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Author Questionnaire 

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  N  

2. Software: Does the part of your protocol being filmed demonstrate software usage?  Y
If Yes, we will need you to record using screen recording software to capture the steps. If you use a Mac, QuickTime X also has the ability to record the steps. Please upload all screen captured video files to your project page as soon as feasible.

3. Filming location: Will the filming need to take place in multiple locations (greater than walking distance)?   N

· To ensure that your script can be filmed in one day, the Introduction, Protocol, and Conclusion sections are restricted to 55 shots (i.e., designated as 1.1.1., 1.2.1., etc). 

Protocol Length
Number of Shots: XX


Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which will be incorporated into the script. Authors will memorize the statements and then deliver them on camera.
· Enter the full name of the author who will deliver the statement on camera.
· Each author should deliver no more than two statements.
· Fill out both required statements. One optional statement may also be selected.
· Please 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: Why is your protocol significant? OR What key questions can this method help 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. [1].

1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

REQUIRED: What is the main advantage of this technique?
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.[1].

1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

OPTIONAL: Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?
1.3. 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. [1].

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

OPTIONAL: Are there any specific areas of research that this method could provide insight into? OR Can this method be applied to any other systems?
1.4. 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. [1].

1.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

OPTIONAL: How would you expect an individual who has never performed this technique to struggle? Do you have any advice to offer to somebody who is trying this technique for the first time?
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. [1].

1.5.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

OPTIONAL: Why is visual demonstration of this method critical?
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. [1].

1.6.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Introduction of Demonstrator on Camera

1.7. Enter name of author who will introduce demonstrator: Demonstrating the procedure will be Click here to enter name of demonstrator(s)., a Click here to enter demonstrator job title. from my laboratory. Include additional demonstrators as needed. [1][2].

1.7.1. INTERVIEW: Author saying the above
1.7.2. Named demonstrator(s) looks up from workbench or desk or microscope and acknowledges camera

1.8. 

Protocol
Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The one-digit numbers represent sections of the video. The text will appear onscreen.
· The two-digit numbers (e.g. 2.1., 2.2.) represent steps of your protocol. The text will be recorded by a professional voiceover talent. 
· The three-digit numbers (e.g. 2.1.1., 2.2.2.) represent the shots that our videographer will capture at your lab. 

Please use this draft script to help you prepare for filming day.
· Filming should take no more than 10 minutes per step. If a step will take more than 10 minutes, prepare the product from that step in advance.
2. High Content Fluorescent Image Analysis
2.1. For high content fluorescent image analysis, first seed 4 x 103 cells from each monoclonal population per well in black wall, clear bottom, 384-well plates in growth medium supplemented with 10% FCS (F-C-S) plus 1% penicillin and streptomycin, and 2.5 microliters/milliliter of puromycin [1-TXT] for a 24-hour incubation at 37 degrees Celsius and 5% carbon dioxide [2-TXT].
2.1.1. WIDE: Talent adding cells to well(s), with medium container visible in frame TEXT: See text for all medium and solution preparation details
2.1.2. Talent placing plate into incubator TEXT: FCS: fetal calf serum
2.2. The next day, replace the medium with 10-micromolar rapamycin and 30-micromolar chloroquine in 50 microliters of stable cell line growth medium supplemented with 2% FCS per well [1] for a 16-hour incubation at 37 degrees Celsius and 5% carbon dioxide [2].
2.2.1. Compounds being added to well(s), with rapamycin, chloroquine, and medium containers visible in frame
2.2.2. Plate being placed into incubator

2.3. At the end of the incubation, rinse each well with 50 microliters of HBSS [1] before fixing the cells with 4% paraformaldehyde for 10 minutes at 37 degrees Celsius [2].

2.3.1. Well(s) being rinsed, with HBSS container visible in frame
2.3.2. PFA being added to well(s), with PFA container visible in frame

2.4. At the end of the incubation, rinse each well with 50 microliters of HBSS per well [1] and stain the cells with 2.5 micrograms/milliliter of Hoechst 33342 (hookst three-three-three-four-two) for 10 minutes at 37 degrees Celsius [2].

