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CLINICAL PUZZLE

Understanding the aetiology and resolution of chronic otitis media
from animal and human studies
Mahmood F. Bhutta1,2,*, Ruth B. Thornton2,3, Lea-Ann S. Kirkham2,3, Joseph E. Kerschner4 and
Michael T. Cheeseman5

ABSTRACT
Inflammationof themiddleear, knownclinicallyas chronicotitismedia,
presents in different forms, such as chronic otitis media with effusion
(COME; glue ear) and chronic suppurative otitis media (CSOM).
Theseare highly prevalent diseases, especially in childhood, and lead
to significant morbidity worldwide. However, much remains unclear
about this disease, including its aetiology, initiation and perpetuation,
and the relative roles of mucosal and leukocyte biology, pathogens,
and Eustachian tube function. Chronic otitis media is commonly
modelled in mice but most existing models only partially mimic
humandiseaseandmanyare syndromic. Nevertheless, thesemodels
have provided insights into potential disease mechanisms, and have
implicated altered immune signalling, mucociliary function and
Eustachian tube function as potential predisposing mechanisms.
Clinical studies of chronic otitismedia haveyet to implicate a particular
molecular pathway ormechanism, and current human genetic studies
are underpowered. We also do not fully understand how existing
interventions, such as tympanic membrane repair, work, nor how
chronic otitis media spontaneously resolves. This Clinical Puzzle
article describes our current knowledge of chronic otitis media and
the existing research models for this condition. It also identifies
unanswered questions about its pathogenesis and treatment, with the
goal of advancing our understanding of this disease to aid the
development of novel therapeutic interventions.

KEY WORDS: Chronic otitis media, Genetics, Animal models,
Inflammation

Introduction
Otitis media (OM; see Box 1 for a glossary of terms) describes an
inflammatory disease of the middle ear that consists of a set of inter-
related clinical phenotypes. Chronic otitis media with effusion
(COME, or ‘glue ear’; Box 1) affects 5-6% of children in high-
income countries in their second year of life (Bhutta, 2014),
becomes less prevalent in older children (Suarez Nieto et al., 1983)
and is rare in adults. COME is characterised by mucosal
hyperplasia, including the proliferation of mucus-secreting goblet

cells in the epithelial lining of the antero-inferior middle ear cleft.
These changes lead to serous or mucoid middle ear effusion (Fig. 1,
Box 2), which impairs the transmission of airborne sound. COME is
the most common cause of hearing loss in childhood (Robb and
Williamson, 2016).

Chronic suppurative otitis media (CSOM; Box 1) is characterised
by a persistent perforation of the tympanic membrane (Box 1,
Fig. 2) with intermittent or constant discharge of pus through this
perforation (a condition known as otorrhoea; Box 1 and see the
accompanying case study in Box 2). CSOM is rare (<1%) in high-
income countries but relatively common (>2%) in many low- and
middle-income countries, and is highly prevalent (>4%) in some
indigenous groups, such as in Australian Aboriginal, Pacific
Islander, Native American and Inuit populations (Bhutta, 2015).
CSOM is estimated to affect 65-million–330-million people
worldwide (WHO, 2004). Epidemiological studies indicate that
the highest incidence of CSOM occurs in childhood (Monasta et al.,
2012), but others have suggested that prevalence continues to rise
into adulthood (Shaheen et al., 2012; Chung et al., 2016).

The risk of developing either COME or CSOM involves a
complex interplay between host immunity and microbial
pathogenicity, which, in turn, is affected by host and microbe
genetics, as well as by environmental factors (particularly those that
affect risk of exposure to bacteria) and by therapeutic interventions
(Fig. 3). Most cases of COME are preceded by a bacterial or viral
infection of the middle ear, which causes acute otitis media (AOM;
Boxes 1, 2). After an episode of AOM, the middle ear effusion
becomes non-purulent [otitis media with effusion (OME); Box 1]
and then usually resolves within days; however, in an estimated 8%
of affected children it persists for more than 3 months and becomes
chronic (COME) (Bhutta, 2014). What distinguishes the minority of
children who develop chronic inflammation from those that do not is
a key research question. Recurrent AOM (rAOM; Box 1) is also a
risk factor for developing COME (Alho et al., 1995), but most
children with COME do not suffer from rAOM.

Relatively little is known about the aetiology of CSOM, but it is
thought to occur as a consequence of recurrent or persistent middle
ear inflammation, which leads to a non-healing perforation of the
tympanic membrane. Many affected individuals present without a
history of preceding symptoms, but there is evidence that early or
recurrent AOM (Fliss et al., 1991; Lasisi et al., 2007; van der Veen
et al., 2006), or COME (Youngs, 1998), increases an individual’s
risk of developing CSOM. Chronic otorrhoea can also develop in
children after the insertion of grommets (Box 1).

In this Clinical Puzzle, we discuss our current knowledge of
chronic OM and the existing research models that have been
generated to investigate the factors that contribute to this disease.
We also identify unanswered questions about the pathogenesis and
treatment of these chronic ear conditions, and highlight the need for
us to advance our understanding of the aetiology and biology of this

1Department of ENT, Brighton and SussexUniversity Hospitals NHS Trust, Brighton,
BN2 5BE, England. 2Division of Paediatrics, University of Western Australia,
Subiaco, WA 6008, Australia. 3Wesfarmers Centre of Vaccines and Infectious
Diseases, Telethon Kids Institute, Subiaco, WA 6008, Australia. 4Office of the Dean,
Medical College of Wisconsin, Milwaukee, WI 53226, USA. 5Division of
Developmental Biology, Roslin Institute, University of Edinburgh, Midlothian, EH23
9RG, Scotland.

*Author for correspondence (m.bhutta@doctors.org.uk)

M.F.B., 0000-0002-4688-1670

This is an Open Access article distributed under the terms of the Creative Commons Attribution
License (http://creativecommons.org/licenses/by/3.0), which permits unrestricted use,
distribution and reproduction in any medium provided that the original work is properly attributed.

1289

© 2017. Published by The Company of Biologists Ltd | Disease Models & Mechanisms (2017) 10, 1289-1300 doi:10.1242/dmm.029983

D
is
ea

se
M
o
d
el
s
&
M
ec
h
an

is
m
s

mailto:m.bhutta@doctors.org.uk
http://orcid.org/0000-0002-4688-1670
http://creativecommons.org/licenses/by/3.0
http://creativecommons.org/licenses/by/3.0


disease in order to develop novel therapeutic interventions for this
prevalent and chronic condition.

Chronic otitis media can resolve
What is unusual about both COME and CSOM is that these conditions
can resolve spontaneously. Many other chronic inflammatory
disorders, such as rheumatoid arthritis or multiple sclerosis,
demonstrate a clinical course of persistent or recurrent inflammation,
and rarely result in permanent resolution (Nathan and Ding, 2010).
For patients with COME, effusion can be resolved through the

insertion of grommets (ventilation tubes), although the mechanism
underlying this effect is unknown. Around one fifth of children
treated with grommets in infancy will have a recurrence of effusion
once the grommets extrude from the tympanic membrane, yet, by
the age of 6 years, hearing will have normalised in almost all

affected children, irrespective of treatment (Johnston et al., 2004;
Khodaverdi et al., 2013).

Resolution can also occur in CSOM, and healing of the tympanic
membrane has been noted in some patients after treatment with
topical antibiotics (Gupta et al., 2014; Smith et al., 1996). However,
spontaneous resolution occurs less commonly than in cases of
COME. In a study of 549 children in Greenland, 9% were found to
have CSOM and, when a subset of this cohort was followed up after
15 years, the tympanic membrane had healed in only one third
(Jensen et al., 2012).

Existing model systems for chronic otitis media
The mouse has become the preferred animal model for OM
research owing to the availability of suitable reagents, low
husbandry costs, genetic tractability, a well-characterised
immune response and well-defined microbiological status
(Fig. 4) (Bhutta, 2012). The long-tailed chinchilla has also been
used for OM research because its large middle ear and Eustachian
tube more closely resemble the anatomy of humans, and make it
easier to recover effusion for microbiological or immunological
analysis (Doyle, 1985; Jurcisek et al., 2003). For these reasons, the
chinchilla has proven to be especially useful in vaccine studies

Box 1. Glossary of clinical terms
Acute otitis media (AOM): an ear infection, usually accompanied by
symptoms of fever and pain in the ear.
Audiogram: a test to measure hearing, with hearing thresholds
measured in decibels.
Bulla: the middle ear cavity in animals.
Chronic otitis media with effusion (COME): otitis media with effusion
present for at least 3 months.
Chronic suppurative otitis media (CSOM): chronic otitis media with a
perforated tympanic membrane and intermittent or continuous
otorrhoea. Duration of otorrhoea to define disease is debated: some
suggest 2 weeks, others 6 weeks, others 3 months.
Grommet: a small, hollow (also called a ventilation) tube inserted into
the tympanic membrane to treat symptomatic COME and resolve
effusion.
Myringoplasty: an operation to repair the tympanic membrane.
Myringotomy: an operation to make an incision in the tympanic membrane.
Otitis media (OM): inflammation of the middle ear.
Otitis media with effusion (OME): serous or mucoid effusion in the
middle ear, without signs or symptoms of infection. Usually the effusion is
tenacious; hence, OME is colloquially called ‘glue ear’.
Otorrhoea: discharge from the ear.
Otoscope: an instrument to examine the ear.
Recurrent AOM (rAOM): usually defined asmore than three episodes of
AOM in 6 months, or more than four episodes in a year.
Tympanic membrane: the eardrum, a membrane between the middle
and outer ear that vibrates in response to sound.
Tympanometry: a clinical test to evaluate the pressure of the middle ear
or the presence of fluid by observing the mobility of the eardrum in
response to induced variations in the air pressure in the ear canal.

Box 2. Case study
A 5-year-old boy is taken to the doctor by his parents because both they
and his schoolteachers have noticed that for several months his hearing
seems poor. He is also behind his peer group in his spoken and written
language, and there are concerns about poor behaviour. There is no
preceding history of ear infections and the boy is otherwise well. The
boy’s father also had hearing problems in childhood. Examination with an
otoscope reveals evidence of effusion behind the tympanic membrane
(see Fig. 1), giving a diagnosis of otitis mediawith effusion (OME; or ‘glue
ear’). This is confirmed by tympanometry. An audiogram reveals a 40-
decibel hearing loss. After a discussion of the options, the parents decide
to proceed with bilateral grommet insertion under general anaesthesia,
which normalises hearing and leads to improvements in language
development and behaviour.

After a year, the grommets fall out, but the left tympanic membrane
has a residual perforation. Subsequently, the child suffers recurrent left-
sided mucopurulent otorrhoea, which occurs every few months. The
child is repeatedly treated with topical antibiotic drops but is unable to
continuewith his swimming lessons. At the age of 8 years, he undergoes
a left myringoplasty, which successfully repairs the tympanic membrane.
The child has no further problems. (See Box 1 for a glossary of clinical
terms.)

