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Author Questionnaire
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.
Enter make and model of microscope.
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Enter Yes or No.
If Yes, we will need you to record using screen recording software.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, please upload all screen-captured video files to your project page as soon as possible.

3. Filming location: Will the filming need to take place in multiple locations?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.

4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.

If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position

To ensure that your script can be filmed in one day, the protocol sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length
Number of Steps:  32
Number of Shots:  55 

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

Answers to these questions will become interview statements that you will deliver on camera.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context

INTRODUCTION:

REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Enter author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
Describe the research contexts or systems in which this protocol can be applied.
1.3. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
CONCLUSION:
What does this protocol allow researchers to study or measure?
1.4. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Are there any additional methods or analyses that can be performed following this procedure?
1.6. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.7. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.


Videographer: Obtain headshots for all authors available at the filming location.


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) with purple font are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating how the word will be spoken. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.
2. Preparation of Lipid Stock for Nanodisc Assembly
Demonstrator: Click here to enter name of demonstrator(s) 

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. Begin by adding the lipid components prepared in chloroform into a glass test tube to prepare a 100-microliter lipid mixture and mix thoroughly [1][2].
2.1.1. WIDE: Talent adding the required components to a vial with the labelled bottles of individual components in the frame and mixing. Video editor: Please use split screen to show 2.1.1 to 2.1.2
2.1.2. TEXT ON A PLAIN BACKGROUND
Lipid mixture components: 
1,2-Dioleoyl-sn-glycero-3-phosphoethanolamine (DOPE): 50 μL 
 2-oleoyl-1-palmitoylglycero-3-phosphocholine (POPC): 25 μL 
1-palmitoyl-2-oleoylphosphatidylserine (POPS): 25 μL 
 Desired ratio of DOPE:POPC:POPS: 2:1:1
2.2. Evaporate the chloroform under a gentle stream of nitrogen gas until all liquid has been removed [1].
2.2.1. Talent evaporating the chloroform from the glass test tube under a gentle stream of nitrogen gas.
2.3. Add approximately 2 milliliters of n-pentane dropwise to the glass test tube [1] and evaporate the solvent using nitrogen gas to obtain a dry, transparent lipid film [2].
2.3.1. Talent adding approximately 2 milliliters of n-pentane dropwise to the glass test tube.
2.3.2. The liquid is being evaporated using nitrogen gas.
2.4. After loosening the tube’s cap, place the tube in the vacuum desiccator. Evacuate the desiccator and maintain it under vacuum to remove any residual solvents [1].
2.4.1. Talent placing the glass test tube in the desiccator and maintaining it under vacuum.
2.5. Then, remove the lipid film from the vacuum desiccator [1]. Add 200 microliters of detergent-free low salt buffer to hydrate the lipid film [2-TXT]. 
2.5.1. Talent removing the glass test tube containing the lipid film from the vacuum desiccator.
2.5.2. Talent adding 200 microliters of detergent-free low salt buffer to hydrate the lipid film. TXT: Final Lipid Concentration: 10mg/mL
2.6. After resuspending the lipid, divide it evenly into four glass tubes [1]. Sonicate the suspensions until they become clear and transparent, indicating successful liposome formation [2].
2.6.1. Talent dividing the resuspended lipid evenly into four glass tubes.
2.6.2. Talent sonicating the glass tubes.
2.7. Immediately flush the headspace of each tube with nitrogen gas [1-TXT]. 
2.7.1. Talent flushing the headspace of each glass tube with nitrogen gas. TXT: Store the tubes at -80 °C until use

