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Abstract: Background. The cross-talk between the external and internal environment in the respiratory
tract involves macrophage/dendritic cell (DC) transepithelial network. Epithelium triggers dendritic
cell-mediated inflammation by producing thymic stromal lymphopoietin (TSLP), IL-33, and IL-17A.
The study aimed to evaluate the expression of TSLP, IL-33, and IL-17A in human monocyte derived
dendritic cells (moDCs) co-cultured with respiratory epithelium and monocyte derived macrophages
(moMgs) in asthma, chronic obstructive pulmonary disease (COPD) and healthy controls. Methods.
The study used a triple-cell co-culture model, utilizing nasal epithelial cells, along with moMegs
and moDCs. Cells were cultured in mono-, di-, and triple-co-cultures for 24 h. Results. Co-culture
with epithelium and moMes significantly increased TSLP in asthma and did not change IL-33 and
IL-17A mRNA expression in moDCs. moDCs from asthmatics were characterized by the highest
TSLP mRNA expression and the richest population of TSLPR, ST2, and IL17RA expressed cells.
A high number of positive correlations between the assessed cytokines and CHI3L1, IL-12p40, IL-1f3,
IL-6, IL-8, TNF in moDCs was observed in asthma and COPD. Conclusion. TSLP, IL-33, and IL-17A
expression in moDCs are differently regulated by epithelium in asthma, COPD, and healthy subjects.
These complex cell—cell interactions may impact airway inflammation and be an important factor in
the pathobiology of asthma and COPD.
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1. Introduction

Dendritic cells (DCs) are abundantly represented at the mucosal surfaces which are an interface
between the external and internal environment. Having constant contact with antigens, DCs are thought
to be one of the key regulators of the immune response initiation and modulation of inflammation in
asthma and chronic obstructive pulmonary disease (COPD) [1,2]. Together with highly phagocytic
macrophages, DCs interact closely with airway epithelium which forms the first line of contact barrier
in the respiratory tract against inhaled pathogens, toxic particles, and allergens by expressing toll-like
receptors (TLRs), C-type lectin, and protease-activated receptors [3]. Airway epithelium is able to
produce and secrete antimicrobial and antiviral substances such as peptides or cytokines which can act
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against pathogens by themselves or could initiate cascade-based immune reactions [4]. As a result
of allergen inhalation airway epithelial cells attract and activate DCs by producing pro-T helper 2
(Th2) polarizing cytokines and chemokines. DC activation can be mediated by uric acid production by
epithelial cells which could be released in response to inhaled house dust mites and further stimulate
cytokine production [5]. Epithelium derived cytokines (e.g., thymic stromal lymphopoietin (TSLP),
IL-33, and IL-25) contribute to the immune response through creation of a positive feedback loop
between airway epithelium and inflammatory cells [6,7]. Airway epithelium regulates the expression
of crucial modulators of DC immunoresponse, like IL-1, IL-6, IL-8, tumor necrosis factor alpha
(TNF-«), IL-12p40, chitinase-3-like protein 1 (CHI3L1) [8-12]. The pathways of the epithelium-DC
interplay seem to be crucial for understanding the process of allergic sensitization, including the role
of genetic and environmental factors.

TSLP and IL-33 are important modulators of DC function. TSLP-activated DCs induce CD4* T
cell proliferation and Th2 cell differentiation [13,14]. TSLP stimulates DCs to express the OX40 ligand
(OX40L) which promotes TNF-o production in both Th1l and Th2 cell response [15]. Importantly,
DCs not only respond to TSLP and IL-33 from external sources but can also produce these cytokines.
TSLP shows an autocrine effect in DCs upregulating IL-13, and hence IL-6 and IL-23 expression [16].
Mouse studies showed that DC-derived TSLP constrains Th17 cell development [17]. IL-33 is an
important mediator of allergic response which activates DCs during antigen presentation and enhances
their capacity for Th2 lymphocyte priming [18]. Importantly, IL-33 activates DCs by reprogramming
naive T cells response that include IL-13 and IL-5 but not IL-4 production [19]. ST2/IL-33 signaling
in DCs also increases IL-4, IL-5, IL-6, IL-13, CCL17, TNF-«, and IL-1f3 production [20]. In contrast
to TSLP and IL-33, IL-17A is not an epithelial-derived cytokine but is an important activator of DC
function associated with non-Th2 response. DCs are crucial for induction of Th17 subset production
from T naive lymphocytes. IL-17A modulates monocytes derived DC lipid metabolism and generates
the foamy DCs phenotype (lipid-rich DCs) [21].

Considering the profound role of TLSP, IL-33, and IL-17A signaling in obstructive lung disease
pathobiology, we sought to investigate whether the interactions between epithelium and macrophages
impact TSLP, IL-33, and IL-17A expression in DCs in asthma and COPD. The aim of the study was to
evaluate the impact of interactions between DCs and nasal epithelial cells co-cultured with macrophages
on the expression of TSLP, IL-33, and IL-17A in asthma, COPD, and controls.

2. Material and Methods

2.1. Overall Study Design

This was an experimental study that used in vitro cultures of monocyte derived dendritic cells
(moDCs), monocyte derived macrophages (moMgs), and airway epithelial cells collected from
asthmatics, COPD patients, and healthy subjects. The study included nasal brushing and peripheral
blood collection from each patient. All procedures performed in this study were in accordance with the
ethical standards of the institutional and/or national research committee and with the 1964 Helsinki
declaration and its later amendments or comparable ethical standards. The study protocol was
approved by the Ethics Committee of the Medical University of Warsaw (KB/120/2017) and informed
written consent was obtained from all the participants.

