[bookmark: _GoBack]Response to Editors for Manuscript Entitled “Differentiation and characterization of neural progenitors and neurons from mouse embryonic stem cells”

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammatical errors.

Response: We have reviewed the manuscript and corrected any spelling or grammatical errors.

2. Protocol Detail: Please note that your protocol will be used to generate the script for the video, and must contain everything that you would like shown in the video. There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol.

Response: We have ensured that the highlighted text in our protocol can be filmed coherently.

3. Protocol Highlight: After you have made all of the recommended changes to your protocol (listed above), please re-evaluate the length of your protocol section. There is a 10-page limit for the protocol text, and a 3- page limit for filmable content. If your protocol is longer than 3 pages, 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) Some of your shorter protocol steps can be combined so that individual steps contain 2-3 actions and maximum of 4 sentences per step.

Response: Where relevant, we have combined actions that can be mentioned in the same step.

2) The highlighted steps should form a cohesive narrative, that is, there must be a logical flow from one highlighted step to the next.

Response: We thank you for this reminder. We have reviewed our highlighted protocol again and ensured that the highlighted steps are coherent.

3)  Please highlight complete sentences (not parts of sentences). Include sub-headings and spaces when calculating the final highlighted length.

Response: We have ensured that we highlighted the relevant text, which sums up to 2 pages including sub-headings and spaces.

4) Notes cannot be filmed and should be excluded from highlighting.

Response: We have removed the highlighted notes in the protocol section.

4. 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

Response: We have discussed the appropriate modifications and troubleshooting needed to be done in the protocol. For example, we stressed that starting with optimally pluripotent mESCs is critical in ensuring that the EB, NPC, and neuron differentiation can occur effectively. Here, experiments such as alkaline phosphatase (AP) and RT-qPCR discussed in the manuscript can determine of the starting mESCs are in the best pluripotent condition.

2) Limitations of the technique

Response: We have further expanded the limitations to our methods. This included the limitations of in vitro assays, the limited number of cell line used, and the problems that come with using retinoic acid and neuronal cell culture supplements.

3)  Significance with respect to existing methods

Response: We have clarified that the methods we present comprehensively analyze the differentiation process of mESCs into EBs, NPCs, and neurons. We have mentioned that our set of assays can identify specific genes or cellular pathways related to mESC differentiation.

4) Future applications

Response: We mentioned that the methods we presented theoretically can be applied to other embryonic stem cell lines. With further optimization, these methods can be combined with techniques such as 3D cultures or organoids to better mimic the physiological conditions.

5) Critical steps within the protocol.

Response: We have stressed in the discussion section the critical steps in the protocol. For example, we mentioned that maintaining the mESCs in the most optimal ESC condition is vital in ensuring that the differentiation process can proceed effectively.

5. 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 Stemgent, Eppendorf, (Invitrogen, Cat. # 15596026, TriPure, e SuperScript™ III R, etc

1) Please use MS Word’s find function (Ctrl+F), to locate and replace all commercial sounding language in your manuscript with generic names that are not company-specific. All commercial products should be sufficiently referenced in the table of materials/reagents. You may use the generic term followed by “(see table of materials)” to draw the readers’ attention to specific commercial names.

Response: We have removed all commercial names of the reagents/equipment mentioned in the manuscript and replaced with more general names.

2) Please remove the registered trademark symbols TM/R from the table of reagents/materials.

Response: We have removed all product names containing the trademark symbols.

6. 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]."

Response: We thank you for the reminder. The figures and tables that we have submitted have not been published elsewhere.
