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IL-1 receptor antagonist ameliorates
inflammasome-dependent inflammation in
murine and human cystic fibrosis

Rossana G. lannitti', Valerio Napolioni!, Vasilis Oikonomou!, Antonella De Luca', Claudia Galosi’,
Marilena Pariano', Cristina Massi-Benedetti!, Monica Borghi!, Matteo Puccetti’, Vincenzina Lucidi?,
Carla Colombo3, Ersilia Fiscarelli?, Cornelia Lass-Flérl°, Fabio Majoz, Lisa Cariani3, Maria Russo?, Luigi Porcaro’

1

Gabriella Ricciotti4, Helmut Ellemunter®, Luigi Ratclif’, Fernando Maria De Benedictis8, Vincenzo Nicola Talesa,
Charles A. Dinarello®10, Frank L. van de Veerdonk'01 & Luigina Romani'

Dysregulated inflammasome activation contributes to respiratory infections and pathologic
airway inflammation. Through basic and translational approaches involving murine
models and human genetic epidemiology, we show here the importance of the different
inflammasomes in regulating inflammatory responses in mice and humans with cystic fibrosis
(CF), a life-threatening disorder of the lungs and digestive system. While both contributing to
pathogen clearance, NLRP3 more than NLRC4 contributes to deleterious inflammatory
responses in CF and correlates with defective NLRC4-dependent IL-1Ra production. Disease
susceptibility in mice and microbial colonization in humans occurrs in conditions of genetic
deficiency of NLRC4 or IL-1Ra and can be rescued by administration of the recombinant
IL-1Ra, anakinra. These results indicate that pathogenic NLRP3 activity in CF could be
negatively regulated by IL-1Ra and provide a proof-of-concept evidence that inflammasomes
are potential targets to limit the pathological consequences of microbial colonization in CF.
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n patients with cystic fibrosis (CF), a vicious cycle of airways

infection, inflammation and tissue damage is responsible for

the progressive decline of pulmonary function.The pulmonary
innate response in CF is dysregulated at several levels, resulting in
inefficient bacterial clearance and contributing to lung disease
associated with CF!. Studies have documented an altered balance
of inflammatory/anti-inflammatory cytokines in CF?, providing
evidence that targeting specific inflammatory/anti-inflammatory
pathways is a valid therapeutic strategy in CF>%,

Dysregulated inflammasome activity is a key mediator of
infections and airway inflammation in lung diseases®. Indeed,
NLRP3 inflammasome activity is involved in host response to
acute lung infections, but also during progression of several
chronic pulmonary diseases®. Assembly of these intracellular
danger sensors triggers pyroptosis and secretion of bioactive
interleukin (IL)-1f and IL-18 that are central to processes
mediating lung inflammation®. Both bronchial epithelial cells
(ECs)” and haematopoietic cells® are source of IL-1f production
in CF (between 2.8 and 32ngml~! in sputum from CF
children)®. IL-1 signalling triggers the activation of pathogenic
IL-17A-secreting T cells, thus critically modulating the
Th17/ regulatory T (Treg) cell balance!®. This balance is
essential for the efficient control of Aspergillus fumigatus
colonization and diseases in CF>, where the colonization by the
fungus is common and may lead to fungal sensitization,
bronchitis, allergic bronchopulmonary aspergillosis (ABPA)!!
and FEV1 worsening!?. Pathogenic Th17 cells accounted for
the inherent susceptibility to aspergillosis in CF due to an
exuberant inflammatory response that compromises the host’s
ability to control the infection®. Preventing NLRP3 activation and
reducing IL-1B secretion reduced infection severity in chronic
granulomatous disease! as well as CF'%. Thus, despite the key
role in host protection against the fungus'41>, the inflammasome/
IL-1 pathway is tightl()y regulated to avoid an excessive
inflammatory pathology®.

Similarly, despite a clear protective role for IL-1R signalling’
and NLRC4 (refs 17-19) in the innate immunity against
Pseudomonas aeruginosa, the most common pathogen in
CF, deregulated inflammasome signalling also aggravates
P. aeruginosa pneumonia in CF?° and non-CF?! conditions.
The fact that P. aeruginosa has adopted mechanisms to inhibit
NLRC4-mediated caspase-1 activation?? further suggests the
importance of this pathway against Gram-negative bacterial
pneumonia. Thus, the inflammasome may represent a potential
target to limit the pathological consequences of pulmonary
infections in CF.

In the present study, we determine the relative contribution of
different inflammasomes to infection and inflammation in CF
mice, assessed the therapeutic efficacy of the recombinant IL-1R
antagonist (IL-1Ra), anakinra, and evaluated whether genetic
variations in the inflammasome/IL-1RI signalling could
contribute to microbial colonization and inflammation in human
CF. We found that NLRP3 more than NLRC4 contributes to
IL-1B-dependent inflammation in murine and human CF.
Pathogenic NLRP3 activity, however, is negatively regulated by
IL-1Ra, thus providing a therapeutic angle to ameliorate the
pathological consequences of microbial colonization in CF.

Results

Dysregulated inflammasome activity in murine CF. To evaluate
inflammasome activity in murine CF, we infected Cftr”~ and
C57BL/6 mice intranasally with A. fumigatus or intratracheally
with P. aeruginosa and evaluated IL-1B, IL-lao and IL-18
production, caspase-1 cleavage and expression of NLRP3 or
NLRCH4 for their involvement in response to both A. fumigatus>®
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and P. aeruginosa'’>2, We found a significant increased

production of IL-1o and IL-1B, but not IL-18, (Fig. 1a,b) and
of the cleaved fragment of procaspase-1 (Fig. 1c) in the lungs of
Cftr™~ than C57BL/6 mice during either infection. On assessing
NLRP3 or NLRC4 gene (Fig. 1d) or protein (Fig. le) expression, it
was found that NLRP3 expression was robust during the first
week of either infection with a decline thereafter. In contrast, the
expression of NLRC4 persistently increased in C57BL/6 mice
through the infection. Differently from what observed in C57BL/6
mice, NLRP3 expression persistently increased in Cftr”~ mice,
while NLRC4 expression was not sustained (Fig. 1d,e and
Supplementary Fig. 1). Confirming previous findings?4, AIM2
was upregulated in infection and particularly in Cftr”’~ mice,
while NLRP6 was not (Supplementary Fig. 2). As
phosphorylation on Ser 533 by PKC3 could be required for
NLRC4 activity?®, we did immunostaining with a specific
anti-phospho (p)NLRC4 antibody to reveal that pNLRC4
expression paralleled that of NLRC4 on ECs from C57BL/6
mice but not Cftr/~ mice in which pNLRC4 could not be detected
(Fig. le). Immunohistochemistry of the lungs (Fig. 2a,b) and
studies done on purified cells isolated from naive lungs (Fig. 2¢,d)
confirmed that NLRP3 expression was higher in ECs and m)reloid
(alveolar macrophages and neutrophils) cells from Cftr”"than
C57BL/6 mice, while pNLRC4 expression was inherently lower,
particularly in Cftr”/"ECs (quantified in Supplementary Fig. 1).
These results indicate that NLRP3 and NLRC4 are differentially
regulated during infection in Cftr/~mice compared with C57BL/6
mice, pNLRC4 activation being defective in Cftr/~ECs.

At variance with NLRP3, whose activation by A. fumigatus
hyphal fragments has been reported?®, the activation of
NLRC4 by the fungus is a novel finding that deserved further
investigation. On assessing the kinetics of protein expression of
NLRC4 and NLRP3 in RAW245.7 cells exposed to live conidia
and/or several fungal molecules, we found that NLRC4 was
maximally expressed after 2h of exposure to decline thereafter
(Fig. 3a) at the time at which NLRP3 expression was maximally
induced (Fig. 3a); fungal polysaccharides (both o-and B-glucan)
and not other cell surface proteins or lipoproteins activated
NLRC4 (Fig. 3b), a finding suggesting that NLRC4 activation
likely occurs in concomitance with conidia germination, while
NLRP3 is activated by escaping hyphae. Activation of NLRC4 can
be mediated by cytosolic bacterial flagellin?®?” and/or its cognate
recognition by TLR5 (ref. 19) and involves members of the
immune sensors NAIPs (NLR family, apoptosis inhibitory
proteins) family?®. By resorting to siRNA-mediated gene
knockdown in vitro (Fig. 3c) and in vivo (Fig. 3d), we found
that the activation of NLRC4 in response to the fungus was,
similar to flagellin, both TLR5- and NAIP5-dependent and
involved NF-kB signalling and not NAIP2. Both TIr5 and Naip5
expressions failed to upregulate in the lungs of Cftr”~ as opposed
to C57BL/6 mice (Fig. 3e), a finding that may account for the
defective NLRC4 activation in CF. However, the defective NLRC4
phosphorylation in CF could be restored by blocking the
increased calcium signalling of CF airway epithelia (Fig. 3f)%°, a
finding pointing to the complexity of NLRC4 activation in vivo
during infection. Indeed, despite similarity, the activation of
NLRC4 in response to A. fumigatus or P. aeruginosa appears to be
different, as A/] mice were as susceptible as NLRC4-deficient
mice to A. fumigatus but not to P. aeruginosa infection
(Supplementary Fig. 3a).

NLRP3 and NLRC4 activity is non-redundant in lung infections.
To unravel the functional activity of either NLRP3 or NLRC4 in
these infection models, we assessed Nlrp3~/~ or Nlrc4”~ mice for
susceptibility to either infection and inflammasome activity.
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Figure 1| Dysregulated inflammasome activity in murine CF. C57BL/6 and Cftr —/ ~mice (n=6 for all groups) were infected intranasally with live A.