2.2. Patient Characteristics

The study involved 11 asthma patients, 11 patients with COPD, and 10 controls. Asthma
and COPD were diagnosed and classified as recommended by current GINA and GOLD reports,
respectively [22,23]. The major inclusion criteria were (1) diagnosis of asthma or COPD and (2) a stable
course of the disease with no exacerbations in at least 4 weeks preceding the study onset. The major
exclusion criteria included (1) severe asthma or severe COPD, (2) unstable or uncontrolled course of
the disease, (3) treatment with systemic or nasal corticosteroids within 4 weeks before enrolment to the
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study. Atopic status was assessed by skin prick testing with a panel of 15 aeroallergens. The control
group consisted of healthy smoking and non-smoking volunteers, with normal spirometry. The clinical
characteristics of patients and controls are summarized in Table 1.

Table 1. Major characteristics of three groups included in the study, i.e., healthy subjects, asthma, and
chronic obstructive pulmonary disease (COPD) patients.

Pairwise p-Value *

Control Asthma COPD Overall
n=10 n=11 n=11 p-Value & Asthma vs. COPD vs. Asthma vs.
Control Control COPD
Age (years) 30 (25-40) 55 (43-71) 65 (60-74.4) 0.001 0.0004 0.0001 0.084
Gender (F/M) 8/2 6/5 7/4 0.450
BMI (kg/m?) 217 (19.8-23.6)  27.5(269-29.8) 283 (24.8-29.4) 0.024 0.029 0.010 0.898
Atopy (n) 2 7 3 0.103
Smoking exposure (pack-years) 0(0-1) 0 (0-0) 47.4 (30-52.5) <0.0001 0.436 <0.0001 0.0008
FEV; (% predicted) 107.5 (104-110) 79 (75-86) 58 (48-72) <0.0001 <0.0001 0.0002 0.0066
FEV1/VC (%) 94.0 (86.0-107) 81.5 (76-91) 53 (50-64) <0.0001 0.023 0.0001 0.0002
FeNO (ppb) 15.0 (12.6-16.3)  28.0 (13.5-59.9)  18.0 (14.6-23.1) 0.076 0.055 0.121 0.237
ACT (points) N.A. 22 (19-24) N.A. N.A N.A. N.A. N.A.
ICS treatment (n) N.A. 6 0 N.A N.A. N.A. N.A.
LABA/LAMA treatment (n) N.A. 9 10 N.A N.A N.A N.A
CAT (points) N.A. N.A. 10 (8-12) N.A N.A. N.A. N.A.
mMRC (points) N.A. N.A. 2 (1-2.5) N.A N.A. N.A. N.A.

Data are presented as median (IQR) or n. ACT—asthma control test, BMI—body mass index, FeNO—fractional
exhaled nitric oxide, FEV;—forced expiratory volume at first second, ICS—inhaled -corticosteroids,
LABA—Ilong-acting beta agonists, LAMA—Ilong-acting muscarinic antagonists, nMRC—modified Medical Research
Council, N.A—not applicable, VC—vital capacity. ¢ Kruskal Wallis or Chi square test, * Mann-Whitney U test.

2.3. Monocyte Derived Dendritic Cell (moDC) and Monocyte Derived Macrophages (moMe) Culture

Peripheral blood mononuclear cells (PBMCs) were isolated from freshly drawn venous blood by
Lymphoprep (StemCell, Vancouver, British Columbia, Canada) centrifugation. The PBMC monocytes
were achieved by adherence in Monocyte Attachment Medium (Promocell, Heidelberg, Germany)
for 2 h. Monocyte derived dendritic cells (moDCs) were cultured in X-Vivo 20 medium (Lonza,
Basel, Switzerland) supplemented with 40 ng/mL granulocyte-macrophage colony-stimulating factor
(GM-CSF) (StemCell) for 8 days and 20 ng/mL IL-4 (PromoKine, Heidelberg, Germany) for 5 days and
50 ng/mL IL-1f3 (StemCell) and 50 ng/mL TNF-« (Biotechne, R&D Systems, Minneapolis, MN, USA)
in the 6th day of culture. Monocyte derived macrophages (moMgs) were specialized from PBMC
monocytes by stimulation with 20 ng/mL macrophage colony-stimulating factor (M-CSF) (StemCell)
for 10 days in Macrophage Base Medium DXF (PromoCell).

2.4. The Culture of Epithelial Cells in Air Liquid Interface (ALI) and Triple Co-Culture

Epithelial cells were obtained by nasal brushing (Cytobrush Plus GT, CooperSurgical, Trumbull,
CT, USA). The culture of epithelial cells in ALI condition as well as triple co-cultures were prepared
as previously described [24]. Each triple-cell co-culture model contained three different cell types
obtained from the same patient. ALI epithelial cells were cultured with or without stimulation with
50 ng/mL of IL-13 (PromoKine) or 10 ng/mL poly I:C (Sigma Aldrich, St. Louis, MO, USA) for 24 h in
a scheme as follows: (1) epithelial cells, (2) epithelial cells+moDCs (co-culture), (3) epithelial cells+
moM s (co-culture), (4) moDCs+epithelial cells+ moMs (triple co-culture).

