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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?  NO  
If Yes, can you record movies/images using your own microscope camera?
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?  Yes
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://www.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.	Comment by Chantell Evans: All captured video files for this project have been uploaded.

3. Filming location: Will the filming need to take place in multiple locations?   Yes
If Yes, how far apart are the locations? Most of the filming will take place in 3 adjacent rooms within the lab. The conference room (down the hall) will be used for filming the questions. In total the rooms are within <100 ft.

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: 45 

Interviews 
1. Video 1: Author Interviews

Videographer: Obtain headshots for all authors. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer at least 4 of the questions below. Up to 7 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Answer in full sentences, in a style suitable for being spoken aloud. The questions will not appear in the video.
· Limit the length of each statement to 50 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

What is the scope of your research? What questions are you trying to answer? 
1.1. Mohammad Fazli : Our research focuses on mitochondria dysregulation in neurodegenerative diseases. We specifically focus on mechanistically investigating mitochondrial quality control pathways, like mitophagy. We believe that this research can be used to understand potential causes for disease onset that could lead to therapeutics that combat neurodegenerative diseases like Parkinson’s disease and ALS. 

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 50 or fewer words.
What technologies are currently used to advance research in your field?
1.3. Mohammad Fazli: Recent technological advances have focused on increased resolution to visualize the ultrastructure of mitochondria. Techniques such as super resolution microscopy, like STED and SIM, or expansion microscopy have improved our ability to accurately understand protein distribution within individual organelle and mitochondria distribution throughout the cell. 
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 50 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 50 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 50 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 50 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 50 or fewer words.
What new scientific questions have your results paved the way for?
1.9. Mohammad Fazli: Our results can be used as a starting point to study the effect of Parkinson’s disease linked mutations on mitochondria and begin to understand the importance of regulating reactive oxygen species levels and mitochondrial membrane potential to maintain neuronal health.
What research questions will your laboratory focus on in the future?
1.10. Mohammad Fazli: Our lab aims to mechanistically characterize individual mitochondrial quality control pathways to better understand the interplay that exists between quality control pathways. By having insights into pathway dynamics, we will be able to understand how mitochondria are maintained, and how mitochondrial dysregulation contributes to neurodegenerative disease onset. 

Videographer: Obtain headshots for all authors.


Protocol Videos 
Each video will include a section of your protocol and accompanying results, if applicable. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration. Professional voiceover artists will narrate the video. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product from that step in advance.
Protocol:
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 
Representative Results: 
· The three-digit numbers (e.g., 2.3.1., 2.3.2.) are the figures/tables from your manuscript. These will not be recorded by the videographer.
· Please review the result section to make sure it logically follows the video.
· Please note that the video cannot include voiceover without an accompanying visual.
Videographer: Please capture the shot with labels of all the containers visible to the viewers during the addition.
Author: Please clearly label all the containers used during filming
2. Video 2: Biological Samples Preparation for Confocal Microscopy, Image Acquisition Setup, and Confocal Microscopy Imaging	Comment by Pradnya Kedari: Author: Please review and confirm the title.	Comment by Chantell Evans: We approve the title.
Demonstrator: Mohammad Fazli
Protocol
Videographer: Please note that the procedure will be conducted inside a biosafety cabinet

2.1. Begin by mixing 200 microliters of reduced serum media with 2 micrograms of any one plasmid DNA separately in a sterile microcentrifuge tube 1 [1-TXT]. Repeat this for two other plasmids in separate tubes and mix the content by tapping the tube [2]. Then, mix 200 microliters of reduced serum media with 6 microliters of transfection reagent in tube 2 [3] and mix the content by pipetting [4]. 
2.1.1. Talent mixing 200 µL of reduced serum media with 2 µg of any one plasmid DNA and mixing by pipetting. TXT: Plasmid DNA= Empty yellow fluorescent protein (YFP) vector; or YFP-ParkinWT; or YFP-ParkinT240R
Videographer: If possible, show the other 2 tubes of other plasmids in a view during the shot.
2.1.2. Talent mixing the content in the tube.
2.1.3. Talent adding the next plasmid in a new microcentrifuge tube and tapping the tube.
2.1.4. Talent mixing 200 µL of reduced serum media with 6 µL of transfection reagent in tube 2.
2.1.5. Talent mixing the content by pipetting.