fumigatus conidia or P. aeruginosa and assessed for IL-1B, IL-18 and IL-1o gene expression and cytokine production in lung homogenates of A. fumigatus-
(@) or P. aeruginosa- (b) infected mice at different days post-infection (dpi) by RT-PCR and specific ELISA; (¢) Caspase-1 cleavage by immunoblotting with
specific antibodies and corresponding pixel density ratio normalized against corresponding B-actin; Nirp3 and Nirc4 gene expression (d) by RT-PCR in lung
tissues and protein expression (e,f) by lung immunofluorescence staining with anti-NLRP3 antibody followed by anti-rabbit TRICT (e) and (f) anti-NLRC4
antibody and anti-phospho(p)NLRC4 followed by anti-rabbit TRICT and anti-hamster FITC. Cell nuclei were stained blue with DAPI. Representative images
were acquired with a high-resolution Microscopy Olympus DP71 with a x 20 objective. Scale bars, 200 um, inset 50 um. Note the expression on lung

epithelium cells in the inset. Scanning densitometry was done with Image Lab 3.1.1 software. Data are representative (immunoblotting) or pooled from three
experiments and presented as mean % s.d. for all bar graphs. *P<0.05, **P<0.01, ***P<0.001, ****P<0.0001, C57BL/6 versus Cftr*/’ mice at different
dpi, Two-way ANOVA, Bonferroni post hoc test. For NLRP3 or NLRC4 quantification, see Supplementary Fig. 1.
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Figure 2 | Different NLRP3 and NLRC4 expression in lung cells from CF mice. C57BL/6 and Cftr —/ ~ mice (n = 6 for all groups) were infected intranasally
with live A. fumigatus conidia or P. aeruginosa and assessed for (a) NLRP3 and (b) NLRC4 protein expression in the lungs and lung epithelial and myeloid
cells (magnified in the insets) by immunohistochemistry. Cell nuclei were counterstained with haematoxylin. Representative images of two independent
experiments were acquired with a x 20 and x 60 (inset, using EVOS FL Color Imaging System) objective. Scale bar, 200 pm. Immunofluorescence staining
with (¢) NLRP3 followed by anti-rabbit TRICT or (d) pNLRC4 and NLRC4 of epithelia cells and macrophages purified from lungs and neutrophils from the
peritoneal cavity of C57BL/6 and Cftr ~/~ uninfected mice exposed in vitro to LPS -+ ATP, flagellin, A. fumigatus live conidia or P. aeruginosa. Cell nuclei were
counterstained blue with DAPI. Images were acquired a high-resolution Microscopy Olympus DP71 using a x 100 objective. Scale bar, 12.5 um. For number
of cells with positive NLRP3 or NLRC4 expression quantification, see Supplementary Fig. 1.
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Figure 3 | The TLR5/NAIP5 pathway of NLRC4 activation is defective in murine CF. RAW 247.3 macrophages were exposed to (@) A. fumigatus live
conidia before the assessment for NLRP3 or NLRC4 protein expression at different times by immunoblotting with specific antibodies or to (b) various
fungal antigens for 2 h at 37 °C before NLRC4 protein expression by western blotting. (¢) Cells were pretreated with specific siRNA for TIr5, Naip2, Naip5 or
scrambled siRNA (siScram) or the NF-«xB inhibitor SN50 (100 uM), exposed to Aspergillus conidia or flagellin for 2 h at 37 °C and assessed for NLRC4
protein expression by western blotting. All immunoblots were normalized against the corresponding B-actin. (d) C57BL/6 mice were given siRNA
intranasally twice, 2 days before and 3 days after the infection before the assessment of NLRC4 protein expression at 4 dpi. (e) TIr5, Naip2 and Naip5
expression by RT-PCR in lungs of C57BL/6 and Cftr =/~ mice infected with A. fumigatus or P. aeruginosa (n=6 for all groups) 3 days before. (f) NLRC4
and phospho(p)NLRC4 expression in purified lung marcrophages from C57BL/6 and Cftr /'~ mice stimulated with live A. fumigatus conida or P. aeruginosa
at the ratio cells:microbes (1:1) in the presence of EDTA at 37 °C. The expression of pNLRC4 was normalized against the corresponding B-actin. Data
pooled from three experiments and presented as mean * s.d. for all bar graphs. *P<0.05, ***P<0.001, ****P<0.0001, None versus infected mice, Two-

way ANOVA, Bonferroni post hoc test.

NIrp3™~ mice showed increased resistance to either infection, as
revealed by the reduced fungal or bacterial load (Fig. 4a), IL-1B
production (Fig. 4b) and lung inflammatory cell recruitment
(Fig. 2c). Only when infected with a high number of Aspergillus
conidia were Nlrp3~~ mice more susceptible and unable to restrict
fungal growth and inflammatory pathology (Supplementary
Fig. 4). In contrast, Nlrc4”/~ mice were less efficient in
restraining either the fungal or bacterial growth (Fig. 4a), despite
elevated IL-1B production (Fig. 4b). Moreover, these mice were
unable to control the local inflammatory cell recruitment (Fig. 4c)
and succumbed to the P. aeruginosa infection (Fig. 4d).
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In addition, blocking Nlrp3 with siRNA increased resistance to
Aspergillus infection in both C57BL/6 and Cftr~ mice, as revealed
by decreased lung colony-forming units (CFUs; Fig. 4e) and
pathology as well as decreased positive staining for terminal
deoxynucleotidyl transferase-mediated deoxyuridine triphosphate
nick-end labelling (TUNEL; Fig. 4f), a marker of both
apoptotic and pyropoptotic cell death®. In contrast, blocklng Nirc4
did not affect the susceptibility of C57BL/6 or Cftr”’~ mice
(Fig. 4e(f). Similar results were obtained with P. aeruginosa
infection (Supplementary Fig. 5). These data suggest that
NLRP3 and NLRC4, despite having overlapping functions, may

5


http://www.nature.com/naturecommunications

ARTICLE

NATURE COMMUNICATIONS | DOI: 10.1038/ncomms10791

a b
A.fumigatus A.fumigatus "
5.0 400 H
o = .
§ 4.0 % @: @I E 300 x
2 5] ol 0 a 2
T 3.0 . I £ 200
N BF =
g 20 . i 2y 100
1.0 . . . 0 . . i [
C57BL/6 Nirp3™~ Nirc4™~ C57BL/6 Nirp3™~ Nirc4™~
[J3dpi W7dpi 14 dpi [ Naive [] 3dpi M 7 dpi
5.0 P.aeruginosa 400 P.aeruginosa H
o — T
o -
g 4.0 @ 8 g s £ 300 :
£ 30 : £ 200
& % i =
2 20 i g = 100 ﬁl J
-
1.0 . - . 0 . = -
C57BL/6 Nirp3™~ Nirc4™~ C57BL/6 Nirp3™ Nirc4™~
O3dpi @7dpi @14 dpi [INaive []3dpi M 7 dpi
d ) e
A.fumigatus C57BL/6
100 7 DO000000000000000000 5.0
< 80 240
2 60 = % f i
2 .
@ 40 csreuem 5 201w .
2 5 Nip3~~E 2 20 i
Nirc47- 1l -~ ]
0+ . . . . Y 1.0 T T T T
i ] &
dpi 0 4 8 12 16 >20 & $\\Q Q éqé‘
) e P
P.aeruginosa cftr”-
100 0000 5.0 m
Lo . 13
5 5 4.0 E» . =
< 60 5 H =
o 3.0
3 40 Cs7BL6 @ S !
B3 Nip3™”©® 220 =
20 Nirc4a-@ -~
0+—— — 1.01— . - .
i <} )
dpi 0 4 8 12 16 >20 éé‘ ‘ \;\‘Q ' \\\\«0 c,&&
N N éq,

C57BL/6

A.fumigatus Naive

P.aeruginosa

-

siNIrp3 None

siNIrc4

siScram

Figure 4 | NLRP3 and NLRC4 are non-redundantly activated in lung infections. C57BL/6, Nirp3~/~ and Nirc4 —/~ mice (n=6 for all groups) were
infected intranasally with live A. fumigatus conidia or P. aeruginosa and assessed for (a) fungal or bacterial growth at different dpi; (b) IL-1B production
in BAL fluids (¢) and lung histology at 7 dpi (periodic acid-Schiff staining) (% of neutrophils in the bronchoalveolar lavage are shown in the insets).
(d) Survival, (e) fungal growth and (f) lung histology of C57BL/6 and Cftr — ~ mice infected with A. fumigatus conidia and treated with specific Nirp3, Nirc4
siRNA or scrambled siRNA. Fungal growth (log CFU, mean % s.d.) and histology were assessed at 7 dpi In f, periodic acid-Schiff staining and increased
deposition of DNA on lung parenchyma cells on TUNEL staining. Cell nuclei were stained blue with DAPI. Representative images of two independent
experiments were acquired using EVOS FL Color Imaging System with a x 40 objective for histology (Scale bar, 100 um) and a high-resolution Microscopy
Olympus DP71 using a x 20 objective for TUNEL (Scale bar, 50 um). Data pooled from three experiments and presented as mean * s.d. for all bar graphs.

*P<0.05, **P<0.01, ***P<0.001, ****P<0.0001, C57BL/6 versus N/rp3’/’

, Nirc4 =/~ or Cftr =/~ mice at different dpi (a,b) or untreated (none) versus

siRNA treated mice (e), Two-way (a,b) and One-way ANOVA (e) Bonferroni post hoc test.

have a different role in these lung infections whereby NLRP3
may contribute to pathogenic inflammation in the relative
absence of NLRC4. As such, these results are consistent with the
high or low susceptibility to bacterial or fungal pneumonia
observed in mice with a high or low inflammasome activity,
such as I1r8/~ and IlIr17~ mice, respectively!41:31:32 in
which we found that NLRP3 expression was more robust in the
former than in the latter (Supplementary Fig. 6). Thus,
IL-1RI signalling leading to NLRP3 activation may promote
deleterious inflammation in response to A. fumigatus and
P. aeruginosa in CF.

NLRC4 induces IL-1Ra that dampens NLRP3 activity. The
protective action of NLRC4 in Gram-negative bacterial
pneumonia is mostly carried out in cooperation with NLRP3 to
drive robust IL-1B signalling?33. However, the precise
mechanism(s) by which NLRC4 mediates its effects in the lung
remains to be determined. IL-1Ra is a potent suppressor of
inflammasome activity*®. Although most intracellular IL-1Ra
remains in the cytoplasm of cells, some isoforms may be released
from airways ECs in some conditions and may act as extracellular
receptor antagonists of IL-1RI (ref. 35). We have evidence that
NLRCH4 activation in response to Candida albicans resulted in a
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sustained production of IL-1Ra capable of restraining NLRP3
activity®®. Should this mechanism be operative in the lung, thlS
would suggest that NLRP3 expression is sustained in Nlrc4™/~

well as Illra”~ mice and that NLRC4 contributes to IL- 1Ra
production in either bacterial or fungal pneumonia. We observed
a robust Nirp3 gene (Fig. 5a) and protein (Fig. 5b) expression in
Nirc4™~ or Illra™ (Fig. 6m) infected mice as well as the major
contribution of NLRC4 to IL-1Ra production. Indeed, the levels
of IL-1Ra were sustained in vitro (Fig. 5¢) and through the course
of either infection in vivo (Fig. 5d) in C57BL/6 but not Cftr™’~
mice and NLRC4, more than NLRP3, contributed to this
sustained production (Fig. 5d). Accordingly, IL-1Ra was
deficient upon blocking TLR5 and NAIP5, both in vitro and
in vivo (Supplementary Fig. 7ab), as well as in A/] mice
(Supplementary Fig. 3b) and was associated with increased IL-1f
production and inflammatory responses. The opposing findings
observed with flagellin (Supplementary Fig. 7a,b), further suggest
the protective role of the TLR5/NLRC4 axis in infection.
Altogether, these results suggest that NLRC4 and IL-1Ra
deficiencies may contribute to NLRP3-mediated pathogenic
inflammation in CF and that limiting NLRP3 via IL-1Ra could
be of benefit in CF mice.

