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ABSTRACT

Background: Occupational asthma, induced by workplace exposures to low molecular weight agents such
as toluene 2,4-diisocyanate (TDI), causes a significant burden to patients and society. Little is known
about innate lymphoid cells (ILCs) in TDI-induced asthma. A critical regulator of ILC function is
microRNA-155, a microRNA associated with asthma.

Objective: To determine whether TDI exposure modifies the number of ILCs in the lung and whether
microRNA-155 contributes to TDI-induced airway inflammation and hyperresponsiveness.

Methods: C57BL/6 wild-type and microRNA-155 knockout mice were sensitised and challenged with TDI
or vehicle. Intracellular cytokine expression in ILCs and T-cells was evaluated in bronchoalveolar lavage
(BAL) fluid using flow cytometry. Peribronchial eosinophilia and goblet cells were evaluated on lung
tissue, and airway hyperresponsiveness was measured using the forced oscillation technique. Putative
type 2 ILCs (ILC2) were identified in bronchial biopsies of subjects with TDI-induced occupational
asthma using immunohistochemistry. Human bronchial epithelial cells were exposed to TDI or vehicle.
Results: TDI-exposed mice had higher numbers of airway goblet cells, BAL eosinophils, CD4" T-cells and
ILCs, with a predominant type 2 response, and tended to have airway hyperresponsiveness. In TDI-exposed
microRNA-155 knockout mice, inflammation and airway hyperresponsiveness were attenuated. TDI exposure
induced IL-33 expression in human bronchial epithelial cells and in murine lungs, which was microRNA-155
dependent in mice. GATA3"CD3" cells, presumably ILC2, were present in bronchial biopsies.

Conclusion: TDI exposure is associated with increased numbers of ILCs. The proinflammatory microRNA-
155 is crucial in a murine model of TDI asthma, suggesting its involvement in the pathogenesis of
occupational asthma due to low molecular weight agents.
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Introduction

Asthma is a heterogeneous airway disease with many phenotypes. Whereas the mechanisms of
early-onset allergic asthma are well understood, the mechanisms leading to late onset asthma are less
known. One important example of late onset asthma is occupational asthma caused by workplace
exposures to respiratory sensitisers or inhaled irritants. Occupational asthma is a growing public health
burden in industrialised countries. Respiratory sensitisers encompass high molecular weight agents (e.g.
wheat flour, natural rubber latex, animal proteins) and low molecular weight agents (e.g. acrylates and
diisocyanates). Toluene 2,4-diisocyanate (TDI) is an industrial intermediate which is processed into
polyurethanes, used for the manufacture of foams, adhesives, paints and varnishes [1-3]. Approximately
5-20% of workers exposed long-term to TDI develop asthma symptoms and have an accelerated decline in
lung function [4, 5].

TDI-induced occupational asthma generally develops within 2-3 years since the first exposure and may be
the outcome of both an inflammatory reaction and nonspecific airway hyperresponsiveness [6-9]. Both
type 1 and type 2 immune responses can be induced [6]. The response to TDI exposure in sensitised
asthmatics can be very severe and removal from the workplace is often the only effective approach to
prevent asthma attacks [3, 7, 9, 10]. Elucidation of the pathogenesis of TDI-induced asthma is necessary
for prevention and treatment.

MicroRNAs (miRNAs) are short single-stranded RNAs that negatively regulate gene expression by
inhibiting mRNA translation or by degrading mRNA targets. Altered miRNA levels have a regulatory role
in biological processes including stress response and inflammation. Several miRNAs have already been
identified in the disease pathogenesis of asthma [11-13]. One particular miRNA of interest is miR-155, yet
contradictory findings regarding its expression in airway samples and role in inflammatory response in
mouse models [13, 14] have been reported. Recently it was demonstrated that miR-155 is a critical
regulator for IL-33 signalling [15] and affects innate lymphoid cell type 2 (ILC2) expression [15-17].
While JoHansson et al. [15] and Znu et al. [16] showed that miR-155 expression regulates ILC2 expansion
and function, KnoLiE et al [17] showed that ILC2-intrinsic miR-155 expression is required to prevent
apoptosis of ILC2. Znu et al. [16] found that ILC2 frequencies in peripheral blood positively correlated
with miR-155 expression in nasal mucosa of patients with allergic rhinitis. miR-155 agomir administration
not only upregulated ILC2 numbers, it also promoted allergic symptoms and type 2 cytokine production
in their allergic rhinitis mouse model. ILCs, the innate counterpart of T-helper (Th) cells, are present in
mucosal tissues and produce cytokines upon activation by alarmins (e.g. interleukin (IL)-33 and thymic
stromal lymphopoietin (TSLP)) released by damaged epithelium. The importance of ILC2 has been
investigated in several human studies and mouse models of atopic asthma [18, 19], but little is known
about this cell population in isocyanate-induced asthma. Previously it was shown that dermal exposure to
TDI increases miR-155 expression in mouse parotid draining lymph nodes [20]. However, whether
miR-155 and ILCs contribute to airway responses towards isocyanates remains to be elucidated.

