Response to the Editor:

Comments A1-A5 were all addressed in the revised manuscript according to the editor’s requests.

Comment A6: We added some details on the protocol (3.2.31, 3.2.32) regarding the imaging of migrating cells.

[bookmark: _GoBack]Comment A7 & A9: We don’t agree with this comment. To show lack of autofluorescence we must show a culture stained with secondary antibody only. This was done and it is totally black hence we did not include it here or in our published Oncogene paper. In addition, the quality and specificity of staining of axons and glioma cells excludes the possibility of autofluorescence. If the editors want us to include a black image (no primary antibody control) we can certainly send this even though it doesn’t make sense to us.

Comment A8: I don’t understand this comment. The cells migrate in association with axons and away from the tumor mass. We cannot say anything else than that. There is no particular destination of migration since they don’t “follow” any gradient. The editor also asks how they migrated. This is a mechanistic question that has been answered in our published paper and we added language to address this.

Comment 10: Figure legends are updated.

More detailed answers to the original editorial questions: 

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.

The manuscript has been extensively copy-edited for errors.

2. Please define all abbreviations during the first-time use.

All abbreviations have been defined.

3. Please include an ethics statement before the numbered protocol steps, indicating that the protocol follows the guidelines of your institution’s human research ethics committee as well.

An updated ethics statement has been included.

4. Please ensure that all text in the protocol section is written in the imperative tense as if telling someone how to do the technique (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.” However, notes should be concise and used sparingly.

All text in the protocol section is written in imperative tense.

5. The Protocol should contain only action items that direct the reader to do something.

The protocol only contains action item.

6. The Protocol should be made up almost entirely of discrete steps without large paragraphs of text between sections.

The protocol is made up of discrete steps.

7. Please add more details to your protocol steps. Please ensure you answer the “how” question, i.e., how is the step performed?

More detail has been added where appropriate.

8. 2: Size of the GBM sample?

The GBM sample is 1 cm3; the protocol has been updated to reflect the size of the sample.

9.  2.1.12: How do you ensure that the neurospheres are formed? Do you perform any analysis at this stage? Citations if any?

	We provide citation to our recent paper in the Methods section of the revised 	manuscript.

10.  3.1.9: Please describe the pin rake.

The pin rake is a ceramic holder with aligned stainless steel pins and was purchased from Tyler Research Corporation.

11. There is a 10-page limit for the Protocol, but there is a 2.75-page limit for filmable content. Please ensure that the highlight is 2.75 pages or less of the Protocol (including headings and spacing) that identifies the 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 and is in alignment with the title of the manuscript.

The highlighted section is within the limit.

12. 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].”

Oncogene permits authors to use re-prints. The link to the editorial process can be found here: https://www.nature.com/reprints/permission-requests.html


13. For the result section, please include some positive and negative controls to ensure that the claims made are correct.
This was addressed in our response to reviewer 1.

14. As we are a methods journal, please revise the Discussion to explicitly cover the following in detail in 3-6 paragraphs with citations:
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique

The discuss has been revised to cover this is great detail.

15. Please expand the journal title in the reference section.

The journal titles have been expanded in the reference section.

16. Please alphabetically sort the materials table.

The materials list has been alphabetically sorted.