Perforated
tympanic
membrane

Fig. 2. Otoscopic view of the right ear of a child with CSOM. The image
shows a perforation of the posterior tympanic membrane. This patient
complained of intermittent ear discharge (otorrhoea), although at the time of
this image no discharge is evident. Image courtesy of Professor David Pothier,
University of Toronto, Ontario, Canada.

Malleus

Tympanic
membrane

Meniscus at top of
middle ear effusion

Fig. 1. Otoscopic view of the right ear of a 5-year-old child with COME
(‘glue ear’). An effusion is present behind (deep to) the tympanic membrane
(ear drum), which appears as slight opacity. Image courtesy of Professor David
Pothier, University of Toronto, Ontario, Canada.

1290

CLINICAL PUZZLE Disease Models & Mechanisms (2017) 10, 1289-1300 doi:10.1242/dmm.029983

D
is
ea

se
M
o
d
el
s
&
M
ec
h
an

is
m
s



and, because the chinchilla is outbred, it also better models the
heterogeneity of immunological response compared to inbred
animals (Green et al., 1994; Novotny et al., 2013). Other rodents
used to study OM include rats, guinea pigs and gerbils (Bhutta,
2012; Sabirov and Metzger, 2008). Non-rodent animal models are
rarely used to study this condition.

In vitro cell-culture models to study OM have also been developed
using immortalised human middle ear epithelial cells (Chun et al.,
2002), rat mucosal explants (Hill et al., 1992) and murine primary
middle ear epithelial cells (Mulay et al., 2016; Tsuchiya et al., 2005)
(Fig. 4D). Although these cell-culture models enable host-pathogen
interactions to be assessed at the epithelial surface (Samuel et al.,
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Fig. 3. Inter-related phenotypes of
mucosal OM, together with their known
or presumed risk factors. In this
schematic, white broken arrows denote
postulated links between OM-related
conditions and unbroken arrows represent
known links. Risk factors and therapies
associated with pathogen exposure (left)
and with host characteristics and
inflammatory response (right) for acute
and chronic forms of OM are shown. There
are two forms of chronic mucosal OM:
COME (chronic OM with effusion) and
CSOM (chronic suppurative OM). Note
that OME and COME can occur without
antecedent AOM. The causes of CSOM
are not well understood. AOM, acute otitis
media; rAOM, recurrent AOM.

A  Inoculation with bacteria B  Surgical manipulation

C  Mutagenesis D  In vitro cell culture

Intranasal
inoculation

Myringotomy

Induced
genetic
mutation

Injection of mutagen
(random or targeted)

Bacterial
exposure

Trans-bullar
injection

Eustachian
tube ligation

Fig. 4. Common methods to induce acute or
chronic OM in mouse models. Methods shown
here are for mouse models (methods to induce
acute or chronic otitis media are determined by the
model species and the hypothesis under test, and
can be combined; for example, inoculating a
genetic mutant with bacteria). (A) Inoculation with
bacteria. A mouse is inoculated with bacteria,
intranasally or by injection directly into the middle
ear (bulla). Bacteria commonly used include
pneumococcus or NTHi. (B) Surgical methods.
The top inset shows surgically induced tympanic
membrane perforation, and the lower inset shows
surgical ligation of the Eustachian tube.
(C) Genetic manipulation. This can be performed
via chemical mutagenesis [typically with injection
of the chemical mutagen N-ethyl-N-nitrosourea
(ENU), as shown] or by targeted genetic mutation.
(D) In vitro cell culture, for example of immortalised
middle ear epithelial cells or mucosal explants.
Following exposure to bacteria, these cell-culture
models enable host-pathogen interactions at the
epithelial surface to be assessed.
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2008; Palacios et al., 2004; Val et al., 2016a), they cannot fully
recapitulate the complexity of host-pathogen interaction in vivo,
which is needed to understand the pathophysiology of chronic OM.
There are currently no experimental models that fully replicate

the development or progression of chronic OM in humans. AOM is
induced in animal models either by injection of bacteria directly into
the bulla (Box 1; Oishi et al., 2013) or by intranasal inoculation
coupled with viral co-infection (Langereis et al., 2012) or nasal
pressurisation to facilitate ascension of bacteria from the nose to the
middle ear (Chaney et al., 2011; Fig. 4A). The injection of less-
virulent bacteria or of a reduced bacterial load leads to histological
changes that resemble OME rather than AOM (Hermansson et al.,
1988). In such models, inflammation is short-lived, the infection
resolves within days and transition from AOM to chronic OM is not
observed. Chronic OM (without preceding AOM) can be induced in
mice or rats either through surgical obstruction of the Eustachian tube
(Varsak and SantaMaria, 2016; SantaMaria et al., 2015; Hirano et al.,
2016) or through genetic mutation (Zheng et al., 2006) (Fig. 4B,C).
Current genetic mutant mouse models of chronic OM are listed in

Table S1 and reveal that a wide range of biological mechanisms can
result in chronic OM in mice. OM penetrance ranges from ∼30% in
the BpifA1-null mouse mutant (BpifA1 encodes the innate immune
response protein BPI fold-containing family A member 1) (Bartlett
et al., 2015) to ∼80% in a mouse carrying a point mutation at the
immunomodulatory Mecom (MDS1 and EVI1 complex) locus
(Parkinson et al., 2006). OMmouse models recapitulate many of the
features of human chronic OM. The effusion that accumulates in the
middle ear (bulla) varies from serous in mice that carry a point
mutation at the protein regulatory locus Fbxo11 (F-box protein 11)
(Hardisty-Hughes et al., 2006) to purulent in Mecom mutant mice,
and features variable proportions of polymorphonuclear cells
(including foamy large macrophages), lymphocytes, plasma cells
and apoptotic or necrotic cells. In these models, the inflamed bulla
mucosa is thickened, oedematous and often bears polyps, with
capillary and lymphatic proliferation, and often a loss of ciliated
cells and increased goblet cell number (Parkinson et al., 2006;
Hardisty et al., 2003). Mucosal fibrosis has also been noted in
Mecom mutants, BpifA1 mutants and in Oxgr1-null mice (Oxgr1
encodes the G-protein-coupled receptor oxoglutarate receptor 1),
and in mice carrying a point mutation in the pattern-recognition
receptor Tlr4 (Toll-like receptor 4) (Kerschner et al., 2013;
MacArthur et al., 2006). Cholesterol granulomas are seen in mice
with a semi-dominant point mutation in the gene encoding
ribosomal protein L38 (Rpl38) and in mice with a semi-dominant
mutation in the gene encoding the nuclear scaffold lamin A/C
proteins (Lmna) (Noben-Trauth and Latoche, 2011; Zhang et al.,
2012). Foreign-body granulomas have also been found in mice null
for ectodysplasin A (Eda) and its receptor (Edar), which are
involved in ectodermal morphogenesis (Azar et al., 2016).
It is important to note that the pathology of mouse models also

differs from certain aspects of human COME and CSOM. No mouse
mutant develops the tenacious fluid that typifies the effusion of the
human mucoid form of COME, although there is evidence of a
modest increase inmucus production.Mucin genes are upregulated in
the mucosa of the Oxgr1 mouse mutant, and there is goblet cell
hyperplasia in Lmna, Eda and Edarmutants. Goblet cell hyperplasia
is also seenwith OM inmice carrying a null mutation in the following
genes: the chromatin-remodelling gene Chd7 (chromodomain-
helicase-DNA-binding protein 7), the transcriptional co-activator
Eya4 (EYA transcriptional coactivator and phosphatase 4), the
immunomodulatory gene Tgif (TGFB induced factor homeobox 1)
and the structural protein Sh3pxd2b (SH3 and PX domains 2B) (Tian

et al., 2012; Depreux et al., 2008; Tateossian et al., 2013; Yang et al.,
2011). Goblet cell hyperplasia also occurs as a result of chromosomal
microdeletion in the Df1 mouse model of the human 22q11 deletion
syndrome (Fuchs et al., 2013). Importantly, COME in children may
resolve either spontaneously or after successful grommet treatment,
whereas spontaneous remission of chronic OM is not documented in
animal models.

The hallmark features of human CSOM, namely tympanic
membrane perforation and purulent otorrhoea, are uncommon
sequelae in genetic mouse models. In the Mecom mutant, otorrhoea
occurs in conventionally housed low-health-status mice over 6months
of age but not in high-health-status specific-pathogen-free (SPF)
conditions (Parkinson et al., 2006). Many other mouse OM models
have not been assessed at this age and so it is possible that they could
also develop otorrhoea if allowed to age. The findings in the Mecom
mouse support the argument that laboratory mice should experience
more normal environmental exposure to natural pathogens in order to
better model human microbial exposure (Beura et al., 2016).

Several authors have attempted to induce CSOM in rodents
through surgical means. In wild-type mice, surgical tympanic
membrane perforation followed by the introduction of infection
does not lead to chronic otorrhoea, and the tympanic membrane
usually heals (Wang et al., 2014). Tympanic perforation in mutant
Mecom mice also heals within 5 days, despite the presence of a pre-
existing chronic purulent effusion (Bhutta et al., 2014). CSOM can
be reliably induced in mice and rats by a combination of tympanic
membrane perforation, blockade of the Eustachian tube, prevention
of tympanic membrane healing (through grommet insertion
or through the application of the matrix metalloprotease inhibitor
KB-R7785) and by infection with Pseudomonas aeruginosa or
Streptococcus pneumoniae (Santa Maria et al., 2015; Silva et al.,
2012). It is still uncertain whether these are good models of CSOM
because, in human disease, the Eustachian tube is usually normal
or only partially obstructed (Bhat et al., 2009). Further studies of
disease pathogenesis with these CSOM models are warranted.

Chronic OM is a feature of human syndromic conditions, such
as Down syndrome, hypohidrotic ectodermal dysplasia (HED),
primary ciliary dyskinesia (PCD), mucopolysaccharidosis and
22q11.2 deletion syndrome, and is also observed in the mouse
strains that bear the comparable genetic lesions (Table S1). Other
current mouse models of chronic OM have syndromic features, and
so the pathology and mechanisms described in these models must
be translated cautiously to non-syndromic disease in humans. In
addition, some syndromic mouse models, such as perinatal lethal
neurofibromatosis type 2, have OM (Giovannini et al., 2000), but
this is not a feature of the equivalent human condition.