In this study we used a mouse model of TDI-induced asthma to investigate changes in ILCs and T-cell
subsets upon isocyanate exposure. The presence of ILC2 was examined in bronchial biopsies of
TDI-induced asthmatic patients. In addition, we exposed miR-155 knockout (KO) and wild-type (WT)
mice to TDI to investigate whether miR-155 contributes to isocyanate-induced airway inflammation and
hyperresponsiveness.

Methods

Murine experiments

Mice

Male B6.Cg-Mir155tm1'lR5ky/] mice (n=6-10 per group, age 5-8 weeks) were purchased from Jackson
Laboratories (Bar Harbor, ME, USA) and bred at Charles River (Lyon, France). Male C57BL/6] wild-type
mice were obtained from Charles River. The experimental protocol was approved by the animal ethical
committee of the Faculty of Medicine and Health Sciences (ECD 16/34; Ghent University, Ghent,
Belgium) and was carried out in accordance with institutional guidelines for animal care.

Exposure protocol

On days 1 and 8, mice were dermally sensitised on the dorsum of both ears to 20 puL of 2% TDI (v/v)
dissolved in vehicle (a mixture of acetone and olive oil (AOO), ratio 2:3) or sole vehicle. On days 15, 22
and 29, isoflurane-anaesthetised mice were challenged (oropharyngeal administration) with 20 uL 0.01%
TDI or vehicle (AOO ratio 1:4). On day 31, the animals were euthanised (exposure protocol adapted from
Dt VoogHT et al. [21]) (figure 1a). The AOO/AOO control group (also called vehicle group) was neither
sensitised nor challenged with TDI, while the TDI/TDI group received TDI both dermally and
oropharyngeally. In addition, an AOO/TDI group receiving no sensitisation but only TDI oropharyngeally
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FIGURE 1 Exposure to toluene 2,4-diisocyanate (TDI) induces airway inflammation. Wild-type (WT) mice were exposed to acetone and olive oil
(AOO)/AQ0, AOO/TDI or TDI/TDI. a) Exposure protocol, b) total bronchoalveolar lavage (BAL) cells and c] eosinophils; b and ¢ were determined by
cytospin. BAL cells were stimulated for 4 h with phorbol 12-myristate 13-acetate/ionomycin+protein transport inhibitors, intracellular labelled and
analysed using flow cytometry d) CD4" T-cells (CD45*, CD11¢™, CD11b~, CD45R™, CD5*, TCRB*, CD4*), e innate lymphoid cells (ILCs) (CD45", Lin~
(CD11¢c™, CD11b™, CD45R™, CD5™, TCRB~), CD90), ] gating strategy, gl interferon (IFN]-y* (interleukin (IL)-177) CD4" T-cells, IL13" CD4" T-cells,
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IL-17* (IFN-y~) CD4" T-cells and h) IFN-y expressing ILCs, IL-13" ILCs and IL-17" ILCs are shown. Data are representative of three independent
experiments. Representative photomicrographs and quantification of i and jJ Congo-red stained peribronchial eosinophils and k and ] periodic
acid-Schiff-stained mucus-producing goblet cells. Airways with a perimeter of the basement membrane >800 um and <2000 ym are included.
Data are presented as mean+sp. n=8. Scale bars=100 um. *: p<0.05.

was included in the experiments. TDI, acetone and olive oil were purchased from Sigma-Aldrich (St.
Louis, MO, USA).

Bronchoalveolar lavage and tissue harvest
Bronchoalveolar lavage was performed and cell counts were measured as described previously. Lungs and
auricular lymph nodes were harvested and single cell suspensions were prepared [19].

Flow cytometry

All staining procedures were performed in PBS without calcium and magnesium containing 5 mM EDTA
and 1% bovine serum albumin. Bronchoalveolar lavage (BAL) cells were preincubated with FcR-blocking
antibody (anti-CD16/CD32, clone 2.4G2). Cells were stained with a combination of anti-mouse
fluorochrome-conjugated monoclonal antibodies against CD3 (145-2C11), CD5 (53-7.3), CD4 (GK1.5),
CD45 (30-F11), CD11b (M1/70), CD11c (N418), CD45R (RA3-6B2), CD90.2 (30-H12), Ly6G (1A8),
Siglec-F  (E50-2440), NKI.1(PK136), KLRGI1(2F1/KLRG1), Ly-6G/Ly-6C(Gr-1)(RB6-8C5), FceRla
(MAR-1), CDI127(A7R34) and T-cell receptor-B (H57-597). For cytoplasmatic interferon (IFN)-y
(XMG1.2), IL-13 (eBiol3A), IL-17 (17B7) or matched isotype staining, cells were stimulated with
ionomycin and phorbol 12-myristate 13-acetate, supplemented with brefeldin A and monensin at 37°C for
4 h. Cell subsets were analysed using an LSR Fortessa cytometer (BD Biosciences, San Jose, CA, USA) and
FlowJo software (Ashland, OR, USA). CD45" and CD45~ lung cells were sorted (>95% purity, data not
shown) using an OctoMACS separator and CD45 microbeads (Miltenyi Biotec, Bergisch Gladbach,
Germany).

