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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.

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:  19
Number of Shots:  43

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.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Limit the length of each statement to 30 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: What is the scope of your research? What questions are you trying 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 30 or fewer words.

What are the most recent developments in your field of research?
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 30 or fewer words.
What technologies are currently used to advance research in your field?
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 30 or fewer words.
What are the current experimental challenges?
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 30 or fewer words.

What significant findings have you established in your field?
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 30 or fewer words.

What research gap are you addressing with your protocol?
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 30 or fewer words.

What advantage does your protocol offer compared to other techniques?
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 30 or fewer words.
How will your findings advance research in your field?
1.8. 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 30 or fewer words.
What new scientific questions have your results paved the way for?
1.9. 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 30 or fewer words.
What research questions will your laboratory focus on in the future?
1.10. 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 30 or fewer words.


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

Testimonial Questions (OPTIONAL): 

Videographer: Please ensure that all testimonial shots are captured in a wide-angle format, while also maintaining sufficient headspace, given that the final videos will be rendered in a 1:1 aspect ratio.

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement. Add your title (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) as this will included in the promotional materials.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.


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.) 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. 

2. Seeding Well Plate with HEK293 Cells
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. To begin, pour approximately 6 milliliters of sterile-filtered 0.01% Poly-L-lysine solution into a multichannel reservoir [1]. Use a multichannel pipette to dispense 60 microliters of this solution into each well of a 96-well white microplate [2]. Incubate the microplate in the dark for 20 minutes [3].
2.1.1. WIDE: Talent pouring Poly-L-lysine solution into a multichannel reservoir.
2.1.2. Talent using a multichannel pipette to fill each well of a 96-well plate with the solution.
2.1.3. Talent placing the 96-well plate inside a dark drawer or cabinet.

2.2. After incubation, aspirate the Poly-L-lysine solution from each well using a multichannel pipette [1] and transfer it to a 15-milliliter tube for storage at 4 degrees Celsius [2]. Wash the plate three times with DPBS (D-P-B-S) solution using a multichannel pipette [3].
2.2.1. Talent aspirating the PLL from the wells.
2.2.2. Talent transferring it into a labeled 15-milliliter tube.
2.2.3. Talent washing the wells three times using DPBS and a multichannel pipette.

2.3. For cell preparation and plating, discard the medium in the flask containing the HEK293 (H-E-K-Two-Ninety-Three) cells [1]. Then rinse the cells with 2 milliliters of DPBS solution [2].
2.3.1. Talent removing the old medium.
2.3.2. Talent adding 2 mL DPBS to the cells then discarding supernatant. 

2.4. Now pipette 0.5 milliliter of trypsin to the flask [1]. Incubate the suspension for 3 to 5 minutes at 37 degrees Celsius to detach the cells [2].
2.4.1. Talent adding trypsin to the flask. 
2.4.2. Talent placing the flask in an incubator.

2.5. Neutralize the trypsin with 4.5 milliliters of DMEM (D-M-E-M) [1]. Pipette the suspension up and down repeatedly to fully detach and resuspend the cells [2]. 
2.5.1. Talent adding DMEM to the flask.
2.5.2. Talent pipetting the medium to resuspend the cells.
2.6. Transfer the cell suspension to a 15-milliliter tube [1]. Then centrifuge at 1000 g for 5 minutes [2]. Resuspend the cell pellet in 2 milliliters of DMEM, after discarding the supernatant [3].
2.6.1. Talent transferring the suspension to a centrifuge tube.
2.6.2. Talent placing the tube in the centrifuge.
2.6.3. Talent removing supernatant and gently resuspending the pellet with DMEM.

2.7. Now, count the cells using a Malassez counting chamber [1]. Prepare 9 milliliters of the cell suspension at a concentration of 300,000 cells per milliliter [2]. 
2.7.1. Talent counting cells using a Malassez counting chamber.
2.7.2. Talent preparing cell suspension in a tube.
2.8. Pour this suspension into a multichannel reservoir [1]. Then use a multichannel pipette to seed each well of the 96-well plate with 100 microliters of the solution [2-TXT]. Incubate the microplate at 37 degrees Celsius with 5% carbon dioxide for approximately 24 hours [3].
2.8.1. Shot of the suspension being poured into a multichannel reservoir. 
2.8.2. Talent seeding the microplate with a multichannel pipette. TXT: Final density: 30,000 cells/well
2.8.3. Talent placing the seeded plate in a humidified incubator.

