, Eickelberg O. Cigarette smoke alters primary human 
bronchial epithelial cell differentiation at the air-liquid interface. Scientific reports 2015: 5: 8163.
20. Xiao C, Puddicombe SM, Field S, Haywood J, Broughton-Head V, Puxeddu I, Haitchi HM, Vernon-Wilson E, 
Sammut D, Bedke N, Cremin C, Sones J, Djukanovic R, Howarth PH, Collins JE, Holgate ST, Monk P, Davies DE. 



118

CHAPTER 5

Defective epithelial barrier function in asthma. J Allergy Clin Immunol 2011: 128(3): 549-556 e541-512.
21. Saetta M, Turato G, Baraldo S, Zanin A, Braccioni F, Mapp CE, Maestrelli P, Cavallesco G, Papi A, Fabbri LM. 
Goblet cell hyperplasia and epithelial inflammation in peripheral airways of smokers with both symptoms of chronic 
bronchitis and chronic airflow limitation. Am J Respir Crit Care Med 2000: 161(3 Pt 1): 1016-1021.
22. Komori M, Inoue H, Matsumoto K, Koto H, Fukuyama S, Aizawa H, Hara N. PAF mediates cigarette smoke-
induced goblet cell metaplasia in guinea pig airways. Am J Physiol Lung Cell Mol Physiol 2001: 280(3): L436-441.
23. Takeyama K, Jung B, Shim JJ, Burgel PR, Dao-Pick T, Ueki IF, Protin U, Kroschel P, Nadel JA. Activation of 
epidermal growth factor receptors is responsible for mucin synthesis induced by cigarette smoke. Am J Physiol Lung 
Cell Mol Physiol 2001: 280(1): L165-172.
24. Shao MX, Nakanaga T, Nadel JA. Cigarette smoke induces MUC5AC mucin overproduction via tumor necrosis 
factor-alpha-converting enzyme in human airway epithelial (NCI-H292) cells. Am J Physiol Lung Cell Mol Physiol 
2004: 287(2): L420-427.
25. Brekman A, Walters MS, Tilley AE, Crystal RG. FOXJ1 prevents cilia growth inhibition by cigarette smoke in 
human airway epithelium in vitro. Am J Respir Cell Mol Biol 2014: 51(5): 688-700.
26. Snider GL, Lucey EC, Christensen TG, Stone PJ, Calore JD, Catanese A, Franzblau C. Emphysema and bronchial 
secretory cell metaplasia induced in hamsters by human neutrophil products. Am Rev Respir Dis 1984: 129(1): 155-
160.
27. Lundgren JD, Kaliner M, Logun C, Shelhamer JH. Dexamethasone reduces rat tracheal goblet cell hyperplasia 
produced by human neutrophil products. Experimental lung research 1988: 14(6): 853-863.
28. Arai N, Kondo M, Izumo T, Tamaoki J, Nagai A. Inhibition of neutrophil elastase-induced goblet cell metaplasia 
by tiotropium in mice. Eur Respir J 2010: 35(5): 1164-1171.
29. Silva MA, Bercik P. Macrophages are related to goblet cell hyperplasia and induce MUC5B but not MUC5AC in 
human bronchus epithelial cells. Lab Invest 2012: 92(6): 937-948.
30. Londhe V, McNamara N, Lemjabbar H, Basbaum C. Viral dsRNA activates mucin transcription in airway 
epithelial cells. FEBS letters 2003: 553(1-2): 33-38.
31. Chu HW, Jeyaseelan S, Rino JG, Voelker DR, Wexler RB, Campbell K, Harbeck RJ, Martin RJ. TLR2 signaling is 
critical for Mycoplasma pneumoniae-induced airway mucin expression. J Immunol 2005: 174(9): 5713-5719.
32. Valencia-Gattas M, Conner GE, Fregien NL. Gefitinib, an EGFR Tyrosine Kinase inhibitor, Prevents Smoke-
Mediated Ciliated Airway Epithelial Cell Loss and Promotes Their Recovery. PLoS One 2016: 11(8): e0160216.
33. Aarbiou J, van Schadewijk A, Stolk J, Sont JK, de Boer WI, Rabe KF, van Krieken JH, Mauad T, Hiemstra PS. 
Human neutrophil defensins and secretory leukocyte proteinase inhibitor in squamous metaplastic epithelium of 
bronchial airways. Inflamm Res 2004: 53(6): 230-238.
34. Steiling K, Kadar AY, Bergerat A, Flanigon J, Sridhar S, Shah V, Ahmad QR, Brody JS, Lenburg ME, Steffen M, 
Spira A. Comparison of proteomic and transcriptomic profiles in the bronchial airway epithelium of current and 
never smokers. PLoS One 2009: 4(4): e5043.
35. Schrumpf JA, Amatngalim GD, Veldkamp JB, Verhoosel RM, Ninaber DK, Ordonez SR, van der Does AM, 
Haagsman HP, Hiemstra PS. Proinflammatory Cytokines Impair Vitamin D-Induced Host Defense in Cultured 
Airway Epithelial Cells. Am J Respir Cell Mol Biol 2017: 56(6): 749-761.
36. Amatngalim GD, Schrumpf JA, Henic A, Dronkers E, Verhoosel RM, Ordonez SR, Haagsman HP, Fuentes 
ME, Sridhar S, Aarbiou J, Janssen RAJ, Lekkerkerker AN, Hiemstra PS. Antibacterial Defense of Human Airway 
Epithelial Cells from Chronic Obstructive Pulmonary Disease Patients Induced by Acute Exposure to Nontypeable 
Haemophilus influenzae: Modulation by Cigarette Smoke. J Innate Immun 2017: 9(4): 359-374.
37. Lentsch AB, Jordan JA, Czermak BJ, Diehl KM, Younkin EM, Sarma V, Ward PA. Inhibition of NF-kappaB 
activation and augmentation of IkappaBbeta by secretory leukocyte protease inhibitor during lung inflammation. 
The American journal of pathology 1999: 154(1): 239-247.
38. Sallenave JM, Si Tahar M, Cox G, Chignard M, Gauldie J. Secretory leukocyte proteinase inhibitor is a major 