Protein measurements
Blood was collected from the retro-orbital plexus and centrifuged (10 min, 1210xg) for the isolation of
serum. Total IgE measurement (BD OptEIA set mouse IgE) on serum was performed. IL-13, IL-33, IL-1a
and CCL5 levels were determined using ELISA (R&D Systems, Abingdon, UK) in supernatants of LN
cultures, in total lung homogenate and BAL supernatants (details on sample preparation are given in the
supplementary material).

Quantitative reverse transcriptase PCR

RNA was extracted using the miRNeasy mini kit (Qiagen, Hilden, Germany) and cDNA was prepared
with the miScript IT RT kit. miR-155 expression was determined with the miScript System (Qiagen) on a
LightCycler 96 detection system (Roche, Mannheim, Germany) and normalised based on the expression of
SNORD68 and SNORDY5. The expression of mouse IL-33 and HPRT was analysed using TagMan Gene
Expression assays.

Histology

To quantify eosinophils and goblet cells, lung sections were stained with Congo Red or periodic acid-
Schiff stain, respectively. Quantitative measurements were performed on an Axio Imager running
AxioVision software (Zeiss, Oberkochen, Germany). Haematoxylin and eosin (H&E) staining was executed
according to standard protocols [22, 23].

Airway hyperresponsiveness

48 h after the last instillation, airway hyperresponsiveness was measured as described previously [19]. A
“snapshot perturbation” manoeuvre was imposed to measure the resistance of the whole respiratory
system.

Analysis on human samples

Study population

Patient characteristics are described in table 1. Bronchial biopsies from nine nonatopic subjects, all
nonsmokers, with TDI-induced occupational asthma were studied. Biopsies from seven subjects were taken
at time of diagnosis, 2-22 days after their last TDI exposure. Biopsies from two subjects were taken
6 months after cessation of exposure to TDI. From one patient, biopsies were obtained both at time of
diagnosis and at 6 months after the last TDI exposure. The study conformed to the declaration of
Helsinki, and informed written consent was obtained from each subject.
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TABLE 1 Characteristics of study population

Subjects 9
Male/female 6/3

Age years 39 (26.5-47)
Atopy yes/no 0/9
Onset of asthma years 2 (0.5-4.5)
Exposure to TDI years 2.5 (2.25-25.75)
Interval between last exposure and biopsy days 21 (10.5-26)

Data are presented as n or median (interquartile range). TDI: toluene 2,4-diisocyanate.

Human sample processing and immunohistochemistry

Biopsies were processed as described previously [24, 25]. ILC2 were detected with specific antibodies
anti-CD3 and anti-GATA3 (supplementary material). Sections were counterstained with haematoxylin.
The number of positive cells was counted in the submucosal area up to 100 um below the basement
membrane. Positively stained cells were expressed as the number of cells per mm” of examined area.

In vitro human bronchial epithelial cell culture

Primary normal human bronchial epithelial cells (HBECs) were purchased from Lonza (Basel,
Switzerland) and primary HBECs were isolated in-house (supplementary material) from lung resection
specimens from three different never-smoking donors obtained from the Department of Respiratory
Medicine, Ghent University Hospital. Cells were grown in air-liquid interface (ALI) culture and on days
26 (donors) and 29 (Lonza), cells were exposed for 25 min to TDI (predissolved in ethylene glycol
dimethyl ether (EGDME)) or to vehicle (1/50 EGDME in Hanks’ buffered salt solution) on the apical side
of the culture. Cells were harvested for RNA extraction and supernatant was collected 6 h post-exposure.

Protein measurements and quantitative reverse transcriptase PCR

Protein measurements are provided in the supplementary material. Human IL-33 and TSLP mRNA levels
and reference genes HPRT1 and RPL13A were measured in HBECs with Bio-Rad PrimePCR SYBR Green
Assays (Hercules, CA, USA). miR-155/RNU48 cDNA was obtained with the TagMan MicroRNA Reverse
Transcription Kit (Applied Biosystems, Thermofisher Scientific, Foster City, CA, USA). LC480 Probes
Master (Roche) and TagMan microRNA assay primers were used for the PCR reactions.

