Editorial comments:
The manuscript has been modified and the updated manuscript, 60952_R0.docx, is attached and located in your Editorial Manager account. Please use the updated version to make your revisions.

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

Response: We should be very grateful to you for giving us opportunity to further revise our submitted manuscript. Following your suggestion, we submit a highlighted version.

2. 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].”

Response: In this manuscript, we didn’t reuse any figures from a previous publication.

3. Please use 12 pt font and single-spaced text throughout the manuscript.

Response: The font and line spacing have been modified according to your requirements.

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.). Any text that cannot be written in the imperative tense may be added as a “Note.”
5. Please add a one-line space between each of your protocol steps.
6. Please avoid long steps (more than 4 lines).

Response: The protocol section has been modified according to your requirements.

7. 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

Response: Following your suggestion, “Discussion” sections are rephrased and marked in red.

8. Figure 2: Please add a title for the whole figure in Figure Legend.
9. Figure 3: Please add a title for the whole figure in Figure Legend.
10. Figure 4: Please add a title for the whole figure in Figure Legend.

Response: The titles have been added in Figure legends of new Figure 3-5.

11. Please do not abbreviate journal titles for references.

Response: Journal titles have been modified in references section.

12. Please sort the items in alphabetical order according to the name of material/equipment.

Response: The material/equipment have been sorted in alphabetical order.
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Reviewers' comments:
Reviewer #1:
Manuscript Summary:
This manuscript describes a simple protocol of differential adhesion/selection by substrate to separate Schwann cells and fibroblasts from postnatal rat nerves. The methodology described here is standard for primary cultures of Schwann cells, in particular those derived from rat tissues. The paper is well presented and fairly clear to follow.

Major Concerns:
The use of differential attachment/detachment to separate Schwann cells and fibroblasts has been used for a long time and extensive literature exists on the matter of isolation of these cells based on differential substrate affinity. The protocol described here has been recently described in detail in two papers by Weiss et al published in GLIA (2016) and Methods in Mol Biol (2018). The argument used by the authors to explain the advantage of their method (and the purification method itself) are nearly identical to the one used by Weiss et al. This is a concern in the realm of peer-review publications. Though the issue of novelty per se seems not be be a decisive factor for publication in JoVE, this Reviewer understands that simple reproduction of prior published methods by others should not merit independent publication. It is concerning that this paper does not add a novel aspect in the methods or protocols.

[bookmark: _Hlk26872240]Response: Thank you for the comment. Although our method is similar to that in Weiss’s paper, there are still some differences, such as: 1. Previous studies have focused on the culture of Schwann cells or fibroblasts from the sciatic nerve (mixed nerve). This study is the first time to show the culture methods of Schwann cells and fibroblasts from the sensory and motor nerve. 2. The digestion method of nerve fascicles is different from Weiss’s paper. In addition, ice cold StemPro™ Accutase™ Cell Dissociation Reagent was used to detach the SCs from Fbs in Weiss’s paper. In our study, 0.25% (w/v) preheat trypsin was used to detach the SCs from Fbs. 

Minor Concerns:
The authors should consider to tackle the points described below.
The culture medium of rat Schwann cells is not supplemented with growth factors. It is doubtful that media formulation would be able to sustain the growth of purified Schwann cells over time.

[bookmark: _Hlk26522553]Response: Thank you for the comment. When SCs and Fbs grow together, they can provide nutrition support for each other, and DMEM supplemented with 10% FBS is used for cell culture, but growth factors (2 μM forskolin and 10 ng/ml HRG) need to be added in medium if SCs are purified. We have modified the protocol 1.8 and marked in red. 

In 1.5, add the volume of trypsin solution per mass of tissue.

Response: The volume of trypsin has been added in protocol 1.5.

In 1.9, how many times (or at which ratio) are the cells passaged?

Response: The cells are passaged 2 times from primary culture to purification. We have added passage 0 (p0), p1, p2 in protocol section.

Reviewer #2:
Minor Concerns:
Line 18: 7-days-old rats are not newborn.
Line 52: Transection

[bookmark: _Hlk26442563]Response: We would like to thank you for your pertinent comment. We have revised these mistakes.

Reviewer #3: 
This paper describes simple methods to isolate and purify peripheral nerve sensory and motor Schwann cells and fibroblasts in vitro by combining differential digestion and differential adherence sequentially. The manuscript is well written and easy to read with proper figures and citations. This reviewer recommends acceptance with no revisions.

[bookmark: _Hlk26443496]Response: Thank you for overall positive assessments of our manuscript.

Reviewer #4:
Manuscript Summary:
In this study, the authors reported a simple method to purify fibroblasts and Schwann cells from sensory and motor nerves of 7-day-old SD rats.

Major Concerns:
1. The English should be improved. There are so many grammatical errors and incomplete sentences in the text. The authors need to ask a native English speaker to review the sentences.
2. The protocol is a bit difficult to understand. Schematic presentation of experimental procedure would be helpful for the readers.

Response: We appreciate your important suggestions. The manuscript has been revised and marked in red. New Figure 1 is schematic diagram.

3. The photomicrographs are of poor quality. They are grainy at enlarged views, and scale bars are unclear. Higher resolution images are required. In addition, double immunofluorescence micrographs (CD90 and S100) would be preferable in Figs. 2 and 3.

Response: According to your valuable suggestion, we have revised some figures quality and added clear scale bars. Both CD90 and S100 antibodies used in this experiment are generated from mouse, so double immunostaining is not allowed. Hoechst 33342 dye was used to label the total cells, Fbs and SCs were labeled using CD90 and S100 antibodies, respectively. We quantified the number of CD90/s100 and Hoechst dye co-labeled cells and calculated the percentage of co-labeled cells in Fbs and SCs, respectively. The data obtained from the experiment is accurate and reliable. We can provide all the raw data. If necessary, we would like to order new antibody to perform the double immunofluorescence.

[bookmark: _Hlk26522955][bookmark: _Hlk26522916]4. In addition to fibroblasts and Schwann cells, peripheral nerves contain perineurial cells and microvascular endothelial cells.

Response: Thank you for the comment. The introduction section was rephrased are marked in red.

5. In addition to the use of Ara-C, serum-free culture can inhibit the proliferation of fibroblasts.

Response: Thank you for the comment.

Minor Concerns:
[bookmark: _Hlk26442938]1. In the abstract, the author mentioned newborn rats (7-day-old), but 7-day-old rats are neither newborns nor adults. Methods for purifying Schwann cells from neonatal animals have been established.

Response: Thank you for the suggestion. The abstract has been modified.

2. The authors failed to describe how rats were anesthetized for euthanasia prior to the dissection.

Response: We have added “SD rats are anesthetized with isoflurane” in protocol 1.1. 

3. The specificity of the primary antibodies used in this study should be described.

Response: The protocol 2.4 has been modified. The detailed description of the antibodies is listed in the table of materials. Mouse monoclonal anti-CD90 antibody recognizes the Thy-1.1 antigenic determinant which is a monomorphic determinant within rat strains. It is used to label fibroblasts in many articles, such as: Differential Gene Expression in Primary Cultured Sensory and Motor Nerve Fibroblasts. Front Neurosci, 12: p. 1016 (2018).
S100 is a specific marker for SCs. It is used to mark SCs in many articles, such as: 1. Shen M, et al. Isolation of rat Schwann cells based on cell sorting. Mol Med Rep 16:1747-1752 (2017). 2. Szmydynger-Chodobska J, et al. The Involvement of Pial Microvessels in Leukocyte Invasion after Mild Traumatic Brain Injury. PLoS One 11: e0167677 (2016).
