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3 Summary 

In humans, hereditary hearing loss (HL) is a frequently occurring disorder with genetic 

heterogeneity. The incidence of sensorineural HL is 1 to 2 per 1000 at birth, and it is estimated 

that this disorder can be linked to as many as 1000 different genes. The main aim of this thesis 

is to identify novel genes and clarify clinical heterogeneity related to HL. The cohort for the thesis 

was mainly collected from Iran, with some families also from Germany. Using exome sequencing, 

genome sequencing, and functional in vitro tests, including splicing assays for a variety of genes, 

we detected and established diagnoses in about 74% of our patients. Interestingly, I was involved 

in the identification of a novel gene: CLRN2, which causes non-syndromic sensorineural HL. This 

thesis also confirmed gene-disease evidence for two genes, COL11A1 and COL9A3, causing 

non-syndromic HL and Stickler syndrome type 6, respectively. In another part of this thesis, the 

phenotype related to MPDZ was expanded and its role was consolidated in human HL. 

Additionally, I contributed to functional validation of selected variants identified in PIGS and IPO8 

that are associated with variable syndromic HL. Furthermore, I was also involved in a project that 

established that KARS1 causes syndromic HL with variable phenotypes, but HL is the main 

phenotype in all patients. In summary, the results of this thesis added several genes to molecular 

genetic diagnostic panels, as well as the literature and are highly recommended for re-analysis 

in unsolved cases with HL.  
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4 Zusammenfassung 

Beim Menschen ist erblicher Hörverlust (HL) eine häufig auftretende Erkrankung mit genetischer 

Heterogenität. Die Inzidenz von sensorineurales HL liegt bei 1 bis 2 pro 1.000 Personen bei der 

Geburt, und es wird geschätzt, dass diese Störung mit bis zu 1.000 verschiedenen Genen in 

Verbindung gebracht werden kann. Das Hauptziel dieser Arbeit besteht darin, neue Gene zu 

identifizieren und die klinische Heterogenität im Zusammenhang mit HL zu klären. Die Kohorte 

für die Arbeit wurde hauptsächlich aus dem Iran zusammengestellt, einige Familien kamen auch 

aus Deutschland. Mithilfe von Exomsequenzierung, Genomsequenzierung und funktionellen In-

vitro-Tests, einschließlich Splicing-Assays für eine Vielzahl von Genen, konnten wir bei etwa 74 

Prozent unserer Patienten Diagnosen erkennen und stellen. Interessanterweise war ich an der 

Identifizierung eines neuen Gens beteiligt: CLRN2, das nicht-syndromalen sensorineuralen HL 

verursacht. Diese Arbeit bestätigte auch den Nachweis einer Generkrankung für zwei Gene, 

COL11A1 und COL9A3, die nicht-syndromales HL bzw. Stickler-Syndrom Typ 6 verursachen. In 

einem anderen Teil dieser Arbeit wird der Phänotyp im Zusammenhang mit MPDZ erweitert und 

seine Rolle bei menschlichem HL gefestigt. Darüber hinaus habe ich zur funktionellen 

Validierung ausgewählter Varianten beigetragen, die in PIGS und IPO8 identifiziert wurden und 

mit variablem syndromalem HL assoziiert sind. Darüber hinaus war ich auch an einem Projekt 

beteiligt, das feststellte, dass KARS1 syndromales HL mit variablen Phänotypen verursacht, 

wobei HL bei allen Patienten der Hauptphänotyp ist. Zusammenfassend lässt sich sagen, dass 

die Ergebnisse dieser Arbeit mehrere Gene in molekulargenetische Diagnostik-Panels sowie in 

die Literatur eingebracht haben und für eine erneute Analyse in ungelösten Fällen mit HL 

dringend empfohlen werden.  
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6 Introduction  

6.1 The global burden of HL 

HL is a significant global health issue that affects millions of people worldwide (1). In 2019, it was 

estimated to affect 1.57 billion people (2), or roughly 20.3% of the global population. Of these, 

1.17 billion (1.12�±1.22) people had mild HL (74.3% [71.8�±76.8]) and 12.65 million (10.34�±15.48) 

individuals had complete HL (2). Projections for 2050 estimate at least 700 million people will 

have moderate to complete HL (3). The burden of HL is not limited to the individuals experiencing 

it; it also has far-reaching consequences for their families, communities, and society as a whole 

(2). HL can lead to communication difficulties, social isolation, reduced educational, employment 

opportunities, and decreased quality of life (4). The causes of HL are diverse and can be 

attributed to various factors. These include genetic predisposition, complications during 

pregnancy or childbirth, certain infectious diseases such as meningitis or measles, chronic ear 

infections, exposure to excessive noise levels (both occupational and recreational), and the use 

of certain medications (5). 

The impact of HL on different populations varies across regions and income levels. Low- and 

middle-income countries tend to have higher rates of HL due to limited access to healthcare 

services for prevention, early detection, and treatment. Additionally, these countries often lack 

resources for rehabilitation services such as hearing aids or cochlear (the inner ear's sensory 

organ responsible for hearing) implants. The burden of HL extends beyond health implications; 

it also carries significant economic costs. The World Health Organization estimates that 

unaddressed HL results in an annual global cost of around $750 billion due to lost productivity 

and healthcare expenditures (6). 

6.2 Etiologies of HL 

HL can be caused by a variety of factors, ranging from genetic conditions to environmental 

exposures. Understanding the etiologies of HL is crucial for diagnosis, treatment, and prevention. 

The genetic contribution is about 50% of cases with HL, including both non-syndromic and 

syndromic forms and the rest is likely caused by environmental contributors, shown in Figure 1 

(7). Some of the environmental factors that can cause HL include congenital infections (8), 

ototoxic medications (9), noise exposure (10, 11), age-related changes (12), trauma (13), 

autoimmune disorders (14), and tumours (15).  
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6.3 Audiometric and clinical aspects of HL 

HL can be characterized by different aspects including type, onset, severity, and affected 

frequencies.  

6.3.1 Classifications of HL 

The classification of HL includes four types: conductive, sensorineural, mixed and central 

auditory dysfunction.  

Conductive HL is due to abnormalities of the external ear or/and middle ear that prevent the 

transfer of sounds from the outer to inner ear, making it difficult to hear soft sounds while louder 

sounds may be muffled. Depending on the severity and the root cause, it can be treated partially 

or fully by surgical intervention or pharmaceuticals (16). Sensorineural HL is due to defects in the 

hair cells in the inner ear, the vestibulocochlear nerve or in the central nervous system (17).  This 

type accounts for about 90% of reported HL (18). Mixed HL is a combination of two above types. 

Central auditory dysfunction or central auditory processing disorder is a rare and poorly 

understood type of HL which impacts the central auditory nervous system. Patients with this type 

have normal outer, middle and inner ear anatomy with maintained function; however, they have 

problems in the neural processing of the auditory stimuli (19). This disease is primarily a condition 

that affects children and is highly prevalent in patients with learning difficulties like dyslexia, 

attention deficit disorder, and autism spectrum disorder (20). It can affect adults at different ages 

with a variety of etiologies such as cerebrovascular disease, malignancy, and neurotoxicity (21). 

6.3.2 Onset of HL  

The onset of HL is categorized to five classes including: congenital, prelingual, postlingual, adult 

and presbycusis.  
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Congenital HL presents at birth and should be diagnosed by three months of age (22). Prelingual 

HL occurs before the completion of speech and language development (23). If HL occurs later in 

life, it is referred to as postlingual. Postlingual HL starts after speech and language development 

(24). Adult-onset HL is highly prevalent and can have gradual or sudden onset. Presbycusis, or 

age-related HL, typically occurs after middle age. This type is a progressive and irreversible 

bilateral sensorineural HL, and it results from degeneration of the cochlea or other structures in 

inner ear and auditory system. Presbycusis impacts a quarter of the world population and is 

increasing in prevalence due to the growing number of people exposed to noise in industrial 

regions of the world (25).  

6.3.3 Severity of HL 

The severity of HL can be measured in two ways: how loud the sound needs to be for hearing 

and which frequencies are harder for a person to hear (26).  

The loudness of sound is measured in decibels (dB). To understand in simple examples, the 

following are common sounds with their corresponding approximate dB: Breathing: 10 dB; normal 

speaking volume with someone: 40-60 dB; lawnmower: 90 dB; rock concert: 120 dB; and 

gunshot: 140 dB. Prolonged exposure to sounds higher than 85 dB can damage hearing.  

The second way to characterize hearing is through involved frequencies that are measured in 

Hertz (Hz). The most important frequency range for conversation is 250 Hz to 8000 Hz; therefore, 

this range is used for hearing measurements as well. The frequency level can be shown in three 

different categories including low: less than 500 Hz, medium: between 500 to 2000 Hz and high: 

more than 2000 Hz. Based on Table 2, the degree of HL can be categorized in six main types 

(2).   
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6.4 Assessment of the auditory system 

The method of assessment of hearing depends on the individual's age and neurologic status (i.e., 

ability to respond to queries from the audiologist). 

6.4.1 Audiometry 

Several types of audiometry are used in clinical practice. The selection of the type that is used is 

based on the individual's age or ability to respond to queries from the audiologist. Visual response 

audiometry is appropriate for children less than 2.5 years. Conditioned play audiometry is 

effective for children between 2.5-5 years. In conventional audiometry (known as pure-tone 

audiometry), the suggested age is more than 5 years (27).  

The gold standard of hearing measurement is the pure-tone audiogram. The audiogram 

illustrates the minimum levels (in dB hearing level, as per ANSI S3.6-1996) at which a listener 

can detect pure-tone signals. These signals are measured at octave intervals within a frequency 

range of 250-8000 Hz for both ears. This range includes the entire spectrum of speech sounds. 

As a result, the mean of the pure-tone detection thresholds aligns with the average threshold for 

speech (28). 

6.4.1.1 Configuration or shape of audio profile  

The pattern of HL across frequencies is crucial in determining the underlying causes of hearing 

impairment and guiding treatment options, such as hearing aids or cochlear implants. 

�$�X�G�L�R�O�R�J�L�V�W�V�� �X�V�H�� �D�X�G�L�R�J�U�D�P�V���� �Z�K�L�F�K�� �J�U�D�S�K�L�F�D�O�O�\�� �U�H�S�U�H�V�H�Q�W�� �D�� �S�H�U�V�R�Q�¶�V�� �K�H�D�U�L�Q�J��thresholds at 

various frequencies, to diagnose and classify the pattern and the degree of HL accurately. If the 

audiogram is drawn in colours, red is for thresholds detected by the right ear, and blue shows 

thresholds detected by the left ear (29).  

The following are also the explanation of common patterns of audiogram (30):  
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A person with normal hearing has no significant HL across the entire frequency range, typically 

from 125 Hz to 8,000 Hz. Their hearing threshold levels are within the normal range for their age 

group. The first pattern of HL is pantonal, or flat, HL shown as a flat audiogram with a uniform 

degree of HL across all frequencies. It means that the hearing thresholds are similar for low, mid, 

and high frequencies. Flat HL is often not varying more than 20 dB among the frequencies. The 

second pattern is sloping HL, where the degree of HL increases as the frequency gets higher. 

For example, a person might have relatively mild HL in the lower frequencies (bass sounds) but 

a more significant loss in the higher frequencies (treble sounds). This pattern is common in age-

related HL (presbycusis). The third pattern is U-shaped (Cookie-Bite) HL, and it resembles a U 

shape on the audiogram. It indicates that a person has better hearing in the low and high 

frequencies but a dip in the mid-frequency range. U-shaped HL can be associated with genetic 

factors or specific medical conditions. The fourth pattern is rising HL where the degree of HL is 

better in the high frequencies and worse in the low frequencies. It can be caused by genetic 

factors or specific medical conditions like enlarged vestibular aqueduct syndrome (EVAS).  

In Figure 2, four different categories are demonstrated with degree of severity of the audiograms 

for hearing impairment. In this figure, the Y-�D�[�L�V���U�H�S�U�H�V�H�Q�W�V���W�K�H���µ�+�H�D�U�L�Q�J���7�K�U�H�V�K�R�O�G�¶���L�Q���G�H�F�L�E�H�O�V��

(dB) and measures the minimum sound intensity needed for a specific sound frequency to be 

heard. Lower dB values represent softer sounds, while higher dB values represent louder sounds. 