Anakinra protects from infections and inflammation. These
observations prompted us to investigate whether anakinra would
ameliorate lung 1nﬂammatory pathology in CF. We treated
C57BL/6 and Cftr”~ mice infected with either Aspergzllus or
Pseudomonas with 10 mgkg ~ ! anakinra, a dose known to mimic
human therapeutic dosages and to be pharmacologically active in
mice!>3%, Anakinra significantly increased survival of Cftr~~ mice
to P. aeruginosa infection (Fig. 6a) while reducing bacterial
burden (Fig. 6b), neutrophil recruitment and lung damage
(Fig. 6¢c). In addition, anakinra reduced caspase-1 cleavage

(Fig. 6d), IL-1p production (Fig. 6e) and lung NLRP3
expression (Fig. 6f). Slmilar results were obtained in
Aspergillus-infected ~ Cftr/~mice  (Fig. 6g-k). Of interest,

anakinra greatly increased the resistance to A. fumigatus
infection (Fig. 6l), while decreasing NLRP3 express1on
(Fig. 6m), of the highly susceptible IlIra’~ mice.
Mechanistically, regulation of NLRP3 expression by anakinra
occurs at posttranslational level via the ubiquitin proteasome
system (Supplementary Fig. 8), a degradation pathway known to
regulate NLRP3 half life’”. Altogether, these results indicate that
by impairing neutrophil recruitment, anakinra may ameliorate
lung pathology, without adversely affecting pathogen clearance.
Of great interest, anakinra treatment was apparently more potent
than the inhibition of IL-1B by a neutralizing antibody
(Supplementary Fig. 9), a finding suggesting that the beneficial
effect of anakinra may go beyond inflammasome inhibition.

In this regard, autophagy is a mechanism involved in the
intracellular ~defense against both A. fumigatus’®>* and
P. aerugznosa4° is defective in CF*!' and is induced by
anakinra'®. We monitored the effects of anakinra on autophagy
induction in response to live conidia or bacterla in lung
macrophages purified from C57BL/6 or Cftr”’ mice. Anakinra
restored the defective autophagy in CF cells, as seen by LC3
immunofluorescence (Fig. 7a) and immunoblotting (Fig. 7b).
Through autophagy, anakinra also increased the microbicidal
activity of macrophages (Fig. 7c). Autophagy is activated by ROS
and inhibited by chloroquine, a lysosomotropic agent that
inhibits the fusion of autophagosome with lysosome and
lysosomal protein degradation*?. Accordingly, the anakinra
activity was inhibited by chloroquine and the NADPH oxidase
inhibitor diphenyleneiodonium DPI*?, thus indicating that
anakinra activates the autophagy/lysosomal degradation
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Figure 5 | NLRC4 produces IL-1Ra. C57BL/6, Nirp3~/ =, Nirc4 =/~ and
Cftr=/~ mice (n=6 for all groups) were infected intranasally with live
A. fumigatus conidia or P. aeruginosa. NLRP3 gene (a) and protein

(b) expression by RT-PCR or immunofluorescence staining (anti-NLRP3
antibody followed by anti-goat TRICT secondary antibody) of lungs at 7 dpi.
Cell nuclei were stained blue with DAPI. Representative images of two
independent experiments were acquired with a high-resolution Microscopy
Olympus DP71 using a x 20 objective. Scale bar, 200 pm, inset 50 um.
IL-1Ra production (quantified by specific ELISA) in (¢) supernatants of
purified lung epithelial cells exposed to the different stimuli, with and
without 2mM of EDTA for 6 h at 37°C and (d) lung homogenates at
different dpi. Data are representative (immunofluorescence) or pooled from
three experiments and presented as mean £ s.d. for all bar graphs.
*P<0.05, **P<0.01, **P<0.001, ***P<0.0001, C57BL/6 versus
NIrp3=7=, Nlrc4 =/~ and Cftr =/~ mice at different dpi. Two-way ANOVA
Bonferroni post hoc test. For NLRP3 quantification, see Supplementary Fig. 1.
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Figure 6 | Anakinra protects Cftr ~/ ~mice from infections and NLRP3 inflammation. C57BL/6 and Cftr~/ ~ mice (n=6 for all groups) were infected
intranasally with live A. fumigatus conidia or P. aeruginosa and treated with anakinra (100 mgkg ~ per day) throughout the infection. (a,g) Survival, (b,h)
microbial growth (log CFU, mean £ s.d.), (c,i) lung histology (periodic acid-Schiff staining) and reduced deposition of DNA on lung parenchyma cells by
TUNEL; (d) caspase-1 cleavage by immunoblotting with specific antibodies (scanning densitometry was done with Image Lab 3.1.1 software. Representative
of three independent experiments and corresponding pixel density ratio normalized against actin); (ej) IL-1B levels in lung homogenates; NLRP3 protein
expression by immunofluorescence staining (f) and immunoblotting (k) of lungs of anakinra-treated mice. Assays were done at 7 dpi. (I) Fungal growth
(log CFU, mean £ s.d.) and (m) lung histology (periodic acid-Schiff staining and NLRP3 immunofluorescence staining in the inset) of A. fumigatus-infected
and anakinra-treated I/lra~/ ~ mice. Representative images of two independent experiments were acquired using EVOS FL Color Imaging System

with a x 40 objective for histology (Scale bar, 100 um) and a high-resolution Microscopy Olympus DP71 using a x 20 objective for TUNEL and
immunofluorescent staining (Scale bar, 200 pm, inset 50 um). Data pooled from three experiments and presented as mean * s.d. for all bar graphs.
*P<0.05, **P<0.01, ***P<0.001, anakinra treated versus untreated mice (none), One-way ANOVA (b,h), Two-way ANOVA (e,j) Bonferroni post hoc test
and two-sides Student's t-test. (I) For NLRP3 quantification, see Supplementary Fig. 1.

pathway. However, the anakinra activity was also inhibited by
lactacystin, a known inhibitor of the proteasomal degradation
pathway*. Thus, the activity of anakinra seems to rely on both
the autophagy and the proteasome system, two cooperative and
complementary degradation pathways*>. Consistently, anakinra
modified the intracellular routing of live conidia on phagocytosis.

We followed the intracellular localization of green fluorescent
protein (GFP)-conidia on lung macrophages purified from
C57BL/6 and Cftr”"mice by determining the colocalization and
quantifying the degree of overlap with either the lysosomal-
associated membrane protein 1 (LAMP1) or the 20S proteasome
of protein degradation. Figure 7d shows that phagocytosed GFP-
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conidia rapidly (at 5min) colocalized with LAMPI in either type
of macrophages. Colocalization was increased by anakinra.
However, at 45min, anakinra reduced the colocalization with
LAMP1, while it increased the colocalization with the 20S
proteasome (Fig. 7d). Consistent with the regulation of NLRP3
expression (Supplementary Fig. 8), the proteosomal degradation
pathway in RAW cells (Fig. 7e) and in CF-HBE cells (Fig. 7f) was
promoted by anakinra. Thus, anakinra not only controls the
intracellular routing of pathogens upon phagocytosis through
autophagy, but also reduces and NLRP3’s half-life possibly via the
proteasome system, and therefore controls both pathogen
clearance and inflammation.

Anakinra inhibits inflammasome activation in human CF. To
assess whether anakinra would also be able to inhibit NLRP3
activation in human CF bronchial ECs (CF-HBE), we evaluated
NLRP3 and NLRC4 protein levels in primary HBE from non-CF
patients and CF patients*® after 4h of exposure to A. fumigatus,
P. aeruginosa and/or anakinra. NLRP3, but not NLRC4,
expression was increased in the presence of a pathogen in CF-
HBE compared to control cells. Anakinra reduced the intensity of
NLRP3 staining (Fig. 8a) and, concurrently, IL-1 production
(Fig. 8b) without significantly affecting NLRC4 staining. Of
interest, the levels of IL-1Ra were significantly lower in CF-HBE
(Fig. 8c) and CF expectorates (Fig. 8d) as compared with controls,
a finding indicating a defective NLRC4 activity in human CF.

NLRC4 and ILIRN polymorphisms affect microbial colonization.
To assess whether genetic variants in the inflammasome/IL-1RI
signalling pathway, and particularly genetic NLRC4 deficiency, are
risk factors for specific microbial colonization in CF, we evaluated
nine gene variants (four in NLRC4, two in NLRP3, one in IL1B and
one in ILIRN) in 284 CF patients (Supplementary Table 1). These
variants were successfully genotyped in the samples (genotyping
rate 94.3-100%), without displaying any deviation from the Hardy-
Weinberg Equilibrium (Supplementary Table 2). Linkage dis-
equilibrium (LD) analyses of the single-nucleotide polymorphisms
(SNPs) in NLRC4 and NLRP3 (2 = 0.03), failed to reveal the pre-
sence of significant LD blocks (Supplementary Fig. 10). For A.
fumigatus colonization, significant associations were found for
NLRC4 ACTT haplotype (odds ratio (OR) =2.930, P=0.025) and
for NLRC4 15212704 G/G genotype (OR=0.303, P=0.030;
Table 1). To establish the functional effects of these SNPs we
evaluated NLRC4 expression in lung expectorates from genotyped
CF patients. The AA genotype at rs212704, the CC genotype at
rs455060, the TT genotype at the rs7562653 and the TT genotype at
rs385076 show a reduction in NLRC4 expression level compared
with other genotypes (Fig. 8e). Therefore, genetic NLRC4 defi-
ciency, but not NLRC4 sufficiency (rs212704), predisposes CF
patients to Aspergillus colonization. No significant associations were
found between Aspergillus colonization and the other genetic var-
iants (Supplementary Tables 3-6) and no significant gene-gene
interaction was detected (Supplementary Table 7). For P. aerugi-
nosa colonization, no significant association was detected either at
haplotype and single marker level (allele and genotype) tests
(Supplementary Tables 8-11). However, on performing the gen-
eralized-multifactor dimensionality reduction analysis, two sig-
nificant gene-gene interaction models (Table 1), involving NLRC4
and ILIRN gene variants, significantly increased the risk of Pseu-
domonas  colonization (NLRC4 15212704 x ILIRN VNTR,
OR=3.018, Sign test P=0.001; NLRC4 rs212704 x NLRC4
rs385076 x ILIRN VNTR, OR = 4.212, Sign test P = 0.001; Fig. 8f).
These data indicate that genetic deficiency of NLRC4, either alone
or in combination with IL-IRIN, could be a risk factor for specific
microbial colonization in the lungs of patients with CF.

Discussion

The present study shows that the interplay between NLRP3 and
NLRC4 governs host innate immune response and inflammation
to colonizing microbes in murine and human CF. As infections
have a negative impact on pulmonary functions in CF?,
categorizing microbial colonization versus infection may help
stratify CF patients for preventive treatment. NLRP3 activation
contributed to neutrophil recruitment in both A. fumigatus and
P. aeruginosa infections, a finding confirming the contribution of
NLRP3, either alone!*?? or in association with other cytoplasmic
sensors®4, to the inflammatory responses in the lung. However,
inflammation and tissue damage were greatly reduced in Nlrp3~/~
infected mice and NLRP3-dependent neutrophil infiltration and
proinflammatory cytokine responses were associated with disease
severity in conditions of unrestrained NLRP3 activity, such as in
highly susceptible 111r8 /=, IlIra”'~ or Nlrc4”~ mice. NLRP3
activity was instead defective in IlIr1”~ mice, in which the
attenuated IL-1B production was concomitant with a reduced
disease severity during infections. While it is conceivable that the
net functional activity of NLRP3 in the lung is also contingent, at
least for A. fumigatus, on the fungal load (Supplementary Fig. 4),
the fungal strain and route of infection!>?4, our results indicate
that the NLRP3 inflammasome is tightly regulated to avoid its
aberrant activation®.

