
We thank the reviewer’s for their helpful and thoughtful reviews regarding the methodology and its presentation.  Below we respond to each reviewer’s comments and believe the manuscript is now improved and acceptable for publication.  Changes in the text were highlighted with the track changes function in Microsoft Word. 

Reviewer 1:

Minor Concerns

1. In point 1.5, it may be helpful to reference the sections on EM (section 4) and DLS (section 5) that are mentioned in this item to point readers in the right direction to find procedures for confirming exosome content.

This is an excellent point.  We have now referenced both the EM and DLS methodologies in step 1.5. We have also noted the EM and DLS data in figure 1 to guide the reviewer through the purification.

2. Figure 2 shows the procedure for plasma membrane isolation up until the removal of biotinylated cells using magnetic beads, but does not continue to depict the actual purification of the membrane. For the sake of clarity, it may be nice to add to this figure to show how the plasma membrane is ultimately purified after cell lysis.

We thank the reviewer for this helpful insight. Clearly, a complete depiction will help the reader fully understand and perform the procedure. We have revised figure 2 accordingly to encompass the complete plasma membrane purification.

Reviewer 2:

Minor Concerns
In numerous places in the methods the pH of the buffer is not mentioned and this is potentially an important parameter. If this methods is to be published with the eventual video presentation (and in the video that is to be produced of-course) the authors should take care that this information is provided. Places where I miss the pH info are, e.g., 3.2, 3.4, 3.5, etc.

We thank the reviewer for pointing out this mistake.  This is an important part of the protocol and we have revised accordingly.  The pH is now listed in the steps the reviewer suggested and in addition we have added the pH a few other places it was missing (Figure legends for instance).





In representative results the authors refer to Fig 4A and 4B in line 6 and 7 but this should probably be fig 1, right? 

That is correct. The change has been made and we thank the reviewer for finding this mistake.

In step 3.11 the authors refer to “ as descried in step 3.13 above” which is confusing. 

Thank you. This was a misprint and we have now clarified by putting the correct step that references the washing procedure.

At the end of the representative results section the authors warn that “…excessive beads must be avoided from preparation to preparation.” This is not entirely clear to me. The authors should also mention what they mean by excessive beads, i.e. they should carefully quantify how many excessive is. 

This is an important point raised by the reviewer.  We have revised the results to include the maximum recommendation of beads (beads per mL) that should be used for this step of the protocol.

Description of Fig 5 is a bit vague. It is not clear exactly what is shown in figure A and particularly B for example. The sample that these mass spec analysis were run on should be identified to clarify this point. Right now this was unclear unless I am missing something. 

We thank the reviewer for noting this as we left out a very vital description.  This figure intended to show the difference in lipidomic analysis with and without exosome purification.  Thus, we have have now added a detailed description in the text and the figure legend to demonstrate the importance of removing exosomes to robustly determine VLP lipid content.

In Fig 2 it should be clarified that the hypoosmotic wash will separate the PM from the rest of the cellular material and in effect result in the purification that is needed. From the figure this step is missing. 

[bookmark: _GoBack]We thank the reviewer for this helpful insight that was also alluded to by reviewer 1. Thus, figure 2 has been revised to include a more complete assessment of the plasma membrane purification.