The X-axis shows the frequencies (measured in Hertz, Hz), and it �P�H�D�Q�V���W�K�D�W���D���S�H�U�V�R�Q�¶�V���D�E�L�O�L�W�\��

to hear can differ for low-pitched (low-frequency) and high-pitched (high-frequency) sounds. The 

�³red circle�  ́ means unmasked air conduction thresholds in the right ear and �³blue X� ́ means 

unmasked air conduction in the left ear.  
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6.4.2 Objective measures 

Objective measures do not require participation of the individual and are typically used in young 

children or individuals who are unable to participate in other types of audiometric testing requiring 

active responses. Below are two methods used in clinical practice: 

6.4.2.1 Auditory brainstem response (ABR) 

Also called Brainstem Auditory Evoked Response (BAER) or Brainstem Evoked Response 

Audiometry (BERA), this diagnostic test is used to evaluate the auditory pathway's functionality, 

from the inner ear (cochlea) to the brainstem. The primary purpose of the ABR test is to assess 

a person's hearing, especially in cases where traditional behavioral audiometry (pure-tone 

audiometry) may not be feasible or reliable. It is often used for newborn hearing screening, 

assessing hearing in infants and young children, and diagnosing auditory disorders (31).  

6.4.2.2 Otoacoustic Emissions (OAE) 
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OAE testing is a non-invasive diagnostic test used to assess the functionality of the cochlea 

(specifically the function of the hair cells). OAE testing measures the emission of sound waves 

generated by the cochlea in response to auditory stimuli (32).  

6.4.3 Conduction tests  

Conduction tests are used to distinguish between middle ear dysfunction (conductive HL) and 

inner ear dysfunction (sensorineural HL) by comparing sound conduction through air and bone. 

Air conduction tests measure responses to auditory stimuli presented through the external 

auditory canal, while bone conduction tests measure responses transmitted through the temporal 

bone (27). 

6.4.4 Tympanometry 

Tympanometry is a routine audiometric evaluation that assesses the function of the tympanic 

membrane and middle ear, aiming to differentiate conductive HL from sensorineural HL (27).  

6.4.5 Vestibular function 

Vestibular assessment evaluates the peripheral vestibular system's integrity. This testing 

assesses the inner ear's ability to maintain balance and coordinate vestibular-ocular pathways 

crucial for head position maintenance in space. Imbalance, dizziness, and vertigo are common 

among individuals with HL due to the shared physiology and developmental origin of the cochlea 

(responsible for hearing) and the vestibular organs (saccule, utricle, and semicircular canals) 

(27). 

6.5 Non-syndromic HL 

Non-syndromic HL occurs without any other symptoms, and it accounts for approximately 70% 

of genetic HL cases at birth (Figure 1).  

As the search for novel genes is on-going, the exact number of genes causing the HL is not yet 

possible to determine. Based on Hereditary HL database and last updated evidence, there are 

148 genes associated with non-syndromic HL (33). Twelve genes (shown by a star in Table 3) 

can be inherited in both autosomal recessive and dominant patterns. It is estimated that 

autosomal dominant HL (represented by DFNA) comprises 20%, autosomal recessive HL 

(represented by DFNB) characterizes 75-80%, X-linked (DFN) constitutes 2%, and deleterious 

variants in the mitochondria represent 1% of all non-syndromic HL  (7). Among the common HL-

associated genes in diverse populations, GJB2 is the most well-known, and for many years, this 

gene was routinely screened in HL diagnostics before parallel sequencing methods emerged. 

GJB2 encodes connexin 26 with a main role to form functional gap-junction protein (34). During 

auditory function, connexin 26 maintains K+ homeostasis through traversing gap junctions (35). 

SLC26A4 is also one of the most common genes in various genetic ancestries around the world. 
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This gene encodes pendrin that is mainly expressed in the inner ear, thyroid and kidney (36). 

Pendrin has 12 predicted transmembrane domains and is related to the solute carrier 26 family. 

This protein, as a transmembrane anion exchanger, has a role in exchanging chloride, 

bicarbonate (37), formate (38), and iodide (39). It has been demonstrated that disrupted pendrin 

function in the ear changes pH via HCO3-transport and increases oxidative stress (40).  

The genes comprising the molecular epidemiology of HL vary based on population. In Pakistan, 

five common genes including GJB2, HGF, MYO7A, SLC26A4, and TMC1 together explain 57% 

of profound deafness (41). In the Chinese population, the most commonly involved genes are 

GJB2, SLC26A4, and MT-RNR1 (42, 43). In the Iranian population, after first excluding GJB2 in 

probands, over half of all diagnoses are attributable to variants in five genes: SLC26A4, MYO15A, 

MYO7A, CDH23, and PCDH15 (44).  

Several genes associated with non-syndromic HL are also associated with syndromic conditions. 

GIPC3 is responsible for progressive sensorineural HL that can be associated with audiogenic 

seizures. STRC causes deafness-infertility syndrome in males when deleted in conjunction with 

CATSPER2 (45). Variants in CDC14A cause deafness-infertility in males. GPSM2 was initially 

associated with non-syndromic HL but later determined to cause Chudley-McCullough syndrome 

(46, 47).  

For some genes, only few cases have been reported and the disease relationships are noted 

with question marks in OMIM, for instance COL4A6 and CLRN2. Hence, in addition to exploring 

novel genes, I systematically examined our database for discoveries that enhance the existing 

literature. Notably, this thesis contributed to work that led to the publication of the second report 

associating COL11A1 with non-syndromic autosomal dominant HL. Previous gene-disease 

associations of COL11A1 are well established for autosomal dominant Marshall syndrome (48), 

autosomal dominant or recessive Stickler syndrome (49), and as well as autosomal recessive 

fibrochondrogenesis (50). These syndromes have phenotype-overlap including an auditory 

phenotype with mild-to-moderate HL and outer ear malformation. Booth et al. 2019 identified an 

extensive family with autosomal dominant inheritance pattern with a novel splice-site variant in 

COL11A1 (51). The current work consolidates that splicing variants in COL11A1 cause non-

syndromic autosomal dominant HL in two unrelated families with several affected family 

members.  
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6.6 Syndromic HL  

The term syndromic HL is applied when a patient experiences HL along with other medical 

abnormalities. About 20% of children with genetic HL exhibit additional associated symptoms. 

This section outlines the assessment and treatment of syndromic sensorineural HL and 

emphasizes the importance of the interprofessional team in enhancing care for affected patients. 

Similar to non-syndromic HL, it is categorized based on mode of inheritance that includes 

autosomal recessive, autosomal dominant, X-linked and mitochondrial. Syndromes exhibiting a 

recessive inheritance pattern include Usher, Pendred and Jervell and Lange-Nielsen syndrome; 

syndromes with an autosomal dominant inheritance pattern include Stickler syndrome, 

Waardenburg syndrome, neurofibromatosis type 2, Treacher Collins syndrome, and branchio-

oto-renal syndrome (Melnick-Fraser syndrome); and syndromes with an X-linked inheritance 

pattern include Alport, Norrie, and otopalatodigital syndrome. 

In the following sections, the major syndromes associated with different patterns of inheritance 

are briefly described.  

6.6.1 Usher syndrome 

Usher syndrome is the most common type of syndromic HL. Usher syndrome is predominantly 

characterized as concomitant deafness and blindness with variable vestibular dysfunction and 

has four clinical sub-types. Type 1 causes profound sensorineural HL with absent vestibular 

function and retinitis pigmentosa (RP), which initially causes night-blindness and loss of 

peripheral (side) vision due to the progressive degeneration of cells in the retina. Type 2 causes 

moderate HL and RP with normal vestibular function. Type 3 results in progressive HL with 

variable vestibular function and RP. Type 4 is characterized by late onset of RP and usually late- 

onset of progressive sensorineural HL without vestibular involvement (52, 53). So far, the 

following genes are associated with these four types of Usher syndromes: CDH23, CIB2, 

ADGRV1, MYO7A, PCDH15, PDZD7, USH1G, USH1C, USH2A, CLRN1, and ARSG (52, 54-

57).  

6.6.2 Pendred syndrome 

Pendred syndrome is associated with abnormal iodine metabolism and is caused by biallelic 

pathogenic variants in SLC26A4. Patients with this syndrome typically develop euthyroid goiter 

around the age of 8 years, along with bilateral moderate to severe high-frequency sensorineural 

HL with some residual low-frequency hearing. The most frequent inner ear abnormality seen in 

Pendred syndrome is an enlarged vestibular aqueduct, which is a connection between the inner 

ear's vestibule and the brain (58). 

6.6.3 Jervell and Lange-Nielsen syndrome 
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Jervell and Lange-Nielsen syndrome is associated with profound sensorineural HL and cardiac 

arrhythmias caused by prolongation of the QT interval. This syndrome is associated with two 

genes: KCNE1 or KCNQ1; 90% are caused by KCNQ1 variants. Patients with this syndrome 

commonly exhibit abnormalities in both the inner ear and cardiac muscle due to biallelic 

pathogenic variants. Electrocardiogram (ECG) results in these individuals demonstrate enlarged 

T waves and a prolonged QT interval. Syncope is the typical manifestation observed in these 

patients (59). 

6.6.4 Stickler syndrome 

Stickler syndrome is inherited in both autosomal recessive and dominant manners, but most of 

the genes for this syndrome are associated with a dominant inheritance pattern. This thesis 

highlights Stickler type 6 as associated with rare biallelic variants in COL9A3. Stickler syndrome 

is characterized by cleft palate, micrognathia, myopia, retinal detachment, cataracts, and 

marfanoid habitus. The other sub-types of this syndrome are due to variants in COL2A1 (Stickler 

type 1), COL11A1 (Stickler type 2), COL11A2 (Stickler type 3), COL9A1 (Stickler type 4), and 

COL9A2 (Stickler type 5) (60).  

6.6.5 Waardenburg syndrome 

Waardenburg syndrome is the most common form of autosomal dominant sensorineural HL, 

associated with 3% of childhood HL. This syndrome consists of HL (bilateral, unilateral, or 

asymmetric), pigmentary anomalies, and craniofacial features. The pigmentary anomalies 

include a white forelock, very pale blue eyes or different coloured eyes (such as one blue and 

one brown), premature greying of hair, and vitiligo. The craniofacial features include widely 

spaced medial canthi, a broad nasal root, and confluent eyebrows. There are four sub-types of 

Waardenburg syndrome. Type 1 is characterized by heterochromia iridis, a white forelock, patchy 

hypopigmentation, and widely spaced medial canthi. Congenital sensorineural HL is present in 

20% of these patients. Type 2 patients do not have widely spaced medial canthi, distinguishing 

them from type 1. Up to 50% of these patients will have sensorineural HL. Type 3 includes the 

features of type 1 as well as microcephaly, skeletal abnormalities, and mental retardation. Type 

4 is similar to type 2 but also includes �+�L�U�V�F�K�V�S�U�X�Q�J�¶�V���G�L�V�H�D�V�H�����D���J�D�V�W�U�R�L�Q�W�H�V�W�L�Q�D�O���P�D�O�I�R�U�P�D�W�L�R�Q�� 

The following genes account for the  different sub-types of this syndrome: EDN3, EDNRB, MITF, 

PAX3, SNAI2, and SOX10 (58). 

6.6.6 Neurofibromatosis type 2 

Neurofibromatosis type 2 is caused by pathogenic variants in NF2 leading to alterations in the 

merlin protein. This condition is characterized by bilateral vestibular schwannomas, cafe-au-lait 

spots, and subcapsular cataracts. Bilateral vestibular schwannomas are found in approximately 
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95% of individuals with this condition, but typically do not cause symptoms until early adulthood 

(61). 

6.6.7 Treacher Collins syndrome 

Treacher Collins syndrome, also known as mandibulofacial dysostosis, is characterized by facial 

malformations such as underdeveloped cheekbones, slanted eye openings, incomplete lower 

eyelids, underdeveloped jaw, abnormal external ear or ear canal, misaligned teeth, and a cleft 

palate. Around 30% of patients experience conductive HL, but sensorineural HL or vestibular 

dysfunction can also be present. Ossicular malformations are commonly observed. The most 

common causal gene is TCOF1, encoding the treacle protein (62). 