Indeed, NLRP3 was significantly increased in murine and
human CF cells and its inhibition ameliorated inflammatory
pathology in murine experimental infections and attenuated
IL-1B production in human CF cells. The increased NLRP3
inflammatory response could be intrinsic to cells lacking CFTR due
to the mitochondrial Ca?* perturbation?’. However, we found
that NLRP3 activity could also be counteracted by the sustained
production of IL-1Ra, to which NLRC4 greatly contributed. Several
lines of evidence suggest an important function of NLRC4 for
caspase-1 activation in response to intracellular as well as
extracellular ~ Gram-negative bacterial infection of the
lung!71821:27_ Activation of NLRC4 can be mediated by cytosolic
bacterial flagellin®®?” and/or its cognate recognition by TLR5
(ref. 19), or be flagellin-independent through the type III secretion
system'®48, In addition, activation of NLRC4 occurs after the
assembly with members of the immune sensors NAIPs family?®
that control ligand-dependent oligomerization of NLRC4 and may
involve phosphorylation of the serine residue 553 by PKCo
(ref. 25). In pulmonary P. aeruginosa infection, NLRC4 activation
occurs through the participation of members of the NAIPs
family?® via an intact type III secretion system that mediates the
cytosolic translocation of flagellin or Prg]-like rod proteins!®224,
In aspergillosis, we found that NLRC4 activation occurs through
the TLR5/NAIP5/NF-kB-dependent pathway. Because both Tir5
and Naip5 expressions failed to upregulate in the lungs of CF mice,
decreased expression of TLR5 was observed in CF macrophages™’,
and TLR5 gene variations influenced CF lung function®!, these
findings may account for the defective NLRC4 activation in CF.
However, NLRC4 activation was also sensitive to calcium
signalling. How the TLR5/NAIP5 and calcium signalling
pathway specifically interact in NLRC4 activation and how it is
affected by CFTR deficiency is unknown. However, it is intriguing
that a Ca?* flux occurs downstream TLR5 activation®’ and
tyrosine phosphorylation of PKCS is calcium dependent®.
Whatever the case, the increased [Ca?t]i and Ca2+—dependent
signalling, known to promote NLRP3 activation®, actually
restrains NLRC4 activation, a finding further pointing to the
different regulation of either inflammasome in Aspergillus
infection.

The defective NLRC4 activity observed in murine and human
CF is a novel finding that may open new perspectives in the
pathogenesis and therapy of inflammatory lung diseases in CF.
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Nlrc4™~ mice produced more IL-1p and developed a more severe
inflammatory response and tissue damage in both infections,
despite their ability to restrict the pathogen growth, as already
shown?!. Disease susceptibility was dependent on NLRP3-driven
inflammation, suggesting that NLRC4 may act as a negative
regulator of NLRP3. Although the role of CFTR in myeloid cells is
being appreciated®™, we have found that defective NLRC4
activation in murine and human CF ECs resulted in an
impaired production of IL-1Ra, which has the capacity to
inhibit NLRP3 inflammasome activation. Although typically
secreted by monocytes and PMNs, bioactive IL-1Ra isoforms
could also be released from ECs in some conditions and may
represent a mechanism by which IL-1 bioactivity is locally
modulated®. However, as NLRC4 also regulates IL-18
production®®, the low levels of IL-18 (this paper) and,
consequently, of IFN-y*> observed in CF could represent an
additional mechanism by which NLRC4 regulates infections and
inflammation in the respiratory tract.

Altogether, these findings point to the many similarities but
also striking differences between NLRP3 and NLRC4 and add a
layer of specificity to the innate immune response against the
different pathogens that could be therapeutically exploited.
A recent Cochrane review’’ has provided no definitive
conclusions on the safety and efficacy of the various
immunosuppressive, anti-inflammatory drugs among patients
with CF. Different from the anti-tumour necrosis factor
approaches, associated with infectious complications, treatment
with IL-1Ra has demonstrated an excellent safety profile, with no
adverse reactions or superinfections with long-term treatment>$,
Anakinra decreased neutrophil infiltration, ameliorated tissue
damage and inflammation against both A. fumigatus and
P. aeruginosa infection, while decreasing NLRP3 activity in
both murine and human CF. This occurred through the
lysosomal pathway, through which pathogen clearance was
promoted, and the ubiquitin/proteasomal degradation pathway
through which NLRP3 activity was specifically controlled. Thus,
anakinra appears to fulfill the requirement of an ideal
immunomodulatory molecule capable of exerting pathogen
control with minimum pathology. In addition, a recent report
suggests that IL-1a, which is released when ECs become necrotic
due to hypoxia, also significantly contributes to neutrophilic
infiltration in the lungs of CF mice and this could be ameliorated
by the use of anakinra®®. IL-1o can induce IL-1p and results in an
autoinflammatory loop that is also dependent on caspase-1
activation. Therefore, since anakinra will block both the effects of
IL-1B and IL-la and in addition has impact on several key
inflammatory mechanisms such as NLRP3 inflammasome
activation and autophagy, anakinra might be beneficial in CF
by targeting multiple pathogenic mechanisms.

Finally, in line with the functional experimental data, the
genetic analysis supports the role of NLRC4 in determining
the state of microbial colonization of CF patients. In particular,
the significant association of the intronic SNP rs212704 in
NLRCH4, leading to defective NLRC4 expression, with A. fumigatus
colonization in CF patients suggests the presence of an
‘immunogenetic’ background predisposing CF patients to specific
microbial colonization. Moreover, consistent with the different
activation of NLRC4 by Aspergillus or Pseudomonas, the
gene-gene interaction analyses clearly showed that NLRC4 SNPs
act synergistically with ILIRN VNTR® to increase the
susceptibility to P. aeruginosa colonization. Notably, the
opposite (protective) allele ILIRN*2 has been greviously
associated with higher IL-1Ra and lower IL-1P release®.

In conclusion, our study shows that the elucidation of
pathogenic, inflammasome-dependent mechanisms at the mole-
cular level may help the development of novel strategies for patient
stratification and personalized tailored approaches in human CF.

Methods

General experimental approaches. No samples, mice or data points were
excluded from the reported analyses. No randomization procedure was
implemented, however, mice were randomly assigned to group allocation at the
time of purchase to minimize any potential bias. No blinding was applied on
harvesting cells after the treatments.

Mice. Six to 8-week female mice were used in all experiments. C57BL/6 mice were
purchased from Charles River (Calco, Italy) and genetically engineered homozygote
Cftr™'= (Cftr '1Un) mice gut-corrected on C57BL/6 background®! were bred under
specific pathogen-free conditions at the Animal Facility of San Raffaele Hospital,
Milan, Italy. Nlrp3~~, Nirc4”~ and Illra~~ mice on the C57BL/6 background were
bred under specific pathogen-free conditions at the Animal Facility of the University
of Perugia, Perugia, Italy. Breeding pairs of Nlrc4/~were obtained from Genetech
(South San Francisco, CA, USA). Breeding pairs of NIrp3~~ were obtained from
Dr Alessandra Mortellaro (Singapore Immunology Network, Agency of Science,
Technology and Research, Biopolis, Singapore). I11r8 /-and Il1r1”"mice on the
C57BL/6 background were bred under specific pathogen-free conditions at the
Animal Facility at the Humanitas Hospital, Milan, Italy.

Infections and treatments. Viable conidia (95%) of A. fumigatus (AF293) were
obtained by growth on Sabouraud dextrose agar (Difco Laboratories, Detroit, MI,
USA) supplemented with chloramphenicol for 5 days at room temperature. Mice
were anaesthetized by intraperitoneal injection of 2.5% avertin (Sigma Chemical
Co, St. Louis, MO) before intranasal instillation of a suspension of 2 x 10 resting
conidia per 20 ul saline and/or flagellin (Sigma-Aldrich) at 100 ng per 20 pl saline.
For P. aeruginosa infection, clinical P. aeruginosa strain, isolated from a patient,
was obtained from the Diagnostic Unit of Microbiology from the University of
Perugia. The bacteria were grown for 3 h to reach exponential phase. Next, the
bacteria were pelleted by centrifugation (2,700g, 15 min), washed twice with sterile
PBS and the OD of the bacterial suspension was adjusted by spectrophotometry at
600 nm. The intended number of cfu was extrapolated from a standard growth
curve. Appropriate dilutions with sterile PBS were made to prepare the inoculum
before intranasal instillation of 3 x 107 CFU per mice. Mice were monitored for
fungal growth and histology. Microbial growth was expressed as log;o CFU per

Figure 7 | Anakinra promotes the autophagy and proteasomal degradation pathway. (a) Autophagy on purified lung macrophages from C57BL/6 or
Cftr =/~ mice stimulated with Aspergillus conidia or P. aeruginosa in the presence of 10 ug ml ~1 anakinra and incubated with anti-LC3 antibody followed by
PE secondary antibody. Representative images (original magnification, x 40) are shown. DAPI was used to detect nuclei. Numbers refer to % positive cells.
Scale bar, 12.5 pm. (b) Density of bands from western blots of LC3b-I and Il in homogenates of lungs of naive, Aspergillus- or Pseudomonas-infected
untreated (none), or infected and anakinra-treated mice at 7 dpi. (¢) Conidiocidal activity of RAW264.7 cells pretreated with DPI, 3-MA, lactacystin or
chloroquine before the exposure to live A. fumigatus resting conidia for 2 h in the presence of anakinra. Conidiocidal activity refers to inhibition of CFUs
(expressed as mean percentage  s.d. for all bar graphs, data pooled from three experiments). Each treatment had no effects on fungal growth in the
absence of effector cells. *P<0.05, ****P<0.0001, pretreated versus anakinra 10 pgml = only, one-way ANOVA, Bonferroni post hoc test.

(d) Immunofluorescence imaging of purified alveolar macrophages from lungs of C57BL/6 or Cftr /'~ mice after in vitro exposure to GFP-conidia at 37 °C
for 2 h and chasing for 15 and 45 min. Formaldehyde-fixed cells were incubated with primary antibodies against Lamp1 or 20S followed by secondary anti-
rabbit IgG-TRITC antibody. Nuclei were counterstained with DAPI. Images were acquired using EVOS FL Color Imaging System with x 40 objective. Shown
are merged images of cells (a single cell is magnified in the inset) pulsed with GFP-conidia and red-stained for each compartment. Shown are
representative data from three independent experiments.(e f) RAW 247.3 (e) and HBE (f) cells from control or CF patients were stimulated with Aspergillus
conidia in the presence of anakinra for 4 h and the amount of pmols of proteolytic activity was analysed with the proteasome activity assay kit (Abcam)
Shown in the insets the relative slope with error bars representing the mean £ s.d. *P<0.05, ***P<0.001, None versus anakinra, Student’s t-test.
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organ, mean * s.d. For histology, paraffin-embedded sections (3-4 pm) were
stained with Periodic acid-Schiff (PAS). BAL fluid collection was done as descri-
bed>. Differentials were determined by examination of cytocentrifuge slides after
May Grunwald Giemsa staining (Sigma-Aldrich). Histology sections and cytospin
preparations were observed using EVOS FL Color Imaging System (Fisher
Scientific) and images were captured using high-sensitivity monochrome Sony
ICX285AL CCD camera. Mice were treated intraperitoneally, from the day of

infection until the end of the experiment, with anakinra 10 mgkg ~ !, daily, given
the half-life of IL-1Ra of 6-8 h (ref. 62) or with 10 pug per mouse anti-IL1[ antibody
(RD systems, clone 30311) intranasally at the day of the infection and continuing
every other day throughout the experiment.

