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Abstract

Non-typeable Haemophilus influenzae (NTHi) is commonly associated with chronic suppu-
rative lung disease in children. We have previously shown that children with chronic suppu-
rative lung disease have a reduced capacity to produce IFN-y in response to NTHi
compared with healthy control children. The aim of this study was to determine if deficient
NTHi-specific IFN-y production is associated with heightened systemic or airway inflamma-
tion. We measured a panel of cytokines (IFN-y, IL-1B, IL-6, IL-8, IL-12 p70), antimicrobial
proteins (LL-37, IP-10) as well as cellular and clinical factors associated with airway and
systemic inflammation in 70 children with chronic suppurative lung disease. IFN-y was mea-
sured in peripheral blood mononuclear cells challenged in vitro with live NTHi. Regression
analysis was used to assess the association between the systemic and airway inflammation
and the capacity to produce IFN-y. On multivariate regression, NTHi-specific IFN-y produc-
tion was significantly negatively associated with the BAL concentrations of the inflammatory
cytokines IL-6 (8=-0.316; 95%CI -0.49, -0.14; p=0.001) and IL-18 (B=-0.023; 95%CI -0.04,
-0.01; p=0.001). This association was independent of bacterial or viral infection, BAL cellu-
larity and the severity of bronchiectasis (using modified Bhalla score on chest CT scans).
We found limited evidence of systemic inflammation in children with chronic suppurative
lung disease. In summary, increased local airway inflammation is associated with a poorer
systemic cell-mediated immune response to NTHi in children with chronic suppurative lung
disease. These data support the emerging body of evidence that impaired cell-mediated im-
mune responses and dysregulated airway inflammation may be linked and contribute to the
pathobiology of chronic suppurative lung disease.
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Introduction

Chronic suppurative lung disease (CSLD) is commonly encountered in paediatric respiratory
clinics globally. CSLD is characterised by persistent wet cough and recurrent lower respiratory
infections and neutrophilic inflammation in the airways. CSLD shares many clinical character-
istics with and is thought to be a common antecedent of bronchiectasis [1]. Thus studying
CSLD in young children may provide important insight into the pathogenesis

of bronchiectasis.

Non-typeable Haemophilus influenzae (NTHI) is a common and important respiratory
pathogen associated with CSLD/bronchiectasis [2-4]. Accumulating evidence from studies in
adults [5,6] and children [7,8] suggest that a low capacity for IFN-y production in response to
NTHi may contribute to the cycle of infection and inflammation associated with the pathogen-
esis of bronchiectasis. Understanding the mechanisms that contribute to impaired immune re-
sponses and the pathogenesis of CSLD are important for the development of intervention
therapies. The mechanisms leading to the impaired NTHi-driven IFN-y response described in
children and adults have not been investigated. The innate immune response helps drive the
adaptive immune response (e.g. NTHi-driven IFN-y response) however, our previous work
showed limited evidence of impaired innate immune responses to NTHi in children with
CSLD/bronchiectasis [8]. Thus, the current study focuses on possible downstream factors asso-
ciated with impaired systemic NTHi-driven IFN-y responses.

There is a growing body of evidence that persistent airway or systemic inflammation may
contribute to impaired T-cell responses. Severe acute inflammation and chronic infection can
disrupt macrophage and T-cell activation and subsequently induce an environment of immune
tolerance or exhaustion [9,10]. Furthermore, it is increasingly recognised that lung and system-
ic immune responses may be inter-related [11,12]. Given these associations, in this prospective
study involving 70 young children with CSLD/bronchiectasis, we investigated whether inflam-
mation (local and systemic) is related to the capacity to produce IFN-y in response to NTHi.
We hypothesised that an impaired systemic ability to produce IFN-y in response to NTHi is as-
sociated with lung or systemic inflammation. The most notable finding from this study was
that NTHi-specific IFN-y production by blood mononuclear cells was associated
with inflammation.