6.6.8 Branchio-oto-renal 

Branchio-oto-renal also known as Melnick-Fraser syndrome is present in approximately 2% of 

children with congenital HL. This syndrome is characterized by the presence of ear pits/tags, 

branchial cleft sinuses, and renal involvement ranging from minor dysplasia to complete 

agenesis. To date, three genes are established causing this syndrome including EYA1, SIX5 and 

SIX1. Forty percent of these patients exhibit cochlear dysplasia, while 75% experience a 

significant HL. The type of HL can vary, with some patients having either conductive or 

sensorineural HL, and others having a mixed HL (58). 

6.6.9 Alport syndrome 

Alport syndrome causes lesions in the basement membrane collagen of the kidney and inner ear, 

leading to renal failure and progressive sensorineural HL. Pathogenic variants in COL4A5 (X-

linked), COL4A4 (autosomal recessive) and COL4A3 (autosomal dominant and recessive) are 

responsible for this syndrome.  

6.6.10 Norrie syndrome 

Norrie syndrome is an X-linked disorder characterized by ocular symptoms, progressive 

sensorineural HL, and intellectual disability. All patients are either born blind or they lose vision 

in the first years of life and have progressive sensorineural HL in the first or second decades of 

life (63). The onset of other phenotypes like seizure can also occur at a young age (64). This 

disease is caused by mutation in NDP, which encodes norrin. 

6.6.11 Otopalatodigital syndrome 

Otopalatodigital syndrome is associated with craniofacial deformities, hypertelorism, flattened 

midface, small nose, and cleft palate and includes: otopalatodigital syndrome type 1 (OPD1), 

otopalatodigital syndrome type 2 (OPD2), frontometaphyseal dysplasia type 1 (FMD1), Melnick-

Needles syndrome (MNS), and terminal osseous dysplasia with pigmentary skin defects 

(TODPD). These patients also have short stature and abnormalities in their toes and fingers such 



 

�î�õ  

as varying lengths and spaces between digits. They also experience conductive HL due to 

ossicular abnormalities. The molecular genetic diagnosis of this syndrome is identification of 

pathogenic variants in the X-linked gene, FLNA (65). 

6.7 American College of Medical Genetics and Genomics (ACMG) guideline for the 

evaluation and diagnosis of HL 

The ACMG published the first practice guideline for the clinical evaluation and etiologic diagnosis 

of HL in 2014 (66). An updated algorithm for the evaluation of clinical and diagnostic of HL was 

recently published (67). This updated framework outlines the process for evaluating and 

diagnosing HL, incorporating genetic counselling and testing. The process begins with the clinical 

confirmation of HL. If additional findings are revealed during the evaluation, pre-test genetic 

counselling is conducted, followed by a standard clinical evaluation to identify genetic syndromes 

with genetic testing as indicated. Genetic testing could include single gene tests, multi-gene 

panels, chromosome analysis, or microarray depending on clinical findings. If a syndromic 

diagnosis is made according to these genetic tests, the process diverges based on whether HL 

is common in the syndrome. If it is, post-test genetic counselling initiates familial testing as 

needed. If HL is not common in the syndrome, a comprehensive HL gene panel is performed and 

if negative based on panel, ES or GS may be considered. If no additional findings are revealed 

during the initial evaluation, a comprehensive HL gene panel is directly administered. Positive 

results indicating pathogenic variant(s) that explain HL also lead to post-test genetic counselling 

and familial testing as indicated. Negative results lead to considering CMV testing on newborn 

screening blood-spot and re-evaluating periodically or considering research testing. 

We also followed this approach and additionally screened a prevalent gene implicated in HL, 

GJB2, in our patient cohort due to its high frequency of pathogenic variants and low cost of 

screening by Sanger sequencing. Below is an introduction about the main steps of this approach 

that we performed in our cohort.  

6.8 Pedigree analysis and family history 

As HL can be caused by a variety of etiologies and exhibits diverse possible modes of 

inheritance, family history and pedigree analysis are essential steps to understanding the 

possible genetic contribution to HL and method for molecular genetic diagnosis. For many genes, 

intrafamilial variability, variable expressivity and incomplete penetrance are described. Drawing 

an informative pedigree requires that the information from at least three generations be collected. 

The information in pedigrees provides hints about the mode of inheritance, how to interpret 

variants of uncertain significance and prioritize segregation studies after identification of the 
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primary finding as diagnostics. For example, if an identified variant is of uncertain significance, 

and we know, based on the pedigree, that there are additional affected and unaffected 

individual(s) in the family, it is recommended to perform Sanger sequencing to segregate the 

variant in the family members. These segregation results help clarify the variant of uncertain 

significance by either adding more strength for its probable pathogenicity or supporting its 

exclusion as in the case of discordant segregation. Family history is also helpful to evaluate the 

genetic finding. For instance, if a variant arises de novo, it means the disease is most likely 

sporadic in the family unless there is a germline mosaic variant.  

6.9 Patient recruitment  

The patient cohort included 166 index patients from Iran and Germany with various forms of 

hearing impairment. The inclusion criteria were flexible to include patients with all types of 

suspected hereditary non-syndromic and syndromic HL (sensorineural, conductive, or mixed) 

with variable degrees from mild to profound. The age of onset and age of last measurement were 

important in our documentation process. Suspected hearing loss due to an environmental cause 

led to study exclusion (Figure 3).  

 
�&�]�P�µ�Œ�����ï���)�U�D�P�H�Z�R�U�N���R�I���D�S�S�U�R�D�F�K�H�V���W�R���W�K�H���F�O�L�Q�L�F�D�O���H�Y�D�O�X�D�W�L�R�Q���D�Q�G���H�W�L�R�O�R�J�L�F���G�L�D�J�Q�R�V�L�V���R�I���+�/ 

6.10 Stage-wise testing for the identification and characterization of variants 

Based on ACMG guideline for the evaluation and diagnosis of HL and following study inclusion 

and exclusion criteria, the following steps were performed. 

6.10.1 GJB2 pre-screening 
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GJB2 is the most common cause of congenital non-syndromic HL (68, 69). The first GJB2 variant 

implicated in autosomal recessive non-syndromic HL was reported in 1997, and since then over 

300 pathogenic variants have been identified worldwide (see the Connexin-deafness website: 

http://davinci.crg.es/deafness/ and Deafness Variation Database (DVD): 

https://deafnessvariationdatabase.org/). In the US, GJB2 variants are estimated to be 

responsible for about 15-20% of deafness cases (70), while in Asian countries like Japan, they 

account for 12.5% of cases (71). The most common pathogenic variant in the European 

population is c.35delG p.Gly12fs*2, while in individuals with Asian genetic ancestry, the most 

prevalent pathogenic variants are c.235delC p.Leu79Cysfs*3 and c.109G>A p.Val37Ile (72). 

As GJB2 is a relatively small gene with two exons, it is possible to evaluate the coding region by 

Sanger sequencing using two primer pairs. All the index patients in the cohort with a suspected 

non-syndromic HL were screened using Sanger sequencing for GJB2 variants.  

6.10.2 Genome-wide SNP array analysis 

Genome-wide SNP arrays identify heterozygous or homozygous SNP genotypes in the genome 

and support copy number variation (CNV) analysis to detect chromosomal abnormalities. There 

are two types of probes in this method for detection of SNP genotypes or CNVs. Besides 

microdeletion/microduplication detection, loss of heterozygosity (LOH), mosaicism, and 

uniparental disomy (UPD) can be detected. In this thesis, SNP array data was mainly used for 

homozygosity mapping and CNV analysis that was performed using homozygosity mapper (73), 

and GenomeStudio, respectively.  

6.10.3 ES 

The human genome has 3 billion nucleotides from four bases (A, T, C, and G). Only 1.5-2% of 

the genome is comprised of exons (Expressed regiON) that are translated into protein. ES is 

designed to sequence this part of the genome, with a diagnostic rate of roughly 45-50% (74). ES 

not only covers all exons, but it can also detect canonical and noncanonical splice sites. The 

main pitfall of ES includes lack of coverage of deep intronic variants, as well as limitations in 

coverage uniformity and the detection of duplications and repeat expansion variants, which all 

can be covered by GS.  

6.10.4 GS 

Over the last decade, the price of next generation sequencing (NGS) has significantly decreased, 

allowing for GS as the preferred method for molecular genetic diagnostic testing. This method 

provides the sequence of the entire genome and can allow for the identification of all types of 

variants including single nucleotides variants (SNVs), CNVs and structural variants (SVs). By 

developing and updating the bioinformatics pipeline (DRAGEN), repeat expansion variants can 

http://davinci.crg.es/deafness/
https://deafnessvariationdatabase.org/
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also be detected. However, limitations remain with respect to the identification of complex 

rearrangements, as well as imprinting and methylation disorders, which can alternatively be 

detected by long-read sequencing or whole-genome bisulfite sequencing, respectively.  

6.11 Functional studies 

Functional studies aim to investigate how target genes contribute to biological processes, such 

as protein interactions, signalling pathways, gene expression regulation, and cellular functions. 

The scope of this project characterized variants identified in novel genes. One recurring variant 

type included splicing variants that were functionally characterized using in vitro splicing assay 

(minigene assay).  

6.12 In-silico tools for predicting the impact of variants on splicing 

In-silico splice prediction tools, such as those included in Alamut Visual Plus v.1.4, have been 

developed to predict variants that may impact pre-mRNA splicing. The following splicing tools 

were used to predict the probability of aberrant splicing for target variant: SpliceSiteFinder-like, 

MaxEntScan, GeneSplicer, and NNSplice (Figure 4).  

SpliceSiteFinder-like is based on position weight matrices computed from a set of human 

exon/intron junctions for donor and acceptor sites. The tool calculates a score, which is the 

probability of observing a sequence given the motif model (matrix). This allows it to predict 

potential splice sites within a DNA sequence, providing valuable insights into the splicing process 

(75). �0�D�[�(�Q�W�6�F�D�Q���X�V�H�V���W�K�H���µ�0�D�[�L�P�X�P���(�Q�W�U�R�S�\���3�U�L�Q�F�L�S�O�H�¶���W�R��account for both adjacent and non-

adjacent dependencies between positions. This approach generalizes most previous probabilistic 

models of sequence motifs, such as weight matrix models and inhomogeneous Markov models. 

MaxEntScan provides a score for potential splice sites within a DNA sequence, aiding in the 

prediction and analysis of splice-altering single nucleotide variants (76). GeneSplicer is a 

computational method used for predicting splice sites in genomic DNA of various eukaryotes. It 

has been trained and tested successfully on several organisms, including Plasmodium falciparum 

(malaria), Arabidopsis thaliana, human, Drosophila, and rice which aids in understanding of gene 

structure and function (77). NNSplice is an in-silico tool used for predicting splice sites in genomic 

DNA sequences. It uses a neural network-�E�D�V�H�G���D�S�S�U�R�D�F�K���W�R���L�G�H�Q�W�L�I�\���W�K�H�����¶���D�Q�G�����¶���V�S�O�L�F�H���V�L�W�H�V����

which are crucial for pre-mRNA splicing. By accurately predicting these splice sites, NNSplice 

aids in the understanding of gene structure and function and can help identify variants that may 

disrupt normal splicing (78).  
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This figure illustrates four panels. The top two panels represent the 5´ and 3´ regions for the reference sequence 

(wild-type), while two lower panels correspond to the variant (mutated). Each tool demonstrates scores represented 

as bars at variant positions. The scoring scale varies for each tool: a score of zero predicts that splicing does not 

occur at that position, whereas a high score suggests a high probability of splicing.  

Besides four abovementioned tools, two other tools predict regulatory elements including 

ESEfinder and RESCUE-ESE. The figure 5 depicts these predictions, using the CLRN2 variant 

(c.494C>A) as an example (79).  

ESEfinder is a computational tool used to predict the impact of regulatory variants within genomic 

regions. These variants can alter regulatory elements such as enhancers, transcription factor 

binding sites, and DNA methylation regions. ESEfinder annotates these variants using 

information from large-scale projects that discover regulatory elements in different tissues and 

organisms. It predicts their effects, including potential pathogenicity, using rule-based and 

machine learning approaches (80). RESCUE-ESE is a hybrid computational/experimental tool 

designed to predict the impact of regulatory variants within exonic regions. Specifically, it focuses 

on exonic splicing enhancers (ESEs)�² short oligonucleotide sequences that enhance pre-mRNA 

splicing when present in exons (81). 
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Using ESEfinder and RESCUE-ESE, the splicing sequence patterns were explored in both the wild-type (upper 

panel) and mutated (lower panel) human sequences at position c.494. The nucleotide at c.494 is highlighted in red. 