Cell preparation and culture. RAW264.7 cells (ATCC) were grown in RPMI 1640
medium supplemented with 1% Pen-Strep, 10 mM L-glutamine, 1% HEPES
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(Lonza, Basel Switzerland), 40 mgml ~ 1 gentamicin (Fisiopharma), 0,1%
B-mercaptoethanol (Gibco, Thermo Scientific) and 10% FCS (Invitrogen,

Life Technologies) at 37 °C in 5% CO,. Lung ECs were isolated from total lung cells
by washing and resuspending lung fragments in prewarmed HBSS with

0.1 mgml ~ ! DNase I and incubated at 37 °C for 1h to allow enzymatic digestion.
After blocking enzymatic activity with the addition of FBS the residues were
magnetically separated with magnegtic beads (Miltenyi Biotech). Macrophages
were isolated after 2 h plastic adherence at 37 °C. Neutrophils were positively
selected with magnetic beads (Miltenyi Biotech) from the peritoneal cavity of
uninfected mice 8 h after the intraperitoneal injection of 1 ml endotoxin-free 10%
thioglycollate solution. Cells were plated in an 8-well culture slide or 12-well
culture plate and stimulated for 4h at 37 °C with 10 pgml ~! flagellin, 10 pgml ~ !
LPS (Sigma-Aldrich), live Aspergillus conidia or P. aeruginosa at the ratio cells:-
microbes (1:1) or fungal antigens (10 ugml ~1)®3, ATP (Sigma-Aldrich), 2 mM,
was added 30 min before the end of the experiment. EDTA 2 mM was added at the
same time as the infection. Cells were then fixed with 4% paraformaldyde and
stained with anti-NLRP3 (Cat. Number ab4207, Abcam) followed by goat
anti-mouse Alexa Fluor 555 (Clone Poly4053, Biolegend) or anti-pNLRC4
(Genetech) followed by polyclonal anti-hamster FITC (Sigma-Aldrich) and Ipaf
(Cat. Number 06-1125, Millipore) followed by polyclonal anti-rabbit TRITC
(Sigma-Aldrich). All primary antibodies were used at the concentration of
0.5pgml~! and secondary TRICT or FITC coniugated antibodies at 1 pgml .
Images were acquired using a fluorescence microscope (BX51 Olympus) with a
% 20 objective and the analySIS image processing software (Olympus).
4'-6-Diamino-2-phenylindole (DAPI, Molecular Probes, Invitrogen Srl., Milan,
Italy) was used to counterstain tissues and to detect nuclei. A minimum of 100 cells
were counted per group and the percentages indicating the number of cells
showing either NLRP3 or PNLRC4 localization was obtained. Cell extracts were
analysed by western blotting and supernatants for IL-1Ra content by ELISA. For
NLRP3 half-life experiments, cycloheximide, 40 pg ml~ 1, treatment was carried
out, with or without 10 pgml ~! anakinra, at various time points in 0% FBS
medium, on RAW264.7 cells stimulated with LPS (10 pgml ~!) for its ability to
increase NLRP3 half-life3” and/or MG132 (20 pgml Dy or leupeptin (20 pgml ~ b,
Cell lysates were assessed for NLRP3 protein expression by western blotting.

siRNA design and delivery. The Integrated DNA technologies-pool duplexes of
predesigned siRNA (NIrp3, dupex name: MMC.RNALN010552.12.1, Nlrc4 dupex
name: MMC.RNALN010552.12.1, TIr5 duplex name: (MMC.RNALN016928.12.1),
Naip2 duplex name: (MMC.RNALNO010872.12.1) and Naip5 duplex name:
(MMC.RNAILN010870.12.1) were purchased from IDT (TEMA ricerca, Italy). For
in vivo studies, each mouse was lightly anaesthetized by inhaled diethyl ether, then
given intranasal administration of unmodified siRNA (10 mgkg ~1) or equivalent
doses of nonspecific control siRNA duplex in a volume of 20 pl of duplex buffer
(IDT, Tema ricerca). It is known that lung-specific siRNA delivery can be achieved
by intranasal administration without the need for viral vectors or transfection
agents in vivo®. Intranasal siRNA was given twice 2 days before infection or 3 days
after infection. For in vitro studies, specific predesigned siRNA was transfected into
RAW264.7 macrophages using TransIT-TKO Transfection Reagent (Mirus) and
incubated for 24 h (as indicated by preliminary experiments performed at 12, 24 or
48h) at 37°C in 5% CO,. The efficiency of gene silencing was assessed by RT-PCR
at 48h in unstimulated cells (Supplementary Fig. 11). Cells were pretreated with
the 100 uM NF-kB inhibitor, SN50 (Calbiochem) for 30 min.

Immunofluorescence and immunohistochemistry. The lung was removed and
fixed in 10% phosphate-buffered formalin, embedded in paraffin and sectioned at
5pm. Sections were then rehydrated and after antigen retrieval in citrate buffer
(10 mM, pHS6), sections were fixed in 2% formaldehyde for 40 min at room tem-
perature and permeabilized in a blocking buffer containing 5% FBS, 3% BSA, and
0.5% Triton X-100 in PBS. The slides were then incubated at 4 °C with primary
antibodies anti-NLRP3 (Cat. Number ab4207, Abcam) or anti-pNLRC4 (Genetech)
and anti-NLRC4 (Cat. Number 06-1125, Millipore). After extensive washing with
PBS, the slides were then incubated at room temperature for 60 min with secondary
antibodies, for NLRP3 goat anti-mouse Alexa Fluor 555 (Clone Poly4053

Biolegend) for pPNLRC4 polyclonal anti-hamster FITC (Sigma-Aldrich) and for
NLRP4, anti-rabbit TRITC (Sigma-Aldrich). Nuclei were counterstained with
DAPI. Corresponding average immunofluorescence intensities of NLRP3 and
NLRC4 were calculated by using Image ] software calculated on 142 x 142

pixel area®. For immunohistochemistry, sections were incubated overnight with
anti-NLRP3 (Abcam) or polyclonal NLRC4 (Millipore) followed by biotinylated
secondary antibodies. Cells were counterstained with hematoxylin or DAPI to
detect nuclei. For intracellular routing of conidia, purified alveolar macrophages
were plated in complete medium into chambered coverglass (Lab-Tek/Nunc;
Thermo Scientific) in a temperature-regulated environmental chamber and
exposed to GFP-conidia (at a 1:4 cell/conidia ratio), in serum free RPMI-1640
medium and time chased at 45 min. After washout, cells were fixed, permeabilized
and incubated at 4 °C with primary antibodies produced in rabbit against LAMP1
or 208 (Sigma-Aldrich) as described®. After extensive washing with PBS, the cells
were incubated at room temperature for 60 min with 1:400 secondary anti-rabbit
IgG-TRITC antibody (Sigma-Aldrich). All images were acquired using a
fluorescence microscope. BX51 Olympus with a x 20, x 40 and x 100 objective
with the analySIS image processing software (Olympus) or EVOS FL Color
Imaging System with a x 40 and X 60 objective.

Terminal deoxynucleotidyl transferase-mediated deoxyuridine triphosphate
nick-end labelling of lung sections. The lungs were fixed in 4% buffered paraf-
ormaldehyde, pH 7.3, for 36 h and embedded in paraffin. Sections were depar-
affinized, rehydrated and treated with 0.1 M citrate buffer, pH 6.0, for 20 min in a
water bath, washed and blocked in 0.1 M Tris/HCI buffer, pH 7.5, supplemented
with 3% bovine serum albumin and 20% FCS. The slides were then incubated with
fluorescein-coupled dUTP and TUNEL enzyme (Roche Diagnostics) in the pre-
sence of terminal deoxynucleotidyl transferase. The samples were then washed with
PBS, incubated for 10 min at 70 °C to remove unspecific binding. The sections were
mounted and analysed by fluorescent microscopy using a x 40 objective.

Autophagy. For autophagy on lung cells, 1 x 10° purified alveolar macrophages
were stimulated on glass slides in 24 multiwell plates with A. fumigatus live conidia
or P. aeuginosa and incubated for two at 37°C in 5% CO,. Cells were incubated
with 1:200 diluted anti-LC3 antibody (Cell Signaling Technology) overnight at
4°C in PBS containing 3% normal bovine serum albumin, incubated with
anti-rabbit-PE secondary antibody (Sigma-Aldrich), and fixed for 20 min in PBS
containing 4% paraformaldehyde. Images were acquired using the Olympus BX51
fluorescence microscope with a x 40 objective and analySIS image processing
software (Olympus). DAPI was used to detect nuclei. An equal amount of cell
lysate in 2 x Laemmli buffer (Sigma-Aldrich) was probed with rabbit anti-LC3b-I
or anti-LC3b-II antibody (Abcam) for immunoblotting.

Proteasome assay. For studying proteasome activity, cells were plated on a 12-well
cell culture plate and stimulated with Aspergillus conidia in the presence of anakinra
for 4h at 37 °C. After incubation cells were lysed with NP-40 lysis buffer and the
amount of pmols of proteolytic activity was analysed with the proteasome activity
assay kit (Abcam) that takes advantage of the chymotrypsin-like activity, utilizing an
AMC-tagged peptide substrate (Proteasome Substrate (Succ-LLVY-AMC in DMSO)),
which releases free, highly fluorescent AMC in the presence of proteolytic activity.

Conidiocidal activity. RAW264.7 cells were plated on 96-well cell culture plate in
supplemented RPMI medium. Cells were pretreatment for 30 min with either

2.5 uM chloroquine (an acidophilic weak base that inhibits endosomal
acidification), 5 pg ml ! brefeldin A (to inhibit the vacuolar pathway), 50 pM
lactacystin (to inhibit proteasomal degradation), 5mM 3-MA (to inhibit
autophagy), 2 pgml~! DPI (to inhibit reactive oxygen species generation) and
50 uM rapamycin (to induce autophagy), exposed for 2h t010 ugml =1 of
anakinra and stimulated with live A. fumigatus resting conidia for 2h (10:1
cells/fungus ratio). Inhibition of CFUs (expressed as mean percentage *s.d.),
referred to as conidiocidal activity, was determined as described®3.