2.5. RNA Isolation, cDNA Synthesis, and Real Time PCR

Total RNA was isolated from the DCs using Trizol (Sigma Aldrich). Ten microliters of
total RNA was used for reverse transcription (Thermo Fisher Scientific, Waltham, MA, USA).
Real-time PCR measurements were performed with an ABI-Prism 7500 Sequence Detector
System (Thermo Fisher Scientific, Applied Biosystems, Waltham, MA, USA). For PCR reaction
0.8 puL of cDNA was amplified in 16 uL PCR final volume, containing a TagMan master
mix (Thermo Fisher Scientific) with 150 nM of specific primers and 100 nM of probe
(TSLP Hs00263639_m1, IL-33 Hs00369211_m1, IL-6 Hs00174131_m1l, IL-13 Hs01555410_ml,
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TNF-« Hs00174128_m1, CHI3L1 Hs01072228_m1, IL12p40 F:CGGTCATCTGCCGCAAA, R:
TGCCCATTCGCTCCAAGA, P: 6-FAM-CGGGCCCAGGACCGCTACTATAGCT-TAMRA, IL-8 F:
AGCACACAAGCTTCTAGGACAAGA R: GGAAGTCATGTTTACACACAGTGAGA, P:6-FAM
CCAGGAAGAAACCACCGGAAGGAACC-TAMRA, IL17A F: AGGAATCACAATCCCACGAAAT,
R:GGTGAGGTGGATCGGTTGTAGT, P: 6-FAM AGGACAAGAACTTCCCCCGGACTGTG-TAMRA,
18S rRNA Hs99999901_s1, Thermo Fisher Scientific). Each sample was measured in duplicate.
The results were expressed as relative quantification units (fold change). Relative quantification values
were calculated by the 27A2CT method. 18S rRNA was applied for each sample as an internal control
in order to normalize gene expression levels. moDCs without co-cultivation were used as a calibrator.

2.6. Flow Cytometry Analysis

Human TruStain FcX (Biolegend, San Diego, CA, USA) (3 uL per 100 pL of sample) was added to
moDCs to block non-specific bindings. Cells were stained with antibodies against the surface binding
molecules: TSLPR BV421 (clone 1F11/TSLPR), CD45 APC-H?7 (clone 2D1), CD14 BV605 (clone M5E2),
CD83 BV510 (clone HB15e), CD11B APC-R700 (Clone M1/70) (BD Biosciences, San Jose, CA, USA) ST2
APC (Biotechne, R&D Systems, Minneapolis, MN, USA), IL17RA PE (clone REA290) (Miltenyi Biotec,
Bergisch Gladbach, Germany) in BD Horizon Brilliant Stain Buffer (BD Biosciences) and incubated for
20 min in the dark at room temperature.

Cells were analyzed by flow cytometry using a FACS Celesta instrument (BD Biosciences) equipped
with blue (488-nm), violet (405-nm), and red (640-nm) lasers. Unstained cells and compensation
beads (BD Biosciences) were used to set voltages and create single stain negative and positive controls.
Compensation was set to account for spectral overlap between the seven fluorescent channels used in
the study. Samples were examined by side scatter area (SSC-A) versus forward scatter area (FSC-A),
then using forward scatter height (FSC-H) versus FSC-A to select single cells, eliminating debris and
clumped cells from the analysis. At least 50,000 cells in the target gate were collected. The results
are presented as percentage of positive cells of the respective gate. moDCs was characterized as
CD45+CD14-CD11b+CD83+ cell population.

2.7. Statistical Analysis

Statistical analysis was performed with the use of Statistica 13.3 software package (StatSoft Inc.,
Tulsa, OK, USA). The Kruskal-Wallis test was used to assess differences between continuous variables
in the three study groups. The Mann-Whitney U test was applied for pairwise comparisons. Pearson
Chi-square test was used to compare inter-group differences between categorical variables. Correlations
between variables were analyzed with Spearman’s rank test. Linear regression model was fitted with a
given cytokine as dependent variable and diagnosis (control/asthma/COPD) and BMI as explanatory
variables. Separate models were fitted for each cytokine and setting (moDCs, moDCs/epithelium,
moDCs/epithelium+moMes). Calculations were performed with R (version 3.6.1). Results are given as
median and interquartile range (IQR). Differences were considered statistically significant at p < 0.05.

3. Results

3.1. moDCs TSLP, IL-33, and IL-17A mRNA Expression in Multi Co-Cultures in Control Group

Co-cultivation of moDCs with epithelium (0.94 fold change (0.37-3.07 fold change)) and
epithelium+moMes (2.69 fold change (0.38-6.02 fold change)) insignificantly upregulated TSLP mRNA
expression compared to moDCs alone (0.30 fold change (0.13-1.01 fold change)). The highest (without
significance) TSLP mRNA expression was observed in moDCs co-cultivated with epithelium+moMs
(Figure 1). There were no significant IL-33 mRNA changes in the control group (Figure 1).

