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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:  16
Number of Shots:  30 (5 SC) 

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 capture all testimonial shots in a wide-angle format with sufficient headspace, as the final videos will be rendered in a 1:1 aspect ratio. Testimonial statements will be presented live by the authors, sharing their spontaneous perspectives.

· Testimonial statements will not appear in the video but may be featured in the journal’s promotional materials.
· Provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author delivering the testimonial. 
· Please answer the testimonial question live during the shoot, speaking naturally and in your own words in complete sentences.

How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: (authors will present their testimonial statements live)
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: (authors will present their testimonial statements live)


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. 

2. Culture and Compound Preparation 
Demonstrator: Click here to enter name of demonstrator(s) 


2.1. To begin, grow a 5 milliliter culture of Chromobacterium violaceum ATCC 12472 (1-2-4-7-2) in Luria Bertani or LB broth [1]. Incubate the culture at 30 degrees Celsius in a shaking incubator set at 220 revolutions per minute for 24 hours [2].
2.1.1. WIDE: Talent pipetting 5 milliliters of C. violaceum into a test tube containing Luria Bertani broth.
2.1.2. Talent placing the culture tube into a shaking incubator.

2.2. Measure the optical density of the overnight culture [1] and adjust it to approximately 1 × 10⁸ colony-forming units per milliliter using the LB broth [2].
2.2.1. Talent placing the culture in the spectrophotometer.
2.2.2. Talent adding the culture with fresh Luria Bertani broth.

2.3. For compound preparation,  dilute the bioactive compound in either pure DMSO or a 1 to 1 mixture of DMSO and water, depending on the solubility [1]. Take a flat-bottom 96-well plate [2] and add LB broth along with the bioactive compound according to a serial dilution scheme [3].
2.3.1. Talent flicking the tube with compound to mix.
2.3.2. Talent placing a 96- well plate.
2.3.3. Talent pipetting Luria Bertani broth into each well of a flat-bottom 96-well plate using a multichannel pipette.

2.4. To calculate the required volume of stock solution for the desired concentration in each well, apply the formula [1-TXT]. .
2.4.1. Talent writing something in a notebook. TXT: C1V1 = C2V2



3. Serial Dilution and Plate Preparation
Demonstrator: Click here to enter name of demonstrator(s) 
 
3.1. In the first column of each serial dilution set, add 196 microliters of Luria Bertani broth to columns 3, 5, and 7 [1]. Then, in the subsequent columns used for the dilution, add 100 microliters of Luria Bertani broth to columns 4, 6, and 8 [2].
3.1.1. Talent pipetting 196 microliters of Luria Bertani broth into wells in columns 3, 5, and 7 of a 96-well plate.
3.1.2. Talent pipetting 100 microliters of Luria Bertani broth into wells in columns 4, 6, and 8.

3.2. To initiate the serial dilution, add 4 microliters of the bioactive compound to the first well of each set, which corresponds to columns 3, 5, and 7 [1].
3.2.1. Talent pipetting up and down to mix the bioactive compound in columns 3, 5, and 7.
3.3. After mixing, transfer 100 microliters from each well to the adjacent column to continue the serial dilution, reaching columns 4, 6, and 8 [1-TXT]. 
3.3.1. Talent transferring the mix into the adjacent columns. TXT: Repeat the mixing and transfer to attain the final desired concentration

3.4. Repeat the entire procedure in triplicate for each concentration of every compound using fresh tips to avoid cross-contamination [1].
3.4.1. Talent labeling 3 replicate plates.

3.5. Add 80 microliters of Luria Bertani broth to rows B through D in all wells, bringing the total to 180 microliters per well [1]. Then, add 20 microliters of the standardized Chromobacterium violaceum culture from the previous preparation to each of those wells [2-TXT], reaching a final volume of 200 microliters [3]. 
3.5.1. Talent adding 80 microliters of Luria Bertani broth to each well in rows B to D of the 96-well plate. TXT: Change pipette tips between each well
3.5.2. Talent pipetting 20 microliters of standardized C. violaceum culture into well in rows B to D. TXT: Control: LB broth (no bacteria); Fill empty wells with media/broth
3.5.3. LAB MEDIA: Figure 3





4. Incubation, Extraction and Quantification of Violacein
Demonstrator: Click here to enter name of demonstrator(s) 


4.1. Cover the microplate with either a lid or sealing film to prevent evaporation, based on the spectrophotometer compatibility [1].
4.1.1. Talent sealing the 96-well plate with a lid.

4.2. Incubate the sealed plate at 30 degrees Celsius with agitation at 130 revolutions per minute for 24 hours [1]. After incubation, transfer the plate to a drying incubator set at 60 degrees Celsius [2], remove the lid, and allow it to dry completely for approximately 8 hours [3].
4.2.1. Talent placing the sealed microplate in an orbital shaker incubator set at 30 degrees Celsius and 130 revolutions per minute.
4.2.2. Talent transferring the incubated plate to a drying incubator at 60 degrees Celsius.
4.2.3. Talent removing the plate’s lid.