3. Over-expression and Purification of Membrane Scaffold Proteins (MSPs) 
Demonstrator: Click here to enter name of demonstrator(s) 
3.1. Following transformation of Escherichia coli BL21 (B-L-Twenty-One) cells with the MSP1D1 (M-S-P-One-D-One) plasmid carrying a 7 times His tag and culture expansion [1], induce MSP expression by adding IPTG (I-P-T-G) to a final concentration of 0.5–1 millimolar [2].
3.1.1. Talent shows the culture flask containing transformed cells.
3.1.2. Talent adding IPTG to the culture flask. TXT: IPTG: Isopropyl β-D-1-thiogalactopyranoside; Incubation: 16 °C, 16–20 h, Shaking
3.2. Centrifuge the bacterial culture at 4 degrees Celsius for 10 minutes [1]. Discard the supernatant and retain the cell pellet [2].
3.2.1. Talent placing the bacterial culture into the centrifuge for centrifugation at 4 degrees Celsius for 10 minutes.
3.2.2. Talent discarding the supernatant from the centrifuged culture and shows the cell pellet in the tube.
3.3. Then, resuspend the pellet derived from 1 liter of culture in 100 to 150 milliliters of lysis buffer [1]. Homogenize thoroughly until a uniform suspension with no visible clumps is achieved [2]. 
3.3.1. Talent resuspending the cell pellet in 100 to 150 milliliters of lysis buffer.
3.3.2. Talent homogenizes the suspension until no visible clumps remain.
3.4. Now, use a refrigerated ultrasonic cell disruptor to break the bacteria at 35 percent power with cycles of 3-second pulses followed by 6-second pauses [1-TXT].
3.4.1. Talent disrupting the bacterial suspension with the refrigerated ultrasonic cell disruptor. TXT: Continue until the lysate becomes clear and light brown in color
3.5. Centrifuge the lysate at 30,000 g for 45 minutes at 4 degrees Celsius [1] and collect the supernatant for subsequent steps [2].
3.5.1. Talenr placing the tube in the centrifuge.
3.5.2. Talent collecting the supernatant.
3.6. After purifying the lysate using a Nickel-NTA (Nickel-N-T-A) column, elute the target protein with the elution buffer and collect the eluate fractions [1-TXT]. 
3.6.1. Talent collecting eluate fractions during protein elution. TXT: Continue elution; Collect fractions until A₂₈₀ < 0.01.
3.7. Transfer the pooled eluate into dialysis tubing [1]. Dialyze it against dialysis buffer at 4 degrees Celsius with gentle stirring overnight [2-TXT].
3.7.1. Talent transferring the pooled eluate into dialysis tubing.
3.7.2. Talent placing the dialysis tubing into the buffer for overnight dialysis at 4 degrees Celsius with gentle stirring. TXT: Concentrate dialyzed solution to 2–5 mg/mL MSP using ultrafiltration

4. Activation of Bio-Beads for Nanodiscs Assembly
Demonstrator: Click here to enter name of demonstrator(s) 
4.1. Weigh approximately 250 milligrams of Bio-Beads into a 50-milliliter centrifuge tube [1].
4.1.1. WIDE: Talent weighing approximately 250 milligrams of Bio-Beads and adding into a 50 milliliter centrifuge tube.
4.2. Add 25 to 30 milliliters of methanol to the tube [1]. Thoroughly rotate or vortex the mixture in the dark [2]. After incubating the tube for 20 minutes, carefully discard the supernatant [3].	Comment by Pallavi  Sharma: Authors: Please specify the temperature
4.2.1. Talent adding 25 to 30 milliliters of methanol to the centrifuge tube containing Bio-Beads.
4.2.2. Talent rotating or vortexing the tube to mix the beads in methanol.
4.2.3. Talent discarding the supernatant from the tube. TXT: Repeat methanol wash 3x followed by aqueous washes 3x
4.3. Then, add 25 to 30 milliliters of detergent-free low salt buffer to the beads [1]. Shake or rotate the tube on a rotating table to mix [2]. Incubate for 20 minutes [3].	Comment by Pallavi  Sharma: Authors: Please specify the temperature
4.3.1. Talent adding detergent-free low salt buffer to the Bio-Beads.
4.3.2. Talent placing the tube on a rotating table to mix.
4.3.3. Talent placing the tube for incubation. 
4.4. Discard the supernatant and repeat the low salt buffer equilibration step three times to fully condition the beads [1].
4.4.1. Talent discarding the supernatant from the centrifuge tube.
4.5. Divide the activated Bio-Beads equally into three 1.5-milliliter microcentrifuge tubes for further use [1]. 
4.5.1. Talent dividing the Bio-Beads equally into three 1.5-milliliter microcentrifuge tubes.