IL-17A mRNA expression was higher in moDCs/epithelium (2.73 fold change (1.73—4.36 fold change))
and lower in moDCs/epithelium+moMs (0.95 fold change (0.27-3.28 fold change)) compared to moDCs
alone (1.74 fold change (0.003—4.95 fold change)). However, the differences were insignificant (Figure 1).
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CHI3L1, IL-12p40, IL-1p3, IL-6, IL-8, TNF-ac mRNA expression in moDCs in the evaluated
co-cultures and stimulation model is shown in Figures 2 and 3. Only a few significant correlations
between TSLP, IL-33, and the investigated cytokines were observed in the control group. TSLP mRNA
expression correlated positively with CHI3L1 and IL-1f3 in moDCs alone, negatively with IL-12p40 in
moDCs co-cultivated with epithelium and strongly, positively with IL-33 mRNA expression in moDCs
from triple co-cultures (Table 2).
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Figure 1. Thymic stromal lymphopoietin (TSLP), IL-33, and IL-17A mRNA expression in monocyte
derived dendritic cells (moDCs) in multi co-culture schemes in control subjects, patients with asthma,
and patients with chronic obstructive pulmonary disease (COPD). The data are shown as non-outlier

range (whiskers), interquartile range (box), and median (line).

Table 2. Correlations between thymic stromal lymphopoietin (TSLP), IL-33, IL-17A, and chitinase-3-like
protein 1 (CHI3L1), IL-12p40, IL-1§3, IL-6, IL-8, tumor necrosis factor alpha (TNF-&) mRNA expression
in monocyte derived dendritic cells (moDCs) multi co-cultures of control subjects.

moDCs moDCs/Epithelium moDCs/Epithelium+moMes
Control TSLP IL-33 IL-17A TSLP IL-33 IL-17A TSLP IL-33 IL-17A
R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value

CHI3L1  0.83 0.01 0.17 0.67 0.25 049 -027 049 -050 021 -0.03 093 -010 082 -038 031 -0.14 0.76
IL-12p40 -0.18 064 -035 036 -053 012 -070 0.04 -069 006 -020 061 -069 006 -053 014 -0.14 0.76
IL-1B 0.72 0.03 -0.03 0.93 0.08 0.83 0.10 0.80 0.19 0.65 —-0.03 093 0.31 0.46 0.10 080 -0.32 0.48
IL-6 -0.17  0.67 0.28 0.46 0.58 0.08 0.57 0.11 0.40 0.32 0.62 0.08 0.69 0.06 0.18 0.64 0.18 0.70

1L-8 0.28 046 -0.08 083 0.35 0.33 0.17 0.67 -024 057 0.30 0.43 0.31 0.46 0.15 0.70 0.00 1.00
TNF-a 0.17 0.67 0.03 093 -0.07 08 -047 021 -017 0.69 0.27 049 -048 023 -007 086 -0.75 0.05

TSLP 0.17 0.69 0.22 0.58 0.75 0.05 0.50 0.21 093  0.003 0.50 0.39

1L-33 0.17 0.69 0.52 0.15 0.75 0.05 0.04 0.94 093  0.003 -0.20 0.70
IL-17A 0.22 0.58 0.52 0.15 0.50 0.21 0.04 0.94 0.50 039 -020 0.70
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Figure 2. Chitinase-3-like protein 1 (CHI3L1), IL-12p40, and tumor necrosis factor alpha (TNF-«)
mRNA expression in moDCs in multi co-culture schemes in control subjects, patients with asthma, and
patients with COPD. The data are shown as non-outlier range (whiskers), interquartile range (box), and

median (line).
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Figure 3. IL-1p3, IL-6, and IL-8 mRNA expression in moDCs in multi co-culture schemes in control
subjects, patients with asthma, and patients with COPD. The data are shown as non-outlier range
(whiskers), interquartile range (box), and median (line).
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3.2. moDCs TSLP, IL-33, and IL-17A mRNA Expression in Multi Co-Cultures in the Asthma Group

We found an elevated TSLP mRNA expression in moDCs co-cultivated with both epithelium
(1.94 fold change (0.63—4.53 fold change)) and moMes (8.76 fold change (2.42-16.27 fold change))
compared to moDCs alone (0.42 fold change (0.11-6.89 fold change)), however, only the difference
between moDCs and moDCs/epithelium+moMgs was significant (Figure 1). The asthmatic moDCs
were characterized by the highest TSLP mRNA expression in di- and triple-co culture compared to
respective COPD groups (Figure 1).

An insignificant increase of IL-33 mRINA expression was noted in moDCs co-cultivated with
epithelium (15.10 fold change (3.66-21.20 fold change)) as well as with epithelium+moMgs (11.32 fold
change (0.24-89.83 fold change)) compared to moDCs alone (2.26 fold change (0.37-23.37 fold change))
(Figure 1). IL-17A mRNA expression was insignificantly decreased in all moDCs from co-culture
schemes compared to moDCs alone. The lowest IL-17A mRNA expression in asthma was observed in
moDCs cultured with epithelium compared to respective co-cultivation scheme in the control group
(Figure 1).

TSLP mRNA expression significantly correlated with IL-12p40 mRNA expression in moDCs
cultured alone. The co-cultivation of moDCs in triple-co-culture affected the interactions between
cytokine mRNA expression and resulted in an increased number of significant (all positive) correlations,
with the strongest correlation between TSLP and IL-6 mRNA (Table 3). There was a strong positive
correlation between IL-17A mRNA expression and IL-12p40, IL-1f3, IL-6 in moDCs alone and with
IL-12p40, IL-6, and IL-33 in moDCs from triple co-cultures. Such a relationship was not observed in
moDCs/epithelium group (Table 3).