Materials and Method
Study participants

Children < 10 years of age with CSLD, undergoing chest high resolution computed tomogra-
phy (HRCT) and flexible bronchoscopy for suspected bronchiectasis, were prospectively re-
cruited (2010-2013) from the Royal Darwin Hospital, Northern Territory, Australia. All
children were clinically stable (defined as absence of recent exacerbation) and under the care of
a specialist paediatrician at the time of sample collection. Radiographic diagnosis of bronchiec-
tasis was made by the respiratory paediatrician (AC) and the severity of bronchiectasis scored
using a modified Bhalla scale as previously done [13]. The total score was the sum of the score
for each lobe, including lingula, based on the extent of bronchiectasis, bronchial wall thickness
and dilation (maximum score 48). Routine clinical investigations [14] were undertaken in all
children evaluated for bronchiectasis. Clinical and socio-demographic data were collected
using standardised data collection forms. Blood and bronchoalveolar lavage (BAL) for clinical
and research investigations were collected immediately prior to chest CT scan/bronchoscopy
as previously described [8]. This study was approved by the Human Research Ethics
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Committee (Northern Territory Department of Health and Menzies School of Health Re-
search; #07/63) and children enrolled following written informed consent from the parent/
carer.

Sample collection

Peripheral blood mononuclear cells (PBMC) and plasma were collected and stored as previous-
ly described [8]. Briefly, PBMC were isolated from heparinised blood using standard density-
gradient techniques and cryopreserved in liquid nitrogen until use. Matched plasma was stored
at -80°C.

BAL was collected and processed as previously described [15]. Briefly, BAL was collected as
two separate aliquots from the most affected lobe and maintained on ice for up to 3 hours prior
to processing. The first aliquot was used for microbiologic/viral analysis, the second for cytolo-
gy and immunology.

BAL used for bacterial culture was stored diluted 2 fold in skim milk tryptone glucose glyc-
erine broth at -80°C. BAL for viral or bacterial analysis by PCR was stored undiluted at -80°C.
Samples were maintained at -80°C prior to testing.

Microbiology/virology Investigations

Semi-quantitative culture identification of Haemophilus influenzae, Streptococcus pneumoniae
and Moraxella catarrhalis from BAL were performed by our research laboratory and a thresh-
old of >10* CFU/ml considered clinically important [3,16]. Pseudomonas aeruginosa and Kleb-
siella pneumoniae culture and identification were performed by the diagnostic laboratory at the
Royal Darwin Hospital. Presence of Chlamydia pneumoniae, Mycobacteria pneumoniae and
the respiratory viruses (rhinovirus, adenovirus, enterovirus, bocavirus, respiratory syncytial
virus, Wu virus, Ki virus, coronavirus, parainfluenzae and metapneumovirus) were determined
by PCR by the Queensland Paediatric Infectious Disease Laboratory as previously done [17].

PBMC investigations

PBMC were challenged with a single strain of NTHi as previously described [8]. Briefly, PBMC
were cultured with live NTHi, PHA (positive control) or medium alone (base line control) for
72 hours, as a reflection of memory T cell function and IFN-y measured in the

harvested supernatant.

Quantification of systemic and airway Inflammatory markers

Routine clinical investigations (eg full blood count including white cell count, platelets, C-
reactive protein (CRP) and serum protein) [1] were performed using the regional reference lab-
oratory Royal Darwin Hospital.

IFN-vy, IL-1B, IL-6, IL-8, IL-12 p70, LL-37and IP-10 in plasma and BAL, and IFN-y and in
PBMC culture supernatants were measured in our research laboratory using an in-house disso-
ciation-enhanced lanthanide fluorescent immunoassay (DELFIA) as described previously
[7,18]. Quantitative standard curves were generated from serial dilutions of recombinant
human proteins and included on each plate. The limit of detection was 10 pg/ml. The cathelici-
din LL-37 was measured in plasma and BAL using a high sensitivity ELISA kit (Hycult Biotech,
The Netherlands). The limit of detection was 0.14 ng/ml. For analysis purposes, a value of 1/10
the limit of detection was assigned if the marker concentration was below the limit
of detection.

PLOS ONE | DOI:10.1371/journal.pone.0129517 June 12,2015 3/10



@’PLOS ‘ ONE

Immune Response to NTHi Is Associated with Airway Inflammation

Data analyses

Data were analysed using the statistics package STATA 13 (StataCorp, USA). As the data did
not follow a normal distribution, group data was described as median with interquartile range
(IQR). Differences between groups were assessed using the Mann-Whitney U test. A two-tailed
p-value < 0.05 was considered significant. Univariate regression analysis was used to assess the
potential of systemic and airway inflammatory markers and clinical factors to predict in vitro
NTHi-specific IFN-y production. NTHi-specific IFN-y concentration was natural log trans-
formed prior to regression analysis. Variables with a p value <0.1 were included in a multivari-
ate regression model. Within this multivariate model, a p value of <0.05 was considered an
independent predictor of the capacity to produce IFN-y in vitro in response to NTHi.