Figure 8 | Anakinra inhibits inflammasome activation in human CF. (@) NLRP3 or NLRC4 staining of human bronchial epithelial (HBE) cells homozygous
for AF508 mutation and control cells exposed to P. aeruginosa or A. fumigatus conidia at cells:microbes ratio of 2:1, and/or 10 pg ml ~ of anakinra. Images
were acquired using the Olympus BX51 fluorescence microscope with a x 40 objective. Scale bar, 12.5 um. DAPI was used to detect nuclei. Representative
images of two independent experiments from three patients. Histograms indicate per cent of human bronchial epithelial cells with positive NLRP3 or
NLRC4 expression. (b) IL-1B or (¢) IL-1Ra in the supernatants of HBE cells from control or two CF patients exposed as above and (d) IL-1Ra levels in
expectorates from control or CF patients (ELISA). (e) NLRC4 expression by RT-PCR of CF patients carrying diverse genotypes at rs212704, rs455060,
rs7562653 and rs385076. (f) Best three-factor model. Dark grey and light grey boxes correspond to the high- and low-risk genotype combinations,
respectively. The left and right bars within each box correspond to Pseudomonas+ and Pseudomonas™, respectively. The top number above each bar is the
sum of scores for the corresponding group of individuals. The heights of the bars are proportional to the sum of scores in each group. Data pooled from two
experiments and presented as mean % s.d. for all bar graphs. *P<0.05, **P<0.01, ***P<0.001, treated versus untreated (none) (a,b) or control versus CF
patient (¢, d), Two-way ANOVA (a-c) Bonferroni post hoc test and two-sides Student's t-test (d).
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Human bronchial epithelial cells. HBE cells, homozygous for the AF508 muta- ~ CO, (as indicated by preliminary experiments). Cultures growing on culture

tion and its isogenic wild type were obtained from lung transplants (CF patients) or  slides were fixed for 20 min in PBS containing 4% paraformaldehyde then

lung resections (non-CF patients) from and cultured as described*®. Cells were incubated with human anti-NLRP3 at 4 °C in PBS containing 3% normal bovine
maintained at 37 °C in a humidified incubator in an atmosphere containing 5% serum albumin, washed and incubated with anti-mouse-TRITC secondary

CO,, and the experiments were done 5 days after plating. Cells were exposed to antibody (Sigma-Aldrich). Images were acquired using the Olympus BX51

A. fumigatus conidia or P. aeruginosa at cells:microbes ratio of 2:1, and treated fluorescence microscope with a x 40 objective and the analySIS image processing

with 10 pgml ~! anakinra or vehicle. Cells were incubated for 4h at 37°C in 5%  software (Olympus). DAPI was used to detect nuclei.
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Table 1 | Haplotype (a) and genotype (b)* association study between NLRC4 and Aspergillus infection; (c)' best models assessed
by the GMDR for one to five-way combinations, to test gene-gene interactions in determining Pseudomonas infection.
(a)
NLRC4Haplotype: NLRC4 SNPs Asp — Asp + OR P value
rs212704 rs455060 rs7562653 rs385076
H1 A T @ C 122 (40.8%) 34 (47.6%) Reference
H2 G C T T 72 (24.1%) 20 (28.0%) 0.875 0.729
H3 G T C C 39 (13.1%) 8 (10.8%) 0.812 0.644
H4 G C C T 32 (10.7%) 1 (1.4%) 0.169 0.177
H5 G C C C 11 (3.8%) 1 (1.4%) 0.387 0.452
H6 A T T C 8 (2.7%) — 0.000 0.268
H7 A C T T 5 (1.7%) 4 (5.3%) 2,930 0.025
H8 A T T T 4 (1.4%) 1 (1.4%) 0.854 0.995
H9 A T C T 1(0.4%) 1(1.4%) 4.879 0.234
H10 G C T C — 1 (1.4%) 9.98%¢ + 013 0.149
®)
Status NLRC4 rs212704 A/G OR (P-value) G/G OR (P-value) Global P-value
A/A (%) A/G (%) G/G (%)

Asp — 39 (22.9%) 83 (48.8%) 48 (28.2%) 0.996 (0.174) 0.303 (0.030) 0.071
Asp + 9 (25.0%) 23 (63.9%) 4 (11.1%)

NLRC4 rs455060 C/T OR (P-value) T/T OR (P-value) Global P-value
Status C/C (%) C/T (%) T/T (%)
Asp — 20 (12.2%) 90 (54.9%) 54 (32.9%) 0.750 (0.778) 0.774 (0.951) 0.881
Asp + 6 (15.4%) 21 (53.9%) 12 (30.8%)

NLRC4 rs7562653 C/T OR (P-value) T/T OR (P-value) Global P-value
Status C/C (%) C/T (%) T/T (%)
Asp — 83 (46.6%) 79 (44.4%) 16 (9.0%) 1.161 (0.691) 1.009 (0.900) 0.924
Asp + 15 (37.5%) 21 (52.5%) 4 (10.0%)

NLRC4 rs385076 C/T OR (P-value) T/T OR (P-value) Global P-value
Status C/C (%) C/T (%) /T (%)
Asp — 61 (35.1%) 86 (49.4%) 27 (15.5%) 1.334 (0.260) 0.643 (0.274) 0.415
Asp + 1 (28.2%) 24 (61.5%) 4 (10.3%)
©
Model TBA Sign Test (P) CVC OR (95% C.1.)
NLRC4 rs212704 0.516 6 (0.377) 9/10  2.150 (0.955-4.841)
NLRC4 rs212704 x ILIRN VNTR 0.607 10 (0.001) 10/10 3.018 (1.464-6.219)
NLRC4 rs212704 x NLRC4 rs385076 x ILIRN VNTR 0.612 10 (0.001) 10/10 4.212 (1.981-8.957)
NLRC4 rs212704 x NLRP3 rs10925026 x ILIRN VNTR x IL1B rs1143627 0.530 7 (0.172) 6/10  6.024 (2.795-12.986)
NLRC4 rs212704 x NLRC4 rs7562653 x NLRP3 rs10925026 x ILIRN VNTR x IL1B rs1143627 0.519 6 (0.377) 9/10 12.622 (5.429-29.346)
SNP, single-nucleotide polymorphism; CVC, cross-validation consistency; TBA, testing balanced accuracy.
*Association tests were carried out using UNPHASED?*! adjusting for sex and age at sampling. Significant results are shown in bold.
fSignificant interaction models are shown in bold.
1Global haplotype test, P value =0.092.

Reverse transcriptase-PCR and ELISA. The levels of cytokines in lung
homogenates and supernatants were determined by ELISAs (R&D Systems).
Real-time RT-PCR was performed using the BioRad CFX96 System and SYBR
Green chemistry (BioRad). Cells were lysed and total RNA was reverse transcribed
with cDNA Synthesis Kit (BioRad), according to the manufacturer’s instructions.
Amplification efficiencies were validated and normalized against GAPDH. The
thermal profile for SYBR Green real-time PCR was at 95 °C for 3 min, followed by 40
cycles of denaturation for 30s at 95°C and an annealing/extension step of 30s at
60 °C. Each data point was examined for integrity by analysis of the amplification
plot. The messenger RNA (mRNA)-normalized data were expressed as relative gene
mRNA in treated compared with untreated experimental groups or cells.

Western blotting. Blots of cell lysates were incubated with antibodies against the
following proteins: Caspase-1p10 (M-20 Cat. Number sc-514, Santa Cruz
Biotechnology), NLRP3 (Cat. Number ab4207, Abcam), NLRC4 (Cat. Number
06-1125, Millipore) and pNLRC4 (Genetech), LC3b-I or LC3b-II (Abcam) followed
by IgG-HRP-conjugated secondary antibody (Sigma-Aldrich) after separation in
12% Tris/glycine SDS gel and transfer to a nitrocellulose membrane. Normalization
was performed probing the membrane with mouse-anti-B-actin antibody
(Sigma-Aldrich). Chemiluminescence detection was performed with LiteAblotPlus
chemiluminescence substrate (Euroclone S.p.A), using the ChemiDocTM XRS +
Imaging system (Bio-Rad), and quantification was obtained by densitometry image

14

analysis using Image Lab 3.1.1 software (Bio-Rad). Images have been cropped for
presentation. Full size images are presented in Supplementary Figs 12-14.

Human studies

Patient data. A prospective multicenter longitudinal genetic association study
involving 284 patients of Caucasian origin who had a proven diagnosis of CF
(CFTR genotyping, sweat testing and clinical phenotype) was performed
(Supplementary Table 1). Clinical records from each patient were reviewed and
clinical data including age, gender, lung function testing, measures of nutrition,
microbiological findings and vital status were abstracted. A. fumigatus or

P. aeruginosa positivity was defined as the presence of persistent positive Asper-
gillus cultures, but negative galactomannan and no immunological responses or
persistent, for at least 6 months, Pseudomonas, respectively.

SNPs selection and genotyping. Patients provided a blood specimen for DNA
isolation performed using the QIAamp DNA Mini (Qiagen, Milan, Italy) following
the manufacturer’s instructions and stored at — 20 °C. Supplementary Table 1
SNPs in NLRC4 and NLRP3 were selected based on their ability to tag surrounding
variants in the HapMap-CEU population of the International HapMap project,
NCBI build B36 assembly HapMap phase III (http://www.hapmap.org).
Haplotype-based tagging SNPs were selected by assessing LD blocks from the genes
of interest with a pairwise correlation coefficient r? of at least 0.80 and a minor
allele frequency higher than 5% in the HapMap-CEU population. In addition, the
rs1143627 SNP in IL1B and the 1,2 variable number of tandem repeats (VNTRs) in
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ILIRN were also studied. SNP genotyping was performed by KASPar assays
(KBiosciences, Hertfordshire, UK) according to manufacturer’s instructions
using Applied Biosystems 7500 Fast qPCR system (Life Technologies, Milan, Italy).
The ILIRN VNTR polymorphism (86-bp repeat in intron 2) was analysed as
previously described®. The PCR products were analysed by 2% agarose gel
electrophoresis. Genotyping sets comprised randomly selected replicates of
previously typed samples and two negative controls (water). Concordant
genotyping was obtained for >99%.

Statistical analysis. Data are expressed as mean * s.d. Horizontal bars indicate
the means. Statistical significance was calculated by one or two-way ANOVA
(Bonferroni’s post hoc test) for multiple comparisons and by a two tailed Student’s
t-test for single comparison. Since the distribution of levels tested by
Kolmogorov-Smirnov normality test turned out to be non-significant. We
considered all P values <0.05 significant. The data reported are either
representative from three representative experiments (histology, immunofluoresce,
TUNEL and western blotting) or pooled otherwise. The in vivo groups consisted of
4-6 mice per group. Data were analysed by GraphPad Prism 4.03 program
(GraphPad Software). No statistical method was used to predetermine sample size.
For human data, Hardy-Weinberg equilibrium (HWE) was tested using Haploview
v4.2. LD analysis was performed using Haploview, and defining LD blocks based
on the solid spine of LD algorithm®’. Case-control single marker and haplotype
association tests were performed using UNPHASED®® under an additive model
and adjusting for sex and age at sampling. Gene-gene interaction analyses were
performed with the Generalized-Multifactor Dimensionality Reduction method
(version 0.9)%. This method uses the same data-reduction strategy as the original
MDR method”’, but score-based statistics using maximum-likelihood estimates are
introduced to classify multifactor cells into two different groups®. As in MDR, the
best n-locus model is selected based on the highest training accuracy, and the
maximum balanced testing accuracy and cross validation consistency are used to
determine the overall best epistasis model. Balanced testing accuracy is calculated
using the formula (sensitivity + specificity)/2 to yield an unbiased estimate for
unbalanced case-control studies. Last, the x and sign tests determine whether the
factors are significantly associated with the phenotype of interest. In particular, a
significant y’-test reveals that the SNP or interaction between SNPs is associated
with phenotype tested, while a significant sign test suggests that the best model
with one or more SNPs is significantly better than the null model. Two-tail P values
are reported. Bonferroni’s correction for multiple testing was not performed since
we are assessing specific questions on genes involved in functional pathways related
to Pseudomonas and Aspergillus infection and we are not searching for associations
without a priori hypotheses’?.