2.2. Incubate the tubes for 5 minutes at room temperature [1] before mixing the content of tube 2 to tube 1. In separate tubes, repeat the mixing of the other two plasmids with a transfection reagent [2]. Incubate the mixture for 20 minutes at room temperature [3].	Comment by Pradnya Kedari: Author: Please check if this is correct.	Comment by Chantell Evans: This is correct
2.2.1. The shot of incubating tubes.
2.2.2. Talent mixing of tube 2 to tube 1.
2.2.3. Talent placing the tube for incubation at RT

2.3. Next, dropwise add the transfection complexes to the HeLa (He-La) cell culture-seeded imaging dishes, ensuring equal distribution across the entire dish [1].	Comment by Pradnya Kedari: Author: Please review all the pronunciation guides mentioned in red italics and confirm.	Comment by Chantell Evans: The pronunciation for HeLa is correct.
2.3.1. Talent dropwise adding the transfection complexes to the existing imaging dishes.

2.4. One hour before imaging, open the carbon dioxide tank valve [1] and turn on the environmental controller for the microscope [2]. Using the Up and Down Arrows on the touchpad, adjust the temperature to 37 degrees Celsius and the carbon dioxide to 5% [3]. Press Set when complete [4]. 	Comment by Pradnya Kedari: Author: Will this step be carried out on the monitor attached to the computer? Please confirm	Comment by Mohammad Alam Fazli: Yes it will be completed on the monitor attached to the computer
2.4.1. Talent opening the carbon dioxide tank valve.
2.4.2. Talent pressing the On button to turn on the environmental controller.
2.4.3. Talent adjusting the temperature to 37 °C and the CO2 to 5% using the touchpad. 
2.4.4. Talent pressing SET.

2.5. To adjust the laser settings, turn on the White Light Laser. Set the laser power to 85% and the Excitation control to Maximum power. Click the Acquire tab, select Add Open Laser Overview, and in the dialog box, toggle the White Light Laser to on [1]. 
2.5.1. SCREEN: To be provided by the author: White Light Laser turned on> laser power getting set to 85% and Excitation control to Maximum power. Acquire being clicked> Add Open Llaser Overview being selected> White Light Laser being set to On.
Author: Please capture all the SCREEN shots using the screen capture guidelines and upload all screen-captured footage and screenshot summary to your project page as soon as possible.: https://review.jove.com/account/file-uploader?src=19917768

2.6. Enter Laser Power as 85%. Click the Excitation Control button and select Maximum Power from the dropdown menu [1].
2.6.1. SCREEN: To be provided by the author: Laser Power being set to 85%.> Excitation Control and Maximum Power being clicked.

2.7. Begin the Tetramethylrhodamine-ethyl ester-perchlorate or TMRE (T-M-R-E) experiment by setting the excitation laser to 514 nanometers and the emission spectra window to 524 to 545 nanometers for YFP (Y-F-P). In the Acquire tab, click the Add New Setting button, click Add Laser and drag it into Setting 1 [1]. 
2.7.1. SCREEN: To be provided by the author: Excitation laser (514 nm) and emission spectra window (524–545 nm) being set for YFP. In Acquire, click Add New Setting then add laser and drag it into Setting 1.

2.8. Adjust Excitation Line to 514 nanometers as the wavelength in the dialog box. Double-click on the corresponding detector and enter 524 nanometers for the beginning and 545 nanometers for the end wavelength [1]. 
2.8.1. SCREEN: To be provided by the author: Excitation Line being adjusted to 514 nanometers. The corresponding detector being double-clicked, and 524 nm and 545nm being entered.	Comment by Chantell Evans: We have provided a continuous video of steps 2.7 and 2.8. For continuity these steps should be illustrated together.