2.4.1. Well(s) being rinsed, with HBSS container visible in frame
2.4.2. Talent adding Hoechst to well(s), with Hoechst container visible in frame

2.5. At the end of the incubation, rinse the wells with 50 microliters of HBSS per well [1] and maintain the cells in 50 microliters of PBS per well until their analysis [2].

2.5.1. Well(s) being rinsed, with HBSS container visible in frame
2.5.2. Talent adding PBS to well(s), with PBS container visible in frame

3. Data Acquisition and Autophagic Flux Analysis 

3.1. Using a high content screening system and an automated microscope [1], select several channels and exposure times for identifying the nuclei and the formation of autophagosomes and autolysosomes during the autophagic flux events [2].

3.1.1. Talent sitting at system/microscope, with monitor visible in frame
3.1.2. SCREEN: To be provided by Authors: Channels and exposure times being selected

3.2. For each well, use the 60x objective to collect images from four fields covering the well surface in four stacks starting from 8 micrometers and separated by a working distance of 0.2 micrometers [1]. 

3.2.1. SCREEN: To be provided by Authors: One field being imaged

3.3. To analyze the data, select the most appropriate method for automated cell image segmentation and for specifically detecting the speckles corresponding to LC3 (L-C-three) activation in the microscope image analysis software [1-TXT].

3.3.1. SCREEN: To be provided by Authors: Automated cell image segmentation being selected TEXT: LC3: Microtubule-associated proteins 1A/1B light chain 3A
 
3.4. To perform the final analysis sequence, click Find Nuclei and select the appropriate fluorescent channel [1].

3.4.1. SCREEN: To be provided by Authors: Find nuclei being clicked, the channel being selected

3.5. Select Method and select Nuclei as the output population [1].

3.5.1. SCREEN: To be provided by Authors: Method being selected, and nuclei being selected

3.6. Click Find Cytoplasm and select the Fluorescein cytoplasmic dye channel [1].

3.6.1. SCREEN: To be provided by Authors: Find cytoplasm being clicked, then Fluorescein channel being selected

3.7.  Select Method and Individual Threshold and click Find Cytoplasm 2 to allow selection of the RFP (R-F-P) cytoplasmic dye channel [1].

3.7.1. SCREEN: To be provided by Authors: Method and Individual threshold being selected, then Find cytoplasm 2 and RFP being selected TEXT: RFP: red fluorescent protein