Above each sequence, ESE hits are indicated. Additionally, the green boxes below the nucleotide at c.494 

corresponds to RESCUE-ESE hexamers. Notably, the c.494C>A variant is predicted to introduce an ESE hexamer, 

as evidenced by the string of green boxes in the lower sub-panel. 

6.13  Objectives and outcomes of doctoral research 

The present work is embedded in a larger collaborative cohort study of Iranian and German 

families with syndromic and non-syndromic HL. The aim is to establish the role of potential novel 

genes and allelic disorders of known genes. After excluding patients achieving a diagnosis 

through identification of likely causal variants in GJB2, ES was performed to identify variants for 

expanded exome-wide analysis. In five families with several affected siblings who remained 

undiagnosed after ES, we performed GS to attempt to identify novel genes or deep intronic 

variants. For segregation analysis, we performed Sanger sequencing in available DNA from 

family members. Additionally, minigene assays were performed for selected variants with 

predicted impact on splicing. In this study, allelic disorders of two genes were confirmed. First, 

the gene-disease association between COL11A1 and non-syndromic HL was strengthened by 

including two unrelated families with established novel variants impacting splicing. Second, the 

association of biallelic variants in COL9A3 as causal for Stickler syndrome type 6 was 

investigated in three unrelated families harbouring novel variants. Moreover, the discovery of 

novel variants in MPDZ further expanded the spectrum of phenotypes associated with MPDZ-

related disorders. Additionally, this work solidified the role of MPDZ in HL by presenting a family 

with three affected individuals and analysing available phenotyping data in a mouse model. My 

work also contributed to establishing CLRN2 as a novel autosomal recessive non-syndromic HL 

gene (DFNB117). Collaborating in a significant study, I was also involved in establishing the role 

of SPATA5L1 in both syndromic and non-syndromic (DFNB119) HL. Furthermore, novel variants 
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in CDC14A, ADGRV1, IPO8, PIGS, and KARS1 were confirmed through in vitro functional study 

(minigene assay). The minigene findings contribute valuable insights into the functional impact 

of these variants.  

7 Results and discussion (Summary and discussion of publishe d results) 

7.1 Novel Loss-of-Function Variants in CDC14A are Associated with Recessive 

Sensorineural HL in Iranian and Pakistani Patients (Attachment 1) 

Cell Division Cycle 14A (CDC14A) is associated with DFNB32, as well as hearing impairment 

and infertile male syndrome. This gene is located on chromosome 1p21.2 and is essential for 

centrosome separation and productive cytokinesis during cell division (82). In addition to being 

present in the kinocilia of hair cells, this gene is also found in the basal bodies and sound-

transducing stereocilia of the mouse inner ear (83). Mice with a homozygous variant in Cdc14a 

experienced postnatal degeneration of hair cells, although their kinocilia remained normal in 

length. Additionally, these mice exhibited degeneration of seminiferous tubules and defects in 

spermiation, leading to infertility in males (84). Before this study, only nine genetic variants have 

been published related to HL, of which, five also associated with male infertility. Biallelic variants 

in this gene cause varying degrees of HL severity from moderate to profound. In this study, ES 

and gene mapping approaches were performed in two unrelated families (family 1, Iranian and 

family 2, Pakistani), uncovering a homozygous splicing variant (c.1421+2T>C p.?) abolished the 

donor splice site in intron 14 in family 1 and a homozygous frameshift variant (c.1041dupC 

p.Ser348Glnfs*2) in family 2. Both variants were submitted to LOVD V3.0 under the accession 

IDs 00269609 and 00269610. Segregation analyses were performed in available family members 

of both families. Functional in vitro splicing study (minigene assay) of the variant in family 1 

(c.1421+2T>C p.?) was performed, and it showed that the variant activates a cryptic splice site 

in the exonic region.  In order to determine if the variant in family 2 (c.1041dupC) causes 

nonsense-mediated mRNA decay (NMD) of CDC14A, the relative expression of CDC14A mRNA 

was measured. The introduction of a premature termination codon immediately after p.348 would 

result in the truncation of 44% of the amino acid residues in full length CDC14A. The infertility 

did not analyse in patients due to limitations. This study was published in the International Journal 

of Molecular Sciences. In this study, I collected clinical information for the Iranian family. 

7.2 The Many Faces of DFNB9: Relating OTOF Variants to Hearing Impairment 

(Attachment 2) 

OTOF encodes otoferlin, a critical protein at the synapse of auditory sensory cells, the inner hair 

cells (IHCs). In the absence of otoferlin, IHC signal transmission fails due to impaired release of 
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synaptic vesicles at the IHC synapse. Biallelic pathogenic variants in this gene cause autosomal 

recessive profound deafness (DFNB9). All pathogenic and likely pathogenic variants reported in 

literature or clinical database entries were collected (Leiden Open Variation Database v3.0 

(LOVD v3), the DVD, ClinVar, and the Human Gene Mutation Database (HGMD)). This included 

84 missense, 44 frameshift, 43 nonsense, 36 splice site, 7 in-frame duplications or deletions, 3 

CNVs, as well as 1 stop loss and regulatory variant each. Additionally, we reviewed the broad 

phenotypic spectrum reported in patients with variants in OTOF that includes milder HL, as well 

as progressive and temperature-sensitive HL.  By the end of preparation of our publication, 220 

pathogenic and likely pathogenic variants in OTOF were reviewed and curated. 

Studies in Otof-knock-out mouse models revealed that in the absence of otoferlin from IHCs, very 

few neurotransmitter-filled synaptic vesicles fuse with the plasma membrane (85). Thus, acoustic 

stimuli still generate receptor potentials in the IHCs (and OHCs), but this information is not passed 

to the auditory pathway. In vitro studies indicating that otoferlin can interact with neuronal SNARE 

proteins contributed to the hypothesis that otoferlin acts as a synaptotagmin-like Ca2+ sensor for 

exocytosis (86). However, later studies revealed that such neuronal SNAREs are expressed at 

only very low levels in IHCs and are absent from IHC synapses (87). Instead, the mechanism of 

vesicle fusion might rely on a unique molecular mechanism in IHCs (88). Later studies in a mouse 

line with the mutation of a presumed Ca2+-binding site revealed a slight delay and slowing down 

of Ca2+-triggered exocytosis, which would be in line with a Ca2+-dependent acceleration of 

exocytosis and was interpreted as a Ca2+ sensor function for otoferlin in exocytosis and vesicle 

replenishment (89). However, the Ca2+-binding capability of the site targeted in this study is still 

under debate. Mouse model studies also showed that in a reduction of otoferlin protein, IHC 

synapses are constantly deficient of fusion-competent synaptic vesicles. Consequently, no ABRs 

can be recorded in these animals (90).   

Otoferlin isoforms 

OTOF has long and short isoforms with alternative splicing of exons 6, 31 and 47. With respect 

to a potential functional role of the short isoforms, a review of pathogenic and likely pathogenic 

variants has shown no indication that variants only affecting the long, but not short, isoforms 

would cause a milder phenotype. This confirms that the long isoform is critically required for 

normal hearing function (91). There are two long isoforms for OTOF: isoform (a) was detected 

from brain cDNA extraction with the last codon in exon 47 but an alternative splice isoform (e) 

skips exon 47, instead using exon 48 to encode the C-terminus. Pathogenic and likely pathogenic 

variants in exon 48 confirmed that this exon is critical for the human cochlea. 

Founder variants in OTOF 
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In Japanese patients with auditory neuropathy/synaptopathy, biallelic OTOF variants were 

uncovered in 56% of cases that included the identification of a founder variant c.5816G>A 

p.Arg1939Gln (92). The c.2485C>T p.Gln829* founder variant was identified in 87% of patients 

diagnosed with auditory neuropathy/synaptopathy in the Spanish population (93). Another 

founder variant c.5098G>C p.Glu1700Gln was identified in Taiwanese patients with progressive, 

moderate-to-profound HL. This variant was found to be present in 23% of a selected patient 

cohort consisting of 22 individuals with auditory neuropathy/synaptopathy (94). 

Temperature-Sensitive Auditory Synaptopathy 

There are nine variants in the OTOF gene that have been reported to cause temperature-

dependent HL: c.1544T>C p.Ile515Thr, c.1621G>A p.Gly541Ser, c.4819C>T p.Arg1607Trp, 

c.3239G>C p.Arg1080Pro, c.2093G>C p.Arg698Thr, c.5410_5412delGAG p.Glu1804del, 

c.4981G>A p.Glu1661Lys, c.2383delC p.Leu795Serfs*5 and c.2975_2978del p.Gln994Valfs*6. 

At elevated temperature, patch clamp recordings revealed a decrease in exocytosis when cells 

were heated from near-physiological (35�±37°C) to elevated temperatures (38.5�±40°C). The wild-

type protein is able to refold in higher temperatures. Potentially, any slight destabilization of this 

highly flexible protein might decrease the chance of re-folding after heat exposure, such that 

more protein is degraded at a slightly elevated body temperature, thereby exacerbating the 

hearing disturbance. 

Current and Future Therapies for DFNB9 

Diagnosing deafness caused by biallelic variants of OTOF or auditory 

neuropathies/synaptopathies of other origins is not reliably possible with OAE screening. 

However, in most countries, OAE assessment is the preferred method for screening in the first 

year of life, which may result in deafness not being diagnosed during this critical period, leading 

to missed opportunities for cochlear implantation. Therefore, it is recommended that newborn 

hearing screening protocols include ABRs, or a combination of OAEs and ABRs, to support early 

diagnosis. In this review, we introduced the currently favored gene therapeutic approach involves 

replacing the defective gene by transducing IHCs with correct cDNA by means of recombinant 

adeno-associated viruses (AAVs), reviewed in (95). Two separate trials have since shown 

promising results for this gene (96, 97). In this review, I collected all published variants, curated 

them and illustrated in Figure 2 of this paper.  

7.3 Aberrant COL11A1 splicing causes prelingual autosomal dominant non-

syndromic HL in the DFNA37 locus (Attachment 3) 

Collagen type XI alpha�æ1 chain (COL11A1) is associated with autosomal dominant Marshall 

syndrome (MRSHS) and autosomal dominant or recessive Stickler syndrome type 2, as well as 
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autosomal recessive fibrochondrogenesis (FBCG1). Each of these syndromes has a phenotypic 

overlap that includes skeletal abnormalities and dysmorphic features, as well as variable cleft 

palate, ocular, and auditory phenotypes that can include mild�æto�æmoderate HL and outer ear 

malformations. Very recently, this gene has been associated with autosomal dominant non-

syndromic HL (51) . In our study, two non-consanguineous families with two separate splicing 

variants in COL11A1 were identified that were re-evaluated in light of the new gene-disease 

association. After checking detailed clinical information by our colleagues, the first index was a 

37�æyear�æold proband, presenting stable, down�æsloping, moderate�æto�æsevere, high�æfrequency 

sensorineural HL, as well as hypothyroidism and diabetes. The speech discrimination with regard 

to monosyllables was 70% and 50% at 65�ædB hearing level on the right side and 80% at 65 dB 

hearing level on the left side when evaluated at 34 and 37 years of age, respectively. He has 

worn hearing aids since age 6 years. His daughter was diagnosed with severe HL at the age of 

two years. All syndromic features including myopia, retinal detachment, midface hypoplasia, 

submucous cleft palate, and arthritis/joint pain have been excluded in both affected individuals. 

The second index of this study was a 31�æyear�æold, female, presented moderate sensorineural HL 

in the mid�æ and high frequencies since early childhood. She did not have a severe form of HL that 

might be suggestive of progression. Her son was born at term after an unremarkable pregnancy 

and failed newborn hearing screening. The mother reported a cleft lip and palate, an occurrence 

not previously reported with Stickler syndrome type 2 and assumed to be due to other genetic or 

multifactorial causes. She reported no other abnormalities. Her son does not have any other 

symptoms except HL.  

