 Response to Editorial comments: 

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.

We proofread the manuscript. 

2. Please provide an email address for each author.

We provided an email address for each author. 

3. Please rephrase the Short Abstract/Summary to clearly describe the protocol and its applications in complete sentences between 10-50 words: “Here, we present a protocol to …”

We rephrased the Summary following the suggestion.

4. Please rephrase the Long Abstract to more clearly state the goal of the protocol.

We rephrased the Long Abstract to clearly state the goal of the protocol.

5. Please expand the Introduction to include all of the following:
a) A clear statement of the overall goal of this method
b) The rationale behind the development and/or use of this technique
c) The advantages over alternative techniques with applicable references to previous studies
d) A description of the context of the technique in the wider body of literature
e) Information to help readers to determine whether the method is appropriate for their application

We have expanded the Introduction to address above five points.

6. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials and Reagents.
For example: TrypLE Express, Chemometec NC250, Ao/DAPI, Eppendorf twin-tec 96-well plate, blue Eppendorf plate, Agilent Plate-Loc sealer, DynaBeads MyOne SILANE, SPRIselect Reagent, additive A, Recovery Agent, SPRIselect, Qubit, etc

We removed all commercial language.

7. Please ensure that all text in the protocol section is written in the imperative tense as if telling someone how to do the technique (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” However, notes should be concise and used sparingly. Please include all safety procedures and use of hoods, etc.

We changed the Protocol to comply with the guideline. We mentioned to use hoods when applicable.  

8. The Protocol should contain only action items that direct the reader to do something.

We changed the Protocol to comply with the guideline. 

9. The Protocol should be made up almost entirely of discrete steps without large paragraphs of text between sections.

We changed The Protocol to comply with the guideline. 

10. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary.

We adjusted the numbering.

11. Please add more details to your protocol steps. Please ensure you answer the “how” question, i.e., how is the step performed?

We added more details throughout the Protocol.

12. 1.1: Is there any specifics for obtaining islet cells? Any age, sex, disease bias? Please include from whom were these islets collected.

The islet donor information has been added to step 1.1.

13. 1.1.6: How do you calculate islet equivalent in your experiment? Do you know how much islet is present? Do you count? If yes, how? This step needs more detail.

We do not count islet equivalent quantity (IEQ). The number is provided by the islet supplier. This is clarified in steps 1.1.3. and 1.2.6.

14. 1.2.2: Again, how do you know how much ml is 1 islet equivalent? 

Based on the IEQ provided by the islet supplier as explained in step 1.2.6.

15. 4.3: how is this done?

It is done chemically. The information in step 4.3.

16. 7,8: how is this done. Please provide screenshots as supplemental files for the steps. If codes are used, please include it as supplemental file.

We have included codes used in steps 7 and 8 as Supplemental Files 1 and 2, respectively. 

17. There is a 10-page limit for the Protocol, but there is a 2.75-page limit for filmable content. Please highlight 2.75 pages or less of the Protocol (including headings and spacing) that identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol.

We have shortened the highlighted steps within the limit. 

18. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”

This is not applicable as we are not reusing any figures from a previous publication. 

19. Please expand the journal titles in the reference section.

We expanded the journal titles. 

20. Please remove trademark (™) and registered (®) symbols from the Table of Equipment and Materials. Please alphabetically sort the materials table.
 
We removed he trademark (™) and registered (®) symbols. We sorted the materials table alphabetically. 



Response to Reviewer #1’s comments: 

1. The authors may want to include the following sentence or something similar to "Here in this section we describe single islet cell encapsulation using 10X genomics" in their single cell partitioning section for better clarity to readers.

We changed the title of step 3. to “Single cell partitioning using microfluidic chip”. We avoided the use of “10X genomics” because the term is a commercial language, which is prohibited to use in the manuscript. 

2. Potential 'pause' points may be included wherever possible. For eg., prior to "Post RT purification" step, the authors can include a note saying "The cDNA can be stored in -20 if post RT purification step cannot be started immediately or on the same day.

We included two potential pause points in step 4. 

3. The authors may want to include some references that help detect 'doublets'.

We expanded the last paragraph of the Representative Results and the Discussion to describe identification and removal of doublets in detail. 


Response to Reviewer #2’s comments: 

1. In Step 1.1.2, how long should the islets be immersed in the islet media?

For the duration of the overnight shipment. We revised step 1.1.2 to clarify this point. 

2. In Step 1.2.5, how to ensure the islets are completely dissociated?

The cell solution becomes cloudy once cells are completely dissociated. We revised step 1.3.8 to clarify this point.

3. In Step 1.2.10, is the 1X PBS buffer pre-chilled?

[bookmark: _GoBack]The 1X PBS buffer should be at room temperature. We revised step 1.3.1 to clarify this point. 

4. How to identify and exclude the doublets during data analysis?

We revised the Protocol to describe doublet removal, and expanded the last paragraph of the Representative Results and the Discussion to describe identification and removal of doublets in detail. 

5. The information of 30 µm cell strainer, flat-bottom bottle and non-treated culture dish should be provided in the Material section.

We added 30 µm cell strainer and non-treated culture dish to the Material section and removed flat-bottom bottle from the manuscript as the bottle does not need to be flat-bottom. 



