Main document changes and comments 
Page 0: Please focus the title on the highlighted portions of the protocol so that the title best represents the video. The current title does not represent the portions you have highlighted. 
Ranjan Dutta: We will keep the current title. The video portion (highlighted) have been expanded accordingly to fit the title 
Ranjan Dutta: Based on the contribution towards the revision, we have changed the order of the authors. 

Page 1: I have moved the long descriptive sections from the protocol to introduction to conform with JoVE’s style. 
Ranjan Dutta: OK 

Page 2: I have edited the protocol to meet JoVE's style requirements and also eliminated tradenames as per JoVE's policy against commercial names. Please ensure that all instruments and items used are listed in the table of materials. 
Ranjan Dutta: New ‘materials’ section is uploaded

Page 2: I recommend extending the highlight to show a bit more of your steps from section 2 and/or 5.3. If you extend highlighting please ensure that continuity and completeness is maintained and that the steps will be filmable on the day of filming. Ensure that the highlight is under 2.75 pages including line spacing. 
Ranjan Dutta: Additional section is highlighted to match the title of the article

Page 4: Add ink to the table of materials 
Ranjan Dutta: Added 

Page 5: Please update. 
Ranjan Dutta: OK 

Page 5: Add to the table of materials. 
Ranjan Dutta: Added 

Page 5: On a vibratome? Add it to the table of materials. 
Ranjan Dutta: Changed 

Page 5: Add to the table of materials. 
Ranjan Dutta: Added 

Page 5: Glutaraldehyde OR PFA? or a mix of both? 
Ranjan Dutta: It’s a mix of both 

Page 6: Cryoprotection solution? Add to the table of materias. 
Ranjan Dutta: Added 

Page 7: Which antibodies? Add them to the table of materials along with RRIDs and working concentrations.
Ranjan Dutta: Added 

Page 8: Please mention the step number where this was last handled? OR What is the source of the slices? 
Ranjan Dutta: Step 2.9 Above 

Page 8: Please mention MRI sequences to be acquired (e.g. flair etc.) 
Ranjan Dutta: Listed in Table 1 

Page 8: MRIs of which tissues? Those processed in the above steps? 
Ranjan Dutta: In situ MRIs of whole head (from 1.1) 

Page 9: Add the scanner to the table of materials. 
Ranjan Dutta: Added 

Page 10: What kind of transformations? Is this done in software? Please cite references where this is described in detail. 
Ranjan Dutta: AFFINE image transformation according to Fisher et al., 2007 (Reference 13) 

Page 12: Add to the table of materials 
Ranjan Dutta: Added 

Page 12: Add to the table of materials 
Ranjan Dutta: Added 

Page 13: Add scale bar to panel B. 
Ranjan Dutta: Added 

Page 13: Mention statistical test used and sample size. 
[bookmark: _GoBack]Ranjan Dutta: Added 