 119 

DIFFERENTIATION-DEPENDENT AIRWAY EPITHELIAL HOST DEFENCE AND 
THE EFFECT OF CIGARETTE SMOKE

5

leukocyte elastase inhibitor in human neutrophils. J Leukoc Biol 1997: 61(6): 695-702.
39. Ding A, Thieblemont N, Zhu J, Jin F, Zhang J, Wright S. Secretory leukocyte protease inhibitor interferes with 
uptake of lipopolysaccharide by macrophages. Infect Immun 1999: 67(9): 4485-4489.
40. Garcia-Caballero A, Rasmussen JE, Gaillard E, Watson MJ, Olsen JC, Donaldson SH, Stutts MJ, Tarran R. 
SPLUNC1 regulates airway surface liquid volume by protecting ENaC from proteolytic cleavage. Proc Natl Acad Sci 
U S A 2009: 106(27): 11412-11417.
41. Gerovac BJ, Valencia M, Baumlin N, Salathe M, Conner GE, Fregien NL. Submersion and hypoxia inhibit ciliated 
cell differentiation in a notch-dependent manner. Am J Respir Cell Mol Biol 2014: 51(4): 516-525.
42. Konishi S, Gotoh S, Tateishi K, Yamamoto Y, Korogi Y, Nagasaki T, Matsumoto H, Muro S, Hirai T, Ito I, Tsukita 
S, Mishima M. Directed Induction of Functional Multi-ciliated Cells in Proximal Airway Epithelial Spheroids from 
Human Pluripotent Stem Cells. Stem Cell Reports 2016: 6(1): 18-25.
43. Lemjabbar-Alaoui H, Dasari V, Sidhu SS, Mengistab A, Finkbeiner W, Gallup M, Basbaum C. Wnt and Hedgehog 
are critical mediators of cigarette smoke-induced lung cancer. PLoS One 2006: 1: e93.
44. Heijink IH, de Bruin HG, van den Berge M, Bennink LJ, Brandenburg SM, Gosens R, van Oosterhout AJ, Postma 
DS. Role of aberrant WNT signalling in the airway epithelial response to cigarette smoke in chronic obstructive 
pulmonary disease. Thorax 2013: 68(8): 709-716.
45. Woltje K, Jabs M, Fischer A. Serum induces transcription of Hey1 and Hey2 genes by Alk1 but not Notch signaling 
in endothelial cells. PLoS One 2015: 10(3): e0120547.



120

CHAPTER 5

SUPPLEMENTARY TABLES

Supplementary Table 1. Primer sequences.

