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VERSION 1 - REVIEW 

REVIEWER Hossam Sanyelbhaa Talaat 
Prof of Audiology  
Otolaryngology department  
Menoufiya University  
Egypt 

REVIEW RETURNED 13-Feb-2015 

 

GENERAL COMMENTS I had the pleasure to review this well written and informative article. I 
have only one minor suggestion which would provide it more 
informative for the clinicians reading it. I wish the degree and 
configuration of the hearing loss would be included in the table 
defining the gentic anomalies of the different subjects participating in 
the present study. I think this would add value to the article.   

 

REVIEWER Ignacio del Castillo 
Servicio de Genética  
Hospital Universitario Ramón y Cajal  
Madrid  
Spain 

REVIEW RETURNED 16-Mar-2015 

 

GENERAL COMMENTS In this study, a cohort of 67 subjects with syndromic hearing loss 
and 4 subjects with isolated auditory neuropathy was screened for 
mutations in a series of genes by Sanger DNA sequencing. A total of 
37 sequence variants were found, 14 of them apparently novel. 
Phenotypes of the positive cases are reported.  
 
Major comments  
This manuscript is based on a large amount of experimental work 
that has resulted in an abundance of genetic data. I assume that the 
results were obtained during a long period of time, since the 
methodology that was used is becoming obsolete as routine 
molecular testing progressively incorporates targeted NGS (gene 
panels). Anyway, I find the results of value and interest. However, 
several parts of the manuscript need further elaboration, as follows.  
1) The Background section is too brief. I recommend adding some 
information about the syndromes that were diagnosed in the cohort 
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of patients (one paragraph). Similarly, isolated auditory neuropathy 
should be introduced.  
2) Novel sequence variants were sought in the control group and in 
some databases. Given the abundance of genomic data provided by 
different sequencing projects, the presence of apparently novel 
variants must be investigated also in other databases (e.g. the 1000-
Genomes Project and the NHLBI Exome Sequencing Project). A 
recent study has highlighted the importance of the Minor Allele 
Frequency (MAF) to determine the pathogenic potential of novel 
sequence variants found in cases of non-syndromic hearing 
impairment (Shearer et al., Am J Hum Genet 2014; 95:445-453). It is 
likely that the investigation of this issue may throw light on some of 
the VUS that are reported in the manuscript. Anyway, the criteria 
used to classify variants as VUS should be clarified (the methods 
section indicates which data must be taken into account, but it does 
not specify which combination of data led the authors to classify a 
variant as a VUS).  
3) The Discussion section is also extremely brief. Some results of 
the study merit comments. Some examples: the possibility that 
atypical phenotypes observed in patients with only one mutant 
recessive allele may have a different genetic cause; the proportion 
of fully elucidated cases in each syndrome and in isolated auditory 
neuropathy; the limitations of Sanger sequencing are mentioned, but 
not contrasted with targeted NGS; the need to screen regulatory 
regions and to detect CNVs, etc.  
 
Minor points  
1) It should be stated whether auditory neuropathy was isolated or 
associated to other clinical signs in the four patients who were 
studied.  
2) Was the case with apparently one USH1C homozygous mutation 
from a consanguineous family?  
3) Apparently silent (synonymous) mutations that are very rare in the 
general population could be pathogenic by affecting splicing. Was 
this issue explored in silico?  
4) In cases of asymmetric hearing impairment, the severity of the 
hearing loss for each ear should be added to Table 1.  
5) Typos: “espically” (background, line 4); “puroses” (methods, 
specimen collection, line 1). 

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer Name Ignacio del Castillo Madrid  

Please leave your comments for the authors below  

In this study, a cohort of 67 subjects with syndromic hearing loss and 4 subjects with isolated auditory 

neuropathy was screened for mutations in a series of genes by Sanger DNA sequencing. A total of 37 

sequence variants were found, 14 of them apparently novel. Phenotypes of the positive cases are 

reported.  