Study approval. Murine experiments were performed according to the Italian
Approved Animal Welfare Authorization 360/2015-PR and Legislative decree 26/
2014 regarding the animal licence obtained by the Italian Ministry of Health lasting
for five years (2015-2020). Infections were performed under avertin anaesthesia,
and all efforts were made to minimize suffering. Human studies approval was
obtained from institutional review boards at each site and written informed con-
sent was obtained from the participants, or, in case of minors, from parents or
guardian.

References

1. Cohen, T. S. & Prince, A. Cystic fibrosis: a mucosal immunodeficiency
syndrome. Nat. Med. 18, 509-519 (2012).

2. Corvol, H. et al. Distinct cytokine production by lung and blood neutrophils
from children with cystic fibrosis. Am. J. Physiol. Lung. Cell Mol. Physiol. 284,
L997-L1003 (2003).

3. Iannitti, R. G. et al. Th17/Treg imbalance in murine cystic fibrosis is linked to
indoleamine 2,3-dioxygenase deficiency but corrected by kynurenines. Am. J.
Respir. Crit. Care Med. 187, 609-620 (2013).

4. Robinson, K. M. & Alcorn, J. F. T-cell immunotherapy in cystic fibrosis:
weighing the risk/reward. Am. J. Respir. Crit. Care Med. 187, 564-566 (2013).

5. dos Santos, G., Kutuzov, M. A. & Ridge, K. M. The inflammasome in lung
diseases. Am. J. Physiol. Lung. Cell Mol. Physiol. 303, L627-L633 (2012).

6. De Nardo, D., De Nardo, C. M. & Latz, E. New insights into mechanisms
controlling the NLRP3 inflammasome and its role in lung disease. Am. J.
Pathol. 184, 42-54 (2014).

7. Reiniger, N. et al. Resistance to Pseudomonas aeruginosa chronic lung infection
requires cystic fibrosis transmembrane conductance regulator-modulated
interleukin-1 (IL-1) release and signaling through the IL-1 receptor. Infect.
Immun. 75, 1598-1608 (2007).

8. Tang, A. et al. Inflammasome-mediated IL-1beta production in humans with
cystic fibrosis. PLoS ONE 7, 37689 (2012).

9. Osika, E. et al. Distinct sputum cytokine profiles in cystic fibrosis and other
chronic inflammatory airway disease. Eur. Respir. J. 14, 339-346 (1999).

10. Basu, R. ef al. IL-1 signaling modulates activation of STAT transcription factors
to antagonize retinoic acid signaling and control the TH17 cell-iTreg cell
balance. Nat. Immunol. 16, 286-295 (2015).

12.

13.

14.

1

(=2}

17.

1

el

19.

20.

2

—

22.

23.

24,

25.

26.

27.

28.

29.

30.

3

—

32.

33.

3

&

35.

36.

37.

38.

. Armstead, J., Morris, J. & Denning, D. W. Multi-country estimate of

different manifestations of aspergillosis in cystic fibrosis. PLoS ONE 9, €98502
(2014).

Jones, A. M., Horsley, A. & Denning, D. W. What is the importance of
classifying Aspergillus disease in cystic fibrosis patients? Expert Rev. Respir.
Med. 8, 389-392 (2014).

deLuca, A. et al. IL-1 receptor blockade restores autophagy and reduces
inflammation in chronic granulomatous disease in mice and in humans. Proc.
Natl Acad. Sci. USA 111, 3526-3531 (2014).

Moretti, S. et al. IL-37 inhibits inflammasome activation and disease severity in
murine aspergillosis. PLoS Pathog. 10, e1004462 (2014).

. Caffrey, A. K. et al. IL-1alpha signaling is critical for leukocyte recruitment after

pulmonary Aspergillus fumigatus challenge. PLoS Pathog. 11, €1004625 (2015).

. Gresnigt, M. S. & van de Veerdonk, F. L. The role of interleukin-1 family

members in the host defence against Aspergillus fumigatus. Mycopathologia
178, 395-401 (2014).

Franchi, L. et al. Critical role for Ipaf in Pseudomonas aeruginosa-induced
caspase-1 activation. Eur. J. Immunol. 37, 3030-3039 (2007).

. Sutterwala, F. S. et al. Immune recognition of Pseudomonas aeruginosa

mediated by the IPAF/NLRC4 inflammasome. J. Exp. Med. 204, 3235-3245
(2007).

Tolle, L. et al. Redundant and cooperative interactions between TLR5 and
NLRC4 in protective lung mucosal immunity against Pseudomonas aeruginosa.
J. Innate Immun. 7, 177-186 (2015).

Rimessi, A. et al. Mitochondrial Ca(2 + )-dependent NLRP3 activation
exacerbates the Pseudomonas aeruginosa-driven inflammatory response in
cystic fibrosis. Nat. Commun. 6, 6201 (2015).

. Cohen, T. S. & Prince, A. S. Activation of inflammasome signaling mediates

pathology of acute P. aeruginosa pneumonia. J. Clin. Invest. 123, 1630-1637
(2013).

Faure, E. et al. Pseudomonas aeruginosa type-3 secretion system dampens host
defense by exploiting the NLRC4-coupled inflammasome. Am. J. Respir. Crit.
Care Med. 189, 799-811 (2014).

Said-Sadier, N., Padilla, E., Langsley, G. & Ojcius, D. M. Aspergillus fumigatus
stimulates the NLRP3 inflammasome through a pathway requiring ROS
production and the Syk tyrosine kinase. PLoS ONE 5, 10008 (2010).

Karki, R. et al. Concerted activation of the AIM2 and NLRP3 inflammasomes
orchestrates host protection against Aspergillus Infection. Cell Host Microbe 17,
357-368 (2015).

Qu, Y. et al. Phosphorylation of NLRC4 is critical for inflammasome activation.
Nature 490, 539-542 (2012).

Broz, P. et al. Redundant roles for inflammasome receptors NLRP3 and NLRC4
in host defense against Salmonella. J. Exp. Med. 207, 1745-1755 (2010).
Pereira, M. S. et al. Activation of NLRC4 by flagellated bacteria triggers
caspase-1-dependent and -independent responses to restrict Legionella
pneumophila replication in macrophages and in vivo. J. Immunol. 187,
6447-6455 (2011).

Kofoed, E. M. & Vance, R. E. Innate immune recognition of bacterial

ligands by NAIPs determines inflammasome specificity. Nature 477, 592-595
(2011).

Antigny, F., Norez, C., Becq, F. & Vandebrouck, C. CFTR and Ca signaling in
cystic fibrosis. Front. Pharmacol. 2, 67 (2011).

Labbe, K. & Saleh, M. Cell death in the host response to infection. Cell Death
Differ. 15, 1339-1349 (2008).

. Veliz Rodriguez, T. et al. Role of Toll interleukin-1 receptor (IL-1R) 8, a

negative regulator of IL-1R/Toll-like receptor signaling, in resistance to acute
Pseudomonas aeruginosa lung infection. Infect. Immun. 80, 100-109 (2012).
Bozza, S. et al. Lack of Toll IL-1R8 exacerbates Th17 cell responses in fungal
infection. J. Immunol. 180, 4022-4031 (2008).

Man, S. M. et al. Inflammasome activation causes dual recruitment of NLRC4
and NLRP3 to the same macromolecular complex. Proc. Natl Acad. Sci. USA
111, 7403-7408 (2014).

. Petrasek, J. et al. IL-1 receptor antagonist ameliorates inflammasome-

dependent alcoholic steatohepatitis in mice. J. Clin. Invest. 122, 3476-3489
(2012).

Levine, S. J., Wu, T. & Shelhamer, J. H. Extracellular release of the type I
intracellular IL-1 receptor antagonist from human airway epithelial cells:
differential effects of IL-4, IL-13, IFN-gamma, and corticosteroids. J. Immunol.
158, 5949-5957 (1997).

Borghi, M. et al. Pathogenic NLRP3 inflammasome Activity during Candida
infection is negatively regulated by IL-22 via activation of NLRC4 and IL-1Ra.
Cell Host Microbe 18, 198-209 (2015).

Han, S. et al. Lipopolysaccharide primes the NALP3 inflammasome by
inhibiting its ubiquitination and degradation mediated by the SCFFBXL2 E3
ligase. J. Biol. Chem. 290, 18124-18133 (2015).

Kyrmizi, I. et al. Corticosteroids block autophagy protein recruitment in
Aspergillus fumigatus phagosomes via targeting dectin-1/Syk kinase signaling.
J. Immunol. 191, 1287-1299 (2013).

| 7:10791| DOI: 10.1038/ncomms10791 | www.nature.com/naturecommunications 15


http://www.nature.com/naturecommunications

ARTICLE

39.

40.

4

—

42.

43.

44.

45.

46.

47.

48.

49.

5

f=}

5

—

52.

53.

54.

55.

56.

5

~

5

el

5

o

60.

61.

62.

Martinez, J. et al. Molecular characterization of LC3-associated phagocytosis
reveals distinct roles for Rubicon, NOX2 and autophagy proteins. Nat. Cell Biol.
17, 893-906 (2015).

Junkins, R. D., Shen, A., Rosen, K., McCormick, C. & Lin, T. J. Autophagy
enhances bacterial clearance during P. aeruginosa lung infection. PLoS ONE 8,
€72263 (2013).

. Junkins, R. D., McCormick, C. & Lin, T. J. The emerging potential of

autophagy-based therapies in the treatment of cystic fibrosis lung infections.
Autophagy 10, 538-547 (2014).

Glick, D., Barth, S. & Macleod, K. F. Autophagy: cellular and molecular
mechanisms. J. Pathol. 221, 3-12 (2010).

Cross, A. R. & Jones, O. T. The effect of the inhibitor diphenylene iodonium on
the superoxide-generating system of neutrophils. Specific labelling of a
component polypeptide of the oxidase. Biochem. J. 237, 111-116 (1986).
Tomoda, H. & Omura, S. Lactacystin, a proteasome inhibitor: discovery and its
application in cell biology. Yakugaku Zasshi 120, 935-949 (2000).
Lilienbaum, A. Relationship between the proteasomal system and autophagy.
Int. J. Biochem. Mol. Biol. 4, 1-26 (2013).

Galietta, L. J. et al. Modification of transepithelial ion transport in human
cultured bronchial epithelial cells by interferon-gamma. Am. J. Physiol. Lung.
Cell Mol. Physiol. 278, L1186-L1194 (2000).

Huang, Y. J. & Lynch, S. V. The emerging relationship between the airway
microbiota and chronic respiratory disease: clinical implications. Expert Rev.
Respir. Med. 5, 809-821 (2011).

Miao, E. A. et al. Innate immune detection of the type III secretion apparatus
through the NLRC4 inflammasome. Proc. Natl Acad. Sci. USA 107, 3076-3080
(2010).