Results
Characteristics of the children in the cohort

The majority of the 70 children in this study (Table 1) were young, with 84% of the children
aged < 48 months. All but 3 children had radiographic evidence of bronchiectasis and of these,
68% had 3 or more lobes affected. The aetiology of bronchiectasis was presumed to be post-
infectious as more than 80% of the children had been hospitalised at least once and 50% hospi-
talised at least twice for a lower respiratory infection. None of the children had primary
immune deficiencies.

Airway neutrophilia (>15%) was found in 41% of children. A clinically important level of
bacterial infection (>10* cfu/ml BAL) was present in 20 children (28%) and one or more viral
pathogens detected in 30 (44%). Non-typeable H. influenzae (15.5%), S. pneumoniae (15.5%)
and rhinovirus (29.4%) were the most common pathogens identified (detailed microbiology is
presented in S1 Table).

BAL neutrophil % was not significantly associated with the presence of any bacteria (B =
0.19, 95%CI -12.8-13.2; p = 0.98,) or virus (B = 11.44, 95%CI -0.335-23.2; p = 0.057). However,
BAL eosinophil % was significantly and positively associated with viral infection ( = 2.534,

Table 1. Demographic characteristics and respiratory history of the cohort.

Variable N=70
Age, months, median (IQR) 27 (19-40)
Male, n (%) 39 (55.7)
Indigenous, n (%) 65 (92.9)
Gestational age (n = 66), weeks; median (IQR) 38 (35-40)
Bronchiectasis, number of children (%) 68 (95.8)
number of lobes, median (IQR) 3 (2-4)
SSeverity score, median (IQR) 7 (5-10)
Chronic suppurative otitis media, n (%) 9 (12.9)
History of hospitalisation (respiratory), n (%) 59 (84.3)
Number of hospitalisations, median (IQR) 2(1-3)
Age at first hospitalisation, months, median (IQR) 6 (3-9)
Respiratory vaccinations up to date, n (%) 70 (100)
Passive cigarette smoke exposure (n = 52), n (%) 42 (80.8)
Family history asthma (n = 48), n (%) 23 (47.9)

§ scored according to a modified Bhalla scale as previously reported [13].

doi:10.1371/journal.pone.0129517.1001
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Table 2. Cellular, cytokine and microbiologic characteristics of bronchoalveolar lavage from children with CSLD and the association (univariate
regression analysis) between the BAL markers of inflammation and NTHi-driven IFN-y production by blood mononuclear cells.

BAL variable median (IQR) B 95% ClI p value
Total cell count x10%/ml, 0.36 (0.22—0.50) -0.071 -0.222, 0.079 0.347
Neutrophil % 11 (4.6-39) -0.023 -0.041, -0.005 0.015
Lymphocyte % 0 (0-0.7) -0.081 -0.310, 0.149 0.485
Eosinophil % 2 (0.3-4.0) -0.016 -0.122, 0.089 0.80
# IFN-y pg/ml 1.0 (1.0-16.9) -0.228 -0.938; 0.481 0.52
#1L-1B pg/ml 133.6 (44.6-1279.4) -0.026 -0.039, -0.012 <0.001
#1L-6 pg/ml 47.2 (19.3-77.8) -0.349 -0.539, -0.158 0.001
#1L-8 pg/ml 105.4 (30.5-547.7) -0. 067 -0.141, 0.008 0.078
#1L-12 p70 pg/ml 27.2 (1-63.6) 0.178 -0.401, 0.757 0.54
#1P-10 pg/ml 340.7 (52.7-604.6) -0.044 -0.067, -0.020 <0.001
# LL-37 ng/ml 2.6 (1.9-4.2) -0.275 -0.921, -0.371 0.40
Pos for any bacterial pathogen, n (%) 20 (28.1) -0.2686 -1.298, 0.0761 0.60
H. influenzae (non-typeable) 11 (15.5) -1.223 -2.4689, 0.022 0.054
Pos for any viral pathogen, n (%) 20 (29.4) -0.5244 -1.564, 0.516 0.318
Rhinovirus 20 (29.4) -0.5244 -1.564, 0.516 0.318

# B and confidence intervals reported as 100x concentration.

doi:10.1371/journal.pone.0129517.t002

95%CI 0.414-4.654; p = 0.020). BAL IL-1, IL-6, IL-8 and IP-10 significantly correlated with
BAL % neutrophils but not with BAL % eosinophils (52 Table).

