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

complete a checklist review form (http://bmjopen.bmj.com/site/about/resources/checklist.pdf) and 

are provided with free text boxes to elaborate on their assessment. These free text comments are 

reproduced below.   
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VERSION 1 - REVIEW 

REVIEWER Antonio Miranda-Duarte 
Department of Genetics, National Rehabilitation Institute. Mexico 
City 

REVIEW RETURNED 01-Apr-2015 

 

GENERAL COMMENTS This is an interesting study who addresses the association of a 
TIMP3 gene polymorphism and its possible interaction with SMAD3 
with knee osteoarthritis. The findings of this study are interesting 
since, apparently, there are no association studies of this gene with 
osteoarthritis; however, this reviewer has some comments.  
I suggest to give more information of the SNPs: chromosomal 
location of the genes, location of the SNP (exonic, intronic, etc), 
amino acid change,if any, and indicating the specific restriction 
enzyme to analyze each SNP.  
In my opinion, the discussion section is poor. The main finding is the 
association of the TIMP3 gene polymorphism with osteoarthritis, 
mainly with severe form, and this is poorly mentioned. Although 
there are no association studies with TIMP3 with osteoarthritis, there 
is information of TIMP3 that should be mentioned (expression 
profiling in humans and in animal models, effects of TIMP on other 
proteins as aggrecan and collagen), in order to trying explain the 
association and to enrich the discussion. 

 

REVIEWER James WEI 
CSMU, Taichung, Taiwan 

REVIEW RETURNED 01-Apr-2015 

 

GENERAL COMMENTS This is a well designed case control study to investigate SNPs in OA 
versus controls. Sample size is adequate. Exp. designs and writing 
are scientific. The results shown that TIMP3 rs715572G/A is a 
candidate protective gene for severe knee OA. Gene–gene 
interactions between Smad3 rs6494629T/C and TIMP3 
rs715572G/A polymorphisms may play more important protective 
roles in knee OA.  
 
Some minor comments are:  
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1. For a case control study, age and gender matches between case 
and trol groups are generally essential. Please explain why there are 
difference in age and gender. Were there any adjustments statistics 
done in analysing the results?  
 
2. Please explain the source of normal controls and how to define 
"normal" in the methods.  
 
3. Please address the KL grading in the methods.  
 
4. Did authors compare other phenotype, eg. VAS pain scale, 
WOMAC, functional sevirity with the SNPs? 

 

REVIEWER Antonio Miranda-Duarte 
Department of Genetics, National Rehabilitation Institute. Mexico 
City. 

REVIEW RETURNED 04-May-2015 

 

GENERAL COMMENTS The authors have taken into account the reviewers comments, and 
in the opinion of this reviewer the paper has interesting findings to 
be reported.  

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer 1:  

 

Comments to the Author  

1. This is an interesting study who addresses the association of a TIMP3 gene polymorphism and its 

possible interaction with SMAD3 with knee osteoarthritis. The findings of this study are interesting 

since, apparently, there are no association studies of this gene with osteoarthritis; however, this 

reviewer has some comments. I suggest to give more information of the SNPs: chromosomal location 

of the genes, location of the SNP (exonic, intronic, etc), amino acid change, if any, and indicating the 

specific restriction enzyme to analyze each SNP.  

 

Response  

Thank you for your reminding. We had added further information for reference as the table below or 

provide this table in Supplementary file for publication if needed (we had added the table in 

supplementary file).  

 

 

2. In my opinion, the discussion section is poor. The main finding is the association of the TIMP3 gene 

polymorphism with osteoarthritis, mainly with severe form, and this is poorly mentioned. Although 

there are no association studies with TIMP3 with osteoarthritis, there is information of TIMP3 that 

should be mentioned (expression profiling in humans and in animal models, effects of TIMP on other 

proteins as aggrecan and collagen), in order to trying explain the association and to enrich the 

discussion.  

 

Response  

Thank you for your reminding. We actually have some discussion in Reference 18. We also had 

added one reference 37 to enrich the discussion.  

 

Page 17  
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As far as we are aware, no previous study has yet shown an association with this gene and OA. 

TIMP3 is potentially chondroprotective. It is closely associated with chondrocytes in articular cartilage 

and expression by chondrocytes in vitro is increased following exposure to TGFβ118. Also, TIMP-3 

deficiency mice results in cartilage degradation similar to changes seen in patients with osteoarthritis, 

indicating TIMP-3 may play a pathophysiologic role in the development of OA37.  