2.9. Next, for MitoTracker Deep Red, set the excitation laser to 641 and the emission spectra window to 650 to 750 nanometers. In the Acquire tab, click Add Laser and drag it into Setting 1 [1]. Author: How would you like JoVE’s voice talent to pronounce ‘MitoTracker’? Is ‘Mi-to tracker’ or ‘My-to tracker’ or Other? Please confirm.	Comment by Mohammad Alam Fazli: My-to tracker

2.9.1. SCREEN: To be provided by the author: For MitoTracker Deep Red, the excitation laser being set to 641. The emission spectra window being set to 650 to 750nm. In the Acquire tab, Add laser is clicked and dragged into Setting 1.

2.10. Then double-click the Excitation Line and enter 641 as the wavelength before entering the corresponding detector as 650 for the beginning and 750 for the end wavelength [1].
2.10.1. SCREEN: To be provided by the author: Excitation Line is entered as 641. The corresponding detector is entered as 650 for the beginning and 750 for the end wavelength.	Comment by Chantell Evans: We have provided a continuous video of steps 2.9 and 2.10. For continuity these steps should be illustrated together

2.11. Similarly, for TMRE, set the excitation laser to 555 nanometers and the emission spectra window to 557 to 643 nanometers. In the Acquire tab, click the Add New Setting followed by Add Laser and drag it into Setting 2 [1]. 
2.11.1. SCREEN: To be provided by the author: For TMRE, the excitation laser is set to 555 nm and the emission spectra window to 557 to 643 nm. In the Acquire tab, Add New Setting followed by Add Laser being clicked and is dragged into Setting 2.

2.12. In the Excitation Line, enter 555 as the wavelength. Double-click on the corresponding detector and enter 557 for the beginning and 643 for the end wavelength [1].
2.12.1. SCREEN: To be provided by the author: In the Excitation Line, 555nm is entered. The corresponding detector is entered 557 for the beginning and 643 for the end wavelength.	Comment by Chantell Evans: We have provided a continuous video of steps 2.11 and 2.12. For continuity these steps should be illustrated together

2.13. Next, begin the MitoSOX experiment by setting the excitation laser to 507 nanometers and the emission spectra window to 517 to 540 nanometers for YFP. In the Acquire tab, click the Add New Setting; then, Add Laser and drag it into Setting 1 [1]. Author: How would you like JoVE’s voice talent to pronounce ‘MitoSOX’? Is ‘Mi-to socs’ or ‘My-to socs’ or ‘Mi-to-S-O-X’ or Other? Please confirm.	Comment by Pradnya Kedari: Author: Will you be showing both experiments? The TMRE experiment and the MitoSOX experiment? Please confirm	Comment by Evans, Chantell: We will only illustrate the TMRE experiment. Thus, steps 2.13-2.18 can be removed from the script.	Comment by Mohammad Alam Fazli: My to socs
2.13.1. SCREEN: To be provided by the author: MitoSOX experiment, the excitation laser is set to 507 nm and the emission spectra window to 517 to 540 nm for YFP. In the acquire tab, Add New Setting and then Add Laser is clicked and is dragged into setting 1

2.14. In Excitation Line enter 507 as the wavelength. In the corresponding detector, enter 517 for the beginning and 540 for the end wavelength [1].
2.14.1. SCREEN: To be provided by the author: 507 nm is entered in Excitation Line. In the corresponding detector, 517nm is entered for the beginning and 540nm is entered for the end.

2.15. For MitoSOX, set the excitation laser to 547 nanometers and the emission spectra window to 564 to 636 nanometers. In the Acquire tab, click Add New Setting,  then click Add Laser button and drag it into Setting 2 [1]. 	Comment by Pradnya Kedari: Author: Are you planning to show settings for YFP, MitoSOX as well as  MitoTracker or only one of them? Please confirm	Comment by Evans, Chantell: We will not show the MitoSOX experiment, so these steps 2.15-2.18 can be removed from the script.
2.15.1. SCREEN: To be provided by the author: In MitoSOX, excitation is set to 547nm and the emission spectra window to 564–636 nm. In the Acquire tab, Add New Setting and Add Laser being clicked and dragged into Setting 2.

