Editorial comments:
The manuscript has been modified and the updated manuscript, 60326_R0.docx, is attached and located in your Editorial Manager account. Please use the updated version to make your revisions.

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
2. Please obtain explicit copyright permission to reuse any figures (including TOC) 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].”

3. Please provide at least 6 keywords or phrases. There are only 5.
“Water content” was added as a keyword.

4. JoVE cannot publish manuscripts containing commercial language. This includes company names of an instrument or reagent. 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.
All commercial language was removed from the manuscript and the products are referenced in the Table of Materials and Reagents.

5. Please add a one-line space between each of your protocol steps.
It was added

6. Please remove the embedded Table from the manuscript. All tables should be uploaded separately to your Editorial Manager account in the form of an .xls or .xlsx file.
All the tables were removed from the manuscript and uploaded as .xlsx files.

7. Please remove the embedded figure(s) from the manuscript. All figures should be uploaded separately to your Editorial Manager account. Each figure must be accompanied by a title and a description after the Representative Results of the manuscript text.
All figures were removed from the manuscript and uploaded separately.

8. Please revise the Discussion to explicitly cover the following in detail in 3-6 paragraphs with citations:
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique
The discussion was carefully reviewed, and all the topics are now included. Also citations were included where needed.

9. Please provide more references (at least 10) to support your manuscript.
The manuscript was carefully reviewed and references were added.

Reviewers' comments:
Reviewer #1:

Manuscript Summary:
The manuscript repots on different methods for preparation of DESs and how these methods affect the composition of the resulting DESs, mainly in terms of water content.

Major Concerns:
None

Minor Concerns:

I think the authors should also include a solvent-less method such as grinding the individual components in a mortar to obtain the DES.
Moreovoer, I think the authors should acknowledge who firts explore each of the methods (including the reference where each particular method was first described).

In this regard, I think Abbott and coworkers were the first describing the heating and stirring method (Chem. Commun. 2003), I think del Monte and coworkers did it with the freeze-drying method (Langmuir 2009), and I am not fully sure about the evaporation and the griding in a mortar processes (for instance, how heating and stirring and grinding in a mortar affect the composition of the resulting DESs can be found in ACS Sustainable Chem. Eng.2014, 210, 2416-2425 but I think prepared DESs using the grinding in a mortar process before 2014). I guess the authors should search in these two latter cases who first reported these methods of preparation.

[bookmark: _GoBack]We tested the heating and stirring method without adding water (which is similar to grinding the components with a mortar). The obtained result was a solid white powder, or in some cases a white paste, but never a liquid. The references for the first time each of the methods were described were included  in the introduction. 

Reviewer #2:

The authors proposed a standard protocol for the preparation of deep eutectic solvent. The preparation of these solvent seems simple but it indeed need some standardization as it is often difficult to reproduced experimental results. Therefore, this standardization is crucial for the future of DES.

I have only minor remarks before publication:
- line 70 author should add abbreviation after freeze drying, vacuum evaporating....
The abbreviations were added and applied to the rest of the manuscript.

- line 80: authors used solvent evaporation while in the whole manuscript they use vacuum evaporating
The title of the section was changed to vacuum evaporation

- lie 129: authors should explain how the standards are prepared for NMR studies
We have not used external standards (e.g. TMS) in DES samples. We used the chemical shift of DMSO-d6 (δ 2.50 ppm) as standard to assign all the signals in the spectra. 

Reviewer #3:

Manuscript Summary:
The authors presented a protocol to synthesize DESs in order to reproduce literature data. This protocol will be helpful to the community. It can be accepted with minor revision.

Minor Concerns:

1) I understood that water is added to the DES to keep a liquid solution. However, this will change also the properties of the DES as solvent. For some applications, water has to be avoided. It should be stated clearly that the presence of water change the properties.
The presence of water and its influence in the properties of the DES was clearly stated on the discussion section.

2) If two components are mixed without adding additional water, how can be ensured how much water is present in the DES phase? It should be recommended to measure the water content of a DES, as this not only changes the viscosity or decides whether the mixture is liquid or not, it also decides about the properties. The maximum water content is the equilibrium concentration, which can be obtained by thermodynamic models or experimental data (authors might cite https://doi.org/10.1016/j.fluid.2019.02.010 ).
This article mentions hydrophobic systems, but in our work the systems used were hydrophilic, hence this data does not correlate. However, the water content of all the systems used was carefully measured by Karl-Fisher titration.