Relationship of airway and systemic profiles with NTHi-specific IFN-y
production

On univariate analysis for the BAL data (Table 2 and Fig 1), % neutrophils, IL-1f, IL-6, IL-8,
IP-10, NTHi infection and respiratory viruses were inversely associated with NTHi-specific
IFN-y production by blood mononuclear cells.
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Fig 1. Shows the univariate regression model of NTHi-driven IFN-y production by blood mononuclear cells and IL-18 a) and IL-6 b) concentration
in the bronchoalveolar lavage fluid. As the multivariate analyses showed that only IL-1y and IL-6 were independently associated with the capacity for
NTHi-driven IFN-y production, other BAL mediators are not shown in the figure.

doi:10.1371/journal.pone.0129517.g001
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Table 3. Cellular, cytokine and clinical characteristics of blood from children with CSLD and the association (univariate regression analysis) be-
tween the systemic markers of inflammation and NTHi-driven IFN-y production by blood mononuclear cells.

Blood variable median (IQR) B 95% CI p value
White cell count x10%/L 11.4 (9.1-14.3) 0.013 0.002, 0.029 0.087
Neutrophil 4.1 (2.85-5.55) -0.064 -0.222, 0.095 0.42
Lymphocyte 4.9 (3.65-6.25) -0.005 -0.143,0.134 0.95
Eosinophil 0.9 (0.5-1.4) 0.311 -0.122, 0.744 0.16
CRP (n = 36) mg/L 1(1-3.3) -0.013 -0.061, 0.035 0.59
Protein g/L 73 (70-77) 0.009 -0.058, 0.075 0.80
Platelets x10%/L 337 (274.5-377.5) -0.006 -0.010, -0.001 0.017
*IFN-y pg/ml 26.6 (16.9-97.5) 0.074 -0.102, 0.251 0.40
#IL-1B pg/ml 144.4 (16.7-349.2) -0.012 -0.089, 0.066 0.77
#IL-6 pg/ml 5.7 (1.0-19.4) 1.015 -0.621, 2.651 0.22
#1L-8 pg/ml 11.6 (1.0-17.8) -0.111 -4.099, 3.876 0.96
#IL-12 p70 pg/ml 40.1 (15.3-206.5) 0.037 -0.127, 0.201 0.65
#IP-10 pg/ml 756.8 (506.6—-1079.7) -0.030 -0.135, 0.074 0.56
#LL-37 ng/ml 28.9 (22.0-38.3) 0.033 -0.404, 0.470 0.88

# B and confidence intervals reported as 100x concentration.

doi:10.1371/journal.pone.0129517.t003

On univariate analysis for the systemic inflammation data (Table 3), blood platelet levels
(although within the normal clinical reference range) were inversely associated with NTHi-
specific IFN-y production by blood mononuclear cells. In contrast, blood leukocyte numbers,
CRP and serum inflammatory mediators were not associated with NTHi-specific IFN-
¥ production.

Multivariate analyses

Using a cut off of p<0.1 from the univariate analyses described in Tables 2 and 3 above and
considering confounding factors, we combined the inflammatory markers in the BAL and
blood into a multivariate linear regression model. We found that in vitro IFN-y production by
blood mononuclear cells in response to NTHi was significantly and inversely associated with
BALIL-1B (B = -0.023; 95%CI -0.04, -0.01; p = 0.001) and IL-6 (B = -0.316; 95%CI -0.49, -0.14;
p =0.001). In contrast, BAL IL-8, IP-10, neutrophil % and infection status, as well as blood
platelets were no longer independent predictors of the IFN-y response to NTHi by blood
mononuclear cells

Discussion

This study is the first to investigate the association between the systemic cell-mediated immune
response and airway inflammation in children with CSLD. Our study of 70 children found that
a reduced capacity for systemic NTHi-specific IFN-y production was significantly associated
with heightened airway inflammation as shown by high concentrations of IL-1p and IL-6 in
BAL fluid. We found limited evidence of systemic inflammation in this cohort and neither
markers of systemic inflammation or clinical markers of CSLD severity (including radiological
scores of bronchiectasis and socio-demographic factors) predicted the capacity of the systemic
NTHi-specific cell-mediated immune response. These data support the hypothesis that system-
ic adaptive immune responses are linked to persistent airway inflammation in children suscep-
tible to lower respiratory infections.
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@’PLOS ‘ ONE

Immune Response to NTHi Is Associated with Airway Inflammation

The primary strength of our study is the inclusion of a relatively large number of young chil-
dren with lung samples. There are few such published studies and none in children. Child-
based studies are important, as in adult studies of chronic infection it is difficult to know if the
measured immune responses are cause or effect. Our earlier study[8] documented a log-fold in-
crease in IFN-y production between healthy controls aged <18 months compared to those
>18 months, consistent with normal maturation of the Th1 response through early childhood.
However, in the CSLD group, we found a significantly lower capacity for IFN-y production
over the same age dynamic. Thus, early childhood studies, such as ours, may provide critical in-
formation regarding inflammation and the development of the adaptive immune response.