Table 3. Correlations between TSLP, IL-33, IL-17A and CHI3L1, IL-12p40, IL-1p3, IL-6, IL-8, TNF-o
mRNA expression in moDCs multi co-cultures of asthma patients.

moDCs moDCs/Epithelium moDCs/Epithelium+moMegs
Asthma TSLP IL-33 IL-17A TSLP IL-33 IL-17A TSLP 1L-33 IL-17A

R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value
CHI3L1 0.07 0.85 043 0.24 0.42 020 -052 013 0.22 058 -006 085 0.52 0.13 0.80 0.01 0.48 0.13

1L-12p40 0.65 0.04 0.33 0.38 0.72 0.01 0.48 0.16 -0.13 0.73 0.54 0.09 0.77 0.01 0.57 0.11 0.70 0.02
1L-1B 0.61 0.06 0.48 0.19 0.70 0.02 -0.39 0.26 0.00 1.00 0.50 0.12 0.41 0.24 0.62 0.08 0.52 0.10

1L-6 0.43 0.21 0.15 0.70 0.75 0.01 0.05 0.88 -0.27 049 0.54 0.09 0.82 0.00 0.52 0.15 0.67 0.02

IL-8 -012 075 0.55 0.12 0.40 0.22 -020 058 -0.03 0.93 0.50 0.12 0.42 0.23 0.72 0.03 0.57 0.07
TNF-« 0.35 0.36 0.55 0.16 0.22 0.53 -0.03 093 -0.48 0.23 0.48 0.16 0.72 0.03 0.67 0.07 0.31 0.38

TSLP 0.31 0.46 0.38 0.28 -0.13 0.73 0.32 0.37 0.43 0.29 0.25 0.49

1L-33 0.31 0.46 0.37 0.33 -013 073 -0.23 0.55 0.43 0.29 0.68 0.04
IL-17A 0.38 0.28 0.37 0.33 0.32 037  -023 0.55 0.25 0.49 0.68 0.04

3.3. TSLP, IL-33, and IL-17A mRNA Expression in moDCs in Multi Co-Culture Schemes in the COPD Group

There were no differences in TSLP mRNA expression in COPD group regardless of the co-culture
type used. Likewise, IL-33 mRNA expression remained at the same level in all co-culture schemes
(Figure 1). We did not notice any differences in IL-17A mRNA expression in moDCs (Figure 1).

Despite the lack of significant changes in TSLP, IL-33, and IL-17A mRNA expression in the
evaluated co-cultures and stimulation models, the largest number of significant correlations between
cytokine mRNA expressions was observed in the COPD group. TSLP mRNA expression correlated
positively with most of the assessed cytokines in every co-culture scheme but noteworthy, a strong
correlation with TNF-« mRNA expression occurred in all moDCs (with or without co-cultivation)
(Table 4). Interestingly, IL-33 mRNA expression correlated positively with CHI3L1, IL-12p40, IL-1f3,
and TSLP only in moDCs cultured alone. This phenomenon was not observed in any other co-culture
type (Table 4). IL-17A mRNA expression correlated positively with almost all cytokines (except for
IL-33) in moDCs alone. In moDCs from co-cultures, the number of significant correlations was lower
(Table 4).

The results regarding TSLP, IL-33, and IL-17A as well as CHI3L1, IL-12p40, TNF-« IL-1f3, IL-6,
and IL-8 mRNA expression in moDCs after IL-13 (of pro-allergic) or polyinosinic:polycytidylic acid
(poly I:C) (viral like) stimulation in di- and triple-co-culture schemes in control subjects, patients
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with asthma, and patients with COPD are described in the Supplementary Materials and shown in
Figures 51-S3.

Table 4. Correlations between TSLP, IL-33, IL-17A and CHI3L1, IL-12p40, IL-1f3, IL-6, IL-8, TNF-«
mRNA expression in moDCs multi co-cultures of COPD patients.

moDCs moDCs/Epithelium moDCs/Epithelium+moMes
COPD TSLP IL-33 IL-17A TSLP 1L-33 IL-17A TSLP 1L-33 IL-17A
R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value R p-Value

CHI3L1  0.53 0.10 0.62 0.04 0.63 0.04 0.67 0.03 0.10 0.82 0.61 0.05 0.70 0.03 0.55 0.16 0.43 0.19
1L-12p40  0.58 0.06 0.75 0.01 0.67 0.02 0.65 0.04 0.38 0.35 0.48 0.13 0.79 0.01 0.10 0.82 0.62 0.04
IL-1B 0.66 0.03 0.75 0.01 0.75 0.01 0.52 013 -010 0.82 0.68 0.02 0.87  0.001 019 0.65 0.54 0.09
IL-6 0.46 0.15 0.44 0.18 0.65 0.03 0.54 0.11 0.07 0.87 0.66 0.03 0.85 0002 -033 042 0.71 0.01
1L-8 0.53 0.10 045 0.17 0.65 0.03 0.70 0.03 0.19 0.65 0.61 0.05 0.72 0.02 0.29 0.49 0.65 0.03
TNF-o 0.65 0.03 0.54 0.09 0.73 0.01 0.88 0.002 0.11 0.82 0.61 0.06 0.88 0.001 -033 042 0.51 0.11