Gene forward sequence (5' to 3') reverse sequence (5' to 3') 

ATP5B TCACCCAGGCTGGTTCAGA AGTGGCCAGGGTAGGCTGAT

RPL13A AAGGTGGTGGTCGTACGCTGTG CGGGAAGGGTTGGTGTTCATCC

B2M GACCACTTACGTTCATTGACTCC CAGGGTTTCATCATACAGCCAT

DEFB1 ATGAGAACTTCCTACCTTCTGCT TCTGTAACAGGTGCCTTGAATTT

SLPI CCA GGG AAG AAG AGA TGT TG CCT CCA TAT GGC AGG AAT C

BPIFA1 CTTGGCCTTGTGCAGAGC CAACAGACTTGCACCGACC

BPIFB1 CAGTGCCATGCGGGAAAAG GCTGGAGGATGTTAGCTGTGA

PIGR CTCTCTGGAGGACCACCGT CAGCCGTGACATTCCCTG

LCN2 CCTCAGACCTGATCCCAGC CAGGACGGAGGTGACATTGTA

KRT5 AGGAGTTGGACCAGTCAACAT TGGAGTAGTAGCTTCCACTGC

TP63 CCACCTGGACGTATTCCACTG TCGAATCAAATGACTAGGAGGGG

KRT8 TCCTCAGGCAGCTATATGAAGAG GGTTGGCAATATCCTCGTACTGT

FOXJ1       GGAGGGGACGTAAATCCCTA TTGGTCCCAGTAGTTCCAGC

SCGB1A1 ACATGAGGGAGGCAGGGGCTC ACTCAAAGCATGGCAGCGGCA

MUC5B GGGCTTTGACAAGAGAGT AGGATGGTCGTGTTGATGCG

MUC5AC CCTTCGACGGACAGAGCTAC TCTCGGTGACAACACGAAAG

JAG2 TGGGACTGGGACAACGATAC AGTGGCGCTGTAGTAGTTCTC

DLL1 GACGAACACTACTACGGAGAGG AGCCAGGGTTGCACACTTT

NOTCH1 GAGGCGTGGCAGACTATGC CTTGTACTCCGTCAGCGTGA

NOTCH2 CCTTCCACTGTGAGTGTCTGA AGGTAGCATCATTCTGGCAGG

NOTCH3 CGTGGCTTCTTTCTACTGTGC CGTTCACCGGATTTGTGTCAC

NOTCH4 GATGGGCTGGACACCTACAC CACACGCAGTGAAAGCTACCA

HES1 CCTGTCATCCCCGTCTACAC CACATGGAGTCCGCCGTAA

HEY1 ATCTGCTAAGCTAGAAAAAGCCG GTGCGCGTCAAAGTAACCT

JAG1 GCCGAGGTCCTATACGTTGC CCGAGTGAGAAGCCTTTTCAA

MAML1 CCCCAGTGAGTCATTTCCTCT GAGGTTGCTTTGCGATATGGA

MAML3 CTTAGGACCTCCCTCTAGTCCA GTTTTGGTTGTTAAAGGCTTGGG

RNASE7 CCAAGGGCATGACCTCATCAC ACCGTTTTGTGTGCTTGTTAATG

DEFB4 ATCAGCCATGAGGGTCTTG GCAGCATTTTGTTCCAGG

CAMP TCATTGCCCAGGTCCTCAG TCCCCATACACCGCTTCAC
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Supplementary Table 2. Antibodies used for confocal imaging

