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January 21, 2019

Dear Editor,

Reference; JoVE59546

Thank you for giving us the opportunity to revise our manuscript. Valuable revises of reviewers have made our article more compelling.
In this manuscript we have modified the overall part of the manuscript, including figures, introduction, discussion and protocol contents following the comments of the reviewers. Among major comment, we have accepted comments that refer to lack of novelty in the methodology and lack of detailed description. Thus, we have added figures of a novel method of CIS induction to minimize other stress using a restrainer in Fig. 1. And CIS-mediated changes in corticosterone levels, a stress indicator, and recovery effect of glutamine in CIS-induced depressive behavior were added in Fig. 2 and 3. 
We really appreciate for the opportunity to revise our manuscript through following valuable comments through the revision work. All comments were critical and suggested valuable directions to correct the manuscript. Thank you again.


Sincerely, 

Signature
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Dong Kun Lee, Ph.D.
Assistant professor of Physiology and Health Sciences, 
College of Medicine of Gyeongsang National University
dklee@gnu.ac.kr


Editorial comments:
Changes to be made by the author(s) regarding the manuscript:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.
Thank you for your concern. The manuscript was thoroughly corrected. Incorrect grammar and spelling have been corrected. 
2. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”
We obtained copyright permission from ‘neuropharmacology’ for the all reused figures. The information for copyright permission is uploaded to my Editorial Manager account and all reused figures are cited appropriately. 
3. Figure 1A: Please insert a space between “2” and “h/day” (i.e., 2 h/day).
Thank you for your comment. All mistakes in the manuscript and the figures were corrected following reviwer’s comment.

4. Affiliations: Please ensure that numbering follows the order of authors. First author gets 1, next author with different affiliation gets 2, etc., following from first to last.
The order of affiliations has been rearranged following the order of authors. 

5. Please expand the Summary to briefly describe the applications of this protocol. 
We really appreciate your comment. To expand the summary, brief introduction of the CIS is added, and verifying techniques to evaluate depression also added. 

6. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials and Reagents. You may use the generic term followed by “(see Table of Materials)” to draw the readers’ attention to specific commercial names. Examples of commercial sounding language in your manuscript are: Koatech, KOCOM, EthoVision XT, etc.
Thank you for your comment. All commercial language were removed and all commercial products are referenced in the Table of materials in the manuscript following reviwer’s comment.

7. Please revise the protocol text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
Thank you for your comment. All mistakes were corrected in the protocol text following reviwer’s comment.

8. Please revise the protocol (lines 77-119) to contain only action items that direct the reader to do something (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” Please include all safety procedures and use of hoods, etc. However, notes should be used sparingly and actions should be described in the imperative tense wherever possible. Please move the discussion about the protocol to the Discussion.
Thank you for your comment. All mistakes were corrected in the protocol text following reviwer’s comment.
9. Please move the introductory paragraphs of the protocol to the Introduction, Results, or Discussion (as appropriate) or break into steps.
Thank you for your comment. Introductory paragraphs of the protocol moved to the Introduction and Discussion, appropriately. 

10. The Protocol should be made up almost entirely of discrete steps without large paragraphs of text between sections. Please simplify the Protocol so that individual steps contain only 2-3 actions per step and a maximum of 4 sentences per step. Use sub-steps as necessary. Please move the discussion about the protocol to the Discussion.
Thank you for your comment. The protocol has been simplified and every steps contain just 2-3 actions per step within 4 sentences. 

11. 2.2.3: Please list an approximate distance used in the protocol.
Thank you for your comment. 2.2.3 moved to 5.3 and the approximate distance was listed in page 9, line 187.

12. Please ensure that the highlighted part of the step includes at least one action that is written in imperative tense. Notes cannot usually be filmed and should be excluded from the highlighting.
Thank you for your comment. Highlighted part of the protocol was corrected to include at least one action.

13. Please expand the Representative Results to describe how these results show the technique, suggestions about how to analyze the outcome, etc. The paragraph text should refer to all of the figures. However for figures showing the experimental set-up, please reference them in the Protocol.
Thank you for your comment. Representative results were expanded and modified to describe technique, suggestions to verify the induction of depression. 

14. Discussion: Please discuss any limitations of the technique.
Thank you for your comment. The limitations of this technique is discussed from line 298 to line 301 in page 14. 

15. Please ensure the Table of Materials has information on all relevant supplies, reagents, equipment and software used, especially those mentioned in the Protocol. Please sort the items in alphabetical order according to the name of material/equipment.
Thank you for your comment. All mistakes in the table were corrected following reviewer’s comment. 

