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

Authors: ok

2. Please revise the title to be more concise and avoid the use of colon or dash.

Authors: done

3. Abstract: Please shorten the abstract to no more than 300 words. include a statement about the purpose of the method.

Authors: done

4. Please expand your Introduction to include the following: The advantages over alternative techniques with applicable references to previous studies; Description of the context of the technique in the wider body of literature; Information that can help readers to determine if the method is appropriate for their application. Discussion of critical steps of this protocol can be moved to the Discussion section.

Authors: revised

5. Please use SI abbreviations for all units: L, mL, µL, h, min, s, etc. Please use the micro symbol µ instead of u. Please abbreviate liters to L to avoid confusion.
6. Please include a space between all numerical values and their corresponding units: 15 mL, 37 °C, 60 s; etc.

Authors: done

7. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary. Please refrain from using bullets, dashes, or indentations.

Authors: done

8. Please revise the protocol text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).

Authors: done

9. 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. 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.” 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. Please move the discussion about the protocol to the Discussion.

Authors: done

10. Lines 106-115, 122-123, 160-164, etc.: The Protocol should be made up almost entirely of discrete steps without large paragraphs of text between sections. Please simplify the Protocol so that individual steps contain only 2-3 actions per step and a maximum of 4 sentences per step. Use sub-steps as necessary. Please move the discussion about the protocol to the Discussion.

Authors: done

11. 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.

Authors: done

12. Lines 141 and 142: Please provide the composition of IVF Culture medium and mineral oil. If they are purchased, please cite the Table of Materials.

Authors: done

13. Lines 305, 320, 324: Please describe the composition of thawing/dilution/washing solution.

Authors: done

14. Line 329: Please specify the conditions for culturing the blastocyst.

Authors: done

15. Line 332: Please describe how to perform embryo transfer.

Authors: done

16. Please combine some of the shorter Protocol steps so that individual steps contain 2-3 actions and maximum of 4 sentences per step.

Authors: done

17. Please include single-line spaces between all paragraphs, headings, steps, etc.

Authors: done

18. After you have made all the recommended changes to your protocol (listed above), please highlight 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.

Authors: Done.

19. Please highlight complete sentences (not parts of sentences). Please ensure that the highlighted part of the step includes at least one action that is written in imperative tense. Notes cannot usually be filmed and should be excluded from the highlighting. Please do not highlight any steps describing anesthetization and euthanasia.

Authors: Done.

20. Please include all relevant details that are required to perform the step in the highlighting. For example: If step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be highlighted.

Authors: ok

21. Please include a scale bar for all images taken with a microscope to provide context to the magnification used. Define the scale in the appropriate figure Legend.

Authors: All Scale Bars have been included and defined

22. Figure 7: The x-axis labels seems to be cut off. Please revise. Please remove the table from the figure and instead upload the table individually to your Editorial Manager account as an .xls or .xlsx file. Please include a space before and after the ± symbol (e.g., 2.39 ± 1.29, etc.).

Authors: Done. If possible, we prefer keeping the table as part of the figure since it explains the results

23. Figure 8A: Please include a space before and after the = symbol (e.g., N = 0/117, etc.).

Authors: Done

24. Figure 8B: Please remove the table from the figure and instead upload the table individually to your Editorial Manager account as an .xls or .xlsx file. Please change “≤30min” to “≤ 30 min”, “31-90min” to “31-90 min”, and “>90min” to “> 90 min”.

Authors: Done. If possible, we prefer keeping the table as part of the figure since it explains the results

25. Table 1: Please include a space before and after the ± symbol (e.g., 2.39 ± 1.29, etc.).

Authors: Done

26. Supplementary Table 1: Please include a space before and after the = symbol (e.g., p = 0.96, etc.).

Authors: Done

27. Table of Materials: Please sort the items in alphabetical order according to the name of material/equipment.

Authors: Done

28. References: Please do not abbreviate journal titles.

Authors: Done

Reviewers' comments:
Reviewer #1:
Manuscript Summary:
In this paper, "Biopsy of human blastocysts: a detailed workflow encompassing trophectoderm cells biopsy, vitrification and warming of transferable embryos". it benefit for assisted reproduction. However, text and format need to be fully modified. We recommend the author revised as the following suggestion before published.

Major Concerns:
the author said:' If more than a single blastocyst is to be biopsied per procedure (up to four per biopsy dish), thoroughly clean the biopsy pipette in the third drop by completely emptying it and priming it again with some new media. If some cells are stuck into the biopsy pipette that cannot be removed, changed it with a new one to prevent cross-contamination between samples.' However, in my opinion, A growing number of studies have shown that embryo can secrete some substances such as miRNA into external environment of embryo, which might interfere detection result. I suggest the author should do according to an operating fluid sleeve, a set of operating needles for a blastocyst, not for 4 blastocyst.

Authors: We do agree. Changed accordingly.


Minor Concerns:
Lack of punctuation in the text(LINE195,LINE197 and et al) .
Line298: incorrectly symbol of centigrade.

Authors: Done

Line403,line405: Statistical methods should be noted.

Authors: Done. Thanks


Reviewer #2:

Manuscript Summary:
This is a nice protocol for biopsy of TE cells. It will be useful guide for embryologists attempting to perform TE biopsy.

Major Concerns: 
The number of cells biopsied should be kept between 3-6 at the most. Please correct that throughout the manuscript. 

Authors: We performed two studies previously published (Capalbo HR 2016 and Cimadomo HR 2018) where we defined the ideal number of cells to retrieve. Such number is 7-8 cells. Neal et al. in their study (FS 2017) outlined the maximum number of TE cells that can be removed in order not to impact embryo implantation potential. They reported an impact only for the 4th quartile (i.e. 15-20 cells removed). Lastly, the studies performed and published to date that investigated the effect of TE re-biopsy on implantation potential (all summarized and discussed in our previous study on this topic, i.e. Cimadomo HR 2018), reported no evidence of an impact. Therefore, we respectfully think that 3-6 TE cells is a limited number to get a reliable diagnosis. Possibly, 5-10 cells is an ideal size in a range which goes from 2 to 15.

Details on the media and pipettes use should be included. Very important segment on witnessing and identity check of each embryo should be emphasized and included as a step in the protocol.

[bookmark: _GoBack]Authors: Media are commercially available. The recommendations for the biopsy pipette are the following: 30 µm internal diameter, 35° bend angle, 0.75 mm distance tip to bend. Included now. For witnessing, we reported in the notes when it is required and we also referred to our previous FMEA (Cimadomo RBMo 2016), which is a detailed description of all witnessing steps along this protocol.
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