Two novel heterozygous variants in COL11A1 were identified that each disrupt canonical splice 

sites: NM_080629.2:c.652�æ1G>C (ClinVar Accession: RCV000487702.2; LOVD Genomic 

Variant Accession: 0000686099) and NM_080629.2:c.4338+2T>C, arising de novo, (ClinVar 

Accession: RCV000585624.2; LOVD Genomic Variant Accession: 0000686100).  

A minigene assay and TA cloning was performed for the c.652�æ1G>C genetic variant that 

identified two aberrant in-frame splice effects: r.652_663del p.Gly218_Gln221del and 

r.652_666del p.Gly218_Gln222del. For the second variant, c.4338+2T>C, the minigene assay 

showed three abnormally spliced amplicons including r.4338_4339ins4338+1_4338+4 

p.Gly1447Alafs*12; r.4338_4339ins4338+1_4338+30 p.Gly1447Alafs*9 and r.4285_4338del 

p.Gly1429_Met1446del. In this study, I performed the minigene assay for the c.4338+2C genetic 

variant and confirmed the percnetage of multiple bands in both minigene results by TA cloning.  

Although the precise mechanism of COL11A1�æassociated hearing impairment has not been 

elucidated, disruption of COL11A1 is consistently associated with HL, as demonstrated by about 
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84% of individuals diagnosed with MRSHS having HL, which supports the critical function of this 

protein in the auditory system (98). It also demonstrated that the source of COL11A1 mRNA is 

in the tectorial membrane and suggested its mutation affects normal cochlear function (99). 

Moreover, the pleiotropy exhibited by this gene, like other genes that are associated with 

syndromic and non-syndromic HL, remains to be fully characterized. In summary, this work 

characterized two novel splice altering variants associated with DFNA37, providing confirmatory 

evidence of COL11A1 as a bona fide autosomal dominant non-syndromic HL gene. It is 

recommended that COL11A1 be included in the routine diagnostic testing of patients with both 

syndromic and non-syndromic forms of deafness. 

7.4 Expanding the phenotype of PIGS-associated early onset epileptic 

developmental encephalopathy (Attachment 4) 

Phosphatidylinositol glycan class S (PIGS) encodes a GPI-AP, specifically a subunit of the GPI 

transamidase complex that catalyses the attachment of preformed GPI to proteins containing a 

C-terminal GPI attachment signal. Biallelic pathogenic variants in PIGS have been reported for 

developmental and epileptic encephalopathy type 95 (DEE95). The phenotype for patients with 

DEE95 included severe global developmental delay, seizures, hypotonia, weakness, ataxia, and 

dysmorphic facial features, but also multiple joint contractures (consistent with fetal akinesia) in 

two fetuses. In this study, six patients with biallelic variants in PIGS were reported. All patients 

showed the previous reported phenotypes. Several patients also showed evidence of other 

phenotypes such as renal malformation (1/6, 17%), visual impairment (3/6, 50%), severe HL (2/6, 

33%), and acquired arthrogryposis (2/6, 33%).  

�7�D�E�O�H�������3�,�*�6���J�H�Q�H�W�L�F���I�L�Q�G�L�Q�J�V���L�Q���I�L�Y�H���I�D�P�L�O�L�H�V 

�)�D�P�L�O�\��

�Q�X�P�E�H�U 

�9�D�U�L�D�Q�W�� �F���� �D�Q�G�� �S���� �S�R�V�L�W�L�R�Q�V��

���1�0�B������������������ 

�=�\�J�R�V�L�W�\ �&�R�P�P�H�Q�W 

�)�D�P�L�O�\�� ����

�D�Q�G���� 

�F���������*�!�&�� 

�S���*�O�Q�����+�L�V 

�+�R�P�R�]�\�J�R�X�V�� �7�K�H���L�Q�� �Y�L�W�U�R�� �I�X�Q�F�W�L�R�Q�D�O�� �V�W�X�G�\�� �Z�D�V��

�F�R�Q�I�L�U�P�H�G���L�W�V���L�P�S�D�F�W���R�Q���V�S�O�L�F�L�Q�J 

�)�D�P�L�O�\���� �F�����������*�!�$�� 

�S���*�O�\�������$�V�S 

�+�R�P�R�]�\�J�R�X�V �Z�L�W�K�L�Q���D���������0�E���E�O�R�F�N���R�I���K�R�P�R�]�\�J�R�V�L�W�\ 

�)�D�P�L�O�\���� �F���������&�!�*�� 

�S���3�U�R�������$�U�J 

�+�R�P�R�]�\�J�R�X�V �7�Z�R���D�I�I�H�F�W�H�G�����R�Q�H���G�H�F�H�D�V�H�G 

 

�)�D�P�L�O�\���� �F�����������B���������G�X�S������ 

�S���$�V�S�������B�9�D�O�������G�X�S���D�Q�G 

�F���������*�!�$���S���7�U�S�������
 

�&�R�P�S�R�X�Q�G��

�K�H�W�H�U�R�]�\�J�R�X�V 

�&�R�Q�I�L�U�P�H�G���W�K�H���W�U�D�Q�V���V�W�D�W�X�V���L�Q���S�D�U�H�Q�W�V 

 

My contribution to this study focused on a minigene assay to assess aberrant splicing for the 

c.174G>C variant. It was designed to capture a 508-bp amplicon including exons 2 and 3, as well 
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as a 369-bp amplicon with only exon 3. The amplicon with the homozygous c.174G>C variant 

revealed only exon 3 (369 bp), indicating a skipping of exon 2 that was Sanger sequence 

confirmed. This out-of-frame deletion of exon 2 (r.35_174del) would result in a premature stop 

codon p.Glu12Alafs*31.  

This study also introduced PIGS as a causal for syndromic HL. Furthermore, the significance of 

screening PIGS for infantile epilepsy is emphasized by our data. This can aid in the better 

understanding of new PIGS variants with the assistance of biochemical findings and flow 

cytometry analysis. Additionally, PIGS is not included in most commonly used epilepsy gene 

panels, indicating that it may be a more common cause of early infantile epilepsy than previously 

thought. With the expansion of epilepsy genetic testing and increased accessibility of ES, it is 

expected that more patients will be diagnosed in the future. 

7.5 A biallelic variant in CLRN2 causes non-syndromic HL in humans 

(Attachment 5) 

The main aim of this thesis was to identify novel genes in HL and expand the phenotypes caused 

by known genes or clarify the clinical heterogeneity.  

In the CLRN2-project, a diverse array of methodologies were employed, including genotyping, 

gene mapping, CNV analysis, ES data analyses, PCR and Sanger sequencing, CRISPR/Cas9-

mediated inactivation of this gene in mice and zebrafish, and a minigene assay. These combined 

approaches were instrumental in elucidating the role of CLRN2, a novel gene, in the context of 

HL. A homozygous missense variant (c.494C>A p.Thr165Lys (NM_001079827.2)) in an Iranian 

family with three affected and 11 unaffected individuals was identified. Based on self-reporting of 

family, the earliest reported clinical diagnosis of HL in affected individuals was between 2 and 3 

years of age. Newborn hearing screening was not routinely performed when the affected 

individuals were born, so it cannot be confirmed hearing was normal at birth. 

The in-silico prediction via ESEs suggested that this variant impacts splicing. Therefore, in vitro 

functional assays (minigene assays) were performed in three different cell lines (HEK293, COS-

7 and ARPE-19 cells), with all three experiments showing the same result, with the c.494C>A 

variant yielding two bands; one ~ 650 bp band matching the expected normally spliced exon, and 

a second abnormal band that was approximately ~ 1360 bp. Sequencing of these amplicons 

validated normal splicing including the c.494A variant and also revealed a retained intron 2 in the 

aberrantly spliced transcript. The retention of intron 2 results in a new reading frame that 

introduces a stop codon 26 amino acids after the native exon 2 splice site (p.Gly146Lysfs*26). 

Therefore, our data showed that the CLRN2 c.494C>A variant probably affects protein function 
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in two ways: (1) as a missense variant (p.Thr165Lys) producing a mutant full length protein and 

(2) as a splice variant leading to intron retention.  

In order to explore the crucial function of clarin 2 in the inner ear, zebrafish clrn2 mutant 

phenotype and Clrn2del629/del629 mutant mice were produced that did not possess a functional 

protein. Analysis of Clrn2del629/del629 mice using ABR measurements demonstrated elevated 

hearing thresholds when compared to their Clrn2+/+ littermate controls at postnatal day 21 (mean 

click threshold of 87 dB SPL ± 7 s.d. and 24 dB SPL ± 6 s.d., respectively). 

Altogether, this is the first time that CLRN2 has been implicated as a gene responsible for 

deafness in humans, which has been confirmed through animal studies. Further investigation of 

families with CLRN2 biallelic variants will be crucial in understanding the clinical characteristics 

of this type of HL. The experiments with zebrafish and mice have established that defective clarin 

2 protein in hair cells is likely the cause of HL, as it is necessary for the proper organization and 

maintenance of mechanosensitive hair bundles. In this study, I performed TA cloning to clarify 

the percentage of different products after minigene assay.  

7.6 Bi-allelic variants in IPO8 cause a connective tissue disorder associated with 

cardiovascular defects, skeletal abnormalities, and immune dysregulation 

(Attachment 6) 

Importin 8 (IPO8) has 25 exons that encode a 1,037 amino acid protein with the b-importin N-

terminal domain (22�±102 aa) and a CSE1-like domain (202�±441 aa) containing a RanGTPase-

binding motif characteristic of B-importins. I collaborated in a study that identified 11 novel 

variants in 12 individuals, with seven as homozygotes and four as compound heterozygotes in 

IPO8 (GenBank: NM_006390.3). Out of the seven homozygous variants, four were likely LOF 

variants including three nonsense and one frameshift (c.2407C>T p.Arg803*, c.82C>T p.Gln28*, 

and c.2129C>G p.Ser710*, and c.728delC p.Pro243Leufs*27). One of the homozygous variants 

was a splicing variant (c.2695+3_2695+7delAAAGT) and two were missense variants (c.262G>A 

p.Asp88Asn and c.2500C>T p.Arg834Trp). The compound heterozygous variants were 

frameshift variants leading to a premature stop codon (c.2279delT p.Leu760ProfsTer10 and 

c.1538delC p.Pro513Leufs*13) in trans with a splicing (c.2900-1G>A p.?) and a missense variant 

(c.2245T>C p.Cys749Arg), respectively. Both, c.2695+3_2695+7delAAAGT and c.2900-1G>A 

variants were predicted to impact splicing according to SpliceAI. My contribution to this work 

involved analysis of the c.2695+3_2695+7delAAAGT variant using a minigene assay. The results 

demonstrated skipping of exon 22 and activation of a cryptic splicing site. 

In summary, 12 individuals from nine families with bi-allelic LOF variants in IPO8 were identified 

who presented with a syndromic association characterized by cardio-vascular anomalies, joint 
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hyperlaxity, and various degrees of dysmorphic features and developmental delay as well as 

immune dysregulation. One of the patients had severe language delay (first words spoken at the 

age of 6 years) contributed to by moderate to severe bilateral conductive HL. This study 

introduced that pathogenic variants in IPO8 can cause conductive HL and this gene is associated 

with syndromic HL. 

7.7  Unraveling the genetic complexities of combined retinal dystrophy and 

hearing impairment (Attachment 7) 

Analysis of a deaf�±blind cohort of 59 families was performed. This study includes the analysis of 

seven Mexican and 52 Iranian probands with combined retinal degeneration and hearing 

impairment (without intellectual disability). The clinical assessment encompassed 

ophthalmological examinations and a HL questionnaire. In this cohort, Usher syndrome, was 

primarily attributed to biallelic variants in MYO7A (USH1B in 16 probands), USH2A (17 

probands), and ADGRV1 (USH2C in 7 probands), and it was diagnosed in 44 out of 59 (75%) 

unrelated probands. Among the probands, 9 out of 59 (15%) exhibited other genetic conditions 

characterized by dual sensory impairment. These included Alström syndrome (observed in 3 

patients), cone-rod dystrophy and HL 1 (seen in 2 probands), and Heimler syndrome (presented 

in 1 patient). Additionally, unexpected findings included individual probands with Scheie 

syndrome, coenzyme Q10 deficiency, and pseudoxanthoma elasticum. Two (3%) probands were 

partially solved and only three (5%) remained undiagnosed and the overall diagnostic yield of ES 

in this cohort was 92%. In vitro functional study (minigene assay) was performed for variants 

identified in two genes. I performed minigene assay for two variants to establish their impact on 

splicing (ADGRV1 c.9623+3A>C and PDSS2 c.702+1G>A splice variants). The minigene assay 

of the ADGRV1 variant identified that the main donor splice site was not used and instead two 

cryptic donor splice sites in exon 44 were used, yielding an in-frame deletion r.9495_9623del 

p.Tyr3166_Arg3208del, frameshift deletion r.9530_9623del p.Gly3177Glufs*5, and partially 

caused skipping of exon 44 r.9448_9623del p.Ala3150Serfs*11. The minigene assay for the 

PDSS2 variant detected that this variant causes skipping of exon 4, leading to an in-frame 

deletion r.631_702del p.Val211_Lys234del. 