TSLP 0.65 0.03 0.78 0.00 0.29 0.49 0.56 0.09 -0.14 074 0.50 0.14
1L-33 0.65 0.03 0.47 0.14 0.29 0.49 -045 026 -014 074 -0.12 0.78
IL-17A 0.78 0.00 0.47 0.14 0.56 009 -045 026 0.50 014 -012 078

3.4. The Impact of BMI on TSLP, IL-33, and IL-17A mRNA Expression in moDCs

Obesity did not influence TSLP and IL-33 mRINA expression in any of the evaluated groups,
but BMI might impact the IL-17A mRNA expression in asthma. BMI correlated significantly with
IL-17A mRNA expression in moDCs co-cultivated with epithelium (r = —0.745, p = 0.010) in the asthma
group only. For this reason, we performed the linear regression with BMI and diagnosis as independent
variable. We found that IL-17A mRNA expression was not decreased in the asthma group compared to
controls in moDCs co-cultivated with epithelium (p = 0.285), but revealed a significantly lower IL-17A
mRNA expression in moDCs alone from asthma (p = 0.005) and COPD (p = 0.049) patients compared
to controls. IL-17A mRNA expression was significantly negatively associated with BMI (p = 0.00018)
in this setting.

3.5. The Expression of TSLPR, ST2, and IL-17RA on moDCs in Various Co-Cultures from Control, Asthma,
and COPD Groups

The proportion of TSLPR+, ST2+, and IL-17RA+ moDCs was similar in moDCs regardless of the
co-culture model. Noteworthy, the number of TSLPR+, ST2+, and IL-17RA+ moDCs differed between
asthma, COPD, and controls (Table 5). An increased proportion of all analyzed TSLPR+ moDCs was
observed in asthma (p = 0.00002) and COPD compared (p = 0.002) to control with the highest number
of moDCs expressed TSLPR in the asthma group. In a more detailed analysis, we found an elevated
number of TSLPR+ cells in moDCs without co-cultivation in asthma (p = 0.02) and COPD (p = 0.009)
compared to controls. In moDCs from triple-co-culture a higher number of TSLPR+ cells was found in
asthma compared to the control group (p = 0.03). Similarly, the asthma group was characterized by the
largest number of ST2+ moDCs significant in the group of all analyzed cells (p = 0.04 compared to
controls). The increased proportion of all IL17RA+ moDCs was found in asthmatics (p = 0.002) and
COPD patients (p = 0.04) compared to controls (Table 5).

Table 5. TSLPR, ST2, IL17RA expression on moDCs upon co-cultivation with epithelium and monocyte
derived macrophages (moMs) in the multi-cell model culture of controls, patients with asthma and

patients with COPD.
Controls Asthma COPD p-Value ¢
TSLPR
moDC 10.45 (7.30-12.50) *#  28.20 (28.20-29.50) *  21.90 (18.10-22.10) # 0.009
moDC/epithelium 9.05 (4.80-13.50) 36.60 (11.70-46.50) 12.60 (12.20-17.70) 0.12
moDC/epithelium/moMeg 10.10 (6.20-16.70) * 28.20 (19.00-31.90) * 18.90 (12.70-33.00) 0.06

Summed cells 9.95 (6.20-13.50) *# 28.20 (16.00-9.30) **  18.10 (12.60-23.50) #" 0.001
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Table 5. Cont.

Controls Asthma COPD p-Value ¢
ST2
moDC 24.05 (17.30-31.30) 27.60 (27.00-32.40) 26.20 (18.60-39.80) 0.51
moDC/epithelium 29.30 (18.10-33.80) 40.90 (31.50-43.80) 39.90 (20.10-43.40) 0.39
moDC/epithelium/moMe 30.55 (19.60-32.90) 35.10 (29.70-35.80) 40.30 (17.80-44.20) 0.62
Summed cells 28.30 (18.10-33.60) * 32.40 (27.00-42.50) * 39.80 (17.80-44.20) 0.16
IL17RA

moDC 39.50 (39.50-52.20) 64.80 (60.40-65.30) 58.60 (47.00-64.50) 0.11
moDC/Epithelium 37.65 (23.30-57.00) 60.80 (49.60-61.40) 54.60 (39.80-61.10) 0.30
moDC/Epithelium/moM 28.60 (23.30-45.10) 51.60 (47.40-52.70) 63.80 (26.80-64.80) 0.15
Summed cells 37.15 (23.30-52.20) *#  60.40 (47.40-64.80) *  58.60 (38.70-64.80) # 0.008

¢ Kruskal-Wallis test, *#* p < 0.05 Mann-Whitney U test: * asthma vs. controls, # COPD vs. controls, ~ asthma

vs. COPD.

4. Discussion

To our knowledge, this is the first study that evaluated the impact of interactions between moDCs
and epithelial cells co-cultured with moMes on TSLP, IL-33, and IL-17A expression in asthma and
COPD. We found that co-culture with epithelium and moMgs significantly increased TSLP mRNA
in the asthma group and to a lesser extent or did not change IL-33 and IL-17A mRNA expression in
moDCs. We also demonstrated substantial differences in mRNA expression of the evaluated cytokines
between obstructive lung diseases and controls as well as between asthma and COPD. moDCs from
asthmatics were characterized by the highest TSLP mRNA expression and the largest number of
TSLPR+, ST2+, and IL17RA+ cells. Although we did not observe any changes in TSLP, IL-33, or IL-17A
mRNA expression in moDCs from COPD patients in any of the used co-culture or stimulation model,
an interesting finding is the high number of positive correlations between the assessed cytokines and
markers of immunoresponse in moDCs from triple co-cultures. Further, the study showed an elevated
number of TSLPR and IL-17RA expressed moDCs from COPD patients suggesting an important (but
different than in asthma) immunological reaction of DCs in COPD. Taken together, the results of our
work suggest that different regulation of DC function in obstructive lung diseases may be related to
complex cell—cell interactions with the special regard to airway epithelium dysfunction creating the
pattern of biological reactions.

