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Abstract

Background—oOititis media is an infectious, inflammatory process involving the middle ear
space. Chronic inflammation is associated with fibrosis, scarring and osteogenesis within the
middle ear, which may contribute to subsequent hearing loss and increase the difficulty of
treatment.

Methods—Heat-killed Streptococcus pneumoniae was injected into the middle ears of 8-12
week old Balb/c mice. Control mice were treated with PBS middle ear injections. Middle ears
were harvested at 1, 3, 5 and 7 days following injection (n=8 for each time point). The middle ears
were processed using standard RT-PCR techniques. Up- and down-regulation of mRNA
expression of various members of the Bone Morphogenetic Protein (BMP), Fibroblast Growth
Factor (FGF) and Matrix Metalloproteinase (MMP) families was quantified and compared to PBS
treated controls (n = 8 for each time point).

Results—Significant upregulation of MMP2, MMP3 and MMP9 was observed at varying time
points (p < 0.05). Significant downregulation of BMP3, BMP4, BMP5 BMP6 and BMP8a was
seen at varying time points (p < 0.05). Significant downregulation of FGF3, FGF6, FGF10 and
FGFrl was observed at varying time points (p < 0.05). No significant expression of BMP8Db,
BMP9, BMP10, FGF5, FGF8, MMP1a, MMP7 and MMP14 was detected within the middle ear.

Conclusions—Inflammation within the middle ear following injection of bacterial products
results in changes in the regulation of several tissue remodeling cytokines and proteinases in the
mouse model. Further understanding of these molecular processes may allow for the development
of treatment modalities aimed at preventing middle ear tissue remodeling.
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INTRODUCTION

Otitis media is an infectious, inflammatory process involving the middle ear space. Chronic
inflammation may lead to mucosal hypertrophy, hypervascularity, osteogenesis and fibrosis
within the middle ear, which may in turn contribute to increased symptomatology and
hearing loss. Prior studies have demonstrated upregulation of several inflammatory
cytokines in mouse models of chronic otitis media (COM) and acute otitis media (AOM).1—>
Evidence of tissue remodeling with osteogenesis, sclerosis and neovascularization has been
observed in the COM mouse model .6 Little is known, however, regarding the underlying
molecular processes governing these tissue changes in the middle ear.

Members of the Bone Morphogenetic Protein (BMP) and Fibroblast Growth Factor (FGF)
families of cytokines are responsible for regulation of tissue growth and remodeling in many
normal physiologic processes, such as embryological development, bone growth, wound
healing, angiogenesis and regulation of inflammation.”:8 Matrix metalloproteinases (MMPs)
act as endopeptidases that regulate remodeling and breakdown of the extracellular matrix.
MMP dysregulation plays a role in many pathologic processes, including cancer, arthritis,
atherosclerosis, neurodegenerative diseases and cholesteatoma, as well as diseases of
mucosal inflammation such as otitis media, chronic rhinosinusitis and asthma.®-18 BMP
dysregulation is seen in gastric and colon malignancies, and FGF signaling is known to play
a key role in many types of cancer.19-21

The purpose of the current study is to characterize the time-dependent changes that occur in
regulation of members of the BMP, FGF and MMP families following induction of the
inflammatory process in the AOM mouse model. We have previously described a mouse
model of acute otitis media induced by transtympanic injection of heat killed Streptococcus
pneumoniae.?2 We hypothesize that induction of otitis media will result in several time-
dependent changes in regulation of members of the BMP, FGF and MMP families in the
hours and days following onset of inflammation.

METHODS

Middle ear injections

BALB/c mice age 8-12 weeks were anesthetized using a subcutaneous injection of ketamine
(100 mg/ml; 0.067 mg/gram body weight) and xylazine (20 mg/ml; 0.013 mg/gram body
weight). One pl of heat-killed Streptococcus pneumoniae (1 x 1010 cfu/ml) was injected
trans-tympanically into both middle ears under direct visualization using a 30 gauge needle.
Mice were sacrificed 24 hours, 3 days, 5 days and 7 days following the injection (n = 8 each
time point). Visualization of the tympanic membrane was performed at the time of sacrifice
in order to detect the presence of middle ear inflammation. The entire middle ear, including
the bulla, tympanic membrane and ossicles, was dissected and placed in RNAlater solution
(QIAGEN, Inc., Valencia, CA), then stored at —20° C until the time of RNA extraction.
Control mice were treated only with trans-tympanic PBS injections and harvested at the
same time points (n = 8 each time point).