2.16. Enter 547 as the wavelength in the Excitation Line. In the corresponding detector, enter 564 for the beginning and 636 for the end wavelength [1].
2.16.1. SCREEN: To be provided by the author: In Excitation Line, 547 nm is entered. In the corresponding detector, 564nm is entered for the beginning, and 636nm is entered for the end.

2.17. For MitoTracker Deep Red, set the excitation laser to 641 nanometers and the emission spectra window to 652 to 742 nanometers. In the Acquire tab, click the Add New Setting, the Add Laser button, and drag it into Setting 3 [1]. 
2.17.1. SCREEN: To be provided by the author:  In MitoTracker Deep Red, the excitation laser is set to 641nm and the emission spectra window to 652 to 742 nm. In the Acquire tab, Add New Setting and Add Laser being clicked and dragged into Setting 3.

2.18. Next, in the Excitation Line, enter 641 nanometers. In the corresponding detector, enter 652 for the beginning and 742 for the end wavelength [1].
2.18.1. SCREEN: To be provided by the author: In Excitation Line, 641nm is entered and in the corresponding detector, 652nm is entered for the beginning, and 742nm is entered for the end.

2.19. Begin the image acquisition setting by selecting the Acquisition tab and adjusting the Format to 1,024 by 1,024. Adjust the speed to 600 in the dropdown menu. Then, click the Line Average button, and from the dropdown menu, select 3 [1].
2.19.1. SCREEN: To be provided by the author: The acquisition is clicked, Format is adjusted to 1,024 by 1,024. Speed is adjusted to 600. Then Line Average is clicked and 3 is select

2.20. Turn Bidirectional Scanning on and set the phase and zoom factor to 22.61 and 1.50, respectively [1]. Then, in the Acquisition tab, toggle the Bidirectional button to On. Set Phase X (ex) as 22.61 and Zoom Factor to 1.50 [2].
2.20.1. SCREEN: To be provided by the author: Bidirectional Scanning is turned on, phase and zoom factor is set to 22.61 and 1.50.
2.20.2. SCREEN: To be provided by the author: Then, in the Acquisition tab, Bidirectional button changed to On, Phase X (ex) is set as 22.61 and Zoom Factor is set to 1.50.	Comment by Chantell Evans: This is requesting the exact same information twice. We have not included screens for Step 2.20.2.

2.21. Once done, select the cells based on the YFP fluorescence signal. Click on the YFP (Setting 1) and start image acquisition by clicking on the Setting of interest and pressing Fast Live [1]. Adjust the gain and intensity of YFP and then select cells based on the YFP fluorescence signal.	Comment by Evans, Chantell: Cells to be imaged are selected through the eye-piece. Thus we can not provide a screenshot. We, however, modified the text so that we can show cell selection through the computer screen instead of the eye-pieces. This means we must adjust the YFP gain/intensity, find cells, then adjust TMRE and MitoTracker gain/intensity. Please advice if you thin this deviates too far from the original text.
2.21.1. SCREEN: To be provided by the author: The cells being selected, and Settings being clicked, Fast Live being clicked, YFP gain and intensity being adjusted, and cells being selected based on YFP signal.

2.22. To image the DMSO control plate in the TMRE experiment, adjust the gain and intensity of the TMRE signal (Setting 2) so that the mitochondrial network intensity is just below saturation. Keep the gain and intensity for TMRE constant. Then adjust the gain and intensity of the MitoTracker and YFP (Setting 1) so that the mitochondrial network is visible but dim [1]. 	Comment by Pradnya Kedari: Author: Please confirm if this should be 'TMRE signal-setting 2' or Only 'TMRE signal' or' TMRE signal as setting 2'?	Comment by Evans, Chantell: The text, as is, is written correctly.
2.22.1. SCREEN: To be provided by the author: In the TMRE experiment, the gain and intensity of the TMRE signal (Setting 2) are adjusted. After constant gain and intensity, the gain and intensity of the MitoTracker and YFP (Setting 1) is adjusted.