The cross-talk between DCs and airway epithelial cells is controlled by cytokines released
from airway epithelial cells. TSLP expression is increased in asthmatic airways and correlates with
disease severity [25]. The impact of epithelial derived TSLP on DCs has been well established [26].
TSLP activated DC primed naive T-lymphocytes to produce Th2 cytokines (IL-4, IL-5, IL-13) and
TNF-o but downregulated IL-10 and interferon gamma (IFN-y) [27]. Our previous study showed that
TSLP expression in ALI-cultured epithelial cells was related to epithelial-DC-macrophage interaction
and indicated an impaired function of asthmatic epithelial cells [24]. On the other hand, the role of
DC-derived TSLP remains unclear. It is speculated that TSLPR signaling on DCs might regulate Th1-
and Th17-cell differentiation. Mouse model studies showed that TSLP produced by gut DCs acts
directly on T cells by reducing their capacity to produce IL-17 and acting as an anti-inflammatory
agent [17]. The results of our study clearly demonstrated that moDCs from asthma are the richest
source of TSLP, especially in triple co-culture and are the most potent responders for TSLP action.
The results of our study indicated a low expression of TSLP in moDCs from COPD patients. An elevated
amount of TSLP protein was found in COPD nasal epithelial cells [24]. Some authors suggest that
oxidative stress which is present locally in the upper and lower respiratory epithelium of tobacco
smokers may augment TSLP mRNA expression and promote the development of Th-2 dependent
inflammatory response in COPD [28]. We suggest that since the moDCs used in our study were not
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stimulated with cigarette smoke extract, we did not find an increased expression of TSLP in moDCs from
COPD patients. The result of our study confirmed that epithelial/moDCs co-cultivation significantly
changed the expression of many mediators in DCs and that cell-cell cross-talk dynamically directs the
immunological reaction [29]. Interestingly, TSLP expression in moDCs from triple co-culture correlated
positively with IL12p40, IL-6, and TNF-« in asthma, whereas in COPD with CHI3L1, IL12p40, IL-6,
IL-8, TNF-«, and IL-1f3 suggesting a different pathway of immune response in asthma and COPD. Our
finding of the positive correlation between mRNA expression of TSLP and IL-1f3 in moDCs alone of
control and COPD subjects, as well as even a stronger relationship in moDCs after co-cultivation with
epithelium and moMgs in COPD seems to confirm the results of Elder at al. who highlighted the
link between TSLP and IL-1f3 [11,16]. These results may indicate the reprogrammed function of DCs
associated with Th1 type of immunological reaction and probably with the response to bacterial/fungal
colonization of the airways frequently observed in COPD.

The role of DCs in COPD is the subject of numerous investigations. The altered role of DCs in
COPD patients may be related to cigarette smoke and oxidative stress but also to disease progression
per se. Cigarette smoke activates DCs, changes their migration capacity, and impacts maturation of
DCs [30,31]. DCs produce a high amount of pro-fibrotic agents and impact local inflammation by
secretion of various cytokines. These immunological actions of DCs may be related to the pathology
of emphysema [32]. As COPD progresses, the more mature activated DCs attract airways leading
to destructive immune response. Freeman et al. showed that an increased number of CD83 and
CD80 pulmonary DCs correlated with worsening COPD severity and positively correlated with
expression of CD69 on lung CD4 T-cells which indicated the DCs-T lymphocyte active interaction [33].
Many associations between TSLP and COPD are still unexplained. Elevated levels of mRNA and
protein of TSLP were found in COPD patients compared to healthy non-smokers [34]. A variable
TSLP gene activation in the presence of heavy smoking may contribute to this progression into specific
COPD phenotypes (eosinophilic) [35]. The possible explanation of increased TSLP expression in the
airways of COPD could be related to the fact that IL-13 and TNF-« induce TSLP expression via (p38,
p42/p44) MAPK signaling pathway [36]. Our study demonstrated that the main producers of airway
TSLP are epithelial cells [24] whereas in contrast with asthma DCs, even after co-stimulation with
other cells, COPD DCs produce a very low amount of this cytokine. However, the variable changes in
expression of other DCs immunomodulators after epithelium and moM s co-cultivation reflect the
complex pattern of DC biology in COPD airways.