The role of pathogens in chronic otitis media
COME is often preceded by AOM, and so it is likely that bacterial
and/or viral pathogens initiate inflammation in such cases (Fig. 5). It
is generally accepted that infection with an upper respiratory virus
often precedes bacterial AOM. The main bacteria that cause AOM
are S. pneumoniae (pneumococcus), non-typeable Haemophilus
influenzae (NTHi) and Moraxella cattarrhalis (Ngo et al., 2016).
These bacteria are also found in the middle ear effusion of children
with chronic OM, but microbiome studies reveal that a multitude of
other bacterial species are also present, in both COME (Chan et al.,
2016; Jervis-Bardy et al., 2015) and CSOM (Neeff et al., 2016).

The role of bacteria in contributing to the persistence of
inflammation in COME is not clear. There is some evidence that
children who have recurrent episodes of AOM are more likely to
have middle ear effusion (Alho et al., 1995) but it is uncertain
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whether this represents repeated episodes of acute resolving
effusion or continuous non-resolving effusion. Different studies
using culture or molecular identification have detected bacterial
DNA in 14-73% of effusions from children with COME (this wide
range may reflect differing sensitivity of detection methods), and
NTHi is more likely to be present than is pneumococcus (Ngo et al.,
2016). Live bacteria have been found in a biofilmmatrix onmucosal
surfaces and/or in middle ear effusion (Thornton et al., 2013; Hall-
Stoodley et al., 2006), intracellularly within mucosal cells and
planktonically within the effusion (Thornton et al., 2011) (Fig. 5B,
C). There is evidence that the effusion in COME is more likely to
resolve in children who are given antibiotics (Venekamp et al.,
2016), although that effect is relatively small.

InCSOM,bacteria playamore definite role in disease perpetuation.
The prevalence of CSOM correlates with socioeconomic deprivation
and malnutrition, both between and within countries (Bhutta, 2014;
Lasisi et al., 2007; Chadha et al., 2006; Shaheen et al., 2012; Ologe
andNwawolo, 2003). These factors likely have an impact on immune
responses, on the risk of pathogen exposure and on pathogen load.
Microbiological culture of middle ear effusion from children with
CSOMyields amix of aerobic and anaerobic bacteria (Verhoeff et al.,
2006), usually with a predominance of Staphylococcus aureus and
P. aeruginosa (Mittal et al., 2015). Bacteria in CSOM also exist in a
biofilm (Lee et al., 2009; Saunders et al., 2011; Gu et al., 2014;
Homøe et al., 2009). Topical or oral antibiotics may stop otorrhoea in
patients with CSOM, but treatment will frequently fail and it is also

A  Normal B  COME C  CSOM

Mucus
layer

Eustachian
tube

Stapes

Malleus

Incus

Eustachian
tube
inflammation

Hyperplastic
mucosa

Mucoid
effusion

Purulent
effusion

Hyperplastic
mucosa
with polyps

Eroded
ossicle

Ciliated
columnar cell

Secretory
goblet cell

Ear
canal

Tympanic
membrane

Perforated
tympanic
membrane

Neutrophil

Neutrophil
extracellular trap 

Planktonic
bacteria

Macrophage

Intracellular
bacterium

Hyperplastic subepithelium

Hyperplastic basal cells

Biofilm

Mucus
cyst

Polymicrobial
effusion

Lymphocyte

Hyperplastic subepithelium

Hyperplastic basal cells

Polyp

Fig. 5. Gross and microscopic pathology in different subtypes of chronic OM. (A) The structures of a child’s middle ear, including the ossicles (malleus,
incus and stapes), tympanic membrane and Eustachian tube. The normal ciliated and non-ciliated epithelial lining of the middle ear, overlaid by a thin layer
of surface mucus, is shown in a magnified view (lower panel). (B) The middle ear of a child with COME. The pale yellow shading depicts mucoid effusion.
Lower panel: the inflamed lining of the middle ear features mucosal hyperplasia with secretory goblet cell proliferation. Bacteria can exist in the effusion in a
planktonic state, in biofilms or intracellularly, and neutrophils and macrophages are present. (C) The middle ear of a child with CSOM. Yellow shading
depicts purulent effusion, and the tympanic membrane is perforated. Lower panel: the inflamed lining of the middle ear features mucosal hyperplasia, which can
be profuse and form polyps. Bacteria are present in a variety of forms and many different bacterial species can be found. Neutrophils, macrophages and
lymphocytes are present in abundance.
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not known how often antibiotic treatment enables the long-term
resolution of disease, including healing of the tympanic membrane
(Macfadyen et al., 2005, 2006).
All chronic OM mouse mutants develop disease spontaneously

without the need for bacterial challenge. Wild-type SPF mice have a
diverse nasal microbiome (Krone et al., 2014) and nasal commensals
are a potential source for bulla infection. Nasal commensals have been
cultured from the bullae of various mouse mutants that carry null
mutations, including in genes involved in ectodermal morphogenesis
(Eda, Edar and Mcph, which encodes microcephalin) (Azar et al.,
2016; Chen et al., 2013), in chromatin remodelling (Chd7) (Tian et al.,
2012), in transcription (Eya4, Df1 and Isl1, which encodes ISL LIM
homeobox 1) (Depreux et al., 2008; Hilton et al., 2011; Fuchs et al.,
2013), in protein synthesis (Rpl38) (Noben-Trauth and Latoche, 2011)
and in immune signalling (Mecom and Nfkbia, which encodes NFKB
inhibitor alpha) (Schmidt-Ullrich et al., 2001; Parkinson et al., 2006).
However, not all bulla fluids are culture positive (Table S1). The
human otopathogens NTHi, pneumococcus and Moraxella
catarrhalis have not been detected by PCR in Chd7 or Oxgr1
mouse mutants, butM. catarrhaliswas detected in the Spag6 (sperm-
associated antigen 6)-null mutant, which has defects thought to result
from disruption of the ciliary cytoskeleton (Li et al., 2014). Anaerobic
culture and microbiome studies have yet to be performed in these OM
mutants. Antimicrobial (azithromycin) treatment does not suppress
OM in Eya4mutants (Depreux et al., 2008). InMecom mutants, OM
initiates later, but occurs with the same frequency under germ-free and
SPF conditions, suggesting that respiratory irritants, such as ammonia
and dust from the cage environment, can act as inflammatory stimuli to
initiate OM. Intranasal challenge ofMecommutants withNTHi results
in high rates of bulla infection lasting up to 56 days, and shows the
potential of this model for treatment and prevention studies for chronic
OM. There is no evidence of NTHi intraepithelial infection or biofilm
formation in Mecom mice (Hood et al., 2016).

The role of host factors in chronic otitis media
The relative importance of host factors in the initiation and
perpetuation of chronic OM can be gauged from estimates of the
heritability of disease. Twin studies in young children with COME
have suggested that heritability of the duration of middle ear
effusion is high at 0.73 (Casselbrant et al., 1999). Studies of the Inuit

population in Greenland report that parental history is an important
predictor of CSOM in children, independent of socioeconomic
status (Jensen et al., 2011; Koch et al., 2011).

Identifying genetic loci that are associated with chronic OM is
one way in which to elucidate potential disease mechanisms. A
number of human genetic-association studies for OM have been
reported (reviewed in Rye et al., 2012a), but most early studies
comprised small cohorts (and so were underpowered or at high risk
of false discovery) and, in many, the condition was poorly defined
(Bhutta, 2013). More recent studies have featured larger cohorts and
better phenotyping (Table 1) but, nevertheless, they remain too
small to discover loci that are associated with modest relative risk.
The only OM association to have been replicated is at the FBXO11
locus. FBXO11 was initially associated with OM in an Australian
cohort (Rye et al., 2011), with nominal evidence of association, and
then replicated in a UK cohort (Bhutta et al., 2017) and a US cohort
(Segade et al., 2006), albeit at different polymorphisms at FBXO11.
Data from the Fbxo11 mouse model (see below) suggest that a
mutation in Fbxo11 perturbs transforming growth factor (TGF)-β
signalling in the middle ear.

The factors that contribute to host susceptibility to chronic OM
have also not been elucidated. The onset of AOM is presumed to
involve the detection of (bacterial) antigens by innate immune
receptors (such as the Toll-like receptors) and by other pattern-
recognition molecules on cells within the middle ear mucosa, which
will recruit neutrophils and lymphocytes to themiddle ear. However,
we donot knowwhether it is signalling and regulation by themucosa,
leukocytes, or both, that perpetuates inflammation in the chronic
condition, and whether the inflammatory mechanisms involved are
organ-specific or mirror mechanisms of chronic inflammation found
in other tissues (Buckley et al., 2013; Val et al., 2016b).

Much of the older literature suggests that poor aeration of the
middle ear due to ventilatory dysfunction of the Eustachian tube is a
key factor in acute and chronic OM (Bluestone, 2005), yet there are
no validated tests of Eustachian tube function to support this notion
(Smith and Tysome, 2015). Moreover, anatomical modelling
suggests that a narrowing of the Eustachian tube is unlikely to
significantly impede gas exchange (Sadé et al., 2004). Additionally,
no consistent or significant differences in Eustachian tube
parameters have been demonstrated in individuals affected by OM

Table 1. Human genetic linkage or association studies for susceptibility to OM*

Study type Reference Cohort Findings

Genome-wide
association study

Allen et al., 2013 373 cases with rAOM or COME treated with grommets Association with rs1110060 in KIF7 intron. Not
replicated in an independent cohort

Genome-wide
association study

Rye et al., 2012b 416 cases of OM, 1075 controls. Identified by parental
questionnaire of symptoms and/or clinical findings

Top hits at CAPN14 (OR 1.86) and GALNT14
(OR 1.6). Not replicated in two independent
cohorts (Allen et al., 2014)

Genome-wide
association study

Einarsdottir et al., 2016 803 OM cases with rAOM or COME, 2073 controls Association with 80 kb region on chromosome
19. Replication in UK cohort in opposite
direction for risk

Linkage study Chen et al., 2011 139 families with rAOM or COME treated with grommets Linkage at 2.2 Mb region at 19q
Linkage study Rye et al., 2014 468 families with rAOM or COME treated with grommets Linkage at 4.2 Mb region at 10q23.6
Linkage study Casselbrant et al., 2009 403 families with children treated with grommets Linkage at 17q12 and 10q22.3
Candidate gene study Bhutta et al., 2017 1296 families with COME treated with grommets Association with polymorphism at FBXO11

and TGIF1
Candidate gene study Hafren et al., 2015 624 cases with rAOM or COME, 778 controls Association with polymorphism at TLR4.

Not replicated
Candidate gene study Rye et al., 2011 434 families with rAOM or COME treated with grommets Association with polymorphism at FBXO11.

