Rebuttal letter (Answers to reviewer’s comment)
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 TITLE: Manuscript needs a thorough proofreading.  
Yes, we have done it. 
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PROTOCOL: Please remove the redundancy from the protocol. Please make the steps crisps and write as if you are describing someone how to perform your experiment with all specific action associated with it. 
Yes, we removed the redundancy, made the steps and wrote as if we are describing someone how to perform our experimnet with all specific action associated with it. 

Please describe all the steps in order. Presently it is very confusing. All transfections can be combined in one section then one can go from there. 
Yes, we described all the steps in order. We noticed that the previous 2.3 should be shifted into Protocol 1, and now we corrected it.

Protocol needs more clarity. 
Yes, we made it clearer.

The link between each section of the protocol is missing. Please bring out clarity.  
Yes, we made more link between each section of the protocol.

Also please avoid going beyond 3 substep – 1 is followed by 1.1 and then 1.1.1.  
Steps were written in order. All protocols and link between each section is sufficiently fulfilled. 

We avoided beyond 3 steps except Supplemental Code Files which is inevitable, and such manner was accepted in the previous our manuscript 1.

1.1.3. This is same as the note so can be removed. 
Now your comment shown here was shifted from Protocol 2 to Protocol 1, together with copy/paste of my text. Thus, we keep this note in the new Protocol 1 and remove the note in the new Protocol 4.

1.1.4. Which plasmid is used here? 
Now we clearly described it.
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1.1.7. Is this DNA or RNA mix? 
It was our mistake that we left “RNA”. Now we clearly described it as “DNA-lipid complex”.

1.2. From step?
1.2.1 From step?
If I did not misunderstand this comment, does this ask what the previous step 2.3.3.(the new steps 1.2 and 1.2.1) is from? I believe it is clear now that the new step 1.2 is after 1.1.9, and we also clearly explained about CENP-A-/F RPE-1 cells in the NOTE of Protocol 1. The steps 1.2 and 1.2.1 are “initial steps” for Retrovirus infection of CENP-A-/F RPE-1 target cells starting from the spreading of these target cells.

1.2.1. Culture plate? 
We corrected it to “6 well cell culture plate”. We also corrected “6-well polystyrene plate” to “6 well culture plate” in the new steps 1.1.7 and 2.2.1, and Table of Materials to be consistent.

1.2.1. Please clarify or reword.
We eliminated “sufficiently”. 

1.2.2. From step?
We described “collect supernatant containing virus of (1.1.9)”.
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2.2. What is the difference between step 1 and 2.2? You already performed the transfection in step 1. Same plasmid? 
Yes, now we shifted the transfection step in Protocol 2 from Protocol 1 to avoid redundancy.

2.2.1. Constructs or cell line containing pBabe-EYFP-CENP A? please clarify.  Still unable to differentiate between step 1 and 2.2 and 2.3? If these are same, then maybe describe the transfection in step 1 and immunofluorescence in step 2? Needs more clarity. 
We corrected the previous 2.3. Now this becomes the new 2.2.1. Previous 2.2.1 is now put as the “NOTE” below the new 2.2.1..

2.4. Which cells from which step? Please bring out clarity. 
The previous 2.4 becomes the new 2.3.1.. In this way, it is now clearer that the new 2.3.1 follows the new 2.2.1. As a consequence, the previous 2.5s are now 2.4s.
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4.1. This transfection was already performed in step 1,2? Mention of three construct  
Yes, now we corrected as the new (4.1.1). The 3 constructs are now mentioned in 1.1.2..
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6.1. What is the significance of doing this? Please bring out clarity with respect to what is the difference between each plasmid and why it is used somewhere in the introduction or before the start of the step. 
We noted the significance and brought out the clarity under the NOTE of the Protocol 6.


6.1.3.1. Please make complete sentence and do not make points. 
We corrected the sentence as follow:
NOTE: The pCGN-HA-Ubiquitin (B2806) vector is added to all samples of (i)-(iii). 
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6.2.3. Based on?
The phrase: “based on the efficiency of the immunoprecipitation” is now added.
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6.3.3. Notes cannot be filmed so please do not highlight. 
Yes, we eliminated yellow color from the NOTEs.
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7.2.1. This subheading is redundant as can be removed. 
Yes, we removed it. 
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7.2.10. Please divide into two steps. 
Yes, we divided.

7.2. (Removed)
Made all the button clicks as bold please check. 
Yes, we made so and checked it.

7.2.13. Reworded to bring out clarity please check.
Yes, we reworded and brought out clarity.

7.2.14. What is the proper folder?
We removed this remark.

7.2.15) How is this done?
We confirmed the searching was done against regular database, so we deleted the description “concatenated with reverse decoy database”.
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Citation?
Yes, we added the citation.

Page 16
Xxx cells expressing EYFP-CENP-A
It was missing “in” before “the RPE-1 CENP-A-/F cells”. We corrected as this:
“using EYFP-CENP-A K124R expressed in the RPE-1 CENP-A-/F cells “.
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