Limited information is available on the role of IL-33 in DC function. IL-33 acts in an ST2-dependent
manner, as a maturation factor for DCs via the upregulation of CD80, CD40, and OX40L and by
triggering GM-CSF production by other bone marrow leukocyte populations [37,38]. The results of
mouse studies showed that IL-33 expression in DCs is induced in response to bacterial or allergic
stimuli. DCs produce IL-33 via TLR/NF-«B signaling pathway after lipopolysaccharide (LPS) and
flagellin stimulation [20]. Another study demonstrated that DCs are able to produce IL-33 after IgG
immune complex and house dust mite stimulation [39]. Our study showed that IL-33 is expressed in
DCs only after co-cultivation with epithelial cells+/-moM¢ or by IL-13 or poly I:C stimulation, but the
difference in relation to moDCs alone was insignificant. An interesting observation is the correlation
between IL-33 and CHI3L1 (YKL-40) mRNA expression in asthma and COPD suggesting possible
common pathways of these two mediators. The largest number of ST2 expressed moDCs in asthma
may suggest the important effect of epithelial derived IL-33 on DCs response in this disease.

Our study revealed a possible link between DCs and the IL-17A pathway. The common role
of DCs and IL-17A is associated with Th17 cell differentiation. Th17 differentiation is promoted
by IL-6 and TGF-$3 together with IL-23 and IL-1f which support the full maturation of Th17 cells.
All these cytokines can be released by DCs. Classically IL-17A secretion is IL-23-dependent, however,
an IL-23-independent production of IL-17A may occur in response to presentation of glycolipid
antigens by CD1d [40]. It is speculated that Th17 cells are not the only source of IL-17A but other
cells of the innate immune system also produce considerable amounts of this cytokine [41]. Here,
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for the first time, we showed that moDCs after epithelial or epithelial/moMe co-cultivation are able
to express IL-17A mRNA. Interestingly, the expression of IL-17A in moDCs was lower in asthma
and COPD compared to controls. This effect was associated with BMI in asthma and COPD patients.
The most prominent function of IL-17 is the induction of antimicrobial responses against extracellular
pathogens which include recruitment of neutrophils to the site of infection [42]. Additionally, IL-17A
may affect epithelial cells to promote tissue remodeling [43]. The results of our study suggest the
possible dynamic interactions between immunological and structural cells of the respiratory tract
that create the response pattern for pathogen infection: epithelial cells stimulated with bacterial load
signal DCs which may produce IL-17A for neutrophil attraction necessary for clearing microorganisms.
Importantly, the largest number of IL-177RA+moDCs was observed in asthma and COPD, suggesting
the altered function of DC-IL-17A signaling in these diseases. It is worth noticing that IL-17RA together
with IL-17RB is an important part of IL-25 signaling—an epithelial derived alarmin significant in
asthma pathobiology. Taken together our findings regarding IL-17A-moDC common pathway needs
further investigations.

Although our study provided some new information about TSLP, IL-33, and IL-17A expression
in moDCs, several limitations must be addressed before more definitive conclusions will be drawn.
The major one is the in vitro character of the study which used DCs differentiated from peripheral blood
monocytes. These cells mimic DCs (functionally and phenotypically) but still, they are not pulmonary
resident DCs [44]. Human DCs are difficult to study in vivo. Some authors used ex vivo studies
which require an invasive method of lung tissue obtaining and enzymatic or non-enzymatic isolation
from lung tissue specimens. It is worth noticing that the phenotype of tissue isolated DCs is very
sensitive and can rapidly change upon the absence of biological background. Therefore, we adapted
one-to-three cell type co-culture model of the airways using non-invasively obtained blood and nasal
samples. We believe this model reflects only some cell-to-cell interactions critical for airway cellular
signaling. We are aware that moDCs in our co-culture scheme were incubated in medium dedicated
for epithelial cells, what may have impacted the moDC polarization pattern. In study of Blom et al.
who used a similar triple-co-culture system but with a monolayer epithelial culture (not ALI cultured)
the epithelial medium (MEM) was added to the bottom chamber where moDCs were attached [45].
This methodology bias may influence the results of the current study, however, the obtained results
revealed the basal pathways in moDCs which are impacted by epithelial secretome of controls, patients
with asthma, and patients with COPD. It should also be borne in mind that data concerning the subject
of this study is scarce. Hence, the new information we provide may help with better exploration of the
immunological structure of the cell—cell interaction pattern.

5. Conclusions

DCs may be a potential non-epithelial source of TSLP or IL-33 in the airways. Co-cultivation of
moDCs with epithelial cells and moM s increased TSLP mRNA expression with the most pronounced
effect observed in asthma. Asthma and COPD DCs differ in the pattern of immunological response
and DC interactions with structural cells. Interestingly, we found that after contact with epithelial
cells moDCs are able to express IL-17A mRNA. Our results suggest a possible dynamic cell—cell
cross-communication which creates an immunological response in the airways. We believe our study
may help to understand the role of TSLP, IL-33, and IL-17A in a positive feedback loop between the
airway epithelium and inflammatory cells infiltrating the airways in obstructive lung diseases.

Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4409/9/9/1944/s1,
Figure S1. TSLP, IL-33, and IL-17A mRNA expression in moDCs after IL-13 or poly I:C stimulation in di- and
triple-co-culture schemes in control subjects, patients with asthma, and patients with COPD. Figure S2. CHI3L1,
IL-12p40, and TNF-o« mRNA expression in moDCs after IL-13 or poly I:C stimulation in di- and triple-co-culture
schemes in control subjects, patients with asthma, and patients with COPD. Figure S3. IL-1§3, IL-6, and IL-8 mRNA
expression in moDCs after IL-13 or poly I:C stimulation in di- and triple-co-culture schemes in control subjects,
patients with asthma, and patients with COPD.
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