Replicated

*Only selected studies with a reasonable sample size are shown, although cited studies are nevertheless underpowered by the standards applied to detect
genetic associations to a common disease. rAOM, recurrent acute otitis media; CAPN14, calpain 14; COME, chronic otitis media with effusion; GALNT14,
polypeptide N-acetylgalactosaminyltransferase 14; Mb, megabase; OM, otitis media; OR, odds ratio.
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(Sadé and Luntz, 1989; Sadé et al., 1986). However, in Df1 and
Tbx1 (T-box 1)-null mouse mutants (which model human 22q11
deletion syndrome), developmental hypoplasia of the levator veli
palatini muscle, which is involved in opening and closing the
anterior pharyngeal portion of the Eustachian tube, impairs the
experimental transit of dye from the bulla (Fuchs et al., 2013; Liao
et al., 2004). In Fbxo11 (Hardisty et al., 2003) and Eya4 (Depreux
et al., 2008) mutants, the Eustachian tube can be malpositioned,
narrowed or misshapen and, in Eya4 mutants, its opening can be
blocked by inflammatory polyps. An adrenergic signalling defect in
Dbh (dopamine beta-hydroxylase) mutants might also impair tubal
function (Maison et al., 2010). In addition, mouse mutants with
craniofacial abnormalities, such as domed heads and alterations in
the cranial base, can have Eustachian tube anomalies; for example,
the angle at which the tubes join the nasopharynx is more acute in
Sh3pxd2b, Lmna and Chd7mutants (Zhang et al., 2012; Yang et al.,
2011; Tian et al., 2012). In Rpl38 and Edarmutants, the Eustachian
tube undergoes pathological dilation through loss of adjacent
submucosal glands (Azar et al., 2016; Noben-Trauth and Latoche,
2011), and, in Eda and Edar mutants, the gating function of the
Eustachian tube is reduced, permitting larger foreign-body particles
to enter the bulla (Azar et al., 2016). There are anatomical defects in
the middle ear of other mouse mutants that could also be relevant;
for example, defective postnatal bulla cavitation in the Eya4 null
mutant (Depreux et al., 2008), hypoplastic but proportionate skulls
in the microcephaly-associated Mcph1-null mutant (Chen et al.,
2013), shortened and distorted nasal bones with small bullae in
compound mutants of the transcription factors Ets1 (ETS proto-
oncogene 1, transcription factor) and Fli1 (Fli-1 proto-oncogene,
ETS transcription factor) (Carpinelli et al., 2015), and perturbation
of epithelial growth in the Fbxo11 and Tgifmutants (Hardisty et al.,
2003; Tateossian et al., 2013).
The importance of mucociliary defects in the perpetuation of

middle ear inflammation is not known. In primary cilia dyskinesia
(PCD) syndrome, patients have an increased incidence of middle ear
effusion, and mouse mutants with null mutations in the following
ciliary structural proteins have OM and rhinitis due to impaired
mucociliary clearance: Dnah5 (dynein axonemal heavy chain 5),
Cby1 (chibby family member 1, beta catenin antagonist), Spag6,
Dnah11 (dynein axonemal heavy chain 11),Odf2 (outer dense fiber
of sperm tails 2), Ttll1 (tubulin tyrosine ligase-like 1),Ulk4 (unc-51-
like kinase 4), Kif27 (kinesin family member 27), Dpcd (deleted in
primary ciliary dyskinesia homolog) and Stk36 (serine/threonine
kinase 36) (Ibanez-Tallon et al., 2002; Voronina et al., 2009; Li
et al., 2014; Lucas et al., 2012; Kunimoto et al., 2012; Vogel et al.,
2010, 2012). Mcph1 mutant mice are also suspected to have
cilia defects, as well as the null mutant at Porcn (porcupine
O-acyltransferase), a gene involved in the processing of proteins
by the endoplasmic reticulum (Chen et al., 2013; Biechele et al.,
2013). In Lmna, Chd7, Eya4 and Phex (phosphate regulating
endopeptidase homolog, X-linked) mutants, inflammation causes
the loss of ciliated cells in the bulla epithelium, whereas
perturbation of phosphorylation in the fibroblast growth factor
(FGF)23/prostaglandin (PG)E2 pathways in the Phex hypomorph
might also reduce the aqueous periciliary layer and impair the
clearance of overlying mucus (Han et al., 2012; Zhang et al., 2012;
Tian et al., 2012; Depreux et al., 2008).

Mechanisms leading to chronic inflammation and resolution
What enables chronic OM to resolve is unclear, but this seems an
important avenue of research. This is because, by better
understanding the clearance mechanisms that lead to resolution,

we might be able to clinically manipulate the disease to hasten
resolution, and thereby reduce disability.

At a molecular level, the resolution of inflammation in tissues
other than the middle ear is complex, involving the depletion of
chemokines, the downregulation of pro-inflammatory cytokines,
the upregulation of pro-resolution mediators, neutrophil apoptosis
and the alternative activation of macrophages (Sugimoto et al.,
2016). It seems likely that similar mechanisms will operate in
mucosal cells and in leukocytes to resolve inflammation in the
chronically inflamed middle ear, but which of these mechanisms is
important, and how they are regulated, is not known.

Existing clinical treatments for chronic OM can be highly
effective, but investigation into their mechanisms of action has been
limited. In COME, symptoms result from effusion, and the insertion
of grommets is effective in resolving that effusion (Browning et al.,
2010). Grommets are often presumed to have a rheological effect
but there is no evidence that grommets affect the ventilatory
function of the Eustachian tube in the short (van der Avoort et al.,
2009), medium (Takahashi et al., 1990; van Heerbeek et al., 2001;
Straetemans et al., 2005), or long (Cayé-Thomasen et al., 2008)
term. Myringotomy (Box 1) in a mouse model reduced tissue
hypoxia and inflammatory effusion, suggesting that oxygen tension
is important for middle ear homeostasis, and this might be an
alternative explanation for the efficacy of grommets (Bhutta et al.,
2014). Once grommets extrude, middle ear effusion can recur,
leading to a repeat operation in one quarter of treated children
(Browning et al., 2010). This suggests that grommets have little
long-term effect on the goblet cell hyperplasia that generates middle
ear effusion.

In CSOM, symptoms result from perforation of the tympanic
membrane, which is associated with ongoing intermittent or chronic
inflammatory and infected otorrhoea. Mechanisms underlying the
healing or non-healing of the tympanic membrane are not well
understood (Jung et al., 2013) but, where the tympanic membrane
does not heal spontaneously or following medical treatment with
antibiotics, surgical repair is often successful. Nevertheless, one in
six attempts at surgical repair will fail, which may be due to a
number of factors; however, evidence of continuing chronic
inflammation in the contralateral ear (in the form of COME) has
been shown to be predictive of failure (Hardman et al., 2015).

Molecular targeting may offer more reliable clinical resolution of
chronic OM in the future. This notion is still some distance from the
bedside, but mouse models have suggested pathways that could be
targeted. For example, genome-wide transcriptional analysis of
acute OM, induced in mice through transbullar injection, reveals an
early response at 6 h that is dominated by immune and defence
proteins, and a later response at 24-48 h that is dominated by
immunoregulatory proteins (Hernandez et al., 2015). However,
inflammation resolves within 5-7 days of inoculation, and so this
model provides little insight into the molecular signatures that
underlie the transition to chronic disease. In mouse mutants, deficits
in innate immunity are known to contribute to persistent
inflammation. In the Tlr4 mouse mutant, this occurs via altered
responses to Gram-negative bacteria and, unusually for mouse
mutants, the inflammatory changes extend into the inner ear
(MacArthur et al., 2006). Other examples include the BpifA1
mutant, in which the loss of the antimicrobial/surfactant protein
product SPLUNC1 impairs auditory tube function (Bartlett et al.,
2015), and the hypohidrotic ectodermal dysplasia (HED) mutants
IkBαΔN, EdardlJ/dlJ, EdaTa/Y and EdaTa/Ta, in which the nasal and
nasopharyngeal glands and their products are absent (Schmidt-
Ullrich et al., 2001; Azar et al., 2016). Impaired bulla mucosa
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secretion and response to Gram-negative bacteria is predicted in the
Isl1 mutant owing to the known interaction of this gene with innate
immune signalling pathways (Hilton et al., 2011). Impaired
adrenergic signalling in Dbh mutants might also affect the
systemic and mucosal adaptive immune system (Maison et al.,
2010).
Other models have suggested that perturbation of the TGF-β, NF-

κB or HIF (hypoxia-inducible factor) signalling pathways can drive
chronic OM. In Fbxo11Jf/+ and Tgif1−/− mutants, TGF-β signalling
is disrupted (Tateossian et al., 2015, 2013). TGF-β regulates the
differentiation, proliferation and activation of several immune cells
and, in sites other than the middle ear, persistent TGF-β activation
has been found to promote the transition from acute to chronic
inflammation, including fibrosis (Yoshimura et al., 2010). TGF-β
levels also correlate with duration of effusion in children with
COME (Zhao et al., 2009). Both HIF and NF-κB signalling are
activated in response to cellular stress, which is induced by
pathogens but also by chemical or physical damage (via NF-κB
signalling) or cellular hypoxia (via HIF signalling). There is
considerable crosstalk between these pathways (D’Ignazio et al.,
2016) and they induce inflammation as part of a strategy to promote
cellular survival, but persistent activation can lead to non-resolving
inflammation. MECOM acts as an inducible negative regulator of
NF-κB, and loss of Mecom function in mice results in an elevated
response to inflammatory stimuli, including to challenge with NTHi
(Xu et al., 2012). In Mecom, Fbxo11 and Tgif mutant mice,
leukocytes in the bulla fluid respond to inflammatory hypoxia by
upregulating VEGF (vascular endothelial growth factor), a
downstream effector in the HIF pathway. In Mecom mutants,
tissue hypoxia extends to the mucosa, suggesting that hypoxia
might be a common finding in the chronically inflamed middle ear
(Cheeseman et al., 2011). HIF signalling was also upregulated in
response to Eustachian tube blockage in a rat model of OM (Huang
et al., 2012). VEGF signalling has been demonstrated in effusions of
children with COME, and NF-κB in the mucosa of patients with
CSOM (Sekiyama et al., 2011; Jesic et al., 2014).
Systemic administration of VEGF-receptor antagonists has been

shown to ameliorate the progression of hearing loss in young
Mecom mice before chronic OM is established (Cheeseman et al.,
2011). Molecules to target NF-κB and TGF-β pathways have also
been developed (Gilmore and Garbati, 2011; Fabregat et al., 2014)
but have yet to be trialled for chronic OM.

Conclusions and future outlook
Despite the considerable prevalence of chronic OM worldwide,
especially in childhood, many unanswered questions remain about

its aetiology and about how to treat this disease (as summarised in
Box 3). In terms of epidemiology, existing studies provide some
understanding of the microbiological and host factors that
predispose children to COME, but we do not understand what
initiates the disease in those without a history of AOM, nor whether
CSOM is a more severe variant of COME.