16. References: If there are six or more authors, list the first author and then “et al.”.
Thank you for your comment. References were corrected following reviewer’s comment. 

Reviewers' comments:

Reviewer #1:

Manuscript Summary:
In this manuscript the authors describe a method for chronic immobilization stress to induce despair in mice. This is an established model with multiple variations. There are a number of areas where additional detail could be included. The authors should imagine themselves having to do this method using on the details included in the manuscript. If they take such an approach they will see that the current details are insufficient for a methods paper. Beyond the lack of detail the other major issue with this paper is the lack of novelty or necessity for a video. Restraint tubes for mice is about as uncomplicated as one can get for a behavioral test and TST/SPT has been described elsewhere extensively.

Major Concerns:
* Missing from the introduction are any details on the physiological impact of restraint stress (acute or chronic). The authors should include a description of the impact on physiology (HPA axis responses, HR, etc) as there is likely both a physiological and psychological impact on the mice.
We appreciate the reviewer’s comments. The physiological impact of restraint stress and the importance of brain region in depression research is newly described throughout the page 4 and 5, line 58-72. 
* Since the reported method occurs in male mice only, the authors should address in the introduction the literature with CIS in males vs females and include in the discussion a description of sex as a limitation in the stated method.
We appreciate the reviewer’s comments. Evidence CIS models in both male and female rodent is briefly describe in introduction at line 84 in page 4. And the considerations when choose mice gender to perform CIS is described in Discussion from line 271 to 276 in page 13.

* How do you put the mice in the restrainer tubes? What are the considerations of the choice of this method?
Thank you for your comment. The way to put the mice in the restrainer is newly described in the protocol step 3. And the advantages and considerations of the choice of this method are described from line 80 to 84 in page 4.

* In materials there are no details for the sucrose preference test. Also this is probably better described as a "two-choice preference test" or "choice preference test" since you are not actually using sucrose. Why use saccharin over sucrose?
Thank you for your critical comment. Actually, we use sucrose, but confused the terms saccharose (another synonym of sucrose) and saccharin, and described it as saccharin in the text. The incorrect words of the text have been corrected.
* Given that representative results show SPT before TST it is odd that the described method is TST and then SPT. Please justify order.
Thank you for your comment. We corrected the wrong order of the Figs.

* For SPT following chronic stress, how soon does the pref test start after the last restraint. Are animals trained at all prior to starting?
Thank you for your comment. We habituated mice to sucrose from the day after the last restraint. To avoid confusion, we modified the scheme in Figure 2. 

Minor Concerns:
* Line 62-64. Sentence states that CIS is used in both acute and chronic stress studies. It would seem by definition that CIS cannot be used for acute stress studies. Perhaps the authors mean that "Restraint stress" can be used both acutely and chronically.
Thank you for your comment. The word ‘acute’ is wrong. The word was deleted in the introduction.

* Please add additional detail on how the restraint tube was constructed. If purchased, please include manufacturer etc.
Thank you for your comment. We added pictures of the apparatus in Figure 1. 

* Line 86: When you say that the animal could not move please be more specific. Could the animal move it's head side to side? Could it move forwards and backwards?
Thank you for your comment. The description were modified from line 113-115 in page 6.

* Describe the lighting used to get "200 lux" light. Is that lux measured at the restraint area or is it a general 200 lux based on a lightbulb or something?
Thank you for your comment. We adjusted the light intensity to 200 lux with a digital lux meter in the restraint area. So, we modified protocol at line 143 in page 7.

* Include in methods or procedure the importance (or lack of importance) on the time of day selected.
Thank you for your comment. We tried to minimize the pain of the mice for animal welfare. 2 hours a day for 15 days is the condition that can cause depressive behaviors with the least time in the chronic restraint stress model used so far. We could not add it to the method and procedure according to the editor’s comment, but we added the explanation in Introduction at line 85-88 in page 4-5.

* Line 203: What methods can be used to limit tail climbing in C57 mice? 
In our experimental conditions, the behavior of climbing on the tail was not frequently observed. We prevented them with acrylic bar while the mouse climbing their tail. And easily purchase or make the climbstopper to prevent tail climbing. 


