
PEER REVIEW HISTORY 

BMJ Open publishes all reviews undertaken for accepted manuscripts. Reviewers are asked to 
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ARTICLE DETAILS 

TITLE (PROVISIONAL) The prevalence of c.2268dup and detection of two novel alterations, 

c.670_672del and c.1186C>T, in the TPO gene in a cohort of 

Malaysian-Chinese with thyroid dyshormonogenesis 

AUTHORS Mat Junit, Sarni; Lee, Ching Chin; Harun, Fatimah; Jalaludin, 
Muhammad Yazid; Heh, Choon Han; Othman, Rozana 

 

VERSION 1 - REVIEW 

REVIEWER Hakan Cangul 
University of Birmingham  
United Kingdom 

REVIEW RETURNED 06-Aug-2014 

 

GENERAL COMMENTS 4. Mutation detection method should be described more in detail. 
Just stating PCR method is not enough.  
 
10. English needs to improve to clearly define the results. More 
information should be given about families, e.g. consanguinity status 
and phenotypes of parents and other family members. If mutations 
exists in other family members is important and will help to clear if 
alterations are pathogenic. 
 
General Comments 

In general the English of the manuscript needs to improve; 

especially usage of “where” conjunction should be reconsidered in 

several places. 

Throughout manuscript the term ‘alteration’ should be used instead 

of TPO ‘defect’ 

Specific Points 

Page 2 Lines 42-45: Delete sentence starting with ‘A homozygous 

patient……… and discuss phenotypic consequences of mutations in 

the Discussion section 

Page 4 Line 72: Not ‘were’ but ‘are’ 

Subjects and Methods:  

Seperate subsections into Subjects; Mutation Analysis and describe 

the exact mutation detection method (e.g. direct sequencing, RFLP 

etc.). Include it in the abstract as well. There is no method like just 

PCR method. Most methods are based on PCR but differ at 
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detection stage. 

State consanguinity status of the families (especially for cases 18 

and 59 carrying homZ mutations). 

Results 

Lines 117-119: Consider revising the sentence for clarity 

Lines 120: For their studies…….. if both studies enrolled only 

patients with TIOD 

Line 128: Is the novel c.670_672del mutation homozygous in 

CHP58? If so, state consanguinity state of the family. 

Lines 167-180: c.2647C>T mutation.......Since if this alteration is 

pathogenic is not known, the term ‘alteration’ should be used instead 

of ‘mutation’. Moreover, entire paragraph is confusing and needs to 

be revised. The reviewer believes that the patient is unlikely to have 

three mutations in TPO, therefore this should be emphasized more 

clearly to contribute the literature about this mutation. 

Line 182: Consider revising the term ‘inclusive’ in the first sentence. 

The sentence is too long and does not serve to the intended 

purpose. So consider fragmenting it to clearly express your 

argument. 

 

REVIEWER Yardena Tenenbaum-Rakover 
Pediatric Endocrine Institute, Ha'Emek Medical Center, Afula, Israel 

REVIEW RETURNED 10-Aug-2014 

 

GENERAL COMMENTS Re: "Identification of two novel mutations, c.670_672del and 
c.1186C>T, and the prevalence of c.2268dup in the TPO gene in a 
cohort of Malaysian-Chinese with thyroid dyshormonogenesis."  
In this manuscript, the authors report on four patients with mutations 
in TPO—two previously described and two novel—which were 
predicted to be causative by in silico analysis.  
A prevalence of 33% TPO gene mutations was shown in patients of 
Malaysian-Chinese descent with CH and presence of thyroid gland 
in a TC scan.  
This study adds some knowledge on the prevalence of TPO 
mutations in a Malaysian-Chinese population with a probable 
founder-effect mutation, and adds two novel mutations to the list of 
about 50 mutations that have been described to date.  
The weak point of this study is the absence of clinical data on the 
phenotype of these subjects.  
1. The authors have to clarify how they chose the 12 subjects for 
TPO sequencing. Dyshormonogenesis includes genes additional to 
TPO that play a role in thyroid hormone synthesis, although TPO 
mutations are the most common defect. TPO mutations commonly 
present clinically with congenital hypothyroidism, presence of thyroid 
gland in a TC scan, elevated thyroglobulin, high I- uptake and 
positive perchlorate test.  
2. There is a lack of clinical data on patient follow-up and on the 
imaging evaluation.  
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3. It would be very helpful to include a table with the patient number 
and the mutations identified in each individual, as well as a 
description of the clinical findings.  
4. It seems that only four subjects had TPO mutations. What were 
the etiologies of CH in the other eight patients? 