Antibody Supplier Catalog# species Antibody dilution

CK-8 Novus Biologicals NBP2-34266 mouse 1/100

pIgR R&D Systems MAB27171 mouse 1/100

p63 Abcam ab124762 rabbit 1/100

sPLUNC Hycult Biotech HM2314 mouse 1/100

SLPI Hycult Biotech HM2037 mouse 1/100

Mucin 5AC Labvision Neomarkers MS-145-P1 mouse 1/1000

CC16 Hycult Biotech HM2178 mouse 1/50

Acetylated 
α-Tubulin

Sigma Aldrich T6793 mouse 1/100
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Supplementary Figure 1. Details of the cigarette smoke exposure design and procedure. Approximately 4 h before the 
cigarette smoke exposure, the apical surface of the cell cultures were washed with PBS and every other day the basal 
medium was replaced. Next, the cells were placed in the exposure chamber and the lid was removed. The closed 
exposure chamber was then infused with cigarette smoke from 1 cigarette for 4-5 min, or normal air in the control 
chamber. Hereafter, the tubing from the cigarette is clamped and vents on the exposure chamber connecting to the 
space in the incubator are opened and the air is refreshed with air from the incubator for an additional 10 min. The 
smoke-containing air is removed via separate tubing outside the incubator into a fume hood. After the exposure and 
refreshing, the chamber is opened, the lid placed back on the cells and the cells are placed back in a separate incubator 
for 20 h when the procedure is repeated. 
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Supplementary Figure 2. Expression of respiratory host defence proteins in the luminal cell fraction of air-liquid 
interface-differentiated primary bronchial epithelial cells (PBEC). PBEC were seeded on coated transwells and 
cultured in submerged conditions until confluent. At day 0, cultures were air-exposed and cultured at the air-liquid 
interface (ALI). After 3 weeks of differentiation, luminal and basal cell fractions were separated. Cells were fixed in 
1% paraformaldehyde and cytospins were prepared of the luminal cell enriched fraction. Luminal cell cytospins and 
the basal cell enriched fraction located on the transwell inserts were subsequently stained using immunofluorescence 
with primary antibodies against p63 (basal cell marker, red) in combination with primary antibodies against SLPI, 
sPLUNC, CC16 and acetylated α-tubulin (all green) and DAPI for nuclear staining (blue). Scale bars equal 50 µm. 
Images shown are representative for results obtained with cells from 3 different donors.
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Supplementary Figure 3. Chronic cigarette smoke exposure of airway epithelial cell cultures does not lead to cell 
toxicity. Air-liquid interface cultures of primary bronchial epithelial cells (ALI-PBEC) were daily exposed to whole 
cigarette smoke (CS) or air as a control (AIR) during differentiation for 13-19 consecutive days. (A) Each day trans-
epithelial electrical resistance (TEER) measurements were performed ~18 h after the previous CS exposure. Data 
are expressed as Ω*cm2. Open circles: air-exposed controls, black circles: CS-exposed cell cultures;  n=8 different 
donors. Significance was determined using a two-way ANOVA and Bonferroni post-hoc test. (B) At several time-
points during differentiation apical washes were collected and assessed for LDH content. Open circles: air-exposed 
controls, black circles: CS-exposed cell cultures;  n=6 different donors. Statistical differences were evaluated using 
a two-way ANOVA and Bonferroni post-hoc test. * p<0.05, ** p<0.01 between AIR and CS. (C) At day 7 and Day 
13 (~18 h after the last CS exposure), IL-8 protein levels were assessed by ELISA in the basal medium of the ALI-
PBEC cultures. Open bars are air-exposed controls, grey bars are chronic CS-exposed cultures; n=8 different donors. 
Statistical differences were tested using a paired t-test. * p<0.05. (D) Illustrating phase contrast light microscopy 
images showing the increasing effects of 13 days of CS exposure (CS) or air as a control (AIR) on cell morphology 
in some donors. (E) At several time-points during differentiation, cells were lysed and RNA was isolated followed by 
cDNA synthesis, to assess gene expression of RNASE7, CAMP (LL-37) and DEFB4 (human beta defensin-2). Data are 
shown as target gene expression normalized for the geometric mean expression of the reference genes ATP synthase, 
H+ transporting, mitochondrial F1 complex, beta polypeptide (ATP5B), β2-microglobulin (B2M) and Ribosomal 
Protein L13a (RPL13A), n=8 different donors. Statistical differences were evaluated using a two-way ANOVA and 
Bonferroni post-hoc test. * p<0.05, ** p<0.01, *** p<0.001, **** p<0.0001 between AIR and CS.
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Supplementary Figure 4. Persistence of cigarette smoke-induced changes in airway epithelial HDP expression and 
cellular composition. (A) Primary bronchial epithelial cells (PBEC) were cultured at the air-liquid interface (ALI) 
and exposed during differentiation for 13 consecutive days to whole CS after which cultures were continued for 
another 6 days without CS exposure. Cells were lysed at several points during this course of time and RNA was 
isolated followed by cDNA synthesis, to assess gene expression of the cell specific markers: TP63, KRT5 (basal cells) 
and KRT8 (intermediate cells), the HDPs: DEFB1 (human beta-defensin 1) and LCN2 (lipocalin 2). Open bars: air-
exposed controls (AIR), black bars: CS-exposed cell cultures (CS), grey bars: CS-exposed cultures that were cultured 
for an additional week without CS exposure (CS cessation). Data are shown as target gene expression normalized for 
the geometric mean expression of the reference genes ATP synthase, H+ transporting, mitochondrial F1 complex, 
beta polypeptide (ATP5B), β2-microglobulin (B2M) and Ribosomal Protein L13a (RPL13A); n=8 different donors. 
Statistical differences were evaluated using a two-way ANOVA and Bonferroni post-hoc test. * p<0.05, **** p<0.0001. 
(B) ALI-PBEC were air exposed at day 0 and cultured for 7 days under standard conditions. At day 7 cultures were 
exposed to CS for 12 consecutive days after which the cells were lysed and similar analyzed as in (A). Grey bars: T=0 
(day 7), open bars: air-exposed controls (AIR), black bars: CS-exposed cell cultures (CS). Data are shown as target 
gene expression normalized for the geometric mean expression of the reference genes ATP5B, B2M and RPL13A. 
n=6 different donors. Statistical differences were evaluated using a two-way ANOVA and Bonferroni post-hoc test. * 
p<0.05, ** p<0.01, *** p<0.001, **** p<0.0001. 