4.3. Once dry, remove the plate from the incubator and add 200 microliters of pure DMSO to each well [1]. Cover the plate [2] and incubate it at 25 degrees Celsius with shaking at 130 revolutions per minute for 30 minutes to dissolve the violacein pigment [3].
4.3.1. Talent pipetting 200 microliters of pure dimethyl sulfoxide into each well of the dried microplate.
4.3.2. Talent closing the plate lid.
4.3.3. Talent placing the plate into an orbital shaker incubator set at 25 degrees Celsius and 130 revolutions per minute.

4.4. After incubation, carefully transfer 100 microliters of the dissolved violacein solution to a new microplate, avoiding contact between the pipette tip and the well walls [1].
4.4.1. Talent transferring 100 microliters from each well of the original plate to a new microplate, pipetting carefully without touching the well sides.

4.5. Measure the absorbance of violacein at 595 nanometers using a microplate spectrophotometer [1]. The level of inhibition is indicated by lower absorbance readings [2].
4.5.1. Talent placing the plate in a microplate spectrophotometer.
4.5.2. SCREEN: highlight the lower absorbance readings.

4.6. To calculate violacein production, first subtract the absorbance of the blank from each sample to exclude background interference [1]. Then, calculate the percentage of violacein using the untreated control as the reference with the equation [2].
4.6.1. SCREEN: Show a spreadsheet where the absorbance of each blank is subtracted from its corresponding treatment replicate.
4.6.2. SCREEN: Display the formula and a sample calculation showing how percentage of violacein production is computed.

4.7. Finally, perform statistical analysis using three replicates [1] and analyze the data using analysis of variance followed by Tukey’s test in GraphPad Prism 8 software [2].
4.7.1. SCREEN: Show the experimental data table with three replicates per condition.
4.7.2. SCREEN: Display GraphPad Prism interface showing ANOVA setup and Tukey’s test selection.

[bookmark: _Hlk162020732][bookmark: _Hlk203170338][bookmark: _Hlk162020892][bookmark: _Hlk203166143]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 (download the guidelines from the link given in the email): https://review.jove.com/account/file-uploader?src=20894683 
4.7.3. 

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: 120.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 

5.1. Three bioactive compounds-resveratrol, farnesol, and linalool were tested for their ability to inhibit violacein production in Chromobacterium violaceum ATCC 12472 [1].
5.1.1. LAB MEDIA: Figure 4

5.2. Farnesol significantly reduced violacein production to 9% at 200 micrograms per milliliter [1] and to 19% at 100 micrograms per milliliter [2], compared to 100% in the untreated control [3].
5.2.1. LAB MEDIA: Figure 4A. Video editor: Highlight the bar labeled “200 µg/mL” on the left side of the graph where the bar is shortest and colored light blue.
5.2.2. LAB MEDIA: Figure 4A. Video editor: Highlight the bar labeled “100 µg/mL” in the middle of the graph where the bar is slightly taller and colored medium blue.
5.2.3. LAB MEDIA: Figure 4A. Video editor: Highlight the bar labeled “Untreated control” on the right side of the graph where the bar is tallest and dark blue.

5.3. Linalool treatment at both 200 and 100 micrograms per milliliter resulted in violacein production of 32%, showing a 68% inhibition [1] relative to control [2].
5.3.1. LAB MEDIA: Figure 4B. Video editor: Highlight both bars labeled “200 µg/mL” and “100 µg/mL”.
5.3.2. LAB MEDIA: Figure 4B. Video editor: Highlight “untreated control” bar.

5.4. Resveratrol at 25 micrograms per milliliter reduced violacein production to 15% [1], while at 12 micrograms per milliliter it reached 30% [2], compared to 100% in the untreated control [3].
5.4.1. LAB MEDIA: Figure 4C. Video editor: Highlight the bar labeled “25 µg/mL” on the left side of the graph where the bar is shortest and light purple.
5.4.2. LAB MEDIA: Figure 4C. Video editor: Highlight the bar labeled “12 µg/mL” in the middle of the graph where the bar is taller and medium purple.
5.4.3. LAB MEDIA: Figure 4C. Video editor: Highlight the bar labeled “Untreated control” on the right side of the graph where the bar is tallest and dark purple.

5.5. Microplate images visually confirmed reduced violacein pigmentation for all treatments [1] compared to the untreated control [2].
5.5.1. LAB MEDIA: Figure 4. Video editor: In all three image panels to the right of each graph, highlight the first 2 columns of wells with fading color.
5.5.2. LAB MEDIA: Figure 4 Video editor: In all three image panels to the right of each graph, highlight “Control” wells.
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