2.23. To image the DMSO control plate in the MitoSOX experiment, adjust the gain and intensity of the MitoSOX (Setting 2) signal so that the fluorescence is visible but dim. Keep the gain and intensity constant for the experiment [1]. 	Comment by Pradnya Kedari: Author: Are you planning to show the DMSO plate image acquisition in both 'the MitoSOX experiment' and the 'TMRE experiment'? Please confirm.	Comment by Chantell Evans: The DMSO plate will only be shown for the TMRE experiment. The text for 2.23 and 2.24 can be removed from the script.
2.23.1. SCREEN: To be provided by the author: In the MitoSOX experiment, gain and intensity of the MitoSOX (Setting 2) signal are adjusted, the gain and intensity being seen as constant.

2.24. Adjust the gain and intensity of the YFP (Setting 1) and MitoTracker (Setting 3) so that the mitochondrial network is visible but dim [1].
2.24.1. SCREEN: To be provided by the author: Gain and intensity of the YFP (Setting 1) and MitoTracker (Setting 3) being adjusted. Mitochondrial network being seen as visible but dim.

2.25. Once the gain and intensity settings are complete, click Start to acquire an image. Acquire images of 20 cells per experimental condition [1].
2.25.1. SCREEN: To be provided by the author: Start being clicked and the image is acquired.


[bookmark: Text2]     
3. Video 3: Fluorescence Intensity Quantification of Transfected HeLa Cells Using ImageJ
Demonstrator: Mohammad Fazli

Protocol
3.1. To measure the fluorescence intensity of the transfected HeLa cells in Image-J software [1], click File and select Open. In the dialog box, select the imaging files for the experiment and click OKOpen [2]. Once the Bio-formats Import Options window appears, select Split Channels and click OKpen [3].
3.1.1. WIDE: Talent looking at the computer and clicks using the mouse. 
3.1.2. SCREEN: To be provided by the author: File being clicked followed by Open, imaging files being selected, and opened.
Author: Please capture all the SCREEN shots using the screen capture guidelines and upload all screen-captured footage and screenshot summary to your project page as soon as possible.: https://review.jove.com/account/file-uploader?src=19917768

3.1.3. SCREEN: To be provided by the author: In Bio-formats Import Options window, Split Channels and then Open OK being clicked.

3.2. In Tetramethylrhodamine-ethyl ester-perchlorate or TMRE (T-M-R-E)  experiments, YFP (Setting 1) is the first channel; MitoTracker (Setting 1) is the second channel; and TMRE (Setting 2) is the third channel [1].
3.2.1. SCREEN: To be provided by the author: The first channel YFP (Setting 1) being seen; MitoTracker (Setting 1) as second channel; and TMRE (Setting 2) as third channel being seen.	Comment by Pradnya Kedari: Author: Will it be possible to capture this shot and point at all the three channels? 
Please confirm.	Comment by Mohammad Alam Fazli: Yes

3.3. In MitoSOX experiments, YFP (Setting 1) is the first channel; MitoSOX (Setting 2) is the second channel; and MitoTracker (Setting 3) is the third channel [1].	Comment by Evans, Chantell: Since MitoSOX experiment are not being shown, this should be omitted from the script. We did not include a screen for 3.3.1.
3.3.1. SCREEN: To be provided by the author: YFP (Setting 1) being seen as first channel; MitoSOX (Setting 2) as second channel; and MitoTracker (Setting 3) as the third channel.

3.4. Adjust the brightness by selecting Image, then Adjust, and then the Brightness [1]. 
3.4.1. SCREEN: To be provided by the author: Image then Adjust and then Brightness being selected.

3.5. Next, open the ROI Manager and load the saved region of interest or ROI (R-O-I) by clicking Analyze, then Tools, then ROI Manager. In the ROI Manager, click More, then Open from the list, and select the saved ROI [1]. 
3.5.1. SCREEN: To be provided by the author: Image then Adjust and then Brightness being selected. Opening the ROI manager and selecting the saved ROI.	Comment by Evans, Chantell: The text listed was identical for 3.4.1. Based on the text in 3.5, we provided a screen opening the ROI Manager and opening the saved ROI. If there are any additional corrections that need to be made, please advise.