In terms of elucidating the pathobiology of chronic OM, we still
need to understand the relative roles of mucosal versus leukocyte
biology in the initiation and perpetuation of middle ear disease, and
the role of pathogens and their interaction with host tissues. We do
not know whether ventilatory dysfunction in the Eustachian tube is
as important a mechanism in pathogenesis as was historically
proposed (Bluestone, 2005). This question has become more
pertinent with the recent development of balloons, which are used to
surgically dilate the Eustachian tube with the aim of permanently
improving ventilation of the middle ear in individuals with chronic
middle ear disease (Miller and Elhassan, 2013; Norman et al.,
2014). The efficacy of these balloons has not been established.
Where COME is concerned, epidemiological studies tell us that host
factors likely play a significant role. Yet, to date, human genetic-
association studies have been underpowered, often poorly
phenotyped and have an insufficient number of cohorts to enable
the replication of their results.

In addition to human studies, animal models can be a powerful
way to explore disease mechanisms. Mice have been used
extensively to study chronic OM and its associated conditions,
but none fully recapitulate the clinical features of COME or CSOM.
The recent development of a mouse model of chronic otorrhoea,
using surgical perforation of the tympanic membrane and
Eustachian tube obstruction, represents a significant advance
(Varsak and Santa Maria, 2016), but the model still lacks some
important characteristics of human disease. The existence of large-
scale mouse mutagenesis programs and new gene-editing
techniques, such as CRISPR/Cas9, should also be harnessed to
identify relevant mutants (Horii and Hatada, 2017), with a focus on
identifying those models that faithfully recapitulate human disease
and rejecting those that do not. To identify such models, we need to
better understand how individuals are genetically predisposed to
chronic OM and how the disease progresses. Any potentially
informative model thus identified needs to then undergo detailed
molecular and biological study to identify the underlying
pathogenic mechanisms and the means by which these can be
therapeutically manipulated to resolve effusion and/or otorrhoea.

We have little understanding of how current clinical treatments
for chronic OM work at a molecular level. If we understood this
better, perhaps we could offer more effective or reliable therapies.
For example, antibiotics can sometimes stop otorrhoea in CSOM
but we do not know to what extent they enable its long-term
resolution and the healing of the tympanic membrane. We do not
understand why the integrity of the tympanic membrane has such a
profound effect on middle ear immunology. Creating a perforation
of the tympanic membrane using grommets in children with COME
leads to resolution of effusion but, conversely, surgical repair of a
perforated tympanic membrane in individuals with CSOM leads to
resolution. The use of bulla explants from animal models might
provide an avenue for furthering our understanding of the role of the
tympanic membrane in the aetiology of this disease.

Laboratory mice are widely used in OM research and, although
most genetic models of chronic OM are syndromic, they provide
important insights into, and a means by which to explore, the
homeostatic mechanisms of the middle ear cleft. In particular,
the innate immunity of the middle ear is likely to be relevant to the

Box 3. Outstanding clinical and basic research questions
• What leads to CSOM? Longitudinal epidemiological studies of OM are

needed to address this question.
• What are the relative roles of mucosal biology, leukocyte biology,

pathogens and Eustachian tube function in the perpetuation and
resolution of COME and CSOM?

• How do we generate larger and well-phenotyped cohorts for genetic
studies into human chronic OM?

• How do we create new and better animal models of chronic OM, and
better evaluate their phenotypic relevance to human disease?

• How should we investigate the mechanisms that underlie current
therapeutic interventions, including the long-term effects of antibiotic
therapy for CSOM, and the immunobiological effects of perforation or
repair of the tympanic membrane?

1296

CLINICAL PUZZLE Disease Models & Mechanisms (2017) 10, 1289-1300 doi:10.1242/dmm.029983

D
is
ea

se
M
o
d
el
s
&
M
ec
h
an

is
m
s



aetiology of non-syndromic chronic OM in humans, and we need
therefore to better understand its mechanisms.
We should also not overlook the opportunities to study the

transition between disease and health by extending the time course
of induced AOM models. Our current chronic OM mouse models
might pass the point where changes such as mucosal fibrosis are
reversible. The prospects for generating a genetic mouse mutant that
is an exact model of non-syndromic COME or CSOM are doubtful
given species differences in size and anatomy, such as the presence
of adenoidal lymphoid tissue and bulla mastoid cells in humans
(Bhutta, 2012). Nevertheless, there is scope to discover more about
the pathobiology of chronic OM in mutant mice, and to use them as
novel translational models to validate candidate genes, pathways
and experimental treatments. New techniques, such as designer-
nuclease gene editors, make it possible to also engineer candidate
OM genes in large animal species (Whitelaw et al., 2016), and the
recent sequencing of the chinchilla genome (Shimoyama et al.,
2016) opens up opportunities for further use of this species.
The challenge to overcome the research questions outlined here

lies not only with clinicians and scientists, but perhaps also with
research funding bodies, some of which may not have historically
realised the prevalence and morbidity associated with chronic
inflammation of the middle ear.
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Cayé-Thomasen, P., Stangerup, S.-E., Jørgensen, G., Drozdziewic, D.,
Bonding, P. and Tos, M. (2008). Myringotomy versus ventilation tubes in
secretory otitis media: eardrum pathology, hearing, and eustachian tube function
25 years after treatment. Otol. Neurotol. 29, 649-657.

Chadha, S. K., Agarwal, A. K., Gulati, A. and Garg, A. (2006). A comparative
evaluation of ear diseases in children of higher versus lower socioeconomic
status. J. Laryngol. Otol. 120, 16-19.

Chan, C. L., Wabnitz, D., Bardy, J. J., Bassiouni, A., Wormald, P. J., Vreugde, S.
and Psaltis, A. J. (2016). The microbiome of otitis media with effusion.
Laryngoscope 126, 2844-2851.

Chaney, E. J., Nguyen, C. T. and Boppart, S. A. (2011). Novel method for non-
invasive induction of a middle-ear biofilm in the rat. Vaccine 29, 1628-1633.

Cheeseman, M. T., Tyrer, H. E., Williams, D., Hough, T. A., Pathak, P., Romero,
M. R., Hilton, H., Bali, S., Parker, A., Vizor, L. et al. (2011). HIF-VEGF pathways
are critical for chronic otitis media in Junbo and Jeff mouse mutants. PLoS Genet.
7, e1002336.

Chen, W.-M., Allen, E. K., Mychaleckyj, J. C., Chen, F., Hou, X., Rich, S. S., Daly,
K. A. and Sale, M. M. (2011). Significant linkage at chromosome 19q for otitis
media with effusion and/or recurrent otitis media (COME/ROM). BMC Med.
Genet. 12, 124.

Chen, J., Ingham, N., Clare, S., Raisen, C., Vancollie, V. E., Ismail, O., Mcintyre,
R. E., Tsang, S. H., Mahajan, V. B., Dougan, G. et al. (2013). Mcph1-deficient
mice reveal a role for MCPH1 in otitis media. PLoS ONE 8, e58156.

Chun, Y.-M., Moon, S.-K., Lee, H.-Y., Webster, P., Brackmann, D. E., Rhim, J. S.
and Lim, D. J. (2002). Immortalization of normal adult humanmiddle ear epithelial
cells using a retrovirus containing the E6/E7 genes of human papillomavirus type
16. Ann. Otol. Rhinol. Laryngol. 111, 507-517.

Chung, J. H., Lee, S. H., Woo, S. Y., Kim, S. W. and Cho, Y. S. (2016). Prevalence
and associated factors of chronic suppurative otitis media: Data from the Korea
National Health and Nutrition Examination Survey, 2009-2012. Laryngoscope
126, 2351-2357.

Depreux, F. F., Darrow, K., Conner, D. A., Eavey, R. D., Liberman, M. C.,
Seidman, C. E. and Seidman, J. G. (2008). Eya4-deficient mice are a model for
heritable otitis media. J. Clin. Invest. 118, 651-658.

D’ignazio, L., Bandarra, D. and Rocha, S. (2016). NF-kappaB and HIF crosstalk in
immune responses. FEBS J. 283, 413-424.

Doyle, W. J. (1985). Eustachian tube function in the chinchilla. Arch. Otolaryngol.
111, 305-308.

Einarsdottir, E., Hafrén, L., Leinonen, E., Bhutta, M. F., Kentala, E., Kere, J. and
Mattila, P. S. (2016). Genome-wide association analysis reveals variants on
chromosome 19 that contribute to childhood risk of chronic otitis media with
effusion. Sci. Rep. 6, 33240.

Fabregat, I., Fernando, J., Mainez, J. and Sancho, P. (2014). TGF-beta signaling
in cancer treatment. Curr. Pharm. Des. 20, 2934-2947.

Fliss, D. M., Shoham, I., Leiberman, A. andDagan, R. (1991). Chronic suppurative
otitis media without cholesteatoma in children in southern Israel: incidence and
risk factors. Pediatr. Infect. Dis. J. 10, 895-899.

1297

CLINICAL PUZZLE Disease Models & Mechanisms (2017) 10, 1289-1300 doi:10.1242/dmm.029983