Quantitative RT-PCR

RNA for RT-PCR was extracted from dissected middle ear tissue using the RNeasy Mini Kit
according to the manufacturer’s instructions (QIAGEN, Inc.). 200 pg of RNA was used to
synthesize the cDNA probe using the C-03 RT? first strand kit (SABiosciences, Frederick,
MD). Standardized custom PCR kits optimized for each cytokine, including the primer and
probe, were utilized (SABiosciences). Custom arrays were obtained for the following
cytokines: BMP1, BMP3, BMP4, BMP6, BMP7, BMP8a, BMP8b, BMP9, BMP10, FGFr1,
FGF1, FGF3, FGF5, FGF6, FGF8, FGF10, MMP1a, MMP2, MMP3, MMP7, MMP8,
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MMP9, MMP12 and MMP14. The method of quantitative real-time RTPCR was utilized,
and reverse transcription was performed using an ABI Step One Plus system (Applied
Biosystems, Inc., Foster City, CA). Using this system, the parameter CT (threshold cycle) is
defined as the fractional cycle number at which the reporter fluorescence generated by
cleavage of the probe passes a fixed threshold above baseline. A plot of the log of initial
target copy number for a set of standards versus CT is a straight line. Quantitation of the
amount of target in samples is done by measuring CT and using the standard curve to
determine starting copy number. Calculation of CTs, preparation of a standard curve,
determination of the starting copy number and calculation of statistical significance was
performed using the SABiosciences program. A two-tailed t-test assuming equal variance
was performed using the 2”-delta Ct values as input. 18S RNA was used as the comparator.

All animal procedures were approved by the OHSU Institutional Animal Care and Use
Committee.

Statistically significant downregulation of several members of the BMP family was
observed at multiple time points (Figure 1). BMP 3 was downregulated to 70% of normal
expression (p = 0.004) at 24 hours. BMP4 was downregulated to 44-50% of normal
expression at 24 hours, 3 days, 5 days and 7 days (p < 0.001). BMP6 was downregulated to
74-82% of normal expression at 24 hours, 3 days and 5 days (p < 0.001). BMP8a was
downregulated to 60% of normal expression at 24 hours, 3 days and 5 days (p = 0..005). No
significant expression of BMP8b, 9 and 10 was detected in the middle ear tissue. BMP1 and
7 were slightly, but significantly, upregulated at 1 and 5 days, respectively.

Several members of the FGF family exhibited statistically significant downregulation at
various time points (Figure 2). FGF3 was downregulated to 32-41% of normal expression at
24 hours, 3 days, 5 days and 7 days (p < 0.001). FGF6 was downregulated to 60-70% of
normal expression at 24 hours and 7 days (p = 0.002). FGF10 was downregulated to 75% of
normal expression at 24 hours (p = 0.04). FGFrl was downregulated to 69-82% of normal
expression at 24 hours, 3 days and 5 days (p < 0.02). No significant expression of FGF5 and
FGF8 was detected within the middle ear tissue.

Several members of the MMP family were upregulated in a statistically significant manner
at several time points (Figure 3). MMP2 was upregulated by a factor of 1.2 at 5 days (p =
0.004). MMP3 was upregulated by a factor of 7.3 at 24 hours (p < 0.001) and 1.7 at 3 days
(p = 0.04). MMP9 was upregulated by 1.3-1.4 at 24 hours and 3 days (p = 0.01). No
significant expression of MMP1a, MMP7 and MMP14 was detected within the middle ear
tissue.