Reviewer #2:

Manuscript Summary:
The article entitled "A chronic immobilization stress protocol for inducing depression like behavior in mice" submitted by Son et al has nothing new to report. Moreover, the way article is written seems not appropriate for a research article. Following are my concerns, based upon which I do not recommend the article for publication

Major Concerns:

Introduction: should introduce why there is need of new animal models. Authors introduce inadequate treatment of depression and need of newer antidepressant.
Thank you for your valuable comments. We use chronic immobilization stress model to investigate the role of mPFC glutamate/glutamine cycle between glutamatergic neuron and astrocyte. The first draft of this article had many deficiencies, so many parts are supplemented based on reviewer’s comments. However, we did not intend to introduce newer antidepressants and treatments, but we wanted to introduce a standardized and simplified experimental method for studying depression. And the scope of JoVE is not a suggestion of the new method but is a suggestion includes novel techniques, innovative applications of existing techniques, and gold standard protocols in the physical and life sciences. Therefore, we presented the need for a newly simplified animal model for the depression research from line 82 to line 85 in page 4 and also added new Fig 1 and 3 to explain detailed procedure of CIS induction and recovery effect of glutamine supplementation after CIS.

Methods No new method is introduced. They state for a chronic immobilization stress protocol but in the method they use restraint stress. The method is not adequately described. At places there are only headings and no description.
As explained above, the scope of JoVE is not a suggestion of the new method but is a suggestion includes novel techniques, innovative applications of existing techniques, and gold standard protocols in the physical and life sciences. Therefore, we focused on to set an innovative applications of existing techniques and standardized, simplified experimental protocol for studying depression. The missing parts of the technique description were corrected and expanded throughout the manuscript and newly added figures. 

Results: There are a number of reports that predictable stress produces adaptation to stress. There are no signs of adaptation in their model. To consider chronic immobilization or restraint a model of depression they should include data after single immobilization or restraint stress. Also to justify it as a model of depression they should show effectiveness of antidepressants on the model. 
Thank you for your comments. We modified the insufficient of description in the overall manuscript. As a stress marker, changes of corticosterone levels was added in Fig 2. Fig 3 showed recovery effect on glutamine supplementation. 

Discussion: the discussion should include comparison of their model with the existing model to show advantages over the current models.
Thank you for your comments. We suggest advantages of CIS and considerations in the Introduction (from line 81 to 83 in page 4) and in the discussion (from line 296 to 298 in page 14 and from line 307 to 310 in page 15). 

Minor Concerns:
General: In general the article provides no new or publishable data.
[bookmark: _GoBack]We modified the insufficient of description in the overall manuscript and added new figs. 
In compliance with data protection regulations, please contact the publication office if you would like to have your personal information removed from the database.

양식의 맨 아래
 Close
OKCancel
ErrorClose
OK
 Close
OK
 Dear Dr. Lee,

Your manuscript, JoVE59546 "A chronic immobilization stress protocol for inducing depression-like behavior in mice," has been editorially and peer reviewed, and the following comments need to be addressed. Note that editorial comments address both requirements for video production and formatting of the article for publication. Please track the changes within the manuscript to identify all of the edits.

After revising and uploading your submission, please also upload a separate rebuttal document that addresses each of the editorial and peer review comments individually. Please submit each figure as a vector image file to ensure high resolution throughout production: (.svg, .eps, .ai). If submitting as a .tif or .psd, please ensure that the image is 1920 x 1080 pixels or 300 dpi.

Your revision is due by Jan 21, 2019.

To submit a revision, go to the JoVE submission site and log in as an author. You will find your submission under the heading "Submission Needing Revision".

Best,

Phillip Steindel, Ph.D.
Review Editor
JoVE
617.674.1888
Follow us: Facebook | Twitter | LinkedIn
About JoVE
____________________________________

Editorial comments:
Changes to be made by the author(s) regarding the manuscript:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.
2. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”
3. Figure 1A: Please insert a space between “2” and “h/day” (i.e., 2 h/day).
4. Affiliations: Please ensure that numbering follows the order of authors. First author gets 1, next author with different affiliation gets 2, etc., following from first to last.
5. Please expand the Summary to briefly describe the applications of this protocol.
6. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials and Reagents. You may use the generic term followed by “(see Table of Materials)” to draw the readers’ attention to specific commercial names. Examples of commercial sounding language in your manuscript are: Koatech, KOCOM, EthoVision XT, etc.
7. Please revise the protocol text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
8. Please revise the protocol (lines 77-119) to contain only action items that direct the reader to do something (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” Please include all safety procedures and use of hoods, etc. However, notes should be used sparingly and actions should be described in the imperative tense wherever possible. Please move the discussion about the protocol to the Discussion.
9. Please move the introductory paragraphs of the protocol to the Introduction, Results, or Discussion (as appropriate) or break into steps.
10. The Protocol should be made up almost entirely of discrete steps without large paragraphs of text between sections. Please simplify the Protocol so that individual steps contain only 2-3 actions per step and a maximum of 4 sentences per step. Use sub-steps as necessary. Please move the discussion about the protocol to the Discussion.
11. 2.2.3: Please list an approximate distance used in the protocol.
12. Please ensure that the highlighted part of the step includes at least one action that is written in imperative tense. Notes cannot usually be filmed and should be excluded from the highlighting.
13. Please expand the Representative Results to describe how these results show the technique, suggestions about how to analyze the outcome, etc. The paragraph text should refer to all of the figures. However for figures showing the experimental set-up, please reference them in the Protocol.
14. Discussion: Please discuss any limitations of the technique.
15. Please ensure the Table of Materials has information on all relevant supplies, reagents, equipment and software used, especially those mentioned in the Protocol. Please sort the items in alphabetical order according to the name of material/equipment.
16. References: If there are six or more authors, list the first author and then “et al.”.