D
is
ea

se
M
o
d
el
s
&
M
ec
h
an

is
m
s

http://dmm.biologists.org/lookup/doi/10.1242/dmm.029983.supplemental
http://dmm.biologists.org/lookup/doi/10.1242/dmm.029983.supplemental
http://dx.doi.org/10.1001/archotol.1995.01890080011002
http://dx.doi.org/10.1001/archotol.1995.01890080011002
http://dx.doi.org/10.1001/archotol.1995.01890080011002
http://dx.doi.org/10.1007/s10162-013-0411-2
http://dx.doi.org/10.1007/s10162-013-0411-2
http://dx.doi.org/10.1007/s10162-013-0411-2
http://dx.doi.org/10.1007/s10162-013-0411-2
http://dx.doi.org/10.1007/s10162-013-0411-2
http://dx.doi.org/10.1371/journal.pone.0104212
http://dx.doi.org/10.1371/journal.pone.0104212
http://dx.doi.org/10.1371/journal.pone.0104212
http://dx.doi.org/10.1093/hmg/ddw202
http://dx.doi.org/10.1093/hmg/ddw202
http://dx.doi.org/10.1093/hmg/ddw202
http://dx.doi.org/10.1093/hmg/ddw202
http://dx.doi.org/10.1242/dmm.019646
http://dx.doi.org/10.1242/dmm.019646
http://dx.doi.org/10.1242/dmm.019646
http://dx.doi.org/10.1038/nature17655
http://dx.doi.org/10.1038/nature17655
http://dx.doi.org/10.1038/nature17655
http://dx.doi.org/10.1038/nature17655
http://dx.doi.org/10.1177/0194599812449986
http://dx.doi.org/10.1177/0194599812449986
http://dx.doi.org/10.1159/000358549
http://dx.doi.org/10.1159/000358549
http://dx.doi.org/10.13110/humanbiology.87.2.0092
http://dx.doi.org/10.13110/humanbiology.87.2.0092
http://dx.doi.org/10.1002/lary.24698
http://dx.doi.org/10.1002/lary.24698
http://dx.doi.org/10.1002/lary.24698
http://dx.doi.org/10.1038/s41598-017-12784-8
http://dx.doi.org/10.1038/s41598-017-12784-8
http://dx.doi.org/10.1038/s41598-017-12784-8
http://dx.doi.org/10.1038/s41598-017-12784-8
http://dx.doi.org/10.1371/journal.pone.0079139
http://dx.doi.org/10.1371/journal.pone.0079139
http://dx.doi.org/10.1371/journal.pone.0079139
http://dx.doi.org/10.1002/14651858.CD001801.pub3
http://dx.doi.org/10.1002/14651858.CD001801.pub3
http://dx.doi.org/10.1002/14651858.CD001801.pub3
http://dx.doi.org/10.1038/nri3362
http://dx.doi.org/10.1038/nri3362
http://dx.doi.org/10.1016/j.ajpath.2015.03.026
http://dx.doi.org/10.1016/j.ajpath.2015.03.026
http://dx.doi.org/10.1016/j.ajpath.2015.03.026
http://dx.doi.org/10.1016/j.ajpath.2015.03.026
http://dx.doi.org/10.1001/jama.282.22.2125
http://dx.doi.org/10.1001/jama.282.22.2125
http://dx.doi.org/10.1001/jama.282.22.2125
http://dx.doi.org/10.1186/1471-2350-10-85
http://dx.doi.org/10.1186/1471-2350-10-85
http://dx.doi.org/10.1186/1471-2350-10-85
http://dx.doi.org/10.1186/1471-2350-10-85
http://dx.doi.org/10.1097/MAO.0b013e318173035b
http://dx.doi.org/10.1097/MAO.0b013e318173035b
http://dx.doi.org/10.1097/MAO.0b013e318173035b
http://dx.doi.org/10.1097/MAO.0b013e318173035b
http://dx.doi.org/10.1017/S0022215106009480
http://dx.doi.org/10.1017/S0022215106009480
http://dx.doi.org/10.1017/S0022215106009480
http://dx.doi.org/10.1002/lary.26128
http://dx.doi.org/10.1002/lary.26128
http://dx.doi.org/10.1002/lary.26128
http://dx.doi.org/10.1016/j.vaccine.2010.12.076
http://dx.doi.org/10.1016/j.vaccine.2010.12.076
http://dx.doi.org/10.1371/journal.pgen.1002336
http://dx.doi.org/10.1371/journal.pgen.1002336
http://dx.doi.org/10.1371/journal.pgen.1002336
http://dx.doi.org/10.1371/journal.pgen.1002336
http://dx.doi.org/10.1186/1471-2350-12-124
http://dx.doi.org/10.1186/1471-2350-12-124
http://dx.doi.org/10.1186/1471-2350-12-124
http://dx.doi.org/10.1186/1471-2350-12-124
http://dx.doi.org/10.1371/journal.pone.0058156
http://dx.doi.org/10.1371/journal.pone.0058156
http://dx.doi.org/10.1371/journal.pone.0058156
http://dx.doi.org/10.1177/000348940211100606
http://dx.doi.org/10.1177/000348940211100606
http://dx.doi.org/10.1177/000348940211100606
http://dx.doi.org/10.1177/000348940211100606
http://dx.doi.org/10.1002/lary.25981
http://dx.doi.org/10.1002/lary.25981
http://dx.doi.org/10.1002/lary.25981
http://dx.doi.org/10.1002/lary.25981
http://dx.doi.org/10.1172/JCI32899
http://dx.doi.org/10.1172/JCI32899
http://dx.doi.org/10.1172/JCI32899
http://dx.doi.org/10.1111/febs.13578
http://dx.doi.org/10.1111/febs.13578
http://dx.doi.org/10.1001/archotol.1985.00800070057007
http://dx.doi.org/10.1001/archotol.1985.00800070057007
http://dx.doi.org/10.1038/srep33240
http://dx.doi.org/10.1038/srep33240
http://dx.doi.org/10.1038/srep33240
http://dx.doi.org/10.1038/srep33240
http://dx.doi.org/10.2174/13816128113199990591
http://dx.doi.org/10.2174/13816128113199990591
http://dx.doi.org/10.1097/00006454-199112000-00003
http://dx.doi.org/10.1097/00006454-199112000-00003
http://dx.doi.org/10.1097/00006454-199112000-00003


Fuchs, J. C., Zinnamon, F. A., Taylor, R. R., Ivins, S., Scambler, P. J., Forge, A.,
Tucker, A. S. and Linden, J. F. (2013). Hearing loss in amousemodel of 22q11.2
Deletion syndrome. PLoS ONE 8, e80104.

Gilmore, T. D. and Garbati, M. R. (2011). Inhibition of NF-kappaB signaling as a
strategy in disease therapy. Curr. Top. Microbiol. Immunol. 349, 245-263.

Giovannini, M., Robanus-Maandag, E., Van Der Valk, M., Niwa-Kawakita, M.,
Abramowski, V., Goutebroze, L., Woodruff, J. M., Berns, A. and Thomas, G.
(2000). Conditional biallelic Nf2mutation in themouse promotes manifestations of
human neurofibromatosis type 2. Genes Dev. 14, 1617-1630.

Green, B. A., Doyle, W. J. and Cowell, J. L. (1994). Chinchilla model of
experimental otitis media for study of nontypable Haemophilus influenzae vaccine
efficacy. Methods Enzymol. 235, 59-68.

Gu, X., Keyoumu, Y., Long, L. and Zhang, H. (2014). Detection of bacterial biofilms
in different types of chronic otitis media. Eur. Arch. Otorhinolaryngol. 271,
2877-2883.

Gupta, M., Singh, S., Singh, H. and Chauhan, B. (2014). To study the role of
antibiotic+steroid irrigation of the middle ear in active chronic otitis media with
small perforation and pulsatile discharge. B-ENT 10, 35-40.

Hafrén, L., Einarsdottir, E., Kentala, E., Hammarén-Malmi, S., Bhutta, M. F.,
MacArthur, C. J., Wilmot, B., Casselbrant, M., Conley, Y. P., Weeks, D. E. et al.
(2015). Predisposition to childhood otitis media and genetic polymorphisms within
the Toll-Like Receptor 4 (TLR4) locus. PLoS ONE 10, e0132551.

Hall-Stoodley, L., Hu, F. Z., Gieseke, A., Nistico, L., Nguyen, D., Hayes, J.,
Forbes, M., Greenberg, D. P., Dice, B., Burrows, A. et al. (2006). Direct
detection of bacterial biofilms on the middle-ear mucosa of children with chronic
otitis media. JAMA 296, 202-211.

Han, F., Yu, H., Li, P., Zhang, J., Tian, C., Li, H. and Zheng, Q. Y. (2012). Mutation
in Phex gene predisposes BALB/c-Phex(Hyp-Duk)/Y mice to otitis media. PLoS
ONE 7, e43010.

Hardisty, R. E., Erven, A., Logan, K., Morse, S., Guionaud, S., Sancho-Oliver,
S., Hunter, A. J., Brown, S. D. M. and Steel, K. P. (2003). The deaf mouse
mutant Jeff (Jf ) is a single gene model of otitis media. J. Assoc. Res. Otolaryngol.
4, 130-138.

Hardisty-Hughes, R. E., Tateossian, H., Morse, S. A., Romero, M. R., Middleton,
A., Tymowska-Lalanne, Z., Hunter, A. J., Cheeseman, M. and Brown, S. D. M.
(2006). A mutation in the F-box gene, Fbxo11, causes otitis media in the Jeff
mouse. Hum. Mol. Genet. 15, 3273-3279.

Hardman, J., Muzaffar, J., Nankivell, P. and Coulson, C. (2015). Tympanoplasty
for chronic tympanic membrane perforation in children: systematic review and
meta-analysis. Otol. Neurotol. 36, 796-804.

Hermansson, A., Emgard, P., Prellner, K. and Hellström, S. (1988). A rat model
for pneumococcal otitis media. Am. J. Otolaryngol. 9, 97-101.

Hernandez, M., Leichtle, A., Pak, K., Webster, N. J., Wasserman, S. I. and Ryan,
A. F. (2015). The transcriptome of a complete episode of acute otitis media. BMC
Genomics 16, 259.

Hill, J., Hutton, D. A., Green, G. G. R., Birchall, J. P. and Pearson, J. P. (1992).
Culture of human middle ear mucosal explants; mucin production. Clin.
Otolaryngol. Allied Sci. 17, 491-496.

Hilton, J. M., Lewis, M. A., Grati, M., Ingham, N., Pearson, S., Laskowski, R. A.,
Adams, D. J. and Steel, K. P. (2011). Exome sequencing identifies a missense
mutation in Isl1 associated with low penetrance otitis media in dearisch mice.
Genome Biol. 12, R90.

Hirano, T., Kodama, S., Kawano, T. and Suzuki, M. (2016). Accumulation of
regulatory T cells and chronic inflammation in the middle ear in a mouse model of
chronic otitis media with effusion induced by combined eustachian tube blockage
and nontypeable Haemophilus influenzae infection. Infect. Immun. 84, 356-364.

Homøe, P., Bjarnsholt, T., Wessman, M., Sørensen, H. C. F. and Johansen, H. K.
(2009). Morphological evidence of biofilm formation in Greenlanders with chronic
suppurative otitis media. Eur. Arch. Otorhinolaryngol. 266, 1533-1538.

Hood, D., Moxon, R., Purnell, T., Richter, C., Williams, D., Azar, A., Crompton,
M., Wells, S., Fray, M., Brown, S. D. M. et al. (2016). A new model for non-
typeable Haemophilus influenzae middle ear infection in the Junbo mutant
mouse. Dis. Model. Mech. 9, 69-79.

Horii, T. and Hatada, I. (2017). Genome editing of mouse by cytoplasmic injection.
Methods Mol. Biol. 1630, 55-66.

Huang, Q., Zhang, Z., Zheng, Y., Zheng, Q., Chen, S., Xu, Y., Ou, Y. and Qiu, Z.
(2012). Hypoxia-inducible factor and vascular endothelial growth factor pathway
for the study of hypoxia in a new model of otitis media with effusion. Audiol.
Neurootol. 17, 349-356.

Ibanez-Tallon, I., Gorokhova, S. and Heintz, N. (2002). Loss of function of
axonemal dynein Mdnah5 causes primary ciliary dyskinesia and hydrocephalus.
Hum. Mol. Genet. 11, 715-721.

Jensen, R. G., Homøe, P., Andersson, M. and Koch, A. (2011). Long-term follow-
up of chronic suppurative otitis media in a high-risk children cohort. Int. J. Pediatr.
Otorhinolaryngol. 75, 948-954.