All mice injected with heat-killed bacteria exhibited bulging and erythema of the TM upon
otomicroscopic examination, consistent with the presence of middle ear inflammation.
Examination of the PBS injected middle ears revealed subtle findings of TM erythema, mild
in contrast to the experimental ears.

DISCUSSION

In this study we observed changes in regulation of various members of the BMP, FGF and
MMP families in a time-dependent manner following onset of inflammation in the AOM
mouse model. Immunohistochemistry results indicate that these cytokines and MMPs are
produced by cells within the middle ear mucosa. In many cases, these changes in regulation
persisted over all observed time points within the 7 day study period. In some cases, such as
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MMP3, these changes were seen at only 1 or 2 time points. This suggests that changes in
regulation of these cytokines occurs in a rapid, complex and dynamic fashion.

We observed downregulation of several members of the FGF and BMP families at various
time points in the AOM mouse model. Little is known regarding the role of these cytokines
in otitis media. To our knowledge, the FGF and BMP families of cytokines have not been
studied in relation to otitis media. While it may seem counterintuitive that many of these
cytokines are downregulated rather than upregulated, we have observed that these changes
are dynamic over time, and additional changes may be observed at further time points.
Additionally, members of these cytokine families interact in a complex manner with some
members acting as negative regulators of other factors. For example, some authors have
suggested that BMP3 acts as a negative regulator of other BMP cytokines.23 Also, the
transient suppression of many tissue remodeling cytokines may be required for the mucosal
hyperplasia and neovascularization that occur during the acute inflammatory response.
Further study of these changes in a chronic OM mouse model is ongoing.

We observed upregulation of several members of the MMP family in the AOM mouse
model. MMPs are endopeptidases produced by stromal cells, macrophages and neutrophils
that are responsible for breakdown of the extracellular matrix. Prior studies have implicated
MMP2, MMP3 and MMP9 in otitis media, and they have been observed in higher
concentrations in mucoid middle ear effusions than in serous effusions. Others have shown
that increased MMP activity is present in infections less than 1 week duration. Increased
MMP2 expression has also been shown to be associated with increased chronicity of otitis
media,10.11,25

MMP3 is also known as stromelysin 1. MMP3 acts upon fibronectin, laminin, elastin and
various collagens in promoting their breakdown within the extracellular matrix.1” MMP3
has been studied in relation to cholesteatoma, and increased expression of MMP3 has been
shown to be associated with greater invasive behavior in cholesteatoma.1> MMP3
expression has also been associated with joint destruction in rheumatoid arthritis.13

From a clinical perspective, these early changes in regulation of tissue remodeling factors
may contribute to mucosal hyperplasia, scarring, fibrosis and osteoneogenesis in OM.
Further evaluation of these changes at later time points on a molecular and histologic level
in a chronic OM model may help to better define the role of these cytokines and proteinases
in the pathogenesis of OM. With further understanding, novel therapies may be designed to
specifically block these molecular changes leading to tissue remodeling in OM.

CONCLUSION

Changes in expression of various members of the BMP, FGF and MMP families occur in a
complex and dynamic fashion following onset of inflammation in the AOM mouse model.
Further study is necessary in order to better determine the association between these
cytokines and tissue remodeling within the middle ear.
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Change in BMP family regulation following S. pneumo injection as compared to PBS-only
treated controls. Asterisks indicate statistically significant values as compared to control.
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Figure 2.
Change in FGF family regulation following S. pneumo injection as compared to PBS-only
treated controls. Asterisks indicate statistically significant values as compared to control.
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Figure 3.
Change in MMP family regulation following S. pneumo injection as compared to PBS-only
treated controls. Asterisks indicate statistically significant values as compared to control.
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Figure 4.
10x micrographs of middle ear mucosa following immunohistochemical staining for BMP3

(Fig 4a), BMP7 (Fig 4b), FGF3 (Fig 4c), FGF7 (Fig 4d) and MMP3 (Fig 4e). Experimental
middle ears 24 hours following S. pneumo injection are represented in the left column, and
untreated controls are seen on the right.
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