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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: 25
Number of Shots: 34 (7 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 up to 2 introduction and up to 3 conclusion 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.
· Answer in full sentences, the questions will not be displayed in the video. 
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

INTRODUCTION:

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 20 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 20 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 20 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 20 or fewer words.

CONCLUSION:

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 20 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 20 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 20 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 20 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 20 or fewer words.
What questions will future research focus on?
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 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. 

2. Peroxisome Staining and Imaging Live Cells	Comment by Poornima  G: Authors: Please confirm that section 1 (interviews) and section 2 will be filmed by our videographer. 

Demonstrator: Click here to enter name of demonstrator(s) 


2.1. To begin, split the cells into a glass-bottom imaging plate one day before the experiment to achieve 30 to 70 percent confluency on the next day [1].
2.1.1. WIDE: Talent pipetting cells into a glass-bottom imaging plate.

2.2. Start the confocal microscope software and turn on the 561 nanometer laser for the 555-probe staining [1]. Adjust the acquisition settings and laser power to 1 percent, set the gain to 100 [2], and configure the resolution to 1024 by 1024 pixels with 3x zoom for imaging the cells [3].
2.2.1. SCREEN: launching the confocal software and switching on the 561 nanometer laser.
2.2.2. SCREEN: Show user adjusting laser power to 1 percent, setting gain to 100.
2.2.3. SCREEN: selecting 1024 by 1024 resolution, and applying 3 times zoom.
[bookmark: _Hlk162020732][bookmark: _Hlk203170338]Authors: Please create screen capture videos of the shots labeled as SCREEN, write a screenshot summary, and upload the files to your project page as soon as possible : https://review.jove.com/account/file-uploader?src=21168573 

2.3. Now, pipette an aliquot of the probe to prepare a 1 micromolar final concentration in a tube [1].
2.3.1. Talent pipetting 0.5 microliters of probe into a microcentrifuge tube.

2.4. Select the desired well for staining and label the outside of the well using a marker pen [1].
2.4.1. Talent labeling a well clearly on the outer surface.

2.5. From the labeled well, pipette out all 0.5 milliliters of media and dispense it into the microcentrifuge tube containing the probe [1].
2.5.1. Talent pipetting media from the well and dispensing it into the probe-containing tube.

2.6. Pipette up and down 3 times to mix the probe and media thoroughly, then aspirate the total mixture into the pipette [1].
2.6.1. Talent mixing the contents by pipetting up and down three times and aspirating the mixture.

2.7. Dispense the mixture drop by drop back into the labeled well along the wall of the well [1] and immediately start a 10-minute timer [2].
2.7.1. Talent dispensing mixture drop by drop with pipette tip touching the well wall.
2.7.2. Talent starting a timer on a digital stopwatch or phone.

2.8. Next, close the plate lid [1], add a drop of immersion oil onto the 60x oil objective lens [2], and position the imaging plate on the microscope for imaging [3].
2.8.1. Talent closing the lid of the imaging plate.
2.8.2. Talent applying a drop of immersion oil onto the objective lens.
2.8.3. Talent placing the plate on the microscope stage.

2.9. Once the plate is positioned, adjust the focus on the stained cells and begin imaging [1].
2.9.1. Talent adjusting the focus to visualize the stained cells.

2.10. Adjust the gain and laser power settings using standard confocal microscope setup guidelines [1].
2.10.1. SCREEN: Show user modifying gain and laser power on the microscope software interface.

2.11. Zoom in to locate and position the group of cells for imaging and adjust the acquisition parameters to meet the required image quality [1].
2.11.1. Talent zooming in and adjusting parameters for clear imaging.

2.12. Set laser power between 0.5 and 1 percent, gain to 100 in NIS-Elements Software, and ensure the image is not oversaturated [1].
2.12.1. SCREEN: Show user setting laser power, gain in NIS-Elements and checking image histogram for saturation.

2.13. Select scan settings to acquire 1024 by 1024 pixel images, with scan speed at one-half, line averaging of 2, and zoom level set to 3 [1].
2.13.1. SCREEN: Display selection of scan resolution, speed, line averaging, and zoom in the imaging software.

2.14. Acquire and save all images with accessible labels using the .nd2 (N-D-2) format in NIS-Elements Nikon Software [1].
2.14.1. SCREEN: Show user clicking Acquire, saving the image, and labeling the file in .nd2 format.


3. Peroxisome Staining in Fixed Cells	Comment by Poornima  G: Authors: Please confirm that this section will be filmed on your own in Israel and you would provide us with the video clips
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. A day before the experiment, split the cells into a plate with coverslips to achieve a 30 to 70% confluency the next day [1].
3.1.1. Talent walking into the room with the culture plate.

3.2. Dilute the probe with fresh media in a light-sensitive microcentrifuge tube to achieve a 4 micromolar final concentration [1].
3.2.1. Talent pipetting 2 microliters of probe into a light-sensitive microcentrifuge tube containing 0.5 milliliters of media.

3.3. Select the desired well to stain and label the outside using a marker pen [1].
3.3.1. Talent identifying a well and labeling it clearly.

3.4. Aspirate 0.5 milliliters of media from the selected well [1] and replace it with the prepared probe media drop by drop along the wall of the well [2].
3.4.1. Talent removing media from the well.
3.4.2. Shot of dispensing probe media dropwise into the well.

3.5. After dispensing, incubate the cells at 37 degrees Celsius for 10 to 15 minutes [1]. From this point forward, shield the cells from light using aluminum foil [2].
3.5.1. Talent placing the imaging plate in the incubator.
3.5.2. Talent covering the plate with aluminum foil.