Jensen, R. G., Koch, A. and Homøe, P. (2012). Long-term tympanic membrane
pathology dynamics and spontaneous healing in chronic suppurative otitis media.
Pediatr. Infect. Dis. J. 31, 139-144.

Jervis-Bardy, J., Rogers, G. B., Morris, P. S., Smith-Vaughan, H. C., Nosworthy,
E., Leong, L. E. X., Smith, R. J., Weyrich, L. S., De Haan, J., Carney, A. S. et al.

(2015). The microbiome of otitis media with effusion in Indigenous Australian
children. Int. J. Pediatr. Otorhinolaryngol. 79, 1548-1555.

Jesic, S., Jotic, A., Tomanovic, N. and Zivkovic, M. (2014). Expression of toll-like
receptors 2, 4 and nuclear factor kappa B in mucosal lesions of human otitis:
pattern and relationship in a clinical immunohistochemical study. Ann. Otol.
Rhinol. Laryngol. 123, 434-441.

Johnston, L. C., Feldman, H. M., Paradise, J. L., Bernard, B. S., Colborn, D. K.,
Casselbrant, M. L. and Janosky, J. E. (2004). Tympanic membrane
abnormalities and hearing levels at the ages of 5 and 6 years in relation to
persistent otitis media and tympanostomy tube insertion in the first 3 years of life: a
prospective study incorporating a randomized clinical trial. Pediatrics 114,
e58-e67.

Jung, T. T. K., Alper, C. M., Hellstrom, S. O., Hunter, L. L., Casselbrant, M. L.,
Groth, A., Kemaloglu, Y. K., Kim, S. G., Lim, D., Nittrouer, S. et al. (2013).
Panel 8: complications and sequelae. Otolaryngol. Head Neck Surg. 148,
E122-E143.

Jurcisek, J. A., Durbin, J. E., Kusewitt, D. F. and Bakaletz, L. O. (2003). Anatomy
of the nasal cavity in the chinchilla. Cells Tissues Organs 174, 136-152.

Kerschner, J. E., Hong, W., Taylor, S. R., Kerschner, J. A., Khampang, P.,
Wrege, K. C. and North, P. E. (2013). A novel model of spontaneous otitis media
with effusion (OME) in the Oxgr1 knock-out mouse. Int. J. Pediatr.
Otorhinolaryngol. 77, 79-84.

Khodaverdi, M., Jørgensen, G., Lange, T., Stangerup, S.-E., Drozdziewizc, D.,
Tos, M., Bonding, P. and Caye-Thomasen, P. (2013). Hearing 25 years after
surgical treatment of otitis media with effusion in early childhood. Int. J. Pediatr.
Otorhinolaryngol. 77, 241-247.

Koch, A., Homøe, P., Pipper, C., Hjuler, T. and Melbye, M. (2011). Chronic
suppurative otitis media in a birth cohort of children in Greenland: population-
based study of incidence and risk factors. Pediatr. Infect. Dis. J. 30, 25-29.

Krone, C. L., Biesbroek, G., Trzcinski, K., Sanders, E. A. M. and Bogaert, D.
(2014). Respiratory microbiota dynamics following Streptococcus pneumoniae
acquisition in young and elderly mice. Infect. Immun. 82, 1725-1731.

Kunimoto, K., Yamazaki, Y., Nishida, T., Shinohara, K., Ishikawa, H., Hasegawa,
T., Okanoue, T., Hamada, H., Noda, T., Tamura, A. et al. (2012). Coordinated
ciliary beating requires Odf2-mediated polarization of basal bodies via basal feet.
Cell 148, 189-200.

Langereis, J. D., Stol, K., Schweda, E. K., Twelkmeyer, B., Bootsma, H. J.,
De Vries, S. P. W., Burghout, P., Diavatopoulos, D. A. and Hermans, P. W. M.
(2012). Modified lipooligosaccharide structure protects nontypeable Haemophilus
influenzae from IgM-mediated complement killing in experimental otitis media.
MBio 3, e00079-12.

Lasisi, A. O., Olaniyan, F. A., Muibi, S. A., Azeez, I. A., Abdulwasiu, K. G., Lasisi,
T. J., Imam, Z. O., Yekinni, T. O. and Olayemi, O. (2007). Clinical and
demographic risk factors associated with chronic suppurative otitis media.
Int. J. Pediatr. Otorhinolaryngol. 71, 1549-1554.

Lee, M. R., Pawlowski, K. S., Luong, A., Furze, A. D. and Roland, P. S. (2009).
Biofilm presence in humans with chronic suppurative otitis media. Otolaryngol.
Head Neck Surg. 141, 567-571.

Li, X., Xu, L., Li, J., Li, B., Bai, X., Strauss, J. F., III, Zhang, Z. andWang, H. (2014).
Otitis media in sperm-associated antigen 6 (Spag6)-deficient mice. PLoS ONE
9, e112879.

Liao, J., Kochilas, L., Nowotschin, S., Arnold, J. S., Aggarwal, V. S., Epstein,
J. A., Brown, M. C., Adams, J. and Morrow, B. E. (2004). Full spectrum of
malformations in velo-cardio-facial syndrome/DiGeorge syndromemouse models
by altering Tbx1 dosage. Hum. Mol. Genet. 13, 1577-1585.

Lucas, J. S., Adam, E. C., Goggin, P. M., Jackson, C. L., Powles-Glover, N.,
Patel, S. H., Humphreys, J., Fray, M. D., Falconnet, E., Blouin, J.-L. et al.
(2012). Static respiratory cilia associated with mutations in Dnahc11/DNAH11: a
mouse model of PCD. Hum. Mutat. 33, 495-503.

Macarthur, C. J., Hefeneider, S. H., Kempton, J. B. and Trune, D. R. (2006). C3H/
HeJ mouse model for spontaneous chronic otitis media. Laryngoscope 116,
1071-1079.

Macfadyen, C. A., Acuin, J. M. and Gamble, C. L. (2005). Topical antibiotics
without steroids for chronically discharging ears with underlying eardrum
perforations. Cochrane Database Syst. Rev. Issue 4, CD004618.

Macfadyen, C. A., Acuin, J. M. and Gamble, C. L. (2006). Systemic antibiotics
versus topical treatments for chronically discharging ears with underlying eardrum
perforations. Cochrane Database Syst. Rev. Issue 1, CD005608.

Maison, S. F., Le, M., Larsen, E., Lee, S.-K., Rosowski, J. J., Thomas, S. A. and
Liberman, M. C. (2010). Mice lacking adrenergic signaling have normal cochlear
responses and normal resistance to acoustic injury but enhanced susceptibility to
middle-ear infection. J. Assoc. Res. Otolaryngol. 11, 449-461.

Miller, B. J. and Elhassan, H. A. (2013). Balloon dilatation of the Eustachian tube:
an evidence-based review of case series for those considering its use. Clin.
Otolaryngol. 38, 525-532.

Mittal, R., Lisi, C. V., Gerring, R., Mittal, J., Mathee, K., Narasimhan, G., Azad,
R. K., Yao, Q., Grati, M., Yan, D. et al. (2015). Current concepts in the
pathogenesis and treatment of chronic suppurative otitis media. J. Med. Microbiol.
64, 1103-1116.

1298

CLINICAL PUZZLE Disease Models & Mechanisms (2017) 10, 1289-1300 doi:10.1242/dmm.029983