 

 

 

 

 

 

Reviewer 2:  

 

Comments to the Author  

1. For a case control study, age and gender matches between case and trol groups are generally 

essential. Please explain why there are difference in age and gender. Were there any adjustments 

statistics done in analysing the results?  

 

Response  

Thank you for your comment. We didn’t match the gender and age for controls in our study, and their 

distribution were indeed inconsistent in cases and controls. However, we adjusted gender, age, and 

BMI in further analysis, so we considered the estimates of association between SNPs and OA were 

unbiased.  

 

2. Please explain the source of normal controls and how to define "normal" in the methods.  

 

Response  

Thank you for your reminding. We collected the health controls in health center of Tri-Service General 

Hospital. All included subjects were come from the medical inspection service. Informed consent 

subjects would inspect the health status of knee joints by standard X-rays. All subjects whose K-L 

grade was less than 2 were included in this study as health controls.  

 

3. Please address the KL grading in the methods.  

 

Response  

Thank you for your reminding. We had added the KL grading related description in method section as 

following:  

Page 8-9  

Radiographic assessment  

All participants underwent weight-bearing anteroposterior radiographs to assess the structural 

changes of the affected knee. Radiographic severity was assessed according to the Kellgren-

Lawrence (K-L) grading system: grade 1, doubtful narrowing of joint space and possible osteophytic 

lipping; grade 2, definite osteophytes and possible narrowing of joint space; grade 3, moderate 

multiple osteophytes, definite narrowing of joints space, some sclerosis and possible deformity of 

bone contour; grade 4, large osteophytes, marked narrowing of joint space, severe sclerosis and 

definite deformity of bone contour. An experienced observer who was blinded to the source of 

subjects scored the grading of radiographs. All subjects whose K-L grade was less than 2 were 

included in this study as normal controls.  

 

4. Did authors compare other phenotype, eg. VAS pain scale, WOMAC, functional sevirity with the 

SNPs?  
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Response  

Thank you for point out this issue. We believe this is an issue worth exploring. However, we didn’t 

survey these functional related status in past. We will add WOMAC questionnaire in future research 

program.  

VERSION 2 – REVIEW 

REVIEWER Antonio Miranda-Duarte 
Department of Genetics, National Rehabilitation Institute. Mexico 
City. 

REVIEW RETURNED 04-May-2015 

 

GENERAL COMMENTS The authors have taken into account the reviewers comments, and 
in the opinion of this reviewer the paper has interesting findings to 
be reported.  

 

REVIEWER James WEI 
CSMUH, TAiwan 

REVIEW RETURNED 27-Apr-2015 

 

GENERAL COMMENTS This a case-control study to investigate the gene SNPs in OA. 
Sample size is sufficient and study design is scientific.  
 
The major comment is the unbalance between cases and controls. 
Please match the age, gender and BMI before analysis.  
 
Secondly, please address results by odds ratio and confidence 
intervals, not only the p value.  

 

VERSION 2 – AUTHOR RESPONSE 

Reviewer 1:  

 

Comments to the Author  

1. The major comment is the unbalance between cases and controls. Please match the age, gender 

and BMI before analysis.  

 

 

Response  

Thank you for your comment. The match process was used to control the confounding effect, and the 

model adjustment had the same function in this issue [1]. Therefore, we considered that results after 

adjustment were unbiased, and the effects of SNP in adjusted model were independence (that is, the 

p value was adjusted in Table 2, Table 4). Moreover, our study design was based the adjustment 

process because it could maximize the sample size. Match analysis in this study might not be better 

than model adjustment analysis in this study.  

 

2. Secondly, please address results by odds ratio and confidence intervals, not only the p value.  

 

Response  

Thank you for your reminding. We had address our results by OR and 95% CI in Tables 2 and 3, but 

the results in Table 4 had only balanced accuracy and p value. The Multifactor dimension reduction 
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(MDR) was an analysis developed by Ritchie and her coworkers, and it could help us to detect the 

gene-gene interaction [2]. There was no OR and 95% CI because MDR is a nonparametric statistical 

analysis.  

However, we had presented the training-balanced accuracy and testing-balanced accuracy because 

these were the most important index in MDR [3]. The definition of balanced accuracy was the mean of 

sensitivity and specificity, and a model with the highest testing-balanced accuracy was considered the 

most fitted model in the analysis. Therefore, we considered our presentation was faithful and 

complete.  
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