Editorial comments:
Changes to be made by the author(s) regarding the manuscript:

1. The manuscript should be professionally edited to be clear and free from grammatic mistakes.

We carefully checked English with a professional native speaker.
We hope the current version is nicely refined.

2. The title is unclear. Please revise.

The title was also changed significantly to make the main topic become clearer.

3. [bookmark: OLE_LINK5][bookmark: OLE_LINK6]Please remove commercial language (DOSAKA Neo Linear Slicer MT, Triton X-100) and replace them with generic terms.

Thank you for point out the remained issues.
We removed those commercial languages.

4. Please revise the protocol to contain only action items that direct the reader to do something (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. 

We carefully corrected this point at whole of the protocol session.

Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. 

This point seems to be fine now.

Any text that cannot be written in the imperative tense may be added as a “Note.” Please include all safety procedures and use of hoods, etc. However, notes should be used sparingly and actions should be described in the imperative tense wherever possible. 

We eliminated “Notes” as well as possible. If you thought we can erase more at any place, let us know again.

Please move the discussion about the protocol to the Discussion.

I thought you are mentioning about the last sentence of the introduction section here;

Therefore, this indicates a high degree of accuracy in superimposing through correctly positioning micro data in the macro map. Finally, this proves that this experimental protocol will accurately position functional or structural micro-connectome, comprehensive micro-circuit architectures of individual neurons, correctly in the context of the whole-brain

Because this part is redundant even if we move it to the discussion section, we decided to simply cut this last sentence.

If you mentioned about the different part here, please ask again.

5. Please add more details to your protocol steps. There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol. Please ensure you answer the “how” question, i.e., how is the step performed? Alternatively, add references to published material specifying how to perform the protocol action. See examples below.

Thank you for listing concrete examples.
We revisited all following points you suggested here.

6. 5.4: What are the recording materials?

This was just a dice, or something. Because this step is not essential,
We solved this problem with your question 8 together.

7. 6.2, 6.8: Please specify all surgical tools used.

Thank you for suggesting it.  – We could clearly realize that we needed to write basic several tools here after hearing the comment.

8. 6.6: Please specify the previously selected parameters.

We moved the parameter information to here from the previous test recording step (step 5.4).

9. 6.11: Please specify the cutting speed and amplitude used in this step.

Thanks for asking it. We wrote the cutting speed and amplitude more clearly.

10. 6.14: What is the flow rate of the solution?

We added the information now.

11. 7.1.1: Please mention the recommended thickness of slice.

That is less than 50 micro meter. We added the information now.

12. Figure 1: Please describe panel f in the figure legend.

We added legend for figure 1-f now. Thanks for telling the failure.

13. Table 1: Please apply superscript to the number 3 in the unit (mm3). Please change the time unit in 42 m to “min”.

Thank you for suggesting them.  We corrected these points.
14. Table of Materials: Please sort the items in alphabetical order according to the name of material/equipment.

We prepared the sorted material list. 
























Reviewers' comments:
Reviewer #2: The authors addressed the major concerns/comments of the first review in an appropriate way. The manuscript is now written in readable English which improves understanding the protocol. Thanks for taking action in this respect.

Minor Concerns:
line 81: "There are, however, few systematic and reliable ways to make brain slices in an organized way." Please, give some examples/references here (e.g., Amunts, K., Lepage, C., Borgeat, L., Mohlberg, H., Dickscheid, T., Rousseau, M.E., Bludau, S., Bazin, P.L., Lewis, L.B., Oros-Peusquens, A.M., et al. (2013). BigBrain: An Ultrahigh-Resolution 3D Human Brain Model. Science 340, 1472 - 1475.;            Ali, S., Worz, S., Amunts, K., Eils, R., Axer, M., and Rohr, K. (2018). Rigid and non-rigid registration of polarized light imaging data for 3D reconstruction of the temporal lobe of the human brain at micrometer resolution. Neuroimage 181, 235-251).

Thank you for suggesting these important jobs. We cited them now.

lines 511-513: Brain folding will be a strong limitation for the surface scans, since a large fraction of surface is hidden. In addition, the larger the brain tissue the more likely are non-linear deformations. This will make registration much more challenging (non-linear registration required)!

Thank you for pointing out this issue. But, we should say that this is not true.  Even though our brain has many sulci, we can overlap two brain surfaces using recording points on gyri.  Therefore, this is practically not a serious issue.








[bookmark: _GoBack]Reviewer #5: Manuscript Summary:

The authors present a 3D scanning protocol to bridge macroscale brain anatomy and microscale neuronal connections. The presented protocol is well detailed and is shown to achieve good results.

Major Concerns:
None

Minor Concerns:

1. Figure 3c is an important result figure Please label its necessary parts to convey the results clearly. If possible, add another result example in addition to 3c, may be an image/scan from a different angle of the brain. Also, re-write Figure 3c caption to correct grammatical errors and convey a clear summary of results achieved.

I’m sorry for causing the confusion.

As mentioned in the original caption, the old figure 3-(c) is a symbolic illustration, it means the figure is not a result but a concept figure. 

We are still developing a GUI for visualizing the embedded slices in the 3D space, we clearly mentioned it is an on-going project in the discussion section, and also separated the figure 3-(c) as figure 4 not to cause any more confusion.

However, we think the figure 3-a,b solidly proved that we can embed 300μm thick slices accurately into MRI space.

We hope to show you the GUI as soon as possible in the near future even though it is not now. 

Thank you for helping to improve this report.

2. Add a colored cell legend at the bottom of Figure 2e.

Although I’m not sure what a colored cell legend mean, we wrote what color (red or green) corresponds with the two staining chemicals into the legend.

3. This work often refers to MEAs and their contribution to deciphering brain networks. This calls for citing implantable MEAs work too which has enhanced our understanding of brain networks in recent years. This should be mentioned in the introduction with some of the recent work like:
- Kozai et al, "Ultrasmall implantable composite microelectrodes with bioactive surfaces for chronic neural interfaces", Nature Mat. 2012.
- Kampasi et al, "Dual color optogenetic control of neural populations using low-noise, multishank optoelectrodes", Microsystems and Nanoengineering-Nature, 2018.

Thank you for suggesting these important jobs. We cited them now.

4. Word 'superbly' used twice on page 11, line 3.

I’m sorry for the basic mistake. We corrected it now.

5. Check grammar of the first three lines of 'Discussion' and the whole 'Discussion' section in general.

Yes. We checked English with a native speaker. 
We hope you like the current version.
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