Data analysis

Statistical analysis was performed using SPSS (version 25.0; IBM, Armonk, NY, USA). Nonparametric tests
(Kruskal-Wallis test and Mann-Whitney U-test) were used to compare different groups, according to the
standard statistical criteria. Values were reported as meantsp. p-values <0.05 were considered as
statistically significant.

Results

Isocyanate exposure in mice induces a predominant type 2 airway inflammation

To investigate the inflammatory responses towards TDI, mice were twice dermally sensitised, followed by
oropharyngeal challenges on days 15, 22 and 29 (figure 1a). AOO was used as a vehicle to dissolve TDI,
leading to three groups: AOO/AOO, AOO/TDI (only TDI airway challenge) and TDI/TDI (dermal and
airway TDI challenge). Mice exposed to TDI/TDI had higher numbers of total cells and eosinophils in
BAL compared to mice exposed to vehicle (figure 1b and c), which was also confirmed by flow cytometry
(data not shown). Mice exposed to TDI/TDI also displayed higher number of CD4" T-cells and ILCs
(figure 1d and e). To distinguish the Th-cell subsets as well as the three ILC subsets (IFN-y-producing
ILC1, IL-13-producing ILC2 and IL-17-producing ILC3 [26]), BAL cells were stimulated with phorbol
myristate acetate/ionomycin to measure intracellular cytokine production (gating strategy, see figure 1f).
All examined T-cell and ILC subpopulations were elevated after TDI/TDI exposure, with a predominant
increase in IL-13" CD4" Th2 cells and IL-13" ILC2 (figure 1g and h). The increase in ILC2 and ILC1/3
was confirmed in an independent experiment via alternative gating with CD127 and KLRGI
(supplementary figure Sla—c). Both ILC2 and Th2-cell percentages were significantly positively correlated
with the percentage eosinophils in BAL (supplementary figure S1d and e). In addition, ILC1 and Th1-cell
percentages were positively correlated with eosinophils, but less pronounced (data not shown). Regarding
neutrophils, no significant correlations with Th subsets or ILC subsets could be demonstrated (data not
shown). In the AOO/TDI group, most inflammatory markers tended to be intermediate between the fully
challenged group (TDI/TDI) and the vehicle-exposed group.
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In lung tissue, TDI exposure increased the numbers of peribronchial eosinophils and airway goblet cells
(figure 1i-1). ILC numbers in lung single-cell suspensions did not significantly change upon TDI exposure
(supplementary figure S1f).

GATA3'CD3" cells are present in bronchial biopsies of isocyanate-induced asthma patients

Since the presence of ILC2 had not yet been reported within the context of isocyanate-induced asthma, we
wanted to evaluate whether ILC2 are also present in airway samples of TDI-exposed human subjects.
Therefore, we performed an immunohistochemical double staining for GATA3 (expressed both in ILC2
and Th2 cells) and CD3 (specific for T-cells) to identify putative ILC2 in precious bronchial biopsies from
patients diagnosed with isocyanate-induced asthma (n=9). In biopsies taken at the time of diagnosis of
TDI-induced asthma (within 2-22 days after the last TDI exposure), GATA3"CD3™ cells (compatible with
ILC2) were detected in the airway submucosa in five out of seven patients (figure 2a and b). High
numbers of CD3" cells were present in biopsies (figure 2c). We found a weakly significant positive
correlation between eosinophils and the number of CD3" cells (R=0.6727, p=0.039) (supplementary
figure S1g), but not with the number of GATA3"CD3™ cells (putative ILC2, data not shown). However,
this does not exclude an association between ILC2 and eosinophils in the biopsies, since both the number
of identified cells as well as the number of samples was too low to have sufficient power. Remarkably,
GATA3"CD3 cells could not be demonstrated in biopsies from patients (n=3) after cessation of TDI
exposure for 6 months. In the patient from whom specimens were available at both time points, GATA3"
CD3" cells, presumably ILC2, were detectable at diagnosis, but disappeared after >6 months’ cessation of
TDI exposure, while the number of eosinophils was reduced (data not shown).

