Dear Dr. Cao,
 
 
our manuscript, JoVE61099R1 "Three-dimensional imaging of the CNS-associated lymphatic vasculature and drainage using the iDISCO+ protocol and light sheet fluorescence microscopy," has been revised according to your following comments which have been addressed. Please track the changes to identify all of the manuscript edits. The revised submission is associated with separate document that addresses each of the editorial comments individually with the revised manuscript.
 
Thank you for your helpful review.
 
Best,
 
Jean-Leon Thomas
 
Editorial comments:

1. Please note that the editor has formatted the manuscript to match the journal's style. Please retain the same. The updated manuscript is attached and please use this version to incorporate the changes that are requested.
 
Thank you for having reformatted the manuscript

2. Please address specific comments marked in the attached manuscript.
 
We have addressed the following comments:
Line 135: the dilution of secondary antibodies is indicated ‘(same 1/2,000 dilution)’
Line 146: we now state: ‘Anaesthetize the mouse in an induction box with 2–3% isoflurane gas’.
Line 173: we have added ‘(see step 1.2)’ following ‘the glass capillary tip’
Line 258: we confirm that 100% methanol was not used in step 6.3.1, as samples were in 83% methanol in the previous step 6.2.1.  Dehydration starts in 80% methanol.
Lines 264-265: we confirm that 2 successive incubations of 1h each in PTx2 solution are required and have added ‘renew for the second incubation’. 
Line 277: we confirm that dilution of heparin is in 1x PBS.
Lines 278 and 281: we corrected ‘until the next day’ by ‘overnight’
[bookmark: _GoBack]Line 291: we corrected ‘Incubate’ by ‘wash ...to remove’
Lines 317-319: step 7.5, we have briefly explained how to perform the procedure of the mosaic reconstruction: ‘The images are opened with the software and moved manually to reconstitute the whole mosaic picture, using the 10% overlap between images as a guideline.’
Lines 312: step 7.4, we deleted ‘apply a gamma ….LSFM’ in Line 312 and added ‘Set a gamma correction of 1.47 to the raw data obtained from the LSFM (see https://imaris.oxinst.com/tutorials) in Line 323-325.
Line 375: we refer to Figure 3C after ‘lymphatic vessels’ at the end of the sentence.
Lines 476-478: we have rephrased te sentence in order to not mention the expression ‘conventional approaches’ which include all the classical methods of immunohistology and imaging which do not take advantage of virtual reality. The sentence now reads as ‘ LSFM imaging thus needs to be extended by virtual reality tools which enable interactive visualization and thus facilitate quantification of the lymphatic vasculature (see www.syglass.io).
Line 501-502: We confirm that we refer to the Supplementary Figure 5 of our original manuscript (ref 14)

3. Please use the attached template of Table of Materials and include Name of Material/Equipment, Company and Catalog Number for each commercial product in separate columns. Sort the materials alphabetically by material name. Do not number the Table of Materials in the article. Do not include any ™/®/© symbols here.
The Table of Materials has been reordered according to your recommendations and is no more numerated in the text, which now includes only Table 1 (Line 450) and Table 2 (Line 552).

4. I highlighted ~3 pages of the protocol for filming. Please review. Note that the highlighted content should contain essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol. Please ensure that the highlighted steps form a cohesive narrative with a logical flow from one highlighted step to the next. Please note that I have made some minor changes (e.g., combining some shorter steps) to condense the highlighted content.
 
We thank you for your edits which have improved the cohesion of the narrative. We agree with the highlighted paragraphs to be visualized in the video as the key steps of the protocol. We have however added the step 2.1.3 ‘Anaesthetize the mouse in an induction box with 2–3% isoflurane gas’, as the first sequence introducing the movie.   

