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Dear Dr. Wu, 

Thank you for providing Editorial Comments, we have addressed all 18 comments in the attached revised manuscript. Additionally, the reviewers made excellent suggestions that we also addressed. Below is our point-by-point response to each comment. We thank the reviewers for taking the time to assess our manuscript.

Reviewer #1 Concerns:

No major concerns noted.

Minor Concerns:

1. It is likely that for many users, the mass spectrometry analyses would be conducted by a core facility. Therefore, while the methodological description may still be a valuable resource, the description of lipoprotein extraction from egg yolk will likely be more useful to JoVE readers.

We agree with Reviewer #1’s assessment that enrichment of LDL from chicken egg yolk is the more pertinent aspect of our manuscript. However, the advantage of describing the mass spectrometry is that it provides a resource for researchers to obtain a deeper understanding of the technique beyond submission to a core facility, if they so choose. 

2. Section 4, "Bacterial growth assessment of LDL preparation" does not include any specific instructions related to growth with exogenous lipoprotein supplement. For example, instruction line 4.2 simply states that overnight cultures should be diluted to an OD of 0.05, but does not specify that the cells should be diluted into 1% Tryptone broth, or Tryptone broth containing 5% egg yolk lipoprotein.

We added this information to Step 4.2 (lines 154-158) and thank the reviewer for noting this omission.

3. Section 6; "Extraction of S. aureus membrane lipids" line 6.1 could specify the mass of beads to be added. This section might also mention that although use of beads is your preferred method, that this may not be strictly necessary since a number of studies continue to cite the classic method of Bligh and Dyer. Alternately, explain why you believe that your protocol is superior. 

We comment that the Bligh and Dyer method is an alternative to our lipid extraction protocol (Step 6.1, lines 195-198), giving readers access to another acceptable approach for extracting lipids.  

Reviewer #2 Concerns:

No major concerns noted.

Minor Concerns:

1. In the Abstract it is more correct to say fatty acids incorporated into the phospholipids rather than complexed within the phospholipids - this is what the mass spec shows after all.

We have made the correction (line 42) and thank the reviewer for noting this improvement. 

2. I don't know whether it is necessary to mention this but egg yolk agar is used to demonstrate lipase activity in Clostridium species. It's interesting, just saying.

This is an excellent point and agree that the use of chicken egg yolk as a diagnostic for bacterial pathogen lipase activity is fascinating. However, this property of chicken egg yolk is beyond the scope of this manuscript. It would also be interesting to know if Clostridium species incorporate chicken egg yolk-derived fatty acids into their membrane lipids. We mention that our protocol can be used to monitor fatty acid incorporation in other bacterial species in the discussion. 

In total, we appreciate the reviewers’ excellent comments and feel that they have contributed to much improved manuscript. Please contact me if there is any additional information you require.

Sincerely,
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