Isocyanate exposure can induce IL-33 expression in HBECs and in the mouse model of TDI

asthma

Given that IL-33 and TSLP activate ILC2 and promote the induction of type 2 responses, we next assessed
whether TDI can activate the epithelial-driven IL-33 or TSLP pathway by exposing HBECs to TDI or
vehicle. TDI exposure in commercially available HBECs (Lonza) led to an induction of IL-33 mRNA levels
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FIGURE 2 Immunohistochemical detection of GATA3'CD3™ cells and T-cells in human lung tissue.
a) Representative examples of immunohistochemistry for i] GATA3*CD3™ cells (in pink, black arrow) and CD3*
cells (in brown) at time of diagnosis in the submucosa of an asthmatic subject who developed asthma
symptoms after a period of exposure to toluene 24-diisocyanate (TDI). Original magnification x63;
ii] GATA3*CD3" cell (blue arrow) and GATA3*CD3~ cell (black arrow), CD3" cells in brown. Original
magnification x100. Quantification of b] GATA3"CD3™ cells and c] CD3" cells at time of diagnosis and 6 months
post-exposure. Data are expressed as mean#sp. n=3-6. Scale bars=20 um.

https://doi.org/10.1183/13993003.01289-2019 6


http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01289-2019.figures-only#fig-data-supplementary-materials
http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01289-2019.figures-only#fig-data-supplementary-materials
http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01289-2019.figures-only#fig-data-supplementary-materials

ASTHMA AND BASIC SCIENCE | E.E. BLOMME ET AL.

a b) cl *
*
037 —* 400007 o * by x
*
[0} [92] .

g . . 8. 3 ot
e.2 c < 30000 e.2 2 = a,a
% 0.2 24 R ° & "

2E £ + 2 0 s
[«] n £
EE E 3 20000 A . EE 005 o .
3 -
£Z 0.1 Q@ 22 o004 .
> [ i > 0.034q .
8% 2= 10000 QT
i = - 0.024| s
— 1 ]
= = 0014]e ’&:‘
U.O' 0' 000 T T T T
K] = o = = + -
g 5 g & B CD45 CD45
G S S & o535 o5 =
© g g °F SEE SEE
388 88°¢
d) e) f) *
*
@ 259 —* 1.0 1 8 5 - *
&< g _ . é,g 41 . *
g3 20 55T 081 . - 34 e
T ° 88 < 0 Se 27
5 & 151 5L 0.6 n o 5% 14
2o 8 < E R .
~ <C v O = S << Rl [ ]
B Z 107 53 049 BZ 04- .o :
x € 2xe T E 03 "
T 051 x E3 021 T 0.2 e
£ 0.1
0.0' 00' 00 T T T
L a S & B CD45+ CD45-
: < E & S s
= g ' - S EE 2QEE
288 g8°F

FIGURE 3 Interleukin (IL)-33 and microRNA (miR)-155 expression following toluene 2,4-diisocyanate (TDI)
exposure. a) I1L-33 mRNA levels were determined in vitro in human bronchial epithelial cells (HBECs) (n=3
technical replicates) and normalised to HPRT and RPL13A. Vehicle=1/50 ethylene glycol dimethyl ether in
Hanks’ buffered salt solution; b) murine IL-33 protein levels in lung homogenate and c] IL-33 mRNA
expression in murine sorted CD45" and CD45~ lung cells normalised to HPRT. d) miR-155/RNU48 mRNA
expression in HBEC, e] miR-155/snorD95 mRNA expression in murine whole-lung tissue and f] miR-155
mRNA expression in murine sorted CD45" and CD45™ lung cells normalised to SNORD95 and SNORD68. AOO:
acetone and olive oil. Murine data are expressed as mean+sp. n=6-8. *: p<0.05.

compared to vehicle control (figure 3a). Of note, in in-house isolated primary HBECs, the impact of TDI
on IL-33 expression varied between donors, as a similar trend was only observed for one out of three
donors (supplementary figure S2a). TSLP mRNA expression either tended to increase or decrease upon
TDI exposure, depending on the donor (data not shown).

In murine lung homogenates, IL-33 protein levels were significantly increased in response to TDI
(figure 3b). Murine IL-33 mRNA was predominantly expressed in the nonhaematopoietic (CD457)
compartment and was highest in the AOO/TDI group (figure 3c).

Isocyanate-induced airway inflammation is miR-155 dependent in mice

Since proliferation of lymphoid cells (including ILC2) is regulated by miR-155, a miRNA associated with
allergic airway inflammation [15], we evaluated the expression of miR-155 in HBECs and in the mouse
model of TDI asthma. TDI exposure in commercially available HBECs (Lonza) led to an induction of
miR-155 expression compared to vehicle control (figure 3d), yet this was less apparent using the in-house
generated HBECs (supplementary figure S2b). In mice, the expression of miR-155 was detectable in total
lung tissue and significantly higher in the haematopoietic (CD45") cell compartment compared to the
nonhaematopoietic (CD457) cell compartment (figure 3e and f). Interestingly, in the CD45 cell
compartment, miR-155 expression was upregulated in the AOO/TDI group. However, the miR-155
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expression in total lung tissue or LN was not significantly modulated by TDI exposure (figure 3e and
supplementary figure S2c). Considering the controversial role of miR-155 in asthma, we subsequently
evaluated the effect of miR-155 deficiency on isocyanate-induced type 2 airway inflammation by exposing
miR-155 KO and WT mice to vehicle or TDI. The number of TDI-induced eosinophils was strongly
reduced in miR-155 KO mice (figure 4a). Moreover, the TDI-induced increase in total and IL-13
producing CD4" T-cells and ILCs was significantly attenuated in TDI-exposed miR-155 KO mice
compared to WT mice (figure 4b—e). An attenuated increase in the number of IFN-y- or IL-17-producing
T-cells and IL-17-producing ILCs was also observed (supplementary figure S2d-g).