Indications of airway inflammation include changes in cellular profile and the presence of
pro-inflammatory cytokines in the BAL or sputum. In adults and children with suppurative
lung disease, airway inflammation is characterised by elevated levels of neutrophils, IL-1, IL-6
and IL-8 [11,19,20]. Thus, we chose to focus on these cytokines. We found that, in our cohort
of young children with CSLD, IL-1B, IL-6, IL-8 as well as IP-10 and LL-37 in the BAL were sig-
nificantly correlated with BAL neutrophils. These markers of inflammation also negatively cor-
related with systemic NTHi-specific IFN-y production on univariate analysis. However, on
multivariate regression, only IL-6 and IL-1f were significantly and independently associated
with NTHi-specific IFN-y production.

The mechanism driving the relationship described is likely complex. The capacity for IFN-y
production was inversely associated with airway inflammation but the direction of this associa-
tion (i.e. cause or effect) is unknown. One possible mechanism for the former involves regulat-
ing the transition between the inflammatory and adaptive response. These processes are
integral for homeostasis through rapid identification and elimination of the invading pathogen
and prompt resolution of inflammation, measured by markers such as IL-1p and IL-6.

IL1-B, produced by a variety of pulmonary cells in response to a microbial challenge, drives
the inflammation cascade, localises neutrophils and promotes the production of inflammatory
modulators, such as IL-6 and IP-10 production [21]. Consistent with this, we found a strong
correlation between levels of BAL IL-1f, IL-6 and IP-10 in children with CSLD. IL-6 plays a
complex role in the inflammatory response, from promoting inflammation to wound healing.
Dysregulation of IL-6 is associated with chronic inflammation). In addition to its inflammatory
modulating properties, IL-6 is integral to initiating the adaptive response and in directing its
primary phenotype. In the lung, IL-6 polarises the adaptive immune response in favour of the
humoral response. Animal and in vitro studies indicate this is accomplished in two ways. First-
ly, dendritic cell-derived IL-6 suppresses activation of the Th1 pathway by inhibiting IL-12 pro-
duction [22,23]. Secondly IL-6, in synergy with macrophage-derive IP-10, promotes the
differentiation of B-cells into antibody-producing plasma cells [24]. Minimal numbers of lym-
phocytes in our BAL samples precluded our ability to study airway cells directly, however our
data are consistent with the hypothesis that localised immune responses may not be contained
to the lungs. We found that IL-1f, IL-6 and IP-10 were positively correlated with each other.
Furthermore BAL IL-1p was positively associated with BAL IL-13. An environment high in
these cytokines is conducive to a polarised humoral immune response. Thus it is plausible that
the low systemic capacity for NTHi-specific IFN-y production, also associated with BAL IL-1§
and IL-6, may be a reflection of prolonged humoral responses in the lungs.

An alternative explanation for our finding regarding the association between increased local
(BAL) inflammation and the poorer systemic adaptive response is that insufficient IFN-y may
contribute to increased susceptibility to infections with NTHi and subsequently a heightened
state of local inflammation. There is increasing evidence to indicate that a strong systemic IFN-
y response is associated with protective immunity against NTHi [5,8] An impaired ability to
produce sufficient IFN-y in response to a challenge by NTHi may lead to an increased
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susceptibility to respiratory infections and prolonged inflammation due to ineffective clearing
mechanisms. While the current cross-sectional study has found no relation between NTHi-
specific IFN-y production and severity of bronchiectasis, resolving this issue will require pro-
spective studies examining the relationship between capacity for IFN-y production and
clinical outcomes.

