Dear JoVE Editorial Board,
I would like to thank the editors for a careful review for our manuscript titled ‘Deep Brain Stimulation of the Anterior Thalamic Nucleus in Rat’. I appreciate your comments and we have paid due attention to addressing your points. Please find below a list of changes as response to your comments. Please note that I have highlighted the changes in red in the manuscript document.

Sincerely,

Travis S. Tierney

LIST OF CHANGES
1. Editor modified the formatting of the manuscript and made minor copy-edits. A few protocol steps were changed to the imperative tense. Please maintain the current formatting throughout the manuscript. You can find the updated manuscript attached to this e-mail.

We have scanned the whole manuscript and made sure that the steps in the protocol are in the imperative tense.

2. Please add City and State/Country for each author affiliation.

Added on Pg 1 

3. Please provide an email address for each author.
Added on Pg 1

4. Please re-word the Short Abstract to more clearly state the goal of the protocol within the 50 word limit. For example, “This protocol/manuscript describes…”

Rewrote the short abstract (Pg 1) in the above format requested. 

5. JoVE is unable to film steps involving anesthetization/euthanasia therefore, in step 1.3, the following text was un-highlighted: “Use a Ketamine/Xylazine mix (Ketamine 75mg/kg and Xylazine 10 mg/kg) to anesthetize the rats. Note: Isoflurane can also be used as the anesthetizing agent.”

Agree with the above change.
6.  In step 2.10, please re-write the following sentence in imperative tense, as if you are telling someone how to do the technique (i.e. "Do this", "Measure that" etc.): “If so, the electrodes are inserted to a depth of 5.2mm from the surface of the skull.” Alternatively, this text may be added as a “Note” following step 2.10.
Rewrote step 2.10 in imperative tense as “If so, insert the electrodes to a depth of 5.2mm from the surface of the skull”.

7.  Please also re-write steps 2.12, and 7.5 in the imperative tense. 
Rewrote step 2.12 in the imperative tense as “Deliver high frequency stimulation for an hour (or for a desired period of time as per experimental setup). Perform unilateral or bilateral stimulation based on one’s experimental needs. Include controls such as low frequency stimulation (for e.g., 10Hz) and unstimulated animals (inserting electrodes with no subsequent stimulation).”

Removed contents from what was previously Step 7.5. In the updated manuscript step 7.5 refers to ‘Data analysis’.  

8. It would be beneficial to provide the PCR conditions in step 7.5 in the form of an Excel table uploaded to the “Table” section of the JoVE submission site.
Step 7.5 indicating PCR cycles was deleted and merged with the previous step. In the updated manuscript, step 7.5 refers to ‘Data analysis’. A separate table in excel spreadsheet for the PCR parameters will be uploaded in JoVE submission site

9.  JoVE is unable to publish manuscripts containing commercial sounding language, including trademark or registered trademark symbols (TM/R) and the mention of company brand names before an instrument or reagent. Please remove all commercial sounding language from your manuscript. Examples of commercial sounding language in your manuscript are “Kopf Instruments Model 1770”, “Dremmel” etc. All commercial products should be sufficiently referenced in the table of materials/reagents.
Removed trade name ‘Kopf’ from Step 1.4.  Rewrote as “Mount and secure two electrodes on the electrode holder of a stereotactic surgical frame”.

Removed ‘Dremmel’ from Step 2.6. Rewrote as “Use a hand-held drill to make the burr holes”.
Removed ‘Medtronic’ from Step 2.11. Rewrote as “Connect the electrodes via leads to a stimulator set at...”

Inserted “from DNaseI kit” in steps 5.1 and 5.2 for clarity.

Removed ‘Invitrogen’ from Step 6.1 . Replaced with “Superscript First Strand Synthesis Kit”.
10. Please minimize use of the pronoun “our” in the manuscript.

Removed ‘our’ from step 7.5
11. Please add at least one paragraph of results text that explains your representative results in the context of the technique you describe; i.e. how do these results show the technique, suggestions about how to analyze the outcome etc. This text should be written in paragraph form under a "Representative Results" heading and should refer to all of the results figures. You may include the figure captions under this heading but the captions and figure text must be separate entities.
I have added the requested information in pages 9 and 10. Text is highlighted in red. Please note insertion of references 25-29 as part of this change. In the second inserted paragraph where I describe the data analysis methodology using the ΔΔCt method, I was not able to use the imperative tense because it seemed to affect the flow of the sentences in the paragraph. If this is a problem, please let me know. 