In lung tissue, peribronchovascular eosinophilic inflammation and airway goblet cell metaplasia upon TDI
exposure were significantly reduced in miR-155 KO mice compared to the corresponding WT mice (figure
4f and g). The TDI-induced inflammation in lung tissue in WT mice, visualised by H&E-staining, was
absent in miR-155 KO mice (figure 4h).

TDI-induced pulmonary expression of IL-33 and IL-1e, but not CCL5, is miR-155 dependent

To unravel the mechanisms underlying the attenuated inflammatory responses in the TDI-exposed
miR-155 KO mice, we investigated the expression of the type 2-promoting cytokines IL-33 and IL-1c. as
well as the T-cell and eosinophil-attracting chemokine CCL5 [27, 28]. The TDI-induced IL-33 protein
levels in lung homogenate of miR-155 KO mice were significantly decreased compared to the
corresponding TDI-exposed WT mice after combined dermal sensitisation and airway challenge (TDI/
TDI), but not after sole airway challenge (AOO/TDI) (figure 5a). IL-1o. protein levels also increased upon
TDI exposure compared to vehicle. Notably, IL-1a: expression was miR-155 dependent after AOO/TDI
exposure, but not after TDI/TDI exposure (figure 5b).

In addition, TDI exposure resulted in a strong increase of CCL5 expression compared to the vehicle group,
which was similar in WT and miR-155 KO mice (figure 5c).

Role of miR-155 in TDI-induced type 2 responses in lymph nodes and in serum IgE

To investigate type 2 responses in the lymph nodes, auricular lymph nodes of WT and miR-155 KO mice
were isolated and stimulated with concanavalin A; next, IL-13 protein levels were measured in the cell
culture supernatant. The auricular lymph nodes from TDI/TDI-exposed mice showed a significant increase
in IL-13, with no difference between the genotypes (figure 5d). TDI exposure led to elevated total IgE
levels in serum in WT mice, which was absent in the miR-155 KO mice (figure 5e).

Effect of miR-155 deficiency on isocyanate-induced airway hyperresponsiveness

To investigate the involvement of miR-155 in TDI-induced airway hyperresponsiveness, the peak
resistance in response to increasing concentrations of carbachol was measured in WT and miR-155 KO
mice. In the TDI/TDI group, there was a nominal increase in the peak resistance in WT mice, compared
to the vehicle-exposed control group and the AOO/TDI group. TDI exposure in the miR-155 KO mice did
not increase airway responsiveness (figure 5f).

Discussion

Diisocyanates such as TDI are highly reactive chemicals that can induce asthma upon workplace
exposures. In this study, we show a predominant type 2 inflammatory response with higher numbers of
Th2 cells and ILC2 in a mouse TDI asthma model, that is dependent on miR-155. In addition, we
demonstrated the presence of GATA3"CD3™ cells, presumably ILC2, in human bronchial biopsies of
subjects with diisocyanate-induced asthma. Together, these findings suggest a role for ILC2 and miR-155
in the pathogenesis of occupational asthma due to low molecular weight agents such as TDI.

Our TDI asthma model shows increased eosinophils in BAL, which is in line with observations in sputum
[29] and in bronchial biopsies [30] of human subjects. The inflammatory response was further
characterised by an increase in CD4" T-cells and all CD4" Th-cell subpopulations (IFN-y*, IL-13" and
IL-17%), as previously described in other TDI mouse models [7, 21, 31-36]. The prominent increase in
IL-13-producing T-cells, together with peribronchial eosinophilia and goblet cells, point to a predominant
Th2 type response. Moreover, we confirmed sensitisation by elevated total IgE in serum after TDI
exposure [6, 7, 21, 32, 33, 37]