In summary, the findings from this study unveiled novel variants that contribute to the enrichment 

of existing scientific literature. It suggested that patients with dual sensory loss as the primary 

symptoms may suffer from various syndromes that include both hearing and vision impairment, 

not only limited to Usher syndrome, and can include mild symptoms or the absence of additional 

symptoms defining the syndrome. In many instances of monogenic disorders, the genotype does 

not accurately predict the phenotype. Variants found in patients with highly variable phenotypic 
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manifestations can also be present in seemingly healthy individuals, highlighting the importance 

of variable expressivity and reduced penetrance. 

7.8 Biallelic variants in KARS1 are associated with neurodevelopmental 

disorders and HL recapitulated by the knockout zebrafish (Attachment 8) 

Aminoacyl-tRNA synthetases (ARS) are a class of enzymes that charge tRNAs with their cognate 

amino acids. KARS1 (Lysyl-tRNA Synthetase 1) is one of the bifunctional ARS enzymes. In this 

study 10 new and four known biallelic missense variants in 22 affected individuals from 16 

unrelated families were reported. Although KARS1 was previously associated with non-

syndromic HL, in this report, all patients presented syndromic HL: All cases uniformly expressed 

neurological symptoms (22/22, 100%), frequently involving sensorineural HL  (20/21, 95%), 

seizures (13/22, 59%), hypotonia (9/22, 41%), cerebellar ataxia (7/22, 32%), spasticity (8/22, 

36%), strabismus (6/20, 30%)and nystagmus (4/20, 20%), and acquired joint contractures (4/22, 

18%). HL was severe-to-profound in 16/21 cases (76%), and 5/10 (50%) of them had cochlear 

implants. Other variable neurological features included visual impairment/optic atrophy (7/20, 

35%), quadriplegia (3/22, 14%), dystonia and tremor (2/22, 9%), neuropathy (1/10, 10%), 

neurophysiologically confirmed skeletal myopathy (2/22, 9%), generalized muscle atrophy (2/22, 

9%), and incontinence (4/22, 18%).  

Based on this report, inter- and intrafamilial phenotypic variability was noticed among individuals 

with the same variants in the present KARS1 cohort. For instance, three affected siblings in family 

11 (see the attachment 8 in appendix section) each harboured a homozygous KARS1 (c.379T>C 

p.Phe127Leu) variant, and although they shared common symptoms such as developmental 

delay, infantile-onset profound HL, dysmorphic facial features, spasticity, and varying degree of 

joint contractures, several important symptoms were expressed only by one of them. This 

included regression, epilepsy, optic atrophy, failure to thrive, and hyperactivity. 

An animal model (zebrafish disease model) was generated and phenotype to attempt to 

recapitulate the patients�¶ symptoms. In the brain of 5-day-old larvae, kars1�í���í mutants exhibited 

a vacuolated spongiosis appearance with reduced cell density and disorganized segment 

boundaries compared to their wild-type siblings, as revealed by histological analysis. Additionally, 

the mutants showed a significant reduction in eye volume and complete loss of retinal layer 

organization, strongly indicating impaired vision. Furthermore, staining showed a marked 

decrease in the number of neuronal cells in both the brain and retina of the kars1�í���í mutants 

compared to controls. Abnormal motor neuron morphology was also observed, including 

shrinkage of motor neuron axon projections and reduction of terminal axonal branching in the 



 

�ð�ð  

mutants, further suggesting a significant alteration of locomotor function in these animals. 

Additionally behavioural testing showed hearing impairment in these models.  

Further investigations by this project identified that loss of kars1 leads to upregulation of p53, 

tissue-specific apoptosis, and downregulation of neurodevelopmental related genes, 

recapitulating key tissue-specific disease phenotypes of patients. Inhibition of p53 rescued 

several defects of kars1�í���í knockouts. 

Overall, this study expands on the range of symptoms associated with KARS1 variants, including 

autism/hyperactivity. Several dysmorphic facial features were noted that have rarely been 

reported in previous studies, with 11 out of 52 individuals showing these features. These findings 

also provide further evidence for skeletal myopathy, which has previously been reported in only 

one case. The significance of hypertrophic cardiomyopathy is highlighted, as it has been reported 

in a few cases and is also present in our study. Additionally, this work suggests that cerebellar 

ataxia may be a more frequent feature of KARS1-associated phenotypes than previously thought, 

as it was present in 32% of this cohort compared to only 10% in previous reports. Overall, this 

analysis shows that KARS1 variants primarily affect neurological and neurosensory functions and 

are associated with facial dysmorphism, similar to other aminoacyl-tRNA synthetase disorders. 

In this study, I performed a minigene assay for select variant predicted to cause aberrant splicing. 

The minigene assay showed the variant behaves as wildtype, therefore the variant excluded from 

study and was not mentioned in the publication.  

7.9 Bi-allelic variants in SPATA5L1 lead to intellectual disability, spastic-dystonic 

cerebral palsy, epilepsy, and HL (Attachment 9) 

A substantial cohort of individuals with SPATA5L1 variants was assembled, revealing, for the 

first time, that biallelic pathogenic variants in this gene are associated with both non-syndromic 

and syndromic HL. Twenty-eight unique variants were identified with 25 compound heterozygous 

and 3 were homozygous.  

In 25 patients with syndromic HL, 22 patients had movement disorder, 18 of them had abnormal 

MRI, 16 of patients had hypotonia and visual impairment, 13 of them had epilepsy and 11 of 

these patients had microcephaly.  

In 22 patients with non-syndromic HL, all were of Ashkenazi Jewish decent, and in all, the 

missense variant (c.1398T>G p.Ile466Met), was identified in compound heterozygosity with 

various other pathogenic alleles, suggesting a hypomorphic founder allele, resulting in a partial 

rather than complete loss-of-protein function. My contribution to this study explored expression 

of SPATA5L1 in the mouse inner ear. SPATA5L1 is expressed at low levels in hair cells (inner 

and outer) as well as supporting cells (pillar and Deiter cells) in adult mice. 
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7.10  Identification of three novel homozygous variants in COL9A3 causing 

autosomal recessive Stickler syndrome (Attachment 10) 

COL9A3 serves as a good example of a gene that exhibits clinical heterogeneity. Previous 

studies have shown heterozygous variants in COL9A3 as causing multiple epiphyseal dysplasia 

type 3. It also has been shown that heterozygous COL9A3 variants have been identified as 

causing peripheral vitreoretinal degeneration and retinal detachment. Collagen IX proteins, 

encoded by COL9A1, COL9A2, and COL9A3, together form fibril heterotrimer-associated 

collagens. COL9A1 and COL9A2, are causally associated with autosomal recessive Stickler type 

4 and type 5, respectively. Through aggregating three unrelated families with deleterious biallelic 

variants in COL9A3, we confirmed its association with Stickler syndrome type 6.  

By performing ES in three families, three LOF variants: (c.107_116del p.Pro36Argfs*49, 

rs1470627424) in exon 2, (c.1204C>T p.Arg402*, rs989413835) in exon 23, and (c.355delC 

p.Leu119Serfs*9) in exon 7 were identified. We gathered detailed clinical information and 

measurements from our patients compared to previous publications and confirmed that short 

stature and cleft palate were not observed in this sub-type of Stickler syndrome. Interestingly, the 

degree of hearing loss is variable for this syndrome, ranging from moderate to profound (Figure 

6), for details see the attachment 10 in the appendix section.  

 
�&�]�P�µ�Œ�����ò���$�X�G�L�R�J�U�D�P���I�U�R�P���W�K�U�H�H���S�D�W�L�H�Q�W�V���Z�L�W�K���E�L�D�O�O�H�O�L�F���&�2�/���$�����Y�D�U�L�D�Q�W�V 

Before this study, four unrelated families were reported with homozygous LOF variants in this 

gene with overlapping phenotype (100-103). The current study confirmed that variants in 

homozygous status cause recessive Stickler syndrome, therefore designating it as Stickler 
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syndrome �W�\�S�H�� ������ �2�0�,�0�¶�V��gene-phenotype curation of this gene was updated following 

publication to include Stickler syndrome type 6.  

In summary, this report consolidates that homozygous LOF variants in COL9A3 cause Stickler 

syndrome type 6. It was mainly demonstrated that high myopia and moderate-severe HL to be 

consistent features amongst all cases while skeletal findings seem more variable. 

7.11 Unraveling haplotype errors in the DFNA33 locus (Attachment 11) 

The original family that mapped the DFNA33 locus in 2009 was analysed using GS (104). 

However, the causal gene and a priority question in the field remained unidentified. As recently, 

it was demonstrated that ATP11A is responsible for autosomal dominant non-syndromic HL 

(DFNA84) (105), this gene was an obvious candidate gene potentially causing HL in the original 

family. Therefore, we performed GS in a member of the original family to determine if the DFNA33 

locus may also be assigned to ATP11A.  

After GS and analysis, we identified a deep intronic variant in ATP11A intron 8 

(chr13:113421269C>G (GRCh37), ENST00000375630: c.725 + 737C>T p.?) that was predicted 

via in-silico tools to activate exonic splice enhancers. A minigene assay showed that this intronic 

variant does not change the normal splicing process; therefore, the variant was classified as likely 

benign (PM2_Supporting, BP4_Supporting, and BS3_�6�W�U�R�Q�J���� �í4 points (likely benign point 

�U�D�Q�J�H�����í�����W�R���í������ (106). After conducting short-read GS, this study determined that ATP11A is 

not the gene responsible for the DFNA33 locus. In this study, I performed the minigene assay for 

the deep intronic variant.  

7.12 Expanding the spectrum of phenotypes for MPDZ: report of four unrelated 

families and review of the literature (Attachment 12) 

MPDZ, also known as MUPP1, encodes the multiple PDZ domain crumbs cell polarity complex 

component. This protein stands as the largest among PDZ (PSD95/DLG1/ZO1) domain-

containing proteins, with 13 PDZ domains. The MPDZ gene-disease relationship with biallelic 

variants currently extends to congenital hydrocephalus type 2 with or without brain or eye 

abnormalities. However, the literature presents a continuously evolving and complex phenotypic 

landscape. Several studies have demonstrated that variants in MPDZ have additional features, 

including vision impairment, hearing impairment, cardiac abnormalities, controllable seizure, mild 

intellectual disability, lung hypoplasia, malrotation of the gut, and multicystic dysplastic kidney. In 

this study, four more families were introduced with variable phenotypes. Family 1 has three 

affected siblings with a compound heterozygous variant and two living affected siblings who have 

an overlapping phenotype with hydrocephalus, mild intellectual disability, delayed speech 
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development, and congenital HL (mild to moderate sensorineural HL). The LOF variant 

(c.3508C>T p.Arg1170*) in this family was entered in ClinVar but the second variant 

(c.5231+1G>A p.?) was a novel splicing variant. I performed a minigene assay on this variant 

and the result of this assay confirmed aberrant splicing and cryptic splice sites were used in the 

transfected cell line by this variant. The c.5231+1G>A variant indicates this donor splice site is 

skipped and instead, either usage of two cryptic splice sites or skipping of exon 38 occurred. The 

first cryptic splice site (TGGT) in exon 38 causes a frameshift variant: g.13121740_13121746del, 

r.5227_5231+2del p.Asn1745Tyrfs*36. The second cryptic splice site in this exon, TTGT, causes 

an inframe deletion: g.13121739_13121749del, c.5223_5231+2del p.Gly1742_Arg1744del. The 

skipping of exon 38 causes another frameshift variant: g.13121741_13121934del, 

c.5041_5231+3del p.Asn1681Lysfs*38. In this study, two patients (the index patients in families 

2 and 3) had spasticity that was not described in previous studies to date. The detected missense 

variants (c.4993G>A p.Ala1665Thr, c.5362G>C p.Val1788Leu, c.5701G>C p.Ala1901Pro) were 

classified as variants of uncertain significance. The auditory electrophysiology data from a 

knockout murine model (Mpdzem1(IMPC)J/em1(IMPC)J) generated by the International Mouse 

Phenotyping Consortium (IMPC) demonstrated severe hearing impairment. Aside from 

describing four families with biallelic MPDZ variants, a comprehensive review of the literature 

identified nine studies with 18 index patients that were reported to date. The systematic review 

analysis in this study summarized that hydrocephalus, vision impairment, macrocephaly, hearing 

impairment, and cardiovascular were the main clinical features described in patients with biallelic 

variants in this gene. The other phenotypes are intellectual disability, seizure, frontal bossing, 

skeletal anomalies, hypotonia, and spasticity. This study not only expands the MPDZ-related 

phenotype by highlighting hearing impairment and spasticity, but also emphasizes that missense 

variants in this gene might be disease causing and suggests further functional validation of the 

pathogenicity of missense variants in this gene. 