3. Plasmid transfection and Data Acquisition
Demonstrator: Click here to enter name of demonstrator(s)
3.1. For transfection, transfer 10 micrograms of plasmid DNA and 20 microliters of Lipofectamine into separate tubes, each containing 500 microliters of Opti-MEM (Opti-Mem) medium [1]. 
3.1.1. Talent pipetting DNA and Lipofectamine into separate tubes of Opti-MEM and placing them on the bench for incubation.

3.2. After a 5-minute incubation at room temperature, combine the solutions into a single tube [1].  Mix gently to obtain a 1-milliliter transfection mixture and incubate [2-TXT].
3.2.1. Talent mixing the DNA and Lipofectamine solutions into one tube.
3.2.2. Talent gently pipetting to mix. TXT: Incubation: RT, 20 min

3.3. Using a multichannel pipette, add 10 microliters of the transfection mixture dropwise into each well of the 96-well plate [1]. Gently rock the plate back and forth to ensure uniform distribution [2]. Then incubate the plate in a humidified incubator at 37 degrees Celsius with 5% carbon dioxide for 24 hours [3].
3.3.1. Talent pipetting the transfection mixture dropwise into the wells.
3.3.2. Talent gently rocking the microplate in a crosswise motion.

3.3.3. Talent placing the plate in the incubator and closing the door.

3.4. The next day, prepare a ligand serial dilution of 10 microliters in the appropriate solubilization solvent, centered around the dissociation constant of the ligand [1]. Store the serial dilution at minus 20 degrees Celsius [2].
3.4.1. Talent preparing serial dilution of ligand in small tubes.
3.4.2. Talent labeling and placing tubes into a minus 20 degrees Celsius freezer.

3.5. For each concentration and the vehicle control, perform a 1 in 100 dilution by adding 1.3 microliters of the stock to 130 microliters of HBSS (H-B-S-S) [1]. Then prepare 980 microliters of Furimazine (Fury-mah-zeen) at 1 in 100 dilution by adding 9.8 microliters of stock to 970.2 microliters of HBSS [2].
3.5.1. Talent pipetting precise volumes of ligand dilutions and HBSS into new tubes.
3.5.2. Talent pipetting Furimazine stock and HBSS into a microcentrifuge tube and mixing.

3.6. To perform plate reading, aspirate the medium from the first 4 columns of the 96-well plate [1]. Rinse each well with 100 microliters of HBSS [2], then add 80 microliters of HBSS to each well [3].
3.6.1. Talent removing the medium from the designated columns using a multichannel pipette.
3.6.2. Talent rinsing each well with100 µL HBSS using a multichannel pipette.
3.6.3. Talent adding 80 microliters of HBSS to each well.

3.7. Insert the 96-well plate into the plate reader to begin recording the cpVenus173 (C-P-Venus-One-Seventy-Three) emission spectrum [1]. Set the monochromator to 535/30 (Five-thirty-five-by-thirty) nanometers and measure luminescence emission between 500 and 600 nanometers with 2-nanometer resolution [2].
Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible: https://review.jove.com/account/file-uploader?src=20881263	Comment by Sulakshana Karkala: AUTHORS: Please confirm if this is the correct pronunciation
3.7.1. Talent loading the microplate into the plate reader.
3.7.2. SCREEN: The monochromator is being set to 535/30-nanometer filter and emission is being scanned from 500 to 600 nanometers with 2-nanometer resolution.

3.8. Record the Nluc (N-luke) emission intensity by setting the monochromator to 450/40 (Four-fifty-by-forty) nanometers and scanning between 400 and 600 nanometers with 5-nanometer resolution [1].	Comment by Sulakshana Karkala: AUTHORS: Please confirm pronunciation
3.8.1. SCREEN: The monochromator is being set to the 450/40-nanometer filter and emission is being scanned from 400 to 600 nanometers with 5-nanometer resolution.