5. Nanodisc Assembly
Demonstrator: Click here to enter name of demonstrator(s) 

5.1. Retrieve one aliquot of the pre-prepared lipid stock and thaw it [1]. Immediately centrifuge the tube at 7000 g for 5 seconds at 4 degrees Celsius to collect the contents at the bottom [2].
5.1.1. Talent retrieving and thawing one aliquot of the lipid stock.
5.1.2. Talent placing the tube in the centrifuge for centrifugation at 7000 g for 5 seconds at 4 degrees Celsius.
5.2. Ultrasonicate the lipid stock in a water bath at 60 percent amplitude [1-TXT]. Continue sonication until the lipid stock becomes clear and transparent [2].
5.2.1. Talent ultrasonication of the lipid stock in a water bath. TXT: Check clarity and temperature every 5–10 min to avoid overheating
5.2.2. Shot of the lipid stock appearing clear and transparent.
5.3. After thawing the prepared MSP, determine the protein concentration using a NanoDrop [1].
5.3.1. Talent measuring protein concentration using a NanoDrop.
5.4. Calculate the molar amount of the target membrane protein using the presented formula [1].
5.4.1. TEXT ON A PLAIN BACKGROUND
 n = C × V.
C = molar concentration, V = Volume
5.5. Then, calculate the required volumes of MSP and lipid stock solutions based on a molar stoichiometric ratio of target protein to MSP to lipid of 1 to 5 to 250 [1].
5.5.1. Talent performing the calculation of volumes based on the 1 to 5 to 250 molar ratio.
5.6. Combine the corresponding volumes of lipid and membrane scaffold protein to prepare a 200-microliter master mix [1-TXT]. Then, slowly add 50 microliters of the mixture to the concentrated protein solution while gently pipetting to ensure homogeneity [2].
5.6.1. Talent combining lipid and membrane scaffold protein to prepare the master mix. TXT: Incubate on ice for 10 min
5.6.2. Talent adding 50 microliters of the mixture to the protein solution and gently pipetting.
5.7. Then, place the combined mixture on ice for 1 hour and gently invert the tube every 15 minutes to mix thoroughly [1].
5.7.1. Talent placing the tube on ice and periodically inverting it to mix.
5.8. Now, take one aliquot of the pre-activated Bio-Beads and aspirate the residual low salt buffer [1]. Add the protein solution to the beads [2] and incubate with rotation in the dark for 1 hour [3].	Comment by Pallavi  Sharma: Authors: Please specify the temperature
5.8.1. Talent aspirating residual low salt buffer from the pre-activated Bio-Beads.
5.8.2. Talent adding the protein solution to the Bio-Beads.
5.8.3. Talent placing the tube on a rotating device for incubation in the dark.
5.9. Centrifuge the mixture at 7000 g for 5 seconds at 4 degrees Celsius [1]. Carefully transfer the supernatant to a second aliquot of Bio-Beads from which the low salt buffer has been aspirated [2]. After mixing the content well by gentle inversion, incubate in the dark for 4 to 8 hours or overnight [3].
5.9.1. Talent placing the tube in the centrifuge for centrifugation at 7000 g for 5 seconds at 4 degrees Celsius.
5.9.2. Talent transferring the supernatant to a second aliquot of Bio-Beads.
5.9.3. Talent placing the tube for incubation in the dark.
5.10. Once the protein solution is centrifuged briefly, transfer the supernatant to the third aliquot of pre-activated Bio-Beads [1]. Incubate with rotation at 4 degrees Celsius in the dark for 1 hour [2].
5.10.1. Talent transferring the supernatant to the third aliquot of Bio-Beads.
5.10.2. Talent placing the tube on a rotating device for incubation at 4 degrees Celsius in the dark.
5.11. Following a brief centrifugation, transfer the supernatant to a clean microcentrifuge tube [1]. Centrifuge at 17000 g at 4 degrees Celsius for 10 minutes to remove aggregates [2].
5.11.1. Talent transferring the supernatant to a clean microcentrifuge tube.
5.11.2. Talent placing the tube in the centrifuge for centrifugation at 17000 g at 4 degrees Celsius for 10 minutes.
5.12. After purifying the nanodisc Task2 complexes by size-exclusion chromatography, pool the peak fractions elution [1]. Concentrate them to a final nanodisc Task2 concentration of 1.2 to 1.5 milligrams per milliliter [2].	Comment by Pallavi  Sharma: Authors: How is this step being performed? Are you using some apparatus for this?
5.12.1. Talent collecting and pooling peak fractions from the chromatography elution.
5.12.2. Talent concentrating the pooled fractions.
5.13. To verify the nanodisc assembly, analyze the samples using 12 percent SDS-PAGE and confirm the presence of membrane scaffold protein and target membrane protein [1].
5.13.1. Talent at the gel doc analysing the samples using SDS-PAGE.

5.13.2. 

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 85.
· Please note that the video cannot include voiceover without an accompanying visual.

6. Results 
6.1. The size exclusion chromatography profile displayed two major peaks corresponding to the assembled nanodisc complex at 15.1 milliliters [1] and free MSP at 18.0 milliliters [2].
6.1.1. LAB MEDIA: Figure 2. Video editor: Highlight the peak labeled “Nanodisc” at approximately 15.1 milliliters
6.1.2. LAB MEDIA: Figure 2. Video editor: Highlight the peak labeled “MSP” at approximately 18.0 milliliters
6.2. Quantification of peak areas showed that the assembled nanodisc peak had an area of 147.2 [1]. In contrast, the free MSP peak had an area of 31.5, corresponding to an assembly efficiency of 82.4 percent [2].
6.2.1. LAB MEDIA: Figure 2. Video editor: Highlight the larger peak labeled “Nanodisc”
6.2.2. LAB MEDIA: Figure 2. Video editor: Highlight the smaller peak labeled “MSP”
6.3. Co-migration of the target protein and MSP in SDS-PAGE confirmed their incorporation into a single nanodisc complex [1].
6.3.1. LAB MEDIA: Figure 3. Video editor: Highlight the bands indicated by arrows for “Task2” and “MSP” that appear aligned across the lanes
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