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Response to editorial staff:
We appreciate the opportunity to revise our work for submission to the Journal of Visualized Experiments. We are grateful for the time and energy that the editorial staff have dedicated for the feedback to our manuscript and video. In this response, editorial comments are in blue text and our response are in black text.
Changes to be made by the Author(s):
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. Please use American English throughout.
We have thoroughly checked the document for grammar and spelling errors.
2. Please format the manuscript as: paragraph Indentation: 0 for both left and right and special: none, Line spacings: single. Please include a single line space between each step, substep and note in the protocol section. Please use Calibri 12 points
We have updated the manuscript as indicated. 

3. Please rephrase the Short Abstract/Summary to clearly describe the protocol and its applications in complete sentences between 10-50 words: “This protocol presents…”
We have updated the Short Summary as indicated; see line 48.

4. Please ensure the Introduction include all of the following with citation:
	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 updated the manuscript as follows:
a) See text beginning on line 169: “This protocol demonstrates a straightforward method to incorporate GPCRs into the membrane of GUVs using a modified agarose hydrogel system..”
b) Lines 124-126 explain the rationale behind the utilization of giant unilamellar vesicles (GUVs) as a platform for investigating integral membrane proteins for their ability to mimic their native environment and study the effect of specific lipid structures and compositions in a reductive manner. Lines 129-149 lay out the shortcomings of traditional GUV fabrication methods in incorporating integral membrane proteins, providing a justification for using the technique described here.
c) Lines 124 and 125 discuss the advantage of our approach as an in vitro platform to study integral membrane proteins. Also, Lines 129-149 present different approaches and techniques and their disadvantages compared to the presented technique.
d) Line 169-176 briefly discuss the technique supported with previous literature. Also, Lines 129-149 discuss previous literature about giant unilamellar vesicles (GUVs) formation techniques and protein incorporation approaches.
e) Line 170 points out how the temporary exposure of proteins to 30-40 °C may restrict the application of the presented approach for some proteins.

5. Please move the discussion to the end after the figure legend section. As we are a methods journal, please ensure that the Discussion 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
We have updated the manuscript as follows: 
a) The paragraph starting from Line 337 discusses in depth the critical steps involved in the protocol.
b) Lines 354-359 discuss possible modifications of the technique; Line 376 highlights troubleshooting parameters for GUV formation. 
c) Lines 397-418 point out limitations of the protocol.
d) Lines 419-427 examine the significance of the protocol compared to other methods.
e) Line 427-432 propose potential applications and provide a previous example of research using GUVs incorporating IMPs. 
6. Please cite the references in order. 
We have updated the manuscript as suggested.
	
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.”

We have updated the manuscript as indicated. We changed “would allow” to “allows” in lines 301 and 303.

8. Please ensure you answer the “how” question, i.e., how is the step performed?

We have revised the protocol to better reflect this recommendation. 

9. Please include all the Figure Legends together at the end of the Representative Results in the manuscript text.
We have updated the manuscript as indicated beginning at line 329.

10. Please ensure the results are described in the context of the presented technique and validates the technique being presented with figures and tables.
We have updated the manuscript as indicated beginning at line 312.
11. Please include a disclosure section as well. If no disclosures then please write none.
	
We have added a disclosure section; see line 437.
Changes to be made by the Author(s) regarding the video:
1. Please increase the homogeneity between the video and the written manuscript. Ideally, all figures in the video would appear in the written manuscript and vice versa. The video and the written manuscript should be reflections of each other.
We have updated the video as suggested.

2. Furthermore, please revise the narration to be more homogenous with the written manuscript. Ideally, the narration is a word for word reading of the written protocol.
We have updated the narration to match the written protocol.

3. Please do not use personal pronouns in the narration. All narration should be in imperative tense as if describing someone how to perform the technique.
We have updated the usage in the narration to reflect this requirement.

4. Please ensure that the protocol subsection titles are the same both in the text and the video.
We have updated the subsection titles to more accurately reflect the written protocol. An example of this is the “Hydrogel and Lipid Deposition” subsection title card.
5. Title Cards:
• Please add a Main title card at the beginning, that lists the title of the protocol, the authors, and their affiliations. Check for the Jove standard guideline for title cards
• Please capitalize the first letter of every important word in your title.
• Please use Super script for the Affiliation number.
• Please Use an asterisk * for noting authors contributing equally.
• Please remove the title of the protocol from every chapter cards.
• Please capitalize the first letter of every important word in your Chapter title cards.
We have updated the main title card as indicated and adjusted the text in the chapter title cards to reflect the last two points.
6. Video Editing Content:
• Consider making the protocol section into parts and adding specific protocol methods with chapter cards. it will be easier to understand.
We have adjusted the organization of the video as recommended. An example of this is indicating the Hydrogel and Lipid Deposition section
7. Audio Editing and Pacing:
• Audio are quite low and not balanced. Please ensure audio level peaks average around -9 dB.
We have balanced the audio levels as suggested.