The novelty of our research data is that we demonstrated that TDI challenge following dermal sensitisation
led to a rise in ILC subsets: IFN-y" ILC1, IL-13" ILC2 and IL-17" ILC3. In particular the ILC2 subset,
which is known to induce inflammation in mouse airways upon allergen exposure [26], was expanded. In
atopic asthmatics, increased numbers of ILC2 have been detected in sputum, BAL and blood [18, 38]. The
altered ILC2 numbers in BAL of our murine TDI asthma model suggest that this cell population might
also be involved in the pathogenesis of chemical-induced asthma. To address this hypothesis, we used very
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FIGURE 4 Absence of microRNA (miR])-155 attenuates toluene 2,4-diisocyanate (TDI)-induced inflammation.
Wild-type (WT) and miR-155 knockout (KO) mice were exposed to acetone and olive oil (AOO)/AQQ, AOO/TDI or
TDI/TDI. a) Total eosinophils were determined on cytospin. Bronchoalveolar lavage (BAL) cells were
stimulated for 4h with phorbol 12-myristate 13-acetate/ionomycin+protein transport inhibitors,
intracellular-labelled and analysed using flow cytometry: b] CD4" T-cells (CD45*, CD11¢™, CD11b~, CD45R™,
CD5", TCRB*, CD4"), cl interleukin (IL])-13" CD4" T-cells, d] innate lymphoid cells (ILCs) (CD45", Lin™ (CD11c™,
CD11b~, CD45R™, CD5-, TCRB7), CD3~, CD4™, CD90*) and e) IL-13" ILC. Data are representative of at least two
independent experiments and expressed as meantsp. n=8. *: p<0.05. Quantification of f] Congo-red stained
peribronchial eosinophils, g] periodic acid-Schiff-stained mucus-producing goblet cells and h)
photomicrographs of haematoxylin and eosin-stained lung tissue. Data are combined from two independent
experiments and represented as meanssp. n=13-18. Scale bar=100 um. *: p<0.05.
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FIGURE 5 Role of microRNA (miR]-155 in toluene 2,4-diisocyanate (TDI)-induced type 2 responses and airway
hyperresponsiveness. a] Murine interleukin (IL])-33 protein levels in whole-lung homogenate; b) IL-To protein
levels in whole-lung homogenate; and c] CCL5 protein levels in bronchoalveolar lavage (BAL). d) IL-13 protein
levels in the supernatants of concanavaline A-stimulated auricular lymph nodes (aurLN) and e)
immunoglobulin (Ig)E titres in serum were determined using ELISA. f] Airway resistance (R) of wild-type (WT)
mice or miR-155 knockout (KO) mice exposed to TDI or vehicle (acetone and olive oil (AOQ)/AQQ) was
measured in response to increasing doses of carbachol. There is no R-measurement in AOO/TDI miR-155 KO
group due to limited availability of miR-155 KO mice. a-e] Data are expressed as meantsp; e} data are
expressed as mean+sem. n=8-10. *: p<0.05.

unique and scarce biopsy specimens from patients with TDI-induced asthma [30] to investigate the
presence of ILC2. While increased numbers of activated T-cells and Th2 cytokines have already been
found in diisocyanate asthmatic individuals [39-41], we are the first to detect GATA3"CD3™ cells, possibly
ILC2, in bronchial biopsies from patients suffering from diisocyanate-induced asthma. In the three
biopsies of subjects who stopped exposure to TDI for 6 months, these GATA3"CD3™ cells could not be
detected. Although no firm conclusions can be drawn from this observative finding, it is noteworthy that
cessation of TDI exposure also decreased eosinophil numbers [30].

To investigate if IL-33, a known activator of Th2 and ILC2 [15], is an important factor upstream of
TDI-induced asthma, we exposed HBECs to a noncytotoxic TDI concentration and observed an increased
IL-33 mRNA expression in commercial HBECs compared with the control group, which corresponds with
an earlier report [42]. The response was donor-dependent in in-house generated HBECs. Interestingly,
IL-33 protein levels were detectable in our TDI asthma model and increased upon TDI exposure.
However, it is challenging to draw firm conclusions, since IL-33 is processed into mature bioactive forms
and because IL-33 also acts as a chromatin-associated nuclear factor, besides its proinflammatory cytokine
function [43, 44]. Thus, high levels of nuclear IL-33 do not necessarily mean that there is high secretion of
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bioactive IL-33. It remains to be investigated whether the interaction between epithelial cells and
inflammatory cells in our model could further perpetuate epithelial IL-33 release. It has been
demonstrated before that exposing airway epithelial cells (A549) to TDI or a co-culture of A549 with
blood neutrophils led to enhanced expression and release of epithelial folliculin, which is important in
airway epithelial integrity and survival [45]. A similar mechanism exists for aspirin-exacerbated respiratory
disease, where persistent airway inflammation is associated with eosinophil-epithelium interactions [46].