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer 1  

 

Comment:  

In general the English of the manuscript needs to improve; especially usage of “where” conjunction 

should be reconsidered in several places.  

 

Throughout manuscript the term ‘alteration’ should be used instead of TPO ‘defect’  

 

Response:  

The usage of “where” conjunction and “defect” have been revised, as recommended by the reviewer.  

 

Comment:  

Page 2 Lines 42-45: Delete sentence starting with ‘A homozygous patient……… and discuss 

phenotypic consequences of mutations in the Discussion section  

 

Response:  

The sentence has been removed as recommended by the reviewer.  

 

Comment:  

Page 4 Line 72: Not ‘were’ but ‘are’  

 

Response:  

The word “were” has been replaced by “are”.  

 

Comment:  

Subjects and Methods:  

 

Seperate subsections into Subjects; Mutation Analysis and describe the exact mutation detection 

method (e.g. direct sequencing, RFLP etc.). Include it in the abstract as well. There is no method like 

just PCR method. Most methods are based on PCR but differ at detection stage.  

 

Response:  

The subsection “Subjects for the TPO mutation screening” has been further categorized into two 

subsections, namely “Subjects” and “TPO mutation screening”.  

 

Comment:  

State consanguinity status of the families (especially for cases 18 and 59 carrying homZ mutations).  

 

Response:  

All subjects in this study are biologically unrelated from 12 non-consanguineous families (Lines 86-

89).  

 

Comment:  

Lines 117-119: Consider revising the sentence for clarity  
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Response:  

The sentence has been revised accordingly.  

 

Comment:  

Lines 120: For their studies…….. if both studies enrolled only patients with TIOD  

 

Response:  

16 cases were studied in Niu et al. (2002) but only 7 were with TIOD and 2 with PIOD were screened 

for TPO gene mutations. Meanwhile, Wu et al. 2002 enrolled only 5 cases of patients with TIOD. For 

this part, the entire paragraph has been restructured to improve the clarity of the discussion.  

 

Comment:  

Line 128: Is the novel c.670_672del mutation homozygous in CHP58? If so, state consanguinity state 

of the family.  

 

Response:  

No, the novel mutation was detected in heterozygous form. The term “heterozygous” has been added 

to the description of each of the novel mutation (c.670_672 & c.1186C>T) to avoid confusion in the 

inheritance pattern.  

 

Comment:  

Lines 167-180: c.2647C>T mutation.......Since if this alteration is pathogenic is not known, the term 

‘alteration’ should be used instead of ‘mutation’. Moreover, entire paragraph is confusing and needs to 

be revised. The reviewer believes that the patient is unlikely to have three mutations in TPO, therefore 

this should be emphasized more clearly to contribute the literature about this mutation.  

 

Response:  

We agree with the reviewer in which the term “alteration” should be adapted instead of “mutation” for 

the c2647C>T. Since we did not provide further evidence on the splicing effect of this alteration, we 

decided to retreat our prediction which was made based on the HSF analysis. The entire paragraph 

has been revised and restructured, as recommended by the reviewer.  

 

Comment:  

Line 182: Consider revising the term ‘inclusive’ in the first sentence. The sentence is too long and 

does not serve to the intended purpose. So consider fragmenting it to clearly express your argument.  

 

Response:  

The sentence has been revised, as suggested by the reviewer.  

 

Reviewer 2  

 

Comment:  

In this manuscript, the authors report on four patients with mutations in TPO—two previously 

described and two novel—which were predicted to be causative by in silico analysis.  

A prevalence of 33% TPO gene mutations was shown in patients of Malaysian-Chinese descent with 

CH and presence of thyroid gland in a TC scan.  

This study adds some knowledge on the prevalence of TPO mutations in a Malaysian-Chinese 

population with a probable founder-effect mutation, and adds two novel mutations to the list of about 

50 mutations that have been described to date.  

 

. 
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Response:  

We thank Reviewer 2 for recognizing the contributions of our findings to add further knowledge on 

dyshormonogenetic CH and TPO mutation.  

 

Comment:  

The weak point of this study is the absence of clinical data on the phenotype of these subjects.  

1. The authors have to clarify how they chose the 12 subjects for TPO sequencing. 

Dyshormonogenesis includes genes additional to TPO that play a role in thyroid hormone synthesis, 

although TPO mutations are the most common defect. TPO mutations commonly present clinically 

with congenital hypothyroidism, presence of thyroid gland in a TC scan, elevated thyroglobulin, high I- 

uptake and positive perchlorate test.  