3.9. Remove the plate from the reader [1]. Then add 10 microliters of the prepared Furimazine solution to each well using a multichannel pipette [2-TXT].
3.9.1. Shot of the plate being removed from the instrument. 
3.9.2. Talent pipetting Furimazine solution into the wells with a multichannel pipette. TXT: Record the G protein luminescence spectra again

3.10. To record G protein basal BRET (brett) signal, measure both Nluc and cpVenus173 emissions using the 450/40-nanometer and 535/30-nanometer monochromators, before adding GPCR ligands [1-TXT]. 
3.10.1. SCREEN: Show Nluc and cpVenus173 emissions. TXT: Measure 3 cycles of 60 s, 0.30 s interval

3.11. Then remove the plate and add 10 microliters of the prepared GPCR ligand dilutions to the wells of one column using a multichannel pipette [1]. Reinsert the plate into the reader [2] to record ligand-induced BRET by measuring Nluc and cpVenus173 emissions with the same monochromator settings [3-TXT]. 
3.11.1. Talent adding ligand dilutions to the appropriate wells using a multichannel pipette.
3.11.2. Talent loading the plate back into the reader.
3.11.3. SCREEN: Show Nluc and cpVenus173 emissions for ligand-induced BRET, capturing 16 cycles with correct time intervals. TXT: Measure 16 cycles of 60 s, 0.30 s interval

3.12. For data analysis, plot the emission intensity of each well against the wavelength to visualize the control spectra [1]. Then calculate the BRET ratio for each well using the three basal readings [2]. Calculate the BRET ratio for each well for all ligand-induced readings across the 16 measurement cycles [3].
3.12.1. SCREEN: The emission intensity is being plotted against wavelength for the control. 
3.12.2. SCREEN: Show data table view with basal emission values being used to compute BRET ratios for each well.

3.12.3. SCREEN: Show software processing time-series luminescence data to generate ligand-induced BRET ratios across cycles.

3.12.4. 

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: 154.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 
AUTHORS: Please confirm that the results have been accurately summarized

4.1. A concentration-dependent decrease in Δ (delta) BRET values was observed in HEK 293T cells expressing β (beta) 2-adrenergic receptors upon isoproterenol stimulation, reaching a plateau around 5 minutes [1]. No significant ΔBRET change was observed in HEK 293T cells transfected with pcDNA3.1 (P-C-D-N-A-Three-Point-One) vector upon isoproterenol stimulation [2].
4.1.1. LAB MEDIA: Figure 3A. Video editor: Highlight the curves between 0 to 5 min.
4.1.2. LAB MEDIA: Figure 3B. 

4.2. Sigmoidal dose-response curves showed an EC50 (E-C-fifty) of approximately 9.4 nanomolar for isoproterenol in β2-adrenergic receptor-expressing cells [1]. ΔBRET values measured at 15 minutes post-stimulation with 10 micromolar isoproterenol were significantly lower in β2-adrenergic receptor-expressing cells compared to pcDNA control cells [2].
4.2.1. LAB MEDIA: Figure 3C. Video editor: Emphasize the orange curve 
4.2.2. LAB MEDIA: Figure 3D. Video editor: Highlight the orange dots 
AUTHORS: Please note that Figure 3D is wrongly labeled as 3C in the manuscript file. Kindly reupload a corrected file to your project page

4.3. A concentration-dependent decrease in ΔBRET was observed in HEK CB1 (H-E-K-C-B-One) cells stimulated with WIN-55,212-2, (Win-Fifty-Five-Two-One-Two-Two) stabilizing around 5 minutes [1]. HEK wild-type cells did not show significant ΔBRET changes upon WIN-55,212-2 stimulation, confirming specificity of CB1 receptor activation [2].
4.3.1. LAB MEDIA: Figure 4A. Video editor: Highlight the blue curves in the HEK CB1 panel, between 0 to 5 min

4.3.2. LAB MEDIA: Figure 4B. 

4.4. WIN-55,212-2 induced a sigmoidal dose-response in HEK CB1 cells, with an EC50 of approximately 112 nanomolar [1]. ΔBRET values at 15 minutes post-stimulation with 10 micromolar WIN-55,212-2 were significantly lower in HEK CB1 cells compared to HEK wild-type cells [2].
4.4.1. LAB MEDIA: Figure 4C. Video editor: Emphasize the blue curve 
4.4.2. LAB MEDIA: Figure 4D. Video editor: Highlight the blue dots clustered 




 2025, Journal of Visualized Experiments		Page 9 of 9
image1.png




