November 20th, 2019

Dear Editor,

We would like to thank you for considering a revised version of our manuscript entitled
"Generation of oligodendrocytes and oligodendrocyte conditioned medium for co-culture experiments" JoVE60912.

We would like to thank the reviewers, whose comments and suggestions allowed us to clarify and improve our manuscript.

We provide below a line-by-line response to each of the editorial and reviewer comments.

We hope that the revised version of our manuscript answers in a satisfactory manner the points raised by the reviewers and the editor, and that it is now suitable for the next step for publication in JoVE.

Best regards,

Nathalie Sol-Foulon

Editorial Comments:

• Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammatical errors.
[bookmark: _GoBack]Please track the changes within the manuscript to identify all of the edits: we put in orange the modified text in the manuscript.

• Protocol Detail:
1) 5.8, 8.7, 11.8: Convert centrifuge speed to g.
We indicated g values in 5.8, 8.7 which is now 8.9 and 11.8.

• Protocol Numbering: All steps should be lined up at the left margin with no indentations. Please add a one-line space after each protocol step.
We modified the layout as asked

• Protocol Highlight: Please highlight ~2.5 pages or less of text (which includes headings and spaces) in yellow, to identify which steps should be visualized to tell the most cohesive story of your protocol steps.

1) The highlighting must include all relevant details that are required to perform the step. For example, if step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be included in the highlighting.
2) The highlighted steps should form a cohesive narrative, that is, there must be a logical flow from one highlighted step to the next.
3) Please highlight complete sentences (not parts of sentences). Include sub-headings and spaces when calculating the final highlighted length.
4) Notes cannot be filmed and should be excluded from highlighting.

• Discussion: JoVE articles are focused on the methods and the protocol, thus the discussion should be similarly focused. Please ensure that the discussion covers the following in detail and in paragraph form (3-6 paragraphs): 1) modifications and troubleshooting, 2) limitations of the technique, 3) significance with respect to existing methods, 4) future applications and 5) critical steps within the protocol.
We slightly modified the discussion in accordance with this recommendation.

• Tables: Table 1 should be made in the table of materials, Table 2 should be Table 1 etc.

• Commercial Language: 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. Examples of commercial sounding language in your manuscript are ThermoFisher, Sigma, Peprotech, Neurobasal, PEI (Sigma, P3143) etc ?
1) The above names are listed in Table 2, 3, 4; List all products names in the table of materials instead.
2) Please also check supplementary files.


• Table of Materials: Please revise the table of the essential supplies, reagents, and equipment. The table should include the name, company, and catalog number of all relevant materials/software in separate columns in an xls/xlsx file. Please include items such as animal strain, microscopes, surgical tools, items from the supplementary file etc.

• If your figures and tables are original and not published previously or you have already obtained figure permissions, please ignore this comment. If you are re-using figures from a previous publication, you must obtain explicit permission to re-use the figure from the previous publisher (this can be in the form of a letter from an editor or a link to the editorial policies that allows you to re-publish the figure). Please upload the text of the re-print permission (may be copied and pasted from an email/website) as a Word document to the Editorial Manager site in the "Supplemental files (as requested by JoVE)" section. Please also cite the figure appropriately in the figure legend, i.e. "This figure has been modified from [citation]."
 

Comments from Peer-Reviewers: 

Reviewer #1: 
Manuscript Summary:
This is a detailed and useful protocol from experts in the field of myelination and cultures of oligodendrocyte lineage cells.

Major Concerns:
no

Minor Concerns:
4.4: Should be ice cold PBS instead of PBS-glucose?
Ice-cold PBS-glucose has been added in the text in 4.4 and 3.3.

5.1 Cerebral cortices and not cerebellar.

Correction has been done: "Use a sharp scalpel to finely chop the cerebral cortices. "

5.6 Reference of the 70 µm filter
Reference is now indicated in the Table of Materials.

7. Shaking:
The reference of the flasks should be indicated, without aerated cap?
Culture flasks have a filter cap, reference is indicated in the Table of Materials

The reference of the rotary shaker should be indicated.
The rotary shaker is from Infors HT company as indicated in the Table of Materials, but our shaker is old and we do not have a more precise reference.
 
I guess that cells from 6 X flasks of primary culture will be plated in 3 X 100 mm-Petri dishes.
Yes, this is the cells from 6 X flasks that are plated in two or three dishes.

8.10 What is the cell density for the plating of OL lineage cells in the coated 100 mm-Petri dishes?
The cell density for plating is better explain now in 8.11 to 8.14.

How long does it take to get 70-80 % confluence?
A 70-80% confluence is reached after 2 days in culture in BS medium. This is now indicated in 8.17 Note.

P9, lane 9 To be precisely indicated: This treatment promotes the clustering of nodal proteins…before myelination, at DIV17?
We added at 17 DIV in the text.

Legend Figure 2: Images are not "Orthogonal projections of Z-series" but Maximum intensity projections.
Correction has been done, see P10: "Maximum intensity projections are represented"

In (A) indicate with arrows cells expressing both O4 and NG2 and immature cells only expressing O4.
Cells expressing both markers are indicated with yellow stars, and cells only expressing O4 with white stars.

Figure 3: (A) indicate that the OCM medium was added at DIV3 and hippocampal neurons fixed at DIV17.
We added this in the figure legend as asked: "Hippocampal neurons treated with OCM at 3 DIV and fixed at 17 DIV"

(B) indicate that OL lineage cells were added at DIV14 and the hippocampal culture fixed at DIV 17-24?
We now put this result in figure 4 and add the fixation time i.e. 23 DIV in the figure legend.

(B) I only observed a single node of Ranvier with Nav channels clustered between two myelin segments. As a matter of comparison between the two types of protocol, the same nodal marker should be used (AnkyrinG or Nav).

We replace this image by another one in figure 4 with better nodes of Ranvier staining (see Nav staining). We also add another image showing Nav channel clustering induced by OCM in figure 3B.

Reviewer #2:
Manuscript Summary:
The protocol is well written and in sufficient detail. Basically, it represents a change from the usual protocol since 3 shakings instead of 1 are included. I would recommend to the authors to check the % of microglia in their protocol. Also I would recommend (I consider this as essential) that they report on the efficiency of their method

Major Concerns:
See above

We checked the % of microglia by using CD11b staining, see P9: "In addition, 4.6 ± 0.7 % of cells were CD11b+ microglial cells (mean±sd, not shown)."
 We now better explain the efficiency of the method see 8.12, 8.13 and 8.17 steps

Minor Concerns:
Several mistakes (ie 7D??? pg 9 steps 11 not 10 for the trypsin step) and adding the reference for rat and mouse staging =Janvier
 We corrected the mistakes and the reference for rat is in the table of materials.
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