 

Major comments  

This manuscript is based on a large amount of experimental work that has resulted in an abundance 

of genetic data. I assume that the results were obtained during a long period of time, since the 

methodology that was used is becoming obsolete as routine molecular testing progressively 

incorporates targeted NGS (gene panels). Anyway, I find the results of value and interest. However, 

several parts of the manuscript need further elaboration, as follows.  

1) The Background section is too brief. I recommend adding some information about the syndromes 

that were diagnosed in the cohort of patients (one paragraph). Similarly, isolated auditory neuropathy 
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should be introduced.  

 

The Background section has been expanded as recommended.  

 

 

2) Novel sequence variants were sought in the control group and in some databases. Given the 

abundance of genomic data provided by different sequencing projects, the presence of apparently 

novel variants must be investigated also in other databases (e.g. the 1000-Genomes Project and the 

NHLBI Exome Sequencing Project). A recent study has highlighted the importance of the Minor Allele 

Frequency (MAF) to determine the pathogenic potential of novel sequence variants found in cases of 

non-syndromic hearing impairment (Shearer et al., Am J Hum Genet 2014; 95:445-453). It is likely 

that the investigation of this issue may throw light on some of the VUS that are reported in the 

manuscript. Anyway, the criteria used to classify variants as VUS should be clarified (the methods 

section indicates which data must be taken into account, but it does not specify which combination of 

data led the authors to classify a variant as a VUS).  

 

The criteria used to classify novel DNA sequence variations as pathogenic or VUS has been clarified 

in the Methods section as recommended.  

 

 

3) The Discussion section is also extremely brief. Some results of the study merit comments. Some 

examples: the possibility that atypical phenotypes observed in patients with only one mutant recessive 

allele may have a different genetic cause; the proportion of fully elucidated cases in each syndrome 

and in isolated auditory neuropathy; the limitations of Sanger sequencing are mentioned, but not 

contrasted with targeted NGS; the need to screen regulatory regions and to detect CNVs, etc.  

 

The discussion section has been expanded as recommended.  

 

 

Minor points  

1) It should be stated whether auditory neuropathy was isolated or associated to other clinical signs in 

the four patients who were studied.  

 

This information has been added to paragraph 1 of the Results section.  

 

 

2) Was the case with apparently one USH1C homozygous mutation from a consanguineous family?  

 

This question has been addressed in the Results section. Additionally, we have clarified the status of 

the patient with 3 presumed homozygous VUS in CDH23 and commented on the consanguinity in this 

family.  

 

 

 

3) Apparently silent (synonymous) mutations that are very rare in the general population could be 

pathogenic by affecting splicing. Was this issue explored in silico?  

 

The one synonymous variant noted in Table 1 was not explored in silico. This variant was also found 

in 1 of 106 control chromosomes of Caucasian ancestry and in cis with a novel missense variant. As a 

result, we did not expect the findings of an in silico analysis would alter our interpretation of this novel 

variant as a VUS. Since we do not cite in silico exonic splice enhancer evaluation tools in the methods 

section, no change has been made to the manuscript.  
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4) In cases of asymmetric hearing impairment, the severity of the hearing loss for each ear should be 

added to Table 1.  

 

An additional column has been added to Table 1 including the requested information.  

 

 

5) Typos: “espically” (background, line 4); “puroses” (methods, specimen collection, line 1).  

 

Corrected. 

VERSION 2 – REVIEW 

REVIEWER Ignacio del Castillo 
Hospital Universitario Ramón y Cajal, Madrid, Spain 

REVIEW RETURNED 09-Apr-2015 

 

GENERAL COMMENTS All my comments have been addressed in this revised version. I 
have found just some typos:  
 
Page 4, paragraph 2, line 5. "and mutations PAX3,..." should read 
"and mutations in PAX3,...".  
Page 7, line 2 from the bottom. "synonmous", "occured".  
Page 13, line 2. "evalutation". 
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