We found limited evidence of systemic inflammation in our cohort of young children.
There were isolated exceptions but overall, clinical markers of systemic inflammation including
CRP, white cell count, neutrophils and platelets were within normal ranges. In contrast, adult
based bronchiectasis studies have described systemic inflammation, although this may be tran-
sient and associated with bacterial infection [11,25]. We found no significant association be-
tween plasma and BAL IL-1 or IL-6 and no significant association between markers of
systemic inflammation and the capacity for NTHi-specific IEN-y production by blood mono-
nuclear cells. Furthermore, clinical markers of CSLD severity (including radiological scores of
bronchiectasis and socio-demographic factors) did not predict systemic NTHi-specific [IFN-y
production. Thus, in children with CSLD, systemic NTHi-specific IFN-y production is unlikely
to be a direct consequence of systemic inflammation.

The cross-sectional design of the study meant we were unable to determine how resolution
of airway inflammation affects the systemic NTHi-specific IFN-y response. Also, minimal
numbers of lymphocytes in our BAL samples precluded our ability to study airway cells direct-
ly. However our data shows a strong association between local inflammation and the systemic
adaptive immune response to NTHi in children susceptible to lower respiratory infections. Fu-
ture studies to identify the mechanisms driving this relationship between the adaptive IFN-y
response and airway inflammation are required to better inform effective, long-term preven-
tion strategies for children at risk of CSLD. Understanding the nature of this association will
help to determine if improving NTHi immunity would be best achieved by directly boosting
the adaptive IFN-y response through vaccination or immunotherapy strategies or if improved
adaptive responses may be better realised by targeting IL-1B and IL-6 pathways in the lungs.

Supporting Information

S1 Table. Bacterial and viral pathogens identified in the BAL.
(PDF)

$2 Table. Spearman’s rank correlation of bronchoalveolar lavage neutrophils and eosino-
phils from bronchoalveolar lavage, with bronchoalveolar lavage markers of inflammation
and infection.

(PDF)

Acknowledgments

We thank the participating children and their families. We thank Barbara McHunter for labo-
ratory assistance, Clare McKay, Lesley Versteegh and Gabrielle McCallum for their assistance
with participant recruitment and sample collection. We thank the staff of Royal Darwin Hospi-
tal, in particular Dr Paul Bauert (Maternal and Child Health), Dr Brian Spain (Anaesthetics)
and the Radiology staff, for their critical support of our research.

Author Contributions

Conceived and designed the experiments: SJP JWU STY ABC. Performed the experiments:
SJP. Analyzed the data: SJP JWU STY ABC. Contributed reagents/materials/analysis tools: SJP

PLOS ONE | DOI:10.1371/journal.pone.0129517 June 12,2015 8/10


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0129517.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0129517.s002

@’PLOS ‘ ONE

Immune Response to NTHi Is Associated with Airway Inflammation

JWU STY ABC. Wrote the paper: SJP JWU STY ABC. Read and agreed to the data within this
manuscript: SJP JWU STY ABC.

References

1.

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

Chang A, Byrnes C, Everard M (2011) Diagnosing and preventing chronic suppurative lung disease
(CSLD) and bronchiectasis. Paediatric Respiratory Reviews 12: 97—103. doi: 10.1016/j.prrv.2010.10.
008 PMID: 21458737

Douros K, Alexopoulou E, Nicopoulou A, Anthracopoulos MB, Fretzayas A, Yiallouros P, et al. (2011)
Bronchoscopic and High-Resolution CT Scan Findings in Children With Chronic Wet Cough. Chest
140: 317-323. doi: 10.1378/chest.10-3050 PMID: 21415129

Hare K, Grimwood K, Leach A, Smith-Vaughan H, Torzillo P, Morris P, et al. (2010) Respiratory bacteri-
al pathogens in the nasopharynx and lower airways of Australian Indigenous children with bronchiecta-
sis. J Pediatr 157: 1001-1005. doi: 10.1016/j.jpeds.2010.06.002 PMID: 20656297

Van Eldere J, Slack MP, Ladhani S, Cripps AW (2014) Non-typeable Haemophilus influenzae, an
under-recognised pathogen. Lancet Infect Dis 14:1281-1292. doi: 10.1016/S1473-3099(14)70734-0
PMID: 25012226

King PT, Hutchinson PE, Johnson PD, Holmes PW, Freezer NJ, Holdsworth SR (2003) Adaptive Immunity
to Nontypeable Haemophilus influenzae. Am J Resp Crit Care Med 167: 587-592. PMID: 12433671

King PT, Ngui J, Farmer MW, Hutchinson P, Holmes PW, Holdsworth SR (2008) Cytotoxic T lympho-
cyte and natural killer cell responses to non-typeable Haemophilus influenzae. Clin Exp Immunol 152:
542-551. doi: 10.1111/j.1365-2249.2008.03667.x PMID: 18462210

