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Dear Editor and Reviewers,
We thank you all for the constructive feedback and appreciate the opportunity given to us submit an improved manuscript containing clarifications and additional responses to the reviewers’ points. We have addressed all the comments raised by the reviewers and editors and have made the necessary changes in the manuscript text where applicable. The detailed point-by-point responses to the comments are also appended below for ready reference. The revised manuscript with changes ‘highlighted in yellow’ is uploaded in the online submission portal.

Thank you.


Best wishes,
Corresponding author
Youjia Zhong (Dr), MBChB (Hons), MRCPCH, MMed (Paediatrics), MCI
Liang Wei, Wang (Dr), PhD



Responses to Reviewer’s comments
[bookmark: _GoBack]
Reviewer: 2

Comment1: I have reviewed the concise communication entitled “Human Milk Antibodies after BNT162b2 Vaccination Exhibit Reduced Binding against SARS-CoV-2 Variants of Concern” authored by Low, J. M., and cols. Even though it describes the interesting observation regarding the presence of SARS-CoV-2 specific, RBD-directed and of some decreasing breath IgA antibodies in human milk, I found hard to substantiate a discussion of their findings. As such, I can not recommend its publication in its present form.
Reply: Thank you for reviewing our manuscript. We have revised the manuscript addressing all the comments.
Edits in manuscript:
All throughout the manuscript, addressing all the comments

Major comments 
Comment2: 1.It would be surprising that sIgA directed against the solo vaccination antigen would not be present in breast milk at the analyzed timepoints after immunization. It follows that their recognition profile follows systemic immunity. Discussing about their role in the neonate is speculative and requesting to match the sample with systemic antibody levels is not practical and potentially impossible at this moment. There are two potential areas of interest that can enhance or put in perspective their findings:
Reply: We thank the reviewer for the comments. From Figure 1B, we know that secretory IgA is elicited by the vaccine mRNA; its presence is no surprise, since the mRNA vaccine has immunostimulatory properties similar to other conventional vaccines. From our data published in “Low, J.M.; Gu, Y.; Ng, M.S.F.; Amin, Z.; Lee, L.Y.; Ng, Y.P.M.; Shunmuganathan, B.D.O.; Niu, Y.; Gupta, R.; Tambyah, P.A.; et al. Codominant IgG and IgA expression with minimal vaccine mRNA in milk of BNT162b2 vaccinees. NPJ Vaccines 2021, 6, 105, doi:10.1038/s41541-021-00370-z.”, we do know that there is a degree of uncoupling of IgA and IgG expression levels between blood and milk compartments. In other words, vaccinated mothers have different virus-specific IgG: IgA ratios between their blood and milk. Nonetheless, it is fairly well-established that microbe-specific immunoglobulin transferred from mother to infant has a role in neonatal protection, even though the mechanisms are not completely elucidated. We have revised the discussion taking into consideration the above points.
Edits in manuscript:
Discussion
“The presence of vaccine-elicited spike-specific antibodies likely confer some protection to the breastfed infants, who are ineligible for vaccination and are at risk of severe COVID-19 [5].” 
“Although spike-specific IgG is known to be elicited and secreted into breast milk, we did not measure these antibodies as they have hitherto no firmly established roles in mucosal immunity. Nonetheless, based on previous work, it is expected that spike-specific IgG levels track with that for IgA in vaccinated mothers [1].”


Comment2: A) Given that vaccination happened around one year after delivery, at this moment the breast milk is considered post-mature and their protein content and potentially albumin; globulin ratio different from breast milk at other stages. This is perfectly known and documented in medical literature, thus is doable to document the protein composition of the studied breast milk samples and compare it to references.
Reply: We thank the reviewer for this suggestion. However, the key point of our manuscript is to show that the vaccine-induced antibodies are less capable of binding newer variants-of-concern, not the evolution of immunoglobulin repertoires over time per se. Furthermore, as our samples were largely collected at the same period postpartum (~1 year), the effects we observed are most likely not related to milk maturation, which typically occurs within the 1st month postpartum. 
Edits in manuscript:
Not applicable


Comment3: B) There are other immunizations recommended during pregnancy. Depending on the world region, influenza, tetanus or HBV vaccinations might have been received. This is an opportunity to contrast the author’s results with another vaccination antigen and corroborate if IgA is constant or not detectable against another antigen.
Reply: We thank the reviewer for this great suggestion. We agree with your point that majority of our mothers received pertussis and influenza vaccinations as standard of care antenatally. However, we felt that it would not provide a direct counterpoint to the present situation where mothers in our cohort had received the BNT162b2 vaccine about 1 year postpartum hence this was not undertaken in our study. 
Edits in manuscript:
Not applicable 

 Minor comments 
Comment4: 1.Modify the scale of the axis in figure 1A, it looks like 8-fold change over background is the top value for all timepoints.
Reply: Thank you for the suggestion; we have done so.
Edits in manuscript:
Figure 1B (originally 1A) as included in the revised manuscript


Comment5: 2. Is this a full article or a short communication?
Reply: This manuscript is a short communication submitted under the category of Article.
Edits in manuscript:
Not applicable
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