D
is
ea

se
M
o
d
el
s
&
M
ec
h
an

is
m
s

http://dx.doi.org/10.1371/journal.pone.0080104
http://dx.doi.org/10.1371/journal.pone.0080104
http://dx.doi.org/10.1371/journal.pone.0080104
http://dx.doi.org/10.1007/82_2010_105
http://dx.doi.org/10.1007/82_2010_105
http://dx.doi.org/10.1016/0076-6879(94)35131-7
http://dx.doi.org/10.1016/0076-6879(94)35131-7
http://dx.doi.org/10.1016/0076-6879(94)35131-7
http://dx.doi.org/10.1007/s00405-013-2766-8
http://dx.doi.org/10.1007/s00405-013-2766-8
http://dx.doi.org/10.1007/s00405-013-2766-8
http://dx.doi.org/10.1371/journal.pone.0132551
http://dx.doi.org/10.1371/journal.pone.0132551
http://dx.doi.org/10.1371/journal.pone.0132551
http://dx.doi.org/10.1371/journal.pone.0132551
http://dx.doi.org/10.1001/jama.296.2.202
http://dx.doi.org/10.1001/jama.296.2.202
http://dx.doi.org/10.1001/jama.296.2.202
http://dx.doi.org/10.1001/jama.296.2.202
http://dx.doi.org/10.1371/journal.pone.0043010
http://dx.doi.org/10.1371/journal.pone.0043010
http://dx.doi.org/10.1371/journal.pone.0043010
http://dx.doi.org/10.1007/s10162-002-3015-9
http://dx.doi.org/10.1007/s10162-002-3015-9
http://dx.doi.org/10.1007/s10162-002-3015-9
http://dx.doi.org/10.1007/s10162-002-3015-9
http://dx.doi.org/10.1093/hmg/ddl403
http://dx.doi.org/10.1093/hmg/ddl403
http://dx.doi.org/10.1093/hmg/ddl403
http://dx.doi.org/10.1093/hmg/ddl403
http://dx.doi.org/10.1097/MAO.0000000000000767
http://dx.doi.org/10.1097/MAO.0000000000000767
http://dx.doi.org/10.1097/MAO.0000000000000767
http://dx.doi.org/10.1016/S0196-0709(88)80013-9
http://dx.doi.org/10.1016/S0196-0709(88)80013-9
http://dx.doi.org/10.1186/s12864-015-1475-7
http://dx.doi.org/10.1186/s12864-015-1475-7
http://dx.doi.org/10.1186/s12864-015-1475-7
http://dx.doi.org/10.1111/j.1365-2273.1992.tb01703.x
http://dx.doi.org/10.1111/j.1365-2273.1992.tb01703.x
http://dx.doi.org/10.1111/j.1365-2273.1992.tb01703.x
http://dx.doi.org/10.1186/gb-2011-12-9-r90
http://dx.doi.org/10.1186/gb-2011-12-9-r90
http://dx.doi.org/10.1186/gb-2011-12-9-r90
http://dx.doi.org/10.1186/gb-2011-12-9-r90
http://dx.doi.org/10.1128/IAI.01128-15
http://dx.doi.org/10.1128/IAI.01128-15
http://dx.doi.org/10.1128/IAI.01128-15
http://dx.doi.org/10.1128/IAI.01128-15
http://dx.doi.org/10.1007/s00405-009-0940-9
http://dx.doi.org/10.1007/s00405-009-0940-9
http://dx.doi.org/10.1007/s00405-009-0940-9
http://dx.doi.org/10.1242/dmm.021659
http://dx.doi.org/10.1242/dmm.021659
http://dx.doi.org/10.1242/dmm.021659
http://dx.doi.org/10.1242/dmm.021659
http://dx.doi.org/10.1007/978-1-4939-7128-2_5
http://dx.doi.org/10.1007/978-1-4939-7128-2_5
http://dx.doi.org/10.1159/000341163
http://dx.doi.org/10.1159/000341163
http://dx.doi.org/10.1159/000341163
http://dx.doi.org/10.1159/000341163
http://dx.doi.org/10.1093/hmg/11.6.715
http://dx.doi.org/10.1093/hmg/11.6.715
http://dx.doi.org/10.1093/hmg/11.6.715
http://dx.doi.org/10.1016/j.ijporl.2011.04.017
http://dx.doi.org/10.1016/j.ijporl.2011.04.017
http://dx.doi.org/10.1016/j.ijporl.2011.04.017
http://dx.doi.org/10.1097/INF.0b013e318238c0a4
http://dx.doi.org/10.1097/INF.0b013e318238c0a4
http://dx.doi.org/10.1097/INF.0b013e318238c0a4
http://dx.doi.org/10.1016/j.ijporl.2015.07.013
http://dx.doi.org/10.1016/j.ijporl.2015.07.013
http://dx.doi.org/10.1016/j.ijporl.2015.07.013
http://dx.doi.org/10.1016/j.ijporl.2015.07.013
http://dx.doi.org/10.1177/0003489414527229
http://dx.doi.org/10.1177/0003489414527229
http://dx.doi.org/10.1177/0003489414527229
http://dx.doi.org/10.1177/0003489414527229
http://dx.doi.org/10.1542/peds.114.1.e58
http://dx.doi.org/10.1542/peds.114.1.e58
http://dx.doi.org/10.1542/peds.114.1.e58
http://dx.doi.org/10.1542/peds.114.1.e58
http://dx.doi.org/10.1542/peds.114.1.e58
http://dx.doi.org/10.1542/peds.114.1.e58
http://dx.doi.org/10.1177/0194599812467425
http://dx.doi.org/10.1177/0194599812467425
http://dx.doi.org/10.1177/0194599812467425
http://dx.doi.org/10.1177/0194599812467425
http://dx.doi.org/10.1159/000071154
http://dx.doi.org/10.1159/000071154
http://dx.doi.org/10.1016/j.ijporl.2012.09.037
http://dx.doi.org/10.1016/j.ijporl.2012.09.037
http://dx.doi.org/10.1016/j.ijporl.2012.09.037
http://dx.doi.org/10.1016/j.ijporl.2012.09.037
http://dx.doi.org/10.1016/j.ijporl.2012.11.008
http://dx.doi.org/10.1016/j.ijporl.2012.11.008
http://dx.doi.org/10.1016/j.ijporl.2012.11.008
http://dx.doi.org/10.1016/j.ijporl.2012.11.008
http://dx.doi.org/10.1097/INF.0b013e3181efaa11
http://dx.doi.org/10.1097/INF.0b013e3181efaa11
http://dx.doi.org/10.1097/INF.0b013e3181efaa11
http://dx.doi.org/10.1128/IAI.01290-13
http://dx.doi.org/10.1128/IAI.01290-13
http://dx.doi.org/10.1128/IAI.01290-13
http://dx.doi.org/10.1016/j.cell.2011.10.052
http://dx.doi.org/10.1016/j.cell.2011.10.052
http://dx.doi.org/10.1016/j.cell.2011.10.052
http://dx.doi.org/10.1016/j.cell.2011.10.052
http://dx.doi.org/10.1128/mBio.00079-12
http://dx.doi.org/10.1128/mBio.00079-12
http://dx.doi.org/10.1128/mBio.00079-12
http://dx.doi.org/10.1128/mBio.00079-12
http://dx.doi.org/10.1128/mBio.00079-12
http://dx.doi.org/10.1016/j.ijporl.2007.06.005
http://dx.doi.org/10.1016/j.ijporl.2007.06.005
http://dx.doi.org/10.1016/j.ijporl.2007.06.005
http://dx.doi.org/10.1016/j.ijporl.2007.06.005
http://dx.doi.org/10.1016/j.otohns.2009.08.010
http://dx.doi.org/10.1016/j.otohns.2009.08.010
http://dx.doi.org/10.1016/j.otohns.2009.08.010
http://dx.doi.org/10.1371/journal.pone.0112879
http://dx.doi.org/10.1371/journal.pone.0112879
http://dx.doi.org/10.1371/journal.pone.0112879
http://dx.doi.org/10.1093/hmg/ddh176
http://dx.doi.org/10.1093/hmg/ddh176
http://dx.doi.org/10.1093/hmg/ddh176
http://dx.doi.org/10.1093/hmg/ddh176
http://dx.doi.org/10.1002/humu.22001
http://dx.doi.org/10.1002/humu.22001
http://dx.doi.org/10.1002/humu.22001
http://dx.doi.org/10.1002/humu.22001
http://dx.doi.org/10.1097/01.mlg.0000224527.41288.c4
http://dx.doi.org/10.1097/01.mlg.0000224527.41288.c4
http://dx.doi.org/10.1097/01.mlg.0000224527.41288.c4
http://dx.doi.org/10.1002/14651858.CD004618.pub2
http://dx.doi.org/10.1002/14651858.CD004618.pub2
http://dx.doi.org/10.1002/14651858.CD004618.pub2
http://dx.doi.org/10.1002/14651858.CD005608
http://dx.doi.org/10.1002/14651858.CD005608
http://dx.doi.org/10.1002/14651858.CD005608
http://dx.doi.org/10.1007/s10162-010-0220-9
http://dx.doi.org/10.1007/s10162-010-0220-9
http://dx.doi.org/10.1007/s10162-010-0220-9
http://dx.doi.org/10.1007/s10162-010-0220-9
http://dx.doi.org/10.1111/coa.12195
http://dx.doi.org/10.1111/coa.12195
http://dx.doi.org/10.1111/coa.12195
http://dx.doi.org/10.1099/jmm.0.000155
http://dx.doi.org/10.1099/jmm.0.000155
http://dx.doi.org/10.1099/jmm.0.000155
http://dx.doi.org/10.1099/jmm.0.000155


Monasta, L., Ronfani, L., Marchetti, F., Montico, M., Vecchi Brumatti, L., Bavcar,
A., Grasso, D., Barbiero, C. and Tamburlini, G. (2012). Burden of disease
caused by otitis media: systematic review and global estimates. PLoS ONE 7,
e36226.

Mulay, A., Akram, K. M., Williams, D., Armes, H., Russell, C., Hood, D.,
Armstrong, S., Stewart, J. P., Brown, S. D. M., Bingle, L. et al. (2016). An in vitro
model of murine middle ear epithelium. Dis. Model. Mech. 9, 1405-1417.

Nathan, C. and Ding, A. (2010). Nonresolving inflammation. Cell 140, 871-882.
Neeff, M., Biswas, K., Hoggard, M., Taylor, M. W. and Douglas, R. (2016).
Molecular microbiological profile of chronic suppurative otitis media. J. Clin.
Microbiol. 54, 2538-2546.

Ngo, C. C., Massa, H. M., Thornton, R. B. and Cripps, A. W. (2016). Predominant
bacteria detected from the middle ear fluid of children experiencing otitis media: a
systematic review. PLoS ONE 11, e0150949.

Noben-Trauth, K. and Latoche, J. R. (2011). Ectopic mineralization in the middle
ear and chronic otitis media with effusion caused by RPL38 deficiency in the Tail-
short (Ts) mouse. J. Biol. Chem. 286, 3079-3093.

Norman, G., Llewellyn, A., Harden, M., Coatesworth, A., Kimberling, D.,
Schilder, A. and Mcdaid, C. (2014). Systematic review of the limited evidence
base for treatments of Eustachian tube dysfunction: a health technology
assessment. Clin. Otolaryngol. 39, 6-21.

Novotny, L. A., Clements, J. D. and Bakaletz, L. O. (2013). Kinetic analysis and
evaluation of the mechanisms involved in the resolution of experimental
nontypeable Haemophilus influenzae-induced otitis media after transcutaneous
immunization. Vaccine 31, 3417-3426.

Oishi, N., Chen, F.-Q., Zheng, H.-W. and Sha, S.-H. (2013). Intra-tympanic delivery
of short interfering RNA into the adult mouse cochlea. Hear. Res. 296, 36-41.

Ologe, F. E. and Nwawolo, C. C. (2003). Chronic suppurative otitis media in school
pupils in Nigeria. East Afr. Med. J. 80, 130-134.

Palacios, S. D., Pak, K., Rivkin, A. Z., Kayali, A. G., Austen, D., Aletsee, C.,
Melhus, A., Webster, N. J. G. and Ryan, A. F. (2004). Role of p38 mitogen-
activated protein kinase in middle ear mucosa hyperplasia during bacterial otitis
media. Infect. Immun. 72, 4662-4667.

Parkinson, N., Hardisty-Hughes, R. E., Tateossian, H., Tsai, H.-T., Brooker, D.,
Morse, S., Lalane, Z., Mackenzie, F., Fray, M., Glenister, P. et al. (2006).
Mutation at the Evi1 locus in Junbo mice causes susceptibility to otitis media.
PLoS Genet. 2, e149.

Robb, P. J. andWilliamson, I. (2016). Otitis media with effusion in children: current
management. Paediatrics Child Health 26, 9-14.

Rye, M. S., Wiertsema, S. P., Scaman, E. S. H., Oommen, J., Sun, W., Francis,
R. W., Ang, W., Pennell, C. E., Burgner, D., Richmond, P. et al. (2011).
FBXO11, a regulator of the TGFbeta pathway, is associated with severe otitis
media in Western Australian children. Genes Immun. 12, 352-359.

Rye, M. S., Blackwell, J. M. and Jamieson, S. E. (2012a). Genetic susceptibility to
otitis media in childhood. Laryngoscope 122, 665-675.

Rye, M. S., Warrington, N. M., Scaman, E. S. H., Vijayasekaran, S., Coates, H. L.,
Anderson, D., Pennell, C. E., Blackwell, J. M. and Jamieson, S. E. (2012b).
Genome-wide association study to identify the genetic determinants of otitis
media susceptibility in childhood. PLoS ONE 7, e48215.

Rye, M. S., Scaman, E. S. H., Thornton, R. B., Vijayasekaran, S., Coates, H. L.,
Francis, R. W., Pennell, C. E., Blackwell, J. M. and Jamieson, S. E. (2014).
Genetic and functional evidence for a locus controlling otitis media at
chromosome 10q26.3. BMC Med. Genet. 15, 18.

Sabirov, A. and Metzger, D. W. (2008). Mouse models for the study of mucosal
vaccination against otitis media. Vaccine 26, 1501-1524.
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