Pizzutto SJ, Yerkovich ST, Upham JW, Hales BJ, Thomas WR, Chang AB (2015) Improving immunity
to Haemophilus influenzae in children with chronic suppurative lung disease. Vaccine 33: 321-326.
doi: 10.1016/j.vaccine.2014.11.024 PMID: 25448103

Pizzutto SJ, Yerkovich ST, Upham JW, Hales BJ, Thomas WR, Chang AB (2014) Children with chronic
suppurative lung disease have a reduced capacity to synthesize interferon-gamma in vitro in response
to non-typeable Haemophilus influenzae. PLoS ONE 9: doi: 10.1371/journal.pone.0104236

Mueller SN, Ahmed R (2009) High antigen levels are the cause of T cell exhaustion during chronic viral
infection. Proc Natl Acad Sci U S A 106: 8623-8628. doi: 10.1073/pnas.0809818106 PMID: 19433785

Pena OM, Pistolic J, Raj D, Fjell CD, Hancock RE (2011) Endotoxin tolerance represents a distinctive
state of alternative polarization (M2) in human mononuclear cells. J Immunol 186: 7243-7254. doi: 10.
4049/jimmunol.1001952 PMID: 21576504

Chalmers JD, Smith MP, McHugh BJ, Doherty C, Govan JR, Hill AT (2012) Short- and Long-Term Anti-
biotic Treatment Reduces Airway and Systemic Inflammation in Non—Cystic Fibrosis Bronchiectasis.
Am J Resp Crit Care Med 186: 657-665. doi: 10.1164/rccm.201203-04870C PMID: 22744718

Zhu X, Gadgil AS, Givelber R, George MP, Stoner MW, Sciurba FC, et al. (2009) Peripheral T Cell
Functions Correlate with the Severity of Chronic Obstructive Pulmonary Disease. J Immunol 182:
3270-3277. doi: 10.4049/jimmunol.0802622 PMID: 19234225

Chang AB, Masel JP, Boyce NC, Wheaton G, Torzillo PJ (2003) Non-CF Bronchiectasis: Clinical and
HRCT Evaluation. Pediatr Pulmonol 35: 477-483. PMID: 12746947

Chang A, Bell S, Byrnes C, Grimwood K, Holmes P, King P, et al. (2010) Chronic suppurative lung dis-
ease and bronchiectasis in children and adults in Australia and New Zealand. Med J Aus 193:
356-365.

Pizzutto SJ, Grimwood K, Bauert P, Schutz KL, Yerkovich ST, Upham JW, et al. (2013) Bronchoscopy
contributes to the clinical management of indigenous children newly diagnosed with bronchiectasis.
Pediatr Pulmonol 48: 67-73. doi: 10.1002/ppul.22544 PMID: 22431241

Chang AB, Yerkovich ST, Gibson PG, Anderson-James S, Petsky HL, Carroll ML, et al. (2012) Pulmo-
nary innate immunity in children with protracted bacterial bronchitis. J Pediatr 161: 621-625 e621. doi:
10.1016/j.jpeds.2012.03.049 PMID: 22575255

Kapur N, Mackay IM, Sloots TP, Masters IB, Chang AB (2014) Respiratory viruses in exacerbations of
non-cystic fibrosis bronchiectasis in children. Arch Dis Child 99: 749-753. doi: 10.1136/archdischild-
2013-305147 PMID: 24819370

Hales BJ, Chai LY, Elliot CE, Pearce LJ, Zhang G, Heinrich TK, et al. (2012) Antibacterial antibody re-
sponses associated with the development of asthma in house dust mite-sensitised and non-sensitised
children. Thorax 67: 321-327. doi: 10.1136/thoraxjnl-2011-200650 PMID: 22106019

Baines KJ, Upham JW, Yerkovich ST, Chang AB, Marchant JM, Carroll M, et al. (2014) Mediators of

neutrophil function in children with protracted bacterial bronchitis. Chest 146: 1013—-1020. doi: 10.
1378/chest.14-0131 PMID: 24874501

