Reviewers comments for paper :

Title: Polymorphism in TNP-2 gene and its association with seminal parameters of cattle and buffalo bulls

Authors: S. K. Panigrahi** and B. R. Yadav

This paper is well written can be accepted with the following minor changes:

1) In Materials and Methods, the Authors amplified and sequenced a portion of the TNP 2 gene not the whole gene. Is there a reason why this was done? and can the reasons for using these two sequences be added to the M and M section. I.e. previous research indicates more polymorphism in this region.
2) It is noted the accession numbers for these sequences are referenced to another of the authors papers in bibliography.  This paper is listed as unpublished- can the authors state the journal to which this paper was submitted and whether the status of the paper is “under review” or “in print”? 

3) The first and second sentences under the heading

SSCP Patterns Revealed by second set of primer (TNP2C-TNP2D) of TNP-2 gene

Reads: “Second set of primer (TNP2C-TNP2D) amplified the part of intronic region along with second exonic region of TNP-2 gene. “SSCP patterns. The intronic region covered by this primer was from 1445 bp to 1684 bp, whereas the intronic region was extended from 774 bp to 1684 bp.” 
This would be more accurate if written as the following 
“Second set of primers (TNP2C-TNP2D) amplified the part of intronic region along with second exonic region of TNP-2 gene. The intronic region covered by this primer pair was from 1445 bp to 1684 bp, whereas the intronic region was extended from 774 bp to 1684 bp.”
There is a similar sentence paragraph 2 under the heading:
SSCP Patterns Revealed by first set of primer (TNP2A-TNP2B) of TNP-2 gene

Should also read: 

“First set of primers (TNP2A-TNP2B) amplified the part of intronic region of TNP-2 gene.  The intronic region covered by this primer pair is from 1027 bp to 1438 bp, whereas the intronic region is extended from 774 bp to 1684 bp.  ” 

This statement is confusing: “wheras the intronic sequence is extended from 774 to 1684" how was this done and why is it the same for each set of primers??

REPLY, 

Here are the answers for your queries:-   

  

1)      One primer for the first exon and part of intronic region of TNP-2 gene was not amplifying. Due to lack of time we could not design another new primer for this region. So, the intronic region and second exonic region was amplified and included in this article. 

  

2)      We have only submitted the nucleotide sequences to NCBI Gene bank not published in any journal. If you think that the reference is not suitable, then you please delete it. 

  

I have incorporated the sentence referred by you under heading “SSCP Patterns Revealed by second set of primer (TNP2C-TNP2D) of TNP-2 gene” because it’s more suitable than previous one. 

I am sending the revised manuscript as an attached file named “revised tnp2print2” 

  

Thanking You, 

Yours Sincerely, 

Saurav Kumar Panigrahi 

  