Zhao, Y. et al. The NLRC4 inflammasome receptors for bacterial flagellin and
type III secretion apparatus. Nature 477, 596-600 (2011).

. Simonin-Le Jeune, K. et al. Impaired functions of macrophage from cystic

fibrosis patients: CD11b, TLR-5 decrease and sCD14, inflammatory cytokines
increase. PLoS ONE 8, €75667 (2013).

. Haerynck, F. et al. Genetic variations in toll-like receptor pathway and lung

function decline in Cystic fibrosis patients. Hum. Immunol. 74, 1649-1655
(2013).

Adamo, R., Sokol, S., Soong, G., Gomez, M. I. & Prince, A. Pseudomonas
aeruginosa flagella activate airway epithelial cells through asialoGM1 and
toll-like receptor 2 as well as toll-like receptor 5. Am. J. Respir. Cell Mol. Biol.
30, 627-634 (2004).

Murugappan, S. et al. Molecular mechanism and functional implications of
thrombin-mediated tyrosine phosphorylation of PKCdelta in platelets. Blood
106, 550-557 (2005).

Wen, H., Miao, E. A. & Ting, J. P. Mechanisms of NOD-like receptor-
associated inflammasome activation. Immunity 39, 432-441 (2013).

Bonfield, T. L., Hodges, C. A., Cotton, C. U. & Drumm, M. L. Absence of the
cystic fibrosis transmembrane regulator (Cftr) from myeloid-derived cells slows
resolution of inflammation and infection. J. Leukoc. Biol. 92, 1111-1122 (2012).
Johansson, A. et al. The NLRC4 inflammasome is an important regulator of
interleukin-18 levels in patients with acute coronary syndromes: a genome-wide
association study in the PLATO trial. Circ.Cardiovasc.Genet. 8, 498-506 (2015).

. Saldanha, L J., Akinyede, O., McKoy, N. A. & Robinson, K. A.

Immunosuppressive drug therapy for preventing rejection following lung
transplantation in cystic fibrosis. Cochrane Database Syst Rev 12, CD009421
(2013).

. Dinarello, C. A., Simon, A. & van der Meer, J. W. Treating inflammation by

blocking interleukin-1 in a broad spectrum of diseases. Nat. Rev. Drug Discov.
11, 633-652 (2012).

. Fritzsching, B. et al. Hypoxic epithelial necrosis triggers neutrophilic

inflammation via IL-1 receptor signaling in cystic fibrosis lung disease. Am. J.
Respir. Crit. Care Med. 191, 902-913 (2015).

Vamvakopoulos, J., Green, C. & Metcalfe, S. Genetic control of IL-1beta
bioactivity through differential regulation of the IL-1 receptor antagonist. Eur.
J. Immunol. 32, 2988-2996 (2002).

Zhou, L. et al. Correction of lethal intestinal defect in a mouse model of cystic
fibrosis by human CFTR. Science 266, 1705-1708 (1994).

Chamberlain, C. S. et al. Interleukin expression after injury and the effects of
interleukin-1 receptor antagonist. PLoS ONE 8, €71631 (2013).

63. Bozza, S. et al. Immune sensing of Aspergillus fumigatus proteins, glycolipids,
and polysaccharides and the impact on Th immunity and vaccination.
J. Immunol. 183, 2407-2414 (2009).

64. Collins, T. J. ImageJ for microscopy. BioTechniques 43, 25-30 (2007).

65. De Luca, A. et al. CD4(+) T cell vaccination overcomes defective cross-
presentation of fungal antigens in a mouse model of chronic granulomatous
disease. J. Clin. Invest. 122, 1816-1831 (2012).

66. Jaiswal, D., Trivedi, S., Singh, R., Dada, R. & Singh, K. Association of the ILIRN
gene VNTR polymorphism with human male infertility. PLoS ONE 7, e51899
(2012).

67. Barrett, J. C., Fry, B., Maller, J. & Daly, M. J. Haploview: analysis
and visualization of LD and haplotype maps. Bioinformatics 21, 263-265
(2005).

68. Dudbridge, F. Pedigree disequilibrium tests for multilocus haplotypes. Genet.
Epidemiol. 25, 115-121 (2003).

69. Lou, X. Y. et al. A generalized combinatorial approach for detecting
gene-by-gene and gene-by-environment interactions with application to
nicotine dependence. Am. J. Hum. Genet. 80, 1125-1137 (2007).

70. Hahn, L. W, Ritchie, M. D. & Moore, J. H. Multifactor dimensionality
reduction software for detecting gene-gene and gene-environment interactions.
Bioinformatics 19, 376-382 (2003).

71. Perneger, T. V. What’s wrong with Bonferroni adjustments. BMJ 316,
1236-1238 (1998).

Acknowledgements

This study was supported by the Italian Grant funded by the Italian Cystic Fibrosis
Research Foundation, (Research Project number FFC#22/2014 to L.R.) and by the
Specific Targeted Research Project FunMeta (ERC-2011-AdG-293714 to L.R.).

Dr Matteo Puccetti and Dr Marilena Pariano gratefully acknowledges a fellowship
from the Italian Cystic Fibrosis Research Foundation. F.L.v.d.V. was supported by a
Veni grant from ZonMW, the Netherlands. We thank the primary cell culture service
offered from the Italian Cystic Fibrosis Research Foundation for kindly providing us for
the HBE cells. We kindly thank J.P. Latge (Unite des Aspergillus, Pasteur Institut) for
providing the fungal antigens used in this study.

Author contributions

R.G.I, AD.L and M.B. performed most in vivo murine experiments, analysed and
interpreted the data. V.N., G.C. and M.P. (Puccetti) supervised and performed the
genotypic analysis on human cells. M.P. (Pariano) and V.O. performed western blots and
immunohistochemistry; C.M.B. analysed and scored the histopathology samples; L.C.,
M.R. and G.R. performed microbiology in clinical samples; L.P. performed

genotyping; C.C., V.L, EM,, LR. (Ratclif), C.L.-F, EF., HE., VN.T. and FM.D.B.
provided the clinical samples and conceptual advice. C.A.D. provided major conceptual
advice. RG.L, F.L.v.V. and L.R. designed the experiments, analysed the data and wrote
the paper.

Additional information
Supplementary Information accompanies this paper at http://www.nature.com/
naturecommunications

Competing financial interests: The authors declare no competing financial interests.

Reprints and permission information is available online at http://npg.nature.com/
reprintsandpermissions/

How to cite this article: Iannitti, R. G. et al. IL-1 receptor antagonist ameliorates
inflammasome-dependent inflammation in murine and human Cystic Fibrosis.

Nat. Commun. 7:10791 doi: 10.1038/ncomms10791 (2016).

This work is licensed under a Creative Commons Attribution 4.0
L7 International License. The images or other third party material in this

article are included in the article’s Creative Commons license, unless indicated otherwise

in the credit line; if the material is not included under the Creative Commons license,

users will need to obtain permission from the license holder to reproduce the material.

To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

| 7:10791| DOI: 10.1038/ncomms10791 | www.nature.com/naturecommunications


http://www.nature.com/naturecommunications
http://www.nature.com/naturecommunications
http://npg.nature.com/reprintsandpermissions
http://npg.nature.com/reprintsandpermissions
http://creativecommons.org/licenses/by/4.0/
http://www.nature.com/naturecommunications

	title_link
	Results
	Dysregulated inflammasome activity in murine CF
	NLRP3 and NLRC4 activity is non-redundant in lung infections

	Figure™1Dysregulated inflammasome activity in murine CF.C57BLsol6 and Cftr-sol-mice (n=6 for all groups) were infected intranasally with live A. fumigatus conidia or P. aeruginosa and assessed for IL-1beta, IL-18 and IL-1agr gene expression and cytokine p
	Figure™2Different NLRP3 and NLRC4 expression in lung cells from CF mice.C57BLsol6 and Cftr-sol-mice (n=6 for all groups) were infected intranasally with live A. fumigatus conidia or P. aeruginosa and assessed for (a) NLRP3 and (b) NLRC4 protein expression
	Figure™3The TLR5solNAIP5 pathway of NLRC4 activation is defective in murine CF.RAW 247.3 macrophages were exposed to (a) A. fumigatus live conidia before the assessment for NLRP3 or NLRC4 protein expression at different times by immunoblotting with specif
	NLRC4 induces IL-1Ra that dampens NLRP3 activity

	Figure™4NLRP3 and NLRC4 are non-redundantly activated in lung infections.C57BLsol6, Nlrp3-sol- and Nlrc4-sol- mice (n=6 for all groups) were infected intranasally with live A. fumigatus conidia or P. aeruginosa and assessed for (a) fungal or bacterial gro
	Anakinra protects from infections and inflammation

	Figure™5NLRC4 produces IL-1Ra.C57BLsol6, Nlrp3-sol-, Nlrc4-sol- and Cftr-sol- mice (n=6 for all groups) were infected intranasally with live A. fumigatus conidia or P. aeruginosa. NLRP3 gene (a) and protein (b) expression by RT-PCR or immunofluorescence s
	Figure™6Anakinra protects Cftr-sol-mice from infections and NLRP3 inflammation.C57BLsol6 and Cftr-sol- mice (n=6 for all groups) were infected intranasally with live A. fumigatus conidia or P. aeruginosa and treated with anakinra (100thinspmgthinspkg-1 pe
	Anakinra inhibits inflammasome activation in human CF
	NLRC4 and IL1RN polymorphisms affect microbial colonization

	Discussion
	Methods
	General experimental approaches
	Mice
	Infections and treatments

	Figure™7Anakinra promotes the autophagy and proteasomal degradation pathway.(a) Autophagy on purified lung macrophages from C57BLsol6 or Cftr-sol-mice stimulated with Aspergillus conidia or P. aeruginosa in the presence of 10thinspmgrgthinspml-1 anakinra 
	Cell preparation and culture
	siRNA design and delivery
	Immunofluorescence and immunohistochemistry
	Terminal deoxynucleotidyl transferase-mediated deoxyuridine triphosphate nick-end labelling of lung sections
	Autophagy
	Proteasome assay
	Conidiocidal activity

	Figure™8Anakinra inhibits inflammasome activation in human CF.(a) NLRP3 or NLRC4 staining of human bronchial epithelial (HBE) cells homozygous for DeltaF508 mutation and control cells exposed to P. aeruginosa or A. fumigatus conidia at cells:microbes rati
	Human bronchial epithelial cells
	Reverse transcriptase-PCR and ELISA
	Western blotting
	Human studies

	Table 1 
	Study approval

	CohenT. S.PrinceA.Cystic fibrosis: a mucosal immunodeficiency syndromeNat. Med.185095192012CorvolH.Distinct cytokine production by lung and blood neutrophils from children with cystic fibrosisAm. J. Physiol. Lung. Cell Mol. Physiol.284L997L10032003Iannitt
	This study was supported by the Italian Grant funded by the Italian Cystic Fibrosis Research Foundation, (Research Project number FFC#22sol2014 to L.R.) and by the Specific Targeted Research Project FunMeta (ERC-2011-AdG-293714 to L.R.). Dr Matteo Puccett
	ACKNOWLEDGEMENTS
	Author contributions
	Additional information




