[bookmark: _GoBack]Please note that the reviewers raised some significant concerns regarding your method and your manuscript. Please revise the manuscript to thoroughly address these concerns. Additionally, please describe the changes that have been made or provide explanations if the comment is not addressed in a rebuttal letter. We may send the revised manuscript and the rebuttal letter back to peer review.


Editorial comments:
1. Please employ professional copyediting services as the language in the manuscript is not publication grade.
we employed a professional copyediting services，the revised content of the manuscript is displayed in the revision mode.
 2. Many details are still missing from the protocol:
2.1.1: How was ovarian stimulation done? How much of what is used for how long?
We added the details of ovarian stimulation in 2.1.1., which is displayed in red font
2.1.2: Incubate how many for how long?
Please specify centrifugation speeds in terms of x g.
We added the details of incubation in 2.1.1., marked with red font


____________________________________
Reviewers' comments:
Reviewer #1:
Major Concerns:
Although the authors have stated in their response that they have modified their manuscript in response to my comments, this was not to my satisfaction, and most of my comments still remain. I did not find any of my comments regarding the discussion to be adequately addressed, inserting a couple of reference does not address my reservations and therefore these issues still remain.

Minor Concerns:
Requires substantive copy editing to improve clarity.

Editor's note: I have added Reviewer 1's previous comments here for your convenience.
Manuscript Summary:
This manuscript will be of interest to IVF labs considering moving to non-invasive chromosomal screening. It is a reasonably well written manuscript however I have a number of concerns that I believe require addressing particularly around the methodology not being particularly precise in places. This would make it difficult for others to replicate. I also feel that there is not enough discussion on the technical quality and efficiency of this procedure, I think this is a major omission particularly when trying to convert others into using this approach.
Major Concerns:
I personally found some of this manuscript confusing. For example in the first Table 1.1. "Prepare the following reagents", there is no reference to what concentration of how to prepare the regents and what volume of microdrops were used? It is very imprecise. I also think its important to outline what brand of cleavage and blastocyst culture media is used upfront, including again the volume of the microdrops as this will vary between labs. I would almost prefer a lot of the info from the Table of materials to be included here.
Likewise Protocol 1 is imprecise with no volumes and concentrations included, time of incubation in hyaluronidase for example. For someone to use this as a protocol, you would require this information.
We provide Table 1 Materials Equipment and Abbreviation including the brand of cleavage and blastocyst culture media. 
Then the volume of the microdrops the time of incubation in hyaluronidase in 1.1Reagents 

2.3. Evaluation of the oocyte - please outline what % of CC's remaining is acceptable? You have mentioned that these can be removed at DAY 3 but I would like more details around this contradictory info, as you make it clear further in the manuscript that you require 100% removal.
Provide more details on the Miseq system- as it would be difficult to completely replicate this protocol without this information.
     We emphasized ” If it cannot be completely removed at this time, the remaining 5 or less granulosa cells are acceptable at this time“ in 2.3
The sequencing is very detailed，and our protocol has no special requirements for the sequencing process, we operate according to the Sequencing user guide，we provide the manual and make a reference in the article.
Discussion- It has been said previously that all CC have to be removed or you could get false negative results, what is the incidence of this, and how much does this vary between labs/users? I think this information is absolutely necessary to assess technical quality and efficiency of the described methodology
We suggest to remove CC as much as possible, and this time we provide internal data (table S2), which shows that our two methods (option 1 and option 2) have good consistency compared with PGT-A, which is better than the sampling method without CC removed thoroughly.

Discuss the concordance rates between this method and standard PGT-A using biopsy or importantly non-invasive PNT and/or amniocentesis/CVS, again this is necessary to understand the effectiveness of this approach. I was also a little confused by the representative results and the discussion of this. Were these results compared to standard methodology?
In table S2, we provided the internal data to present the consistency of NICS with PGT-A as the gold standard. In the discussion Modifications and troubleshooting part. We described the data in the table, including several different sampling methods and the CNV consistency rate of the culture medium obtained by the two sampling methods we provided with PGT-A
We also cite Kuznyetsov 2020 study in the manuscript as the reference 34，in discussion, to reduce maternal pollution through D4 embryo cleaning and fluid exchange. The new content is marked in red font

As labs will typically use a variety of embryo culture media, and may be reluctant to change this, can the authors also discuss any results they have achieved with different culture media systems including sequential and continuous culture systems. How effective is the test with these different media systems. Again this info is necessary to assess the efficiency of the approach.
It is found that different culture media systems including sequential and continuous culture systems have no effect on the consistency of the results. We have described it in the discussion Limitations of the NICS assay and cited the literature in reference 31.
Minor Concerns:
I personally would avoid the use of first person pronouns, if possible.
Include definitions of all acronyms at their first use for example PGT-A
It would be useful to have the company names for things like NICS-inst placed beside it at first use.
2.6. include volume of microdops throughout.
We added the volume of microdops

2.7.1.2. what is the "ideal" volume?
10-15ul

Provide commentary on whether there is any difference in success rates between Option 1 and Option 2.
We Provided able S1 on the difference between the success rates between Option 1 and Option 2

Comment on whether a NICSinst sample prep station is comparable to a standard PCR machine.
the sample prep station is comparable to a standard PCR machine in 3.1.4


Reviewer #2:
Huang and colleagues implemented most of my suggestions and addressed some of my concerns in their revised manuscript. However, there are still several issues that need to be dealt with as described in the following:

(1) Again, poking a small hole in the trophectoderm to release the blastocoel fluid is considered an invasive procedure and as far as I know, still experimental for purposes of preimplantation genetic testing for aneuploidies (PGT-A). According to a recent study by Kuznyetsov et al. [Minimally Invasive Cell-Free Human Embryo Aneuploidy Testing (miPGT-A) Utilizing Combined Spent Embryo Culture Medium and Blastocoel Fluid -Towards Development of a Clinical Assay. Scientific Reports 2020], PGT-A of embryo spent media combined with blastocoel fluid is at the very least "minimally invasive." Other studies, including current conducted clinical trials (NCT04744844), use the same terminology. Therefore, the reference to "non-invasive" in the title and throughout the manuscript needs to be changed to accurately reflect the protocol.
We changed the title, see Line1

(2) The above Kuznyetsov 2020 study was not included in the manuscript and should be referenced and their findings discussed.
We cite Kuznyetsov 2020 study in the manuscript as the reference 34，in discussion, to reduce maternal pollution through D4 embryo cleaning and fluid exchange.The new content is marked in red font
(3) There are still grammatical and structural issues with the manuscript. For instance, sentences should not begin with "And."
we employed a professional copyediting services ，the revised content of the manuscript is displayed in the revision mode.

(4) The "infinite hold" was changed for 4˚C, but not 22˚C.
infinite 4˚C hold.line  3.3.4
(5) In the future, I would suggest that the authors use the same font and size in both the revised manuscript and letter to reviewers. Otherwise, it appears as though the responses to reviewer comments were hastily put together.
We revised the format of the full text.
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