Previous studies have shown that the type 2 promoting cytokine TSLP is increased upon TDI exposure
and that blocking TSLP can reduce TDI-inflammation in murine models [47, 48]. However, in our HBEC
experiments, the TDI-induced changes in TSLP expression were donor-dependent.

miR-155 is a microRNA involved in regulating ILC2 function and allergic upper and lower airway
inflammation [15, 16, 49, 50]. In WT mice, miR-155 was mostly expressed in haematopoietic cells,
consistent with previous reports [17, 51]. We did not observe TDI-induced expression of miR-155 in lungs
or lymph nodes of WT mice, which contrasts with earlier findings of increased miR-155 expression in
lymph nodes of TDI-exposed mice [20], possibly due to the timing or experimental setup. Furthermore,
the vehicle itself, a mixture of acetone and olive oil, may have already modulated miR-155 expression
compared to untreated control mice, for example. Notably, miR-155 was detectable in nonhaematopoietic
cells in mice (highest in the AOO/TDI group) and increased in TDI-exposed human bronchial epithelial
cells (figure 3d), suggesting that it could play a role in epithelial responses to TDI.

OxovE et al. [52] reported that miR-155 is required for Th-cell recruitment. Correspondingly, we observed
that a deficiency in miR-155 attenuated the TDI-induced increase in Th-cells. In addition, we observed
that TDI exposure induces CCL5, an important T-cell chemoattractant, in a miR-155 independent way,
which corresponds with data from MatHesoN et al. [53] and MALMHALL et al. [54].

Our data correspond with the work from JoHansson et al. [15] and KNoLLE et al. [17], who demonstrated
that miR-155 deficient mice exhibit reduced ILC2 levels as well as IL-33. The IL-33 expression seems to be
a main driver of Th2 and ILC2 responses not only upon allergen exposure, but also upon isocyanate
exposure. How miR-155 actually affects IL-33 expression remains to be further investigated, but is likely
due to an indirect effect, since miRNAs downregulate the expression of specific targets.

Oxidative stress and transient receptor potential melastatin (TRPM)8 activation are potential mechanisms
leading to IL-33 release following TDI exposure [42, 55, 56]. Additionally, several damage-associated
molecular patterns and proinflammatory cytokines that could be associated with IL-33 release have been
found in models of TDI exposure, e.g. High mobility group box (HMGB)1, IL-6, tumour necrosis factor-o,
IL-1o and IL-1B [28, 48, 57-59]. We investigated the potential implication of IL-1 receptor signalling,
since this pathway (especially through IL-la) is upstream of IL-33 in a model of allergic airway
inflammation [60]. Interestingly, prevention of IL-1 signalling can attenuate airway hyperresponsiveness
and inflammation in a TDI model [28]. We demonstrated (similar to IL-33) an increase in IL-1o protein
levels upon TDI exposure. Notably, whereas TDI-induced IL-33 expression was decreased in
miR-155-deficient mice significantly for TDI/TDI (trend for AOO/TDI), IL-lo expression was only
miR-155 dependent after AOO/TDI exposure, suggesting a transient miR-155 dependency.

Whereas miR-155 deficiency clearly affected the number of IL-13-producing T-cells and ILC2 in the
alveolar compartment of TDI-exposed mice, lymph node cells derived from TDI-exposed WT and miR-155
KO mice produced similar amounts of IL-13 protein. This is in agreement with a previous report, where
ILC2 from miR-155 KO mice did not show a lower IL-13 production [17]. It remains unclear from our
experiments whether lung ILC2 in miR-155 KO mice are intrinsically affected, or (partly) because of
defects in local Th2-cell activation. Total IgE levels were reduced in miR-155 KO mice, which is probably
due to an intrinsic defect of miR-155-deficient B-cells in class switching [61] or due to the lower number of
ILC2 present. Indeed, ILC2 influence B-cell proliferation and antibody production [62].

TDI/TDI exposures tended to induce airway hyperresponsiveness. This response was completely abolished
in the miR-155 KO mice, which corresponds with the attenuated inflammation, including reduced
numbers of IL-13% T-cells and ILC2. This observation is in agreement with ZecH et al. [50], who showed
that microRNA-155 has a proinflammatory role in models of ovalbumin and house dust mite-induced
allergic airway inflammation and airway hyperresponsiveness.

A limitation of our study is that we used constitutive miR-155 KO mice, which may have some
developmental differences impacting our data. In future, an oropharyngeally delivered antagomir against
miR-155 could be tested. Yet, in an ovalbumin-induced model of asthma, uptake of this antagomir was
efficient in myeloid cells, but not in lymphocytes, and therefore failed to reduce airway inflammation [51].
Another limitation is that we had no access to fresh samples of isocyanate-asthmatic patients to perform
flow cytometric analysis for ILC subsets.
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In conclusion, this study demonstrates for the first time that ILCs are involved in TDI-induced
occupational asthma. We could identify GATA3"CD3~ cells, presumably ILC2, in bronchial tissue of
occupational asthma patients. Finally, we showed that miR-155 has a type 2 proinflammatory role in a
mouse model of TDI asthma. Together, these data suggest that ILC2 and miR-155 could be promising
therapeutic targets for subjects with occupational asthma due to low molecular weight agents such as TDI.
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