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Author Questionnaire 

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  Yes  
If Yes, can you record movies/images using your own microscope camera?
Yes  

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 to capture the steps. If you use a Mac, QuickTime X also has the ability to record the steps.

3. Filming location: Will the filming need to take place in multiple locations?   No


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.
· If possible, each author should deliver no more than two statements.
· 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.

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.

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.

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.

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.

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.

Introduction of Demonstrator on Camera

Complete this statement ONLY if any of the individuals who will be demonstrating the procedure on camera will not be delivering an Introductory Interview Statement.

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.  
1.7.1. INTERVIEW: Author saying the above. 
1.7.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the 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. 
· [bookmark: _GoBack]To ensure that your protocol can be filmed in one day, the protocol is restricted to 30 steps and/or 60 shots. Current script of protocol: 12 steps, 20 shots.

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. Tissue-specific Candidate RNAi Screen for Modifiers of Cell Nonautonomous Proteostasis
2.1. Begin by preparing 6-centimeter NGM agar plates supplemented with 100 micrograms per milliliter ampicillin, 12.5 micrograms per milliliter tetracycline, and 1 millimolar IPTG [1]. 
2.1.1. WIDE: Establishing shot of talent pouring plates at the lab bench. 
2.2. Inoculate 3 milliliters of LB-amp media with the desired RNAi clone [1] and grow the bacteria at 37 degrees Celsius overnight with agitation [2]. On the next day, add IPTG to the culture for a final concentration of 1 millimolar [3] and agitate the culture for 3 more hours at 37 degrees Celsius [4].
2.2.1. Talent inoculating the media. 
2.2.2. Talent putting the bacterial culture in the incubator and closing the door. 
2.2.3. Talent adding IPTG to the bacteria. 
2.2.4. Culture tube agitating in the incubator. 
2.3. Plate 300 microliters of bacterial RNAi culture onto an NGM plate [1] and allow the plate to dry on the lab bench for 2 days, covered with aluminum foil [2]. Once dry, the RNAi plates can be stored in a box at 4 degrees Celsius for several weeks [3].
2.3.1. Talent plating the culture on the plate.
2.3.2. Talent covering the plate with aluminum foil and leaving it to dry.
2.3.3. Talent putting the plate in the refrigerator.
2.4. To synchronize the C. elegans, pick 15 gravid adults onto RNAi plates and allow them to lay eggs for 1 hour [1], then remove the adults from the plate. Do not synchronize by bleaching because it can induce the hsp-70-RFP reporter [2].
2.4.1. Talent transferring worms to the plate. 
2.4.2. Talent removing worms from the plate. Authors: Are the highlighted shots performed under a microscope? 
2.5. Pick synchronized L4 stage larvae and transfer them to a fresh RNAi plate [1]. Allow nematodes to grow on the relevant RNAi for two generations, making sure the temperature is kept at 20 degrees Celsius [2].
2.5.1. Talent picking larvae. 
2.5.2. Talent putting the plate with the larvae in the incubator.

3. Fluorescence Microscopy and Image Analysis
3.1. Use Day 1 adults for imaging and RFP fluorescence quantification. Place approximately 250