 

2. There is a lack of clinical data on patient follow-up and on the imaging evaluation.  

 

3. It would be very helpful to include a table with the patient number and the mutations identified in 

each individual, as well as a description of the clinical findings.  

 

4. It seems that only four subjects had TPO mutations. What were the etiologies of CH in the other 

eight patients?  

 

Response:  

1. The rationale to conduct this study has been described in the Introduction. The status of the thyroid 

gland in each patient based on TC scan has already been included in Table 1, 8th column. 

Information on hTG measurement, where applicable, has also been added in column 7. Unfortunately, 

I-uptake and perchlorate tests were not carried out in the patients since permission was not granted 

by the majority of the patients’ parents when the test was available then (Lines 118-119). The test is 

however, no longer available in the country.  

 

2. The information could be found in Table 1.  

 

3. The information could be found in Table 1 and in the text.  

 

4. The etiologies of CH in the other eight patients are not known at this stage. Further mutational 

screening in other candidate genes will need to be carried out but it is beyond the scope of this study. 

VERSION 2 – REVIEW 

REVIEWER Hakan Cangul 
University of Birmingham  
UK 

REVIEW RETURNED 15-Sep-2014 

 

GENERAL COMMENTS Changes are not traceable in the Revision. Track changes command 
or highlighting/colouring should be used.  
 
Cangul et al. (Clin Endocrinol (Oxf) 2012; 79(2): 275-81) recently 
reported that thyroid dyshormonogenesis is mainly caused by TPO 
mutations. This critical paper should be included in the Reference 
list.  
 
Limitations of the study are not discussed adequately:  
1) 12 patients are not enough to state an accurate incidence rate for 
mutations. Authors could still mention the rate they detected for their 
study but should discuss its limitation in the Discussion section.  
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2) As conclusive in vitro functional studies for 'novel mutations' were 
not carried out in this study, these are still candidate mutations not 
proven pathogenic mutations. This fact should be mentioned in the 
Discussion section. As in silico analyses showed pathogenicity to 
some degree, these alterations could be classified as Level 4 (likely 
pathogeneic).  
Therefore, the title of the article should also be modified accordingly.  
 
Conclusion should also state the 'novel mutations' as likely 
pathogenic candidate mutations not as definite mutations and that 
further in vitro functional studies are needed to prove their 
pathogenicity. 

 

 

VERSION 2 – AUTHOR RESPONSE 

Reviewer's comment/suggestion:  

Please state any competing interests or state ‘None declared’: None declared  

Response:  

The statement “None declared” has been added as suggested.  

 

Reviewer's comment/suggestion:  

Changes are not traceable in the Revision. Track changes command or highlighting/colouring should 

be used.  

Response:  

A marked copy with tracked changes of the revised paper was actually uploaded. Perhaps this matter 

could be directed to the Editorial office of the BMJ Open.  

 

Reviewer's comment/suggestion:  

Cangul et al. (Clin Endocrinol (Oxf) 2012; 79(2): 275-81) recently reported that thyroid 

dyshormonogenesis is mainly caused by TPO mutations. This critical paper should be included in the 

Reference list  

Response:  

The reference has been added to the reference list as requested by the reviewer.  

 

Reviewer's comment/suggestion:  

Limitations of the study are not discussed adequately:  

1) 12 patients are not enough to state an accurate incidence rate for mutations. Authors could still 

mention the rate they detected for their study but should discuss its limitation in the Discussion 

section.  

 

2) As conclusive in vitro functional studies for 'novel mutations' were not carried out in this study, 

these are still candidate mutations not proven pathogenic mutations. This fact should be mentioned in 

the Discussion section. As in silico analyses showed pathogenicity to some degree, these alterations 

could be classified as Level 4 (likely pathogeneic).  

Therefore, the title of the article should also be modified accordingly.  

 

Conclusion should also state the 'novel mutations' as likely pathogenic candidate mutations not as 

definite mutations and that further in vitro functional studies are needed to prove their pathogenicity.  

 

Response:  

1) The limitation of the study in relation to the size number of patients has been added in the 
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Discussion as suggested.  

 

2) The title of the article has been changed to “The prevalence of c.2268dup and detection of two 

novel alterations, c.670_672del and c.1186C>T, in the TPO gene in a cohort of Malaysian-Chinese 

with thyroid dyshormonogenesis” to reflect the “likely pathogenic’ status of the two mutations.  

 

The Conclusion has been modified accordingly. 
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