Reviewers' comments:



Reviewer #1:

Manuscript Summary:
In this manuscript the authors describe a method for chronic immobilization stress to induce despair in mice. This is an established model with multiple variations. There are a number of areas where additional detail could be included. The authors should imagine themselves having to do this method using on the details included in the manuscript. If they take such an approach they will see that the current details are insufficient for a methods paper. Beyond the lack of detail the other major issue with this paper is the lack of novelty or necessity for a video. Restraint tubes for mice is about as uncomplicated as one can get for a behavioral test and TST/SPT has been described elsewhere extensively.

Major Concerns:
* Missing from the introduction are any details on the physiological impact of restraint stress (acute or chronic). The authors should include a description of the impact on physiology (HPA axis responses, HR, etc) as there is likely both a physiological and psychological impact on the mice.
* Since the reported method occurs in male mice only, the authors should address in the introduction the literature with CIS in males vs females and include in the discussion a description of sex as a limitation in the stated method.
* How do you put the mice in the restrainer tubes? What are the considerations of the choice of this method?
* In materials there are no details for the sucrose preference test. Also this is probably better described as a "two-choice preference test" or "choice preference test" since you are not actually using sucrose. Why use saccharin over sucrose?
* Given that representative results show SPT before TST it is odd that the described method is TST and then SPT. Please justify order.
* For SPT following chronic stress, how soon does the pref test start after the last restraint. Are animals trained at all prior to starting?

Minor Concerns:
* Line 62-64. Sentence states that CIS is used in both acute and chronic stress studies. It would seem by definition that CIS cannot be used for acute stress studies. Perhaps the authors mean that "Restraint stress" can be used both acutely and chronically.
* Please add additional detail on how the restraint tube was constructed. If purchased, please include manufacturer etc.
* Line 86: When you say that the animal could not move please be more specific. Could the animal move it's head side to side? Could it move forwards and backwards?
* Describe the lighting used to get "200 lux" light. Is that lux measured at the restraint area or is it a general 200 lux based on a lightbulb or something?
* Include in methods or procedure the importance (or lack of importance) on the time of day selected.
* Line 203: What methods can be used to limit tail climbing in C57 mice?



Reviewer #2:

Manuscript Summary:
The article entitled "A chronic immobilization stress protocol for inducing depression like behavior in mice" submitted by Son et al has nothing new to report. Moreover, the way article is written seems not appropriate for a research article. Following are my concerns, based upon which I do not recommend the article for publication

Major Concerns:

Introduction: should introduce why there is need of new animal models. Authors introduce inadequate treatment of depression and need of newer antidepressant.

Methods No new method is introduced. They state for a chronic immobilization stress protocol but in the method they use restraint stress. The method too is not adequately described. At places there are only headings and no description.

Results: There are a number of reports that predictable stress produces adaptation to stress. There are no signs of adaptation in their model. To consider chronic immobilization or restraint a model of depression they should include data after single immobilization or restraint stress. Also to justify it as a model of depression they should show effectiveness of antidepressants on the model.

Discussion: the discussion should include comparison of their model with the existing model to show advantages over the current models.

Minor Concerns:
General: In general the article provides no new or publishable data.
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Discussion: the discussion should include comparison of their model with the existing model to show advantages over the current models.

Minor Concerns:
General: In general the article provides no new or publishable data.

In compliance with data protection regulations, please contact the publication office if you would like to have your personal information removed from the database.

image4.wmf


false


image5.wmf


false


image6.wmf


{73AAA5E3-3B2


image7.wmf


false


image8.wmf


037e940b-b515-


image1.jpeg




image2.png




image3.wmf


648528