3.6. [bookmark: _Hlk132537331]Measure the fluorescence intensity of five random regions in a single cell by selecting the saved ROI (R-O-I) from the ROI manager and moving the ROI to a random location within a cell. For TMRE experiment, select the image (c = 2), and for MitoSOX select the image (c = 12)  [1]. To measure the fluorescence intensity, press M and repeat this with four nonoverlapping regions. [2].	Comment by Pradnya Kedari: Author: Please review and confirm if this step is correctly placed here.

If needed, Edit the step using track change option.	Comment by Evans, Chantell: The step is correctly placed. However, should the text for MitoSOX be excluded from the script since it is not being shown?	Comment by Pradnya Kedari: Author: Will the M be pressed manually on the keyboard? Please confirm.	Comment by Evans, Chantell: The M is manually pressed on a keyboard.
3.6.1. SCREEN: To be provided by the author: Saved ROI from the ROI manager being selected and moved to a random location in the cell.
3.6.2. Talent pressing M and looking at the monitor.

3.7. When a dialog box with the area and mean gray values appears, copy and paste the values into a spreadsheet for analysis [1].
3.7.1. SCREEN: To be provided by the author: Dialog box with the area and mean gray values being seen. The values being copied and pasted into a spreadsheet.


Representative Results
3.8. The results for the TMRE and MitoSOX fluorescence intensities showed that [1] the treatment with the known uncoupling agent CCCP (C-C-C-P) decreased the TMRE fluorescence intensity [2-TXT] compared to the control conditions [3]. 
3.8.1. LAB MEDIA: Figures 4.
3.8.2. LAB MEDIA: Figures 4A, B. TXT: CCCP= Carbonyl cyanide m-chlorophenyl hydrazone Video Editor: Please show the entire graph and emphasize the points indicating 5 and 10 µM CCCP treatment in Graph 4B.
3.8.3. LAB MEDIA: Figures 4A, B. Video Editor: Please show the entire graph and emphasize the points indicating DMSO treatment in Graph 4B.

3.9. In addition, 20 micromolar CCCP treatment [1] induced superoxide production and increased the MitoSOX fluorescence intensity [2]. In mild or 5 micromolar CCCP stress conditions, the expression of ParkinWT and ParkinT240R resulted in higher TMRE intensity compared to the empty YFP control vector [3]. Author: How would you like JoVE’s voice talent to pronounce ‘ParkinWT’ and ‘ParkinT240R’? Is it Parkin-W-T and ‘Parkin-T-Two -Four’ or other? Please confirm.	Comment by Mohammad Alam Fazli: Parkin Wild type and Parkin - T-Two-Fourty-R)
3.9.1. LAB MEDIA: Figures 5.
3.9.2. LAB MEDIA: Figures 5A,B. Video Editor: Please show the entire 5A, B and emphasize the MitoSOXin images showing 20 µM CCCP treatment for all the vectors in 5A and emphasize points showing 20 µM CCCP in graph 5B.
3.9.3. LAB MEDIA: Figures 5A,B. Video Editor: Please show the entire 5A, B and emphasize the MitoSOXin images showing 5 µM CCCP treatment for ParkinWT and ParkinT240R vectors in 5A and emphasize points showing 5 µM CCCP for ParkinWT and ParkinT240R vectors in graph 5B.

3.10. The MitoSOX intensity was lower [1] in cells expressing ParkinWT and ParkinT240R compared [2] to cells expressing the YFP (Y-F-P) control vector suggesting that Parkin expression helps maintain the mitochondrial network health by preserving higher mitochondrial membrane potentials and low superoxide levels. [3].
3.10.1. LAB MEDIA: Figures 5A,B.
3.10.2. LAB MEDIA: Figures 5A,B. Video Editor: Please show entire 5A, B and emphasize the MitoSOXin images showing ParkinWT and ParkinT240R vectors in 5A and emphasize points showing ParkinWT and ParkinT240R vectors in graph 5B.
3.10.3. LAB MEDIA: Figures 5A,B. Video Editor: Please show entire 5A, B and emphasize the MitoSOXin images showing YFP in ParkinWT and ParkinT240R  in 5A.
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