3.6. Post-incubation, carefully remove the stained media and wash the cells twice with PBS [1]. Then, incubate the cells with 4 percent paraformaldehyde in PBS at room temperature for 20 minutes [1].
3.6.1. Talent aspirating stained media and adding PBS.
3.6.2. Talent placing the plate aside and starting a timer.

3.7. After fixation, remove the paraformaldehyde into a designated waste container [1] and wash the cells once with PBS [2].
3.7.1. Talent aspirating paraformaldehyde and discarding it into a labeled waste.
3.7.2. Talent adding the cells with PBS.

3.8. Next, add 0.5 percent Triton X in PBS to permeabilize the cells and incubate for 2.5 minutes [1].
3.8.1. Talent adding Triton X solution and setting the plate aside.

3.9. After incubation, remove the Triton X and wash the cells twice with PBS for 10 minutes each [1].
3.9.1. Talent aspirating Triton X and adding PBS into the well.

3.10. To block the cells, incubate them with 5 percent bovine serum albumin in PBS overnight at 4 degrees Celsius [1].
3.10.1. Talent placing plate in the refrigerator. TXT: Alternatively, incubate at RT; 20 min

3.11. Finally, perform an immunofluorescence procedure using standard protocol [1].
3.11.1. Talent removing the plate from the fridge and adding PBS.


3.11.2. 

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: 190.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. Live-cell staining with PeroxiSPY (peroxy-spy) probes resulted in ATP Binding Cassette Subfamily D-dependent import into peroxisomes, producing a high peroxisome to cytoplasm fluorescence ratio in metabolically active cells [1].
4.1.1. LAB MEDIA: Figure 1B. Video editor: Highlight the WT “peroxiSPY555” image.

4.2. In wild-type HEK293T cells expressing GFP-SKL, PeroxiSPY555 staining showed distinct co-localization with peroxisomes [1], whereas in PEX19 knockout cells, the staining was absent [1].
4.2.1. LAB MEDIA: Figure 1B. Video editor: Highlight the merge image of  WT.
4.2.2. LAB MEDIA: Figure 1B. Video editor: Highlight the merge image of PEX19 KO.

4.3. In human fibroblasts, PeroxiSPY staining co-localized with the peroxisomal marker GFP-SKL, confirming peroxisome targeting [1].
4.3.1. LAB MEDIA: Figure 1C. Video editor: Highlight the merged image .

4.4. Peroxisome density quantification revealed significant variation among different cell types [1].
4.4.1. LAB MEDIA: Figure 1D. 

4.5. Optimized staining conditions in COS-7 (cos-7) cells using 250 nanomolar PeroxiSPY for 20 minutes significantly increased the peroxisome to cytoplasm fluorescence ratio [1] compared to the original 1 micromolar for 10 minutes protocol [2].
4.5.1. LAB MEDIA: Figure 2A. Video editor: Highlight  “20 min 250 nM” image and data points in the graph.
4.5.2. LAB MEDIA: Figure 2A. Video editor: Highlight  “10 min 1 µM” image and data points in the graph.

4.6. Extended incubation of HEK293T cells with PeroxiSPY for 24 hours led to an improved peroxisome to cytoplasm fluorescence intensity ratio compared to 15 minutes [1], despite reduced peroxisome staining [2].
4.6.1. LAB MEDIA: Figure 2B. Video editor: Highlight the violin plot for ‘24 hours’ in the plot on the extreme right showing ‘peroxisome to cytoplasm FI, au’ on Y-axis.

4.7. A fixation protocol enabled successful antibody co-staining, demonstrated by preserved PeroxiSPY labeling and anti-PEX14 (pex-14) immunostaining in Huh7 (H-U-H-7) and HEK293T cells [1].
4.7.1. LAB MEDIA: Figure 2C. Video editor: Highlight the merged images for top 2 rows.

4.8. Quantification showed that fixation and permeabilization procedures affected peroxisome fluorescence intensity [1] when compared to live cell staining [2].
4.8.1. LAB MEDIA: Figure 2D. Video editor: Highlight the violin plots for  “Fixed”, and “Permeabilized” conditions.
4.8.2. LAB MEDIA: Figure 2D. Video editor: Highlight the violin plots for “Live”condition.


[bookmark: _Hlk210168181][bookmark: _Hlk203169093]NOTE to Authors: 
1. It's better if you upload each screen recording after naming each file according to the corresponding shot number (3-digit bullet, e.g, 2.2.1.mp4, 2.1.3.mp4, etc). 
Each clip’s duration should be less than 25 seconds. 

2. But if you prefer to record all the steps together and upload a single screen capture file, that is okay.
In this case, you need to indicate the corresponding timestamp against each shot.
For example if the action described in shot 2.1.2 is present in the file name xxx.mp4 and is in between timestamp 00:30 to 00:45 then write as following in script above (shown in red font below). 
Example, shot 2.1.2 SCREEN: performing ........... action.   xxx.mp4 00:30-00:45.
                        2.2.2 SCREEN: clicking on.................button... xxx.mp4 01:00-01:25

Please note that every shot (3-digit step) should have the best corresponding video clip of only 20 to 25 seconds and not more than that, so that the voice narration can match the duration.

If a particular shot takes minutes to complete, we can choose timestamps at the beginning and end of the process so that the total time is again within the 25-second limit.
Example: 3.1.1 SCREEN: Clicking on the 'analyze and plot' button, analysis in progress and the graph being plotted.  xxx.mp4 00:00-00:10 and 02:30-02:40
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