[bookmark: _GoBack]Dear Dr Iyer

Thank you for providing us with the opportunity to revise our manuscript and for your clear and useful feedback. Please see the point-by-point list of revisions made to the updated manuscript. 


Although your introduction is now pertinent to the assays you describe here, consider shortening the introduction, keeping just the information that’s useful to understand the assays. You can still cite reviews or other papers you have cited in those brief descriptions so readers can refer to that. It will make the paper easier to read, especially because there’s details you must add that will increase the protocol length.

The introduction has been shortened. Specific areas that were highlighted have been either removed or restructured for brevity and clarity. 


Some additional details would be helpful in the protocol. You are already at the three-page limit for highlighted text (a hard limit to ensure that filming is completed within one day). I have combined some of your steps and removed highlighting from notes and sub-headings in which all steps were not highlighted. Please adjust the highlighting after adding details to ensure that the total length of the highlighted text does not exceed three pages. 

Numerous details on the navigation of the instrument, including various gestures (clicking and dragging) have been fully explained in order to aid understanding.  The highlighting has been adjusted as recommended and the limit of three pages has been adhered to. 


You resuspended the cells, mixed them with TMRE and again centrifuged them. Why then agitate the centrifuged tube? Is there a step between the centrifugation and agitation (perhaps removing some of the supernatant)?

This section of the protocol has been revised to remove ambiguity between steps. 


Is this really dimethyl sulfide or DMSO? If the former, please add it to your Table of Materials. If the latter, please change it here.

DMSO is used. This has been corrected accordingly.


Readers will have various levels of experience and expertise. Please add more specific details (e.g., button clicks for software actions, numerical values for settings, etc) to your protocol steps. Especially because you want to film this. 
You can mention which instrument was used in the Table of Materials, refer to the table here, and provide instructions in a way that you explain WHAT you are doing AND specify the button clicks (like you have done for step 4.2.5). 
That way, those who use the same instrument will know what to do and those who don’t will be able to figure out what to do with theirs based on your protocol. 

Specific details on navigation of the software, button clicks and dragging of sliders have been included in the text. Additional notes now accompany this text to explain why we recommend certain actions when using the instrument. For example, notes on the importance of thresholds for fluorescence and cell size have been included.  


If figure 4, consider just referring to the figure and providing a conclusion rather than restating all these data that can be seen in the figure.

The results section has been shortened and experimental conclusions that can be drawn from data has been included. 


When I formatted ref no. 24, I didn’t realize you had other Luminex references so I added the Muse Cell analyzer link. Please go through your text and identify which assays are from Luminex and their order and add the links for those assays (like the one I extracted from the Luminex website) in the correct order (according to the citations in the text). I highlighted the Luminex references in yellow for easier identification.

All references have been corrected accordingly. 



Best wishes

Dr Punchoo