PLOS ONE | DOI:10.1371/journal.pone.0129517 June 12,2015 9/10


http://dx.doi.org/10.1016/j.prrv.2010.10.008
http://dx.doi.org/10.1016/j.prrv.2010.10.008
http://www.ncbi.nlm.nih.gov/pubmed/21458737
http://dx.doi.org/10.1378/chest.10-3050
http://www.ncbi.nlm.nih.gov/pubmed/21415129
http://dx.doi.org/10.1016/j.jpeds.2010.06.002
http://www.ncbi.nlm.nih.gov/pubmed/20656297
http://dx.doi.org/10.1016/S1473-3099(14)70734-0
http://www.ncbi.nlm.nih.gov/pubmed/25012226
http://www.ncbi.nlm.nih.gov/pubmed/12433671
http://dx.doi.org/10.1111/j.1365-2249.2008.03667.x
http://www.ncbi.nlm.nih.gov/pubmed/18462210
http://dx.doi.org/10.1016/j.vaccine.2014.11.024
http://www.ncbi.nlm.nih.gov/pubmed/25448103
http://dx.doi.org/10.1371/journal.pone.0104236
http://dx.doi.org/10.1073/pnas.0809818106
http://www.ncbi.nlm.nih.gov/pubmed/19433785
http://dx.doi.org/10.4049/jimmunol.1001952
http://dx.doi.org/10.4049/jimmunol.1001952
http://www.ncbi.nlm.nih.gov/pubmed/21576504
http://dx.doi.org/10.1164/rccm.201203-0487OC
http://www.ncbi.nlm.nih.gov/pubmed/22744718
http://dx.doi.org/10.4049/jimmunol.0802622
http://www.ncbi.nlm.nih.gov/pubmed/19234225
http://www.ncbi.nlm.nih.gov/pubmed/12746947
http://dx.doi.org/10.1002/ppul.22544
http://www.ncbi.nlm.nih.gov/pubmed/22431241
http://dx.doi.org/10.1016/j.jpeds.2012.03.049
http://www.ncbi.nlm.nih.gov/pubmed/22575255
http://dx.doi.org/10.1136/archdischild-2013-305147
http://dx.doi.org/10.1136/archdischild-2013-305147
http://www.ncbi.nlm.nih.gov/pubmed/24819370
http://dx.doi.org/10.1136/thoraxjnl-2011-200650
http://www.ncbi.nlm.nih.gov/pubmed/22106019
http://dx.doi.org/10.1378/chest.14-0131
http://dx.doi.org/10.1378/chest.14-0131
http://www.ncbi.nlm.nih.gov/pubmed/24874501

@’PLOS ‘ ONE

Immune Response to NTHi Is Associated with Airway Inflammation

20.

21,

22,

23.

24.

25.

Chen AC, Serisier DJ, Lourie R, Martin ML, Burr L, Hasnain SZ, et al. (2013) Bronchiectasis subjects
demonstrate a complex airway inflammatory profile and increased sputum mucin isoforms. Am J Resp
Crit Care Med 187: A3818.

Burke SJ, Goff MR, Lu D, Proud D, Karlstad MD, Collier JJ (2013) Synergistic expression of the
CXCL10 gene in response to IL-1beta and IFN-gamma involves NF-kappaB, phosphorylation of
STAT1 at Tyr701, and acetylation of histones H3 and H4. J Immunol 191: 323-336. doi: 10.4049/
jimmunol.1300344 PMID: 23740952

Demedits IK, Bracke KR, Maes T, Joos GF, Brusselle GG (2006) Different roles for human lung dendritic
cell subsets in pulmonary immune defense mechanisms. Am J Resp Cell Mol Biol 35: 387-393.

Dodge IL, Carr MW, Cernadas M, Brenner MB (2003) IL-6 production by pulmonary dendritic cells im-
pedes Th1immune responses. J Immunol 170: 4457—-4464. PMID: 12707321

Xu W, Joo H, Clayton S, Dullaers M, Herve MC, Blankenship D, et al. (2012) Macrophages induce dif-
ferentiation of plasma cells through CXCL10/IP-10. J Exp Med 209: 1813-1823, S1811-1812. PMID:
22987802

Ergan Arsava B, Coplu L (2011) Does airway colonization cause systemic inflammation in bronchiecta-
sis? Tuberk Toraks 59: 340-347. PMID: 22233303

PLOS ONE | DOI:10.1371/journal.pone.0129517 June 12,2015 10/10


http://dx.doi.org/10.4049/jimmunol.1300344
http://dx.doi.org/10.4049/jimmunol.1300344
http://www.ncbi.nlm.nih.gov/pubmed/23740952
http://www.ncbi.nlm.nih.gov/pubmed/12707321
http://www.ncbi.nlm.nih.gov/pubmed/22987802
http://www.ncbi.nlm.nih.gov/pubmed/22233303