3.8.  Select Method and Individual Threshold and click Population [1].

3.8.1. SCREEN: To be provided by Authors: Method and Individual Threshold being selected, then Population being clicked

3.9. Select Nuclei and the Common filters method [1].

3.9.1. SCREEN: To be provided by Authors: Nuclei and Common filters being selected

3.10. Select the Nuclei Inside Borders output population and click Find Spots [1].

3.10.1. SCREEN: To be provided by Authors: Nuclei Inside Borders being selected and Find spots being clicked

3.11. Select the Fluorescein specific marker channel and the Nuclei Inside borders study population [1].

3.11.1. SCREEN: To be provided by Authors: Marker channel and Nuclei inside borders being selected

3.12. Select the study region Cytoplasm, Method, the Spots Inside Borders output population [1].

3.12.1. SCREEN: To be provided by Authors: Cytoplasm, Method, and Spots inside borders being selected

3.13. Click Find Spots 2 and select the RFP specific marker channel [1].

3.13.1. SCREEN: To be provided by Authors: Find spots 2 being clicked, then channel being selected

3.14. Select the Nuclei Inside borders study population and the Cytoplasm 2 study region [1].

3.14.1. SCREEN: To be provided by Authors: Nuclei inside borders and cytoplasm 2 being selected

3.15.  Select Method and the Spots 2 Inside Borders output population [1].

3.15.1. SCREEN: To be provided by Authors: Method and Spots 2 inside borders being selected

3.16. Click Calculate Intensity Properties and select the Fluorescein specific marker channel [1].

3.16.1. SCREEN: To be provided by Authors: Calculate intensity properties and channel being selected

3.17. Select the Nuclei Inside Borders study population and the Spot study region [1].

3.17.1. SCREEN: To be provided by Authors: Nuclei insider borders and Spot being selected

3.18. Select Method and the Intensity Spot Fluorescein Inside Borders output properties [1].

3.18.1. SCREEN: To be provided by Authors: Method and Intensity Spot Fluorescein Inside Borders being selected

3.19. Click Calculate Intensity Properties and select the RFP specific marker channel [1].

3.19.1. SCREEN: To be provided by Authors: Calculate Intensity Properties and channel being selected

3.20. Select the Nuclei Inside Borders study population and the Spot 2 study region [1].

3.20.1. SCREEN: To be provided by Authors: Nuclei Inside Borders and Spot 2 being selected

3.21. Select Method and the Intensity Spot 2 RFP Inside Borders output properties [1].

3.21.1. SCREEN: To be provided by Authors: Method and Intensity Spot 2 RFP Inside Borders being selected

3.22. Click Define Results and select the Nuclei Inside Borders population, Number of Objects of Nuclei Mean, Relative Intensity Spots Fluorescein – mean per well, and Relative Intensity Spots 2 – RFP – mean per well [1].

3.22.1. SCREEN: To be provided by Authors: Define Results being clicked, then Nuclei Inside Borders population, Number of Objects of Nuclei Mean, Relative Intensity Spots Fluorescein – mean per well, and Relative Intensity Spots 2 – RFP – mean per well being selected

3.23. Then, to quantify the autophagic flux, analyze the stained and compound-treated cells using conventional flow cytometric analysis protocols [1] and establish the mCherry-EGFP (M-cherry-E-G-F-P) ratio of the relative intensity spots [2-TXT].

3.23.1. Talent loading tube/plate onto cytometer
3.23.2. LAB MEDIA: Figure 4 graph TEXT: Cells with higher flux are less green, increasing mCherry/EGFP ratio


Protocol Script Questions
Authors: Please use the step numbers from the script above (not step numbers from the manuscript) when answering the questions below. Please do not include steps that will be screen-captured and do not list entire sections.

A. Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps. 
Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

B. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1 or 2 individual steps from the script above.
Click here to list 1 or 2 individual steps, using the step numbers from the protocol section of the video script.



Results
Please review this section to make sure that it accurately reflects your findings.
· Use Track Changes when making edits or revisions.
· If you would like the video to include different results, please revise this section.
· When revising, please keep the length of the voiceover below 200 words. Current word count: 89. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 

4. Results: Representative Autophagic Flux Evaluation

4.1. Here a sequence of analyses to quantify autophagic flux from cell-based images can be observed [1].

4.1.1. LAB MEDIA: Figure 3 Video Editor: please sequentially add/emphasize images from top left to bottom right

4.2. The software identifies whole cells in green [1] and incomplete cells in red [2].

4.2.1. LAB MEDIA: Figure 3 Video Editor: please emphasize green cells in top right image
4.2.2. LAB MEDIA: Figure 3 Video Editor: please red cells in bottom right image

4.3. In each identified cytoplasm, the accumulation of speckels was observed [1].

4.3.1. LAB MEDIA: Figure 3 Video Editor: please emphasize speckels in Find Spots EGFP and RFP images

4.4. The relative intensity of the spots from each cytoplasm can be calculated and the autophagy flux quantified based on the ratio of mCherry-EGFP associated to the LC3 activation [1].

4.4.1. LAB MEDIA: Figure 3 Video Editor: please emphasize Calculate Spots Intensity EGFP and RFP images

4.5.  In these representative images, low and high autophagic flux [1], represented by the ratio of mCherry to chloroquine and of GFP to rapamycin can be observed [2].

4.5.1. LAB MEDIA: Figure 4 Video Editor: please emphasize Chloroquine image and data cluster
4.5.2. LAB MEDIA: Figure 4 Video Editor: please emphasize Rapamycin image and data cluster



Conclusion
5. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Please answer one or two of the statements.
· Each statement is limited to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will deliver each statement. 
What is the most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section of the script that this advice applies to.
5.1. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words. [1].

5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Enter step numbers referred to.) 

Following this procedure, what other methods can be performed? What questions would these additional methods answer?

5.2. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words. [1].

5.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
5.3. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words. [1].

5.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Is each interview statement 30 words or fewer? ☐ Yes
Has any author been assigned more than two statements? ☐ No

Thank you for addressing our questions. We will incorporate your answers and suggestions and send you the final script before your filming day. You will also receive detailed preparation instructions in the email accompanying the final script.
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