7.13 Conclusion and Outlook 

As NGS technology continues to advance and become more accessible for the analysis of 

increasing numbers of cases, it is now possible to rapidly discover unknown genes related to 

different rare diseases. One of the most common sensory disorders is HL, which is estimated to 

include nearly 1000 genes. The primary objective of this project was to identify novel HL 

associated genes or known genes causing unrecognized allelic disorders. Several genes 

involved in HL that exhibit allelic disorders or variable severity of phenotype were established 

during this thesis. These findings are crucial for diagnostic labs to include for accelerating 

diagnoses. During the completion of this thesis, the role of COL11A1 was confirmed in non-
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syndromic HL through the in vitro functional characterization of two novel splice variants. While 

multiple epiphyseal dysplasia-3 is a well-established disease caused by heterozygous 

pathogenic variants in COL9A3, few studies have demonstrated the role of homozygous 

pathogenic variants in Stickler syndrome. Here, we introduced three unrelated families with LOF 

variants in COL9A3, designating it as causal for Stickler syndrome, type 6 due to biallelic 

deleterious variants. Another project expanded the spectrum of MPDZ, confirming its role in HL 

through introducing a new family with three affected individuals with compound heterozygous 

variants. Additionally, I was involved in characterization of two novel genes: CLRN2, causing 

non-syndromic HL (DFNB117) and SPATA5L1, causing both syndromic and non-syndromic 

(DFNB119) HL. Further case series are necessary to consolidate the role of CLRN2 in HL as 

only one other report has very recently been published following the original gene discovery study 

(107). Regarding SPATA5L1, only a specific variant in a particular population has been shown 

to cause non-syndromic HL; however, further investigation is required to confirm whether this 

may be true of other variants. 

After primarily using ES for diagnosis in our cohort, approximately 26% of individuals remained 

unresolved. We will regularly reannotate and reanalyze these cases based on updated evidence 

and tools. Every method has its limitations; for example, ES cannot accurately detect deep 

intronic variants. All variants detected in our cohort were SNVs, but variants in CNVs/SVs should 

be considered which may not be easily detected by ES, especially duplications. Therefore, we 

will need to focus on these two types of variants. 

We have identified a potential novel gene associated with HL that is at an early stage of 

characterization. Besides functional studies, in vitro and animal models, we require further human 

cases. Consequently, we continuously monitor new cases by searching in different diagnosis 

labs and using specific tools like GeneMatcher.  
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�ñ�ô�X �,�µ���v�P�����z�U���•�����v�•�l�]�����U�������•�Ÿ�o�o�}���D�X���W�����]���š�Œ�]�����•���v�•�}�Œ�]�v���µ�Œ���o���Z�����Œ�]�v�P���o�}�•�•�U���‰���Œ�š���î�W���•�Ç�v���Œ�}�u�]�������v���������‹�µ�]�Œ������
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�&�����š�µ�Œ���•�����v�����D���v���P���u���v�š�X���'���v���•���~�����•���o�•�X���î�ì�î�í�V�í�î�~�õ�•�X 
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���]���P�v�}�•�]�•���}�(���Z�����Œ�]�v�P���o�}�•�•�W���������o�]�v�]�����o���‰�Œ�����Ÿ�������Œ���•�}�µ�Œ�������}�(���š�Z�������u���Œ�]�����v�����}�o�o���P�����}�(���D�����]�����o���'���v���Ÿ���•�����v�����'���v�}�u�]���•��
�~�����D�'�•�X���'���v���š���D�����X���î�ì�î�î�V�î�ð�~�ó�•�W�í�ï�õ�î�r�ð�ì�ò�X 
�ò�ô�X �•���o���v�š�����>�U���'���•�‰���Œ�]�v�]���W�U�����•�Ÿ�À�]�o�o���y�U���D���o���Z�]�}�v�������^�U�����–���P�Œ�µ�u�����>�U���'�}�À�������E�U�����š�����o�X�����}�v�v���Æ�]�v�î�ò���u�µ�š���Ÿ�}�v�•��
���•�•�}���]���š�������Á�]�š�Z���š�Z�����u�}�•�š�����}�u�u�}�v���(�}�Œ�u���}�(���v�}�v�r�•�Ç�v���Œ�}�u�]�����v���µ�Œ�}�•���v�•�}�Œ�Ç�����µ�š�}�•�}�u���o���Œ�������•�•�]�À�����������(�v���•�•���~���&�E���í�•���]�v��
�D�����]�š���Œ�Œ���v�����v�•�X���,�µ�u���D�}�o���'���v���š�X���í�õ�õ�ó�V�ò�~�õ�•�W�í�ò�ì�ñ�r�õ�X 
�ò�õ�X �^�u�]�š�Z���Z�:�U�������o�����:�&�U���:�Œ�X�U���t�Z�]�š�����<�Z�X���^���v�•�}�Œ�]�v���µ�Œ���o���Z�����Œ�]�v�P���o�}�•�•���]�v�����Z�]�o���Œ���v�X���>���v�����š�X���î�ì�ì�ñ�V�ï�ò�ñ�~�õ�ð�ò�î�•�W�ô�ó�õ�r�õ�ì�X 
�ó�ì�X �D�}�Œ�š�}�v�������U���E���v�������t���X���E���Á���}�Œ�v���Z�����Œ�]�v�P���•���Œ�����v�]�v�P�r�r�����•�]�o���v�š���Œ���À�}�o�µ�Ÿ�}�v�X���E�����v�P�o���:���D�����X���î�ì�ì�ò�V�ï�ñ�ð�~�î�ì�•�W�î�í�ñ�í�r
�ò�ð�X 
�ó�í�X �h�•���u�]���^�U���E�]�•�Z�]�}���^�z�U���E���P���v�}���D�U�����������^�U���z���u���P�µ���Z�]���d�X���^�]�u�µ�o�š���v���}�µ�•���•���Œ�����v�]�v�P���}�(���u�µ�o�Ÿ�‰�o�����u�µ�š���Ÿ�}�v�•�����Ç��
�]�v�À�������Œ�����•�•���Ç���]�u�‰�Œ�}�À���•���u�}�o�����µ�o���Œ�����]���P�v�}�•�]�•���}�(���Z���Œ�����]�š���Œ�Ç���Z�����Œ�]�v�P���o�}�•�•�W�������u�µ�o�Ÿ�����v�š���Œ���•�š�µ���Ç�X���W�>�}�^���K�v���X��
�î�ì�í�î�V�ó�~�î�•�W���ï�í�î�ó�ò�X 
�ó�î�X �K�Z�š�•�µ�l�������U���z�µ�P�����/�U���<�]�u�µ�Œ�����^�U���E���u���������U�����������^�U���s���v���>�����Œ���>�U�����š�����o�X���'�:���î���������(�v���•�•���P���v�����•�Z�}�Á�•�������•�‰�����]�.����
�•�‰�����š�Œ�µ�u���}�(���u�µ�š���Ÿ�}�v�•���]�v���:���‰���v�U���]�v���o�µ���]�v�P�������(�Œ���‹�µ���v�š���(�}�µ�v�����Œ���u�µ�š���Ÿ�}�v�X���,�µ�u���'���v���š�X���î�ì�ì�ï�V�í�í�î�~�ð�•�W�ï�î�õ�r�ï�ï�X 
�ó�ï�X �Z�}�u�}�Ì�Ç�P�}�•�]�š�Ç���u���‰�‰���Œ���€���À���]�o�����o�����(�Œ�}�u�W���Z�©�‰�•�W�l�l�Á�Á�Á�X�Z�}�u�}�Ì�Ç�P�}�•�]�š�Ç�u���‰�‰���Œ�X�}�Œ�P�l�X 
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�ñ�ï  

�ó�ð�X �^�Z�]���l�Z���^�U���D�]�P�Z�š�}�v�����U���h�o���Œ�Ç�l�����U���W�����Z�o�]�À���v�}�P�o�}�µ���W�U�����}�u�����Œ�����z�X���d�Z�������o�]�v�]�����o���µ�Ÿ�o�]�š�Ç���}�(�����Æ�}�u�������v�����P���v�}�u����
�•���‹�µ���v���]�v�P�������Œ�}�•�•�����o�]�v�]�����o���]�v���]�����Ÿ�}�v�•�W�������•�Ç�•�š���u���Ÿ�����Œ���À�]���Á�X���,�µ�u���'���v���š�X���î�ì�î�í�V�í�ð�ì�~�í�ì�•�W�í�ð�ì�ï�r�í�ò�X 
�ó�ñ�X �t���v�P���Z�U���t���v�P���•�U���t���v�P���:�U���>�]���^�X���^�‰�o�]�����&�]�v�����Œ�W���������]�v�]�Ÿ�}���‰�Œ�����]���Ÿ�}�v���}�(���•�‰�o�]�������•�]�š���•���µ�•�]�v�P�����}�v�À�}�o�µ�Ÿ�}�v���o���v���µ�Œ���o��
�v���š�Á�}�Œ�l�X�����D�������]�}�]�v�(�}�Œ�u���Ÿ���•�X���î�ì�í�õ�V�î�ì�~�^�µ�‰�‰�o���î�ï�•�W�ò�ñ�î�X 
�ó�ò�X �^�Z���u�•���v�]���:�U���<���Ì���l�}�+���^�,�U�����Œ�u�����v���/�D�U���D���>���Œ���v���t�U���W���Œ�•�}�v�•���D�d�U���d�Z�}�u�‰�•�}�v�������U�����š�����o�X�������‰�o�µ�P�]�v���(�}�Œ���š�Z����
���v�•���u���o���s���Œ�]���v�š�����+�����š���W�Œ�����]���š�}�Œ���š�Z���š���µ�•���•���D���Æ���v�š�^�����v���š�}���‰�Œ�����]���š���À���Œ�]���v�š���•�‰�o�]�����}�P���v�]���]�š�Ç�X�����]�}�]�v�(�}�Œ�u���Ÿ���•�X��
�î�ì�í�ô�V�ï�ñ�~�í�ï�•�W�î�ï�í�ñ�r�ó�X 
�ó�ó�X �W���Œ�š�������D�U���>�]�v���y�U���^���o�Ì�����Œ�P���^�>�X���'���v���^�‰�o�]�����Œ�W�������v���Á�����}�u�‰�µ�š���Ÿ�}�v���o���u���š�Z�}�����(�}�Œ���•�‰�o�]�������•�]�š�����‰�Œ�����]���Ÿ�}�v�X���E�µ���o���]����
�����]���•���Z���•�����Œ���Z�X���î�ì�ì�í�V�î�õ�~�ñ�•�W�í�í�ô�ñ�r�õ�ì�X 
�ó�ô�X �Z�����•�����D�'�U���������l�u���v���&�,�U���<�µ�o�‰�����U���,���µ�•�•�o���Œ�����X���/�u�‰�Œ�}�À�������•�‰�o�]�������•�]�š���������š�����Ÿ�}�v���]�v���'���v�]���X���:�����}�u�‰�µ�š�����]�}�o�X��
�í�õ�õ�ó�V�ð�~�ï�•�W�ï�í�í�r�î�ï�X 
�ó�õ�X �s�}�v�������U���D���Ì���Z���Œ�]���E�U���>�]�v���^�:�U�����µ�v�����Œ���>���U���D���Œ�}�}�.���v���Z�U�����Ì���]���Ì���,�U�����š�����o�X���������]���o�o���o�]�����À���Œ�]���v�š���]�v�����>�Z�E�î�������µ�•���•��
�v�}�v�r�•�Ç�v���Œ�}�u�]�����Z�����Œ�]�v�P���o�}�•�•���]�v���Z�µ�u���v�•�X���,�µ�u���'���v���š�X���î�ì�î�í�V�í�ð�ì�~�ò�•�W�õ�í�ñ�r�ï�í�X 
�ô�ì�X �����Œ�š���P�v�]���>�U���t���v�P���:�U���•�Z�µ���•�U���•�Z���v�P���D�Y�U���<�Œ���]�v���Œ�����Z�X�����^���.�v�����Œ�W�������Á�������Œ���•�}�µ�Œ�������š�}���]�����v�Ÿ�(�Ç�����Æ�}�v�]�����•�‰�o�]���]�v�P��
���v�Z���v�����Œ�•�X���E�µ���o���]���������]���•���Z���•�����Œ���Z�X���î�ì�ì�ï�V�ï�í�~�í�ï�•�W�ï�ñ�ò�ô�r�ó�í�X 
�ô�í�X �&���]�Œ���Œ�}�š�Z���Œ���t�'�U���z���}���'�t�U���z���Z���Z�U���'�}�o���•�š���]�v���W�U���D���Á�•�}�v���D�U���^�Z���Œ�‰���W���U�����š�����o�X���Z���^���h���r���^�����]�����v�Ÿ�.���•�������v���]�����š����
���Æ�}�v�]�����•�‰�o�]���]�v�P�����v�Z���v�����Œ�•���]�v���À���Œ�š�����Œ���š�������Æ�}�v�•�X���E�µ���o���]���������]���•���Z���•�����Œ���Z�X���î�ì�ì�ð�V�ï�î�~�•�µ�‰�‰�o�z�î�•�W�t�í�ô�ó�r�t�õ�ì�X 
�ô�î�X �^�š���P�u���]���Œ���&�U�����u�}�v�����X�����o�}�•�]�v�P���u�]�š�}�•�]�•�W���š�Z�����(�µ�v���Ÿ�}�v�•���}�(���š�Z�����������í�ð���‰�Z�}�•�‰�Z���š���•�������v�����]�š�•���Œ���P�µ�o���Ÿ�}�v�X�����v�v�µ��
�Z���À���'���v���š�X���î�ì�ì�ð�V�ï�ô�W�î�ì�ï�r�ï�î�X 
�ô�ï�X �����o�u���P�Z���v�]���^�U�����P�Z���]�������U�����}�µ�Ç�����}�µ�����z�U�����o���,�����Z�u�]���,�U�����}�v�v���š�����U���Z�]���Z�]���•�U�����š�����o�X���D�µ�š���Ÿ�}�v�•���]�v���������í�ð���U��
���v���}���]�v�P�������W�Œ�}�š���]�v���W�Z�}�•�‰�Z���š���•�����/�v�À�}�o�À�������]�v���,���]�Œ�������o�o�����]�o�]�}�P���v���•�]�•�U�������µ�•�������µ�š�}�•�}�u���o�r�Z�������•�•�]�À�����^���À���Œ�����š�}���W�Œ�}�(�}�µ�v����
�������(�v���•�•�X�����u���:���,�µ�u���'���v���š�X���î�ì�í�ò�V�õ�ô�~�ò�•�W�í�î�ò�ò�r�ó�ì�X 
�ô�ð�X �/�u�Ÿ���Ì�����U�������o�Ç���v�š�•���À�����/���U�������]�Œ�o�����:�U���&���v�}�o�o���Œ�r�&���Œ�Œ���Œ�����U�������•�Z�]�Œ���Z�U�����µ�l�Z���Œ�]���/�U�����š�����o�X���������í�ð�����‰�Z�}�•�‰�Z���š���•�����]�•��
���•�•���v�Ÿ���o���(�}�Œ���Z�����Œ�]�v�P�����v�����u���o�����(���Œ�Ÿ�o�]�š�Ç���]�v���u�}�µ�•�������v�����Z�µ�u���v�X���,�µ�u���D�}�o���'���v���š�X���î�ì�í�ô�V�î�ó�~�ñ�•�W�ó�ô�ì�r�õ�ô�X 
�ô�ñ�X �W���v�P�Œ�•�]�����d�U���>���•���Œ�}�Á���>�U���Z���µ�š���Œ���<�U���d���l���P�}���,�U���^���Z�Á���v�����Œ���D�U���Z�]�������o�����U�����š�����o�X���,�����Œ�]�v�P���Œ���‹�µ�]�Œ���•���}�š�}�(���Œ�o�]�v�r
�����‰���v�����v�š�����8���]���v�š���Œ���‰�o���v�]�•�Z�u���v�š���}�(���•�Ç�v���‰�Ÿ�����À���•�]���o���•���]�v���Z���]�Œ�������o�o�•�X���E���š���E���µ�Œ�}�•���]�X���î�ì�í�ì�V�í�ï�~�ó�•�W�ô�ò�õ�r�ó�ò�X 
�ô�ò�X �����µ�Œ�P���D�U���D�]���Z���o�•�l�]���E�U���^���.�������]�v�����^�U�����}�µ�o�����µ���z�U���^���Z�v���P�P���v���µ�Œ�P���Œ���Z�U�����Z���‰�u���v�����Z�U�����š�����o�X�����}�v�š�Œ�}�o���}�(��
���Æ�}���Ç�š�}�•�]�•�����Ç���•�Ç�v���‰�š�}�š���P�u�]�v�•�����v�����}�š�}�(���Œ�o�]�v���]�v�����µ���]�š�}�Œ�Ç���Z���]�Œ�������o�o�•�X���:���E���µ�Œ�}�•���]�X���î�ì�í�ì�V�ï�ì�~�ð�ì�•�W�í�ï�î�ô�í�r�õ�ì�X 
�ô�ó�X �E�}�µ�À�]���v���Z�U���E�����(���:�U�����µ�o���v�l�]�v�������s�U���Z���]�•�]�v�P���Œ�����U���W���v�P�Œ�“�]�����d�U���&�Œ���v�l���d�U�����š�����o�X�����Æ�}���Ç�š�}�•�]�•�����š���š�Z�����Z���]�Œ�������o�o���Œ�]�����}�v��
�•�Ç�v���‰�•�������‰�‰���Œ���v�š�o�Ç���}�‰���Œ���š���•���Á�]�š�Z�}�µ�š���v���µ�Œ�}�v���o���^�E���Z�����‰�Œ�}�š���]�v�•�X���E���š���E���µ�Œ�}�•���]�X���î�ì�í�í�V�í�ð�~�ð�•�W�ð�í�í�r�ï�X 
�ô�ô�X �W���v�P�Œ�“�]�����d�U���Z���]�•�]�v�P���Œ�����U���D�}�•���Œ���d�X���K�š�}�(���Œ�o�]�v�W�������u�µ�o�Ÿ�r���î�����}�u���]�v���‰�Œ�}�š���]�v�����•�•���v�Ÿ���o���(�}�Œ���Z�����Œ�]�v�P�X���d�Œ���v���•��
�E���µ�Œ�}�•���]�X���î�ì�í�î�V�ï�ñ�~�í�í�•�W�ò�ó�í�r�ô�ì�X 
�ô�õ�X �D�]���Z���o�•�l�]���E�U���'�}�µ�š�u���v���:���U�����µ���o���]�Œ���^�D�U�����}�µ�š���š���������D�}�v�À���o���:�U���d���Œ�š�Œ���]�•���D�U�����u�‰�š�}�Ì�����U�����š�����o�X���K�š�}�(���Œ�o�]�v�������š�•�����•������
�����~�î�=�•���•���v�•�}�Œ���(�}�Œ���À���•�]���o�����(�µ�•�]�}�v�����v�����À���•�]���o�����‰�}�}�o���Œ���‰�o���v�]�•�Z�u���v�š�����š�����µ���]�š�}�Œ�Ç���Z���]�Œ�������o�o���Œ�]�����}�v���•�Ç�v���‰�•���•�X�����o�]�(���X���î�ì�í�ó�V�ò�X 
�õ�ì�X �^���Z�Á���v�����Œ���D�U���^���Ì���v�]�����l�������U���'�Œ�]�o�o���š���E�U�������]�o���Ç���:�^�U�����À���v���Œ�]�µ�•���D�U���E���i�u���������]���,�U�����š�����o�X�������(�}�Œ�Á���Œ�����P���v���Ÿ���•��
�•���Œ�����v���]�v���u�]�������]�����v�Ÿ�.���•���Œ�������•�•�]�À�����������(�v���•�•���š�Œ���]�š�•�����v�����Œ���À�����o�•���š�Z���š���‰���i�À���l�]�v���]�•�����•�•���v�Ÿ���o���(�}�Œ���}�µ�š���Œ���Z���]�Œ�������o�o���(�µ�v���Ÿ�}�v�X��
�:���E���µ�Œ�}�•���]�X���î�ì�ì�ó�V�î�ó�~�õ�•�W�î�í�ò�ï�r�ó�ñ�X 
�õ�í�X �z���•�µ�v���P�����^�U���'�Œ���Ÿ���D�U�����Z���Œ�����v�}�µ�Æ���^�U���^�u�]�š�Z���d�E�U���&�Œ�]�����u���v���d���U���>���o�Á���v�]�����<�U�����š�����o�X���K�d�K�&�����v���}�����•���u�µ�o�Ÿ�‰�o�����o�}�v�P��
���v�����•�Z�}�Œ�š���]�•�}�(�}�Œ�u�•�W���P���v���Ÿ�������À�]�����v�������š�Z���š���š�Z�����o�}�v�P���}�v���•���µ�v�����Œ�o�]�����Œ�������•�•�]�À�����������(�v���•�•�����&�E���õ�X�����u���:���,�µ�u���'���v���š�X��
�î�ì�ì�ì�V�ò�ó�~�ï�•�W�ñ�õ�í�r�ò�ì�ì�X 
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10 Appendix 

 

10.1 Attachment  1  
Novel Loss-of-Function Variants in CDC14A are Associated with Recessive Sensorineural HL 
in Iranian and Pakistani Patients 
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10.2 Attachment 2  
The Many Faces of DFNB9: Relating OTOF Variants to Hearing Impairment 
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10.3 Attachment 3  
Aberrant COL11A1 splicing causes prelingual autosomal dominant non-syndromic HL in the 
DFNA37 locus 
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10.4 Attachment 4 
 Expanding the phenotype of PIGS-associated early onset epileptic developmental 
encephalopathy 
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10.5 Attachment 5  
A biallelic variant in CLRN2 causes non�æsyndromic HL in humans 
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10.6 Attachment 6  
Bi-allelic variants in IPO8 cause a connective tissue disorder associated with cardiovascular 
defects, skeletal abnormalities, and immune dysregulation 
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10.7 Attachment 7  
Unraveling the genetic complexities of combined retinal dystrophy and hearing impairment 
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10.8 Attachment 8  
Biallelic variants in KARS1 are associated with neurodevelopmental disorders and HL 
recapitulated by the knockout zebrafish 
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10.9 Attachment 9  
Bi-allelic variants in SPATA5L1 lead to intellectual disability, spastic-dystonic cerebral palsy, 
epilepsy, and hearing loss 
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10.10 Attachment 10  
Identification of three novel homozygous variants in COL9A3 causing autosomal recessive 
Stickler syndrome 



 

�í�ô�ï  



 

�í�ô�ð  



 

�í�ô�ñ  



 

�í�ô�ò  



 

�í�ô�ó  



 

�í�ô�ô  



 

�í�ô�õ  



 

�í�õ�ì  



 

�í�õ�í  

 
 
 



 

�í�õ�î  

10.11 Attachment 11 

 Unraveling haplotype errors in the DFNA33 locus 
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10.12 Attachment 12 
 
Expanding the spectrum of phenotypes for MPDZ: report of four unrelated families and review 

of the literature 
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