Rebuttal Letter R2
22thNovember, 2021
Dear Editor Vineeta Bajaj,
  Thank you very much for handling our manuscript JoVE63271R1 “Functional Assessment of Kinesin-7 CENP-E in Spermatocytes using in vivo Inhibition, Immunofluorescence and Flow Cytometry”. We now submit a revised version of this manuscript R2 for further consideration (JoVE63271R2). We have carefully addressed all the comments and revised our manuscript accordingly to the comments. Now, we submit a rebuttal letter R2, and a revised version of the manuscript R2 to your journal.
  We have addressed all editorial comments. We sincerely thank the editors and reviewers for their valuable comments. We agree with all these comments. We have carefully modified the manuscript and revised the figures accordingly. The point-by-point responses are listed under the comments in manuscript R2. The modifications are indicated in blue color in revised manuscript R2. According to the editorial comments, we have highlighted a 3 pages of the protocol section (highlight in yellow color) to be used for generating the script for the video.
Thank you very much. We are looking forward to your responses.

Best wishes,
Zhen-Yu She, Ph.D., Associate Professor
Fujian Medical University
E-mail: zhenyushe@fjmu.edu.cn


A List of Changes R2
Editorial comments:
1. The editor has formatted the manuscript to match the journal's style. Please retain and use the attached version for revision.
Answer: Thank you for your efforts. We have used the attached version for revision. 

2. Please address specific comments marked in the manuscript.
Answer: Thank you for your valuable comments. We have addressed all the comments in manuscript R2. The response to each comment is listed under the comment. The modifications are indicated in blue color in revised manuscript R2. 

3. Please proofread the manuscript well.
Answer: Thank you for your comments. We agree. We have carefully proofread and revised our manuscript accordingly. The modifications can be seen in blue color in revised manuscript R2 and also in A list of changes R2.

4. Please highlight 3 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.
Answer: Thank you for your comment. We agree. We have highlight 3 pages of the protocol in yellow color for the video.

5. Please provide higher resolution for figure 1. Please do not show the face of the animal and zoom into the surgical site.
Answer: Thank you for your comment. We have revised the figure 1 and provide a higher resolution figure. We did not show the face of the animal and zoom in the surgical site this time in revised figure 1. The modifications can be seen in revised figure 1.

____________________________________
Reviewers' comments:
Reviewer #1:
Manuscript Summary:
The revised version is much improved. I have no further comment.
Answer: Thank you very much for your comments.

Reviewer #2:
Authors have addressed my concerns.
Answer: Thank you very much for your comments.

[bookmark: _GoBack]Changes of grammar and phrase custom consistency
Line 24, we have added “,”;
Line 30, “essential” was changed into “critical”; 
Line 35, we have added “a”;
Line 38-40, “We validate the in vivo inhibition model via abdominal surgery and testicular injection is feasible and effective, which could be a powerful technique in the studies in male meiosis. ” was changed into “We construct an in vivo inhibition model via abdominal surgery and testicular injection, which could be a powerful technique in the studies of male meiosis.”;
Line 44, we have deleted “will”;
Line 50-52, “Unlike mitosis, duplicated homologous chromosomes rather than sister chromatids pair up and segregate into two daughter cells during meiosis I.” was changed into “”;
Line 59, “centromere” was changed into “Centromere”;
Line 62, we have added “the”;
Line 64, “pattern” was changed into “patterns”;
Line 72, “are worthy” was changed into “remain”;
Line 77, “promote spermatogenesis” was changed into “It is impossible to induce spermatocytes differentiation after the pachytene stage in vitro.”;
Line 77-79, “Research in male meiotic divisions has been generally limited to experimental analysis of early meiotic prophase.” was changed into “It is impossible to induce spermatocytes differentiation after the pachytene stage in vitro. Studies in male meiotic divisions have been generally limited to experimental analyses of early meiotic prophase.”;
Line 82, we have deleted “the”;
Line 82, we have deleted “are”;
Line 89, “and” was changed into “,”;
Line 89, “that” was changed into “and”;
Line 95, “that” was changed into “which”;
Line 95, “for the observation of” was changed into “to observe”;
Line 118, “Preoperative skin preparation from the lower abdomen to the scrotum.  Shave the abdominal hair of the mice using an experimental animal razor.” was changed into “Shave the abdominal hair of the mice from the lower abdomen to the scrotum using an experimental animal razor.”;
Line 121, “70%” was changed into “75%”;
Line 128, we have deleted “and subject to the surgical procedures”;
Line 134, “70%” was changed into “75%”;
Line 134-135, we have added “, and then disinfect the wound with iodine based scrub”;
Line 141, “1.7.1.” was changed into “1.8.”;
Line 152, “After 4 days of surgery,” was changed into “4 days after abdominal surgery”;
Line 162, “Place the soaked tissues at the bottom of the embedding box, add the melted paraffin, and then let it cool to complete solidification at 4 °C for 6 h.” was changed into “Place the tissues at the bottom of the embedding box. Add the melted paraffin into the embedding box. Cool the tissues for complete solidification at 4 °C for 6 h.”.
Line 167, “slides” was changed into “sections”;
Line 178, we have added “and”;
Line 236, we have changed “precipitates” into “precipitated cells”;
Line 307, “compelxes” was changed into “complexes”;
Line 317, “three main” was changed into “several”;
Line 325, we have added “the”;
Line 326, “groups” was changed into “group”;
Line 329, “indicate” was changed into “indicates that”;
Line 329, we have added “the”;
Line 332, “through” was changed into “using”;
Line 342, “B.” was changed into “(B)”;
Line 343, “70%” was changed into “75%”;
Line 346, “syringe” was changed into “rheodyne”;
Line 347, “70%” was changed into “75%”;
Line 372, we have added “%”;
Line 372, “quantification” was changed into “quantifications”;
Line 410, “intraperitoneal surgical” was changed into “abdominal surgery and”;
Line 421, “amount” was changed into “amounts”;
Line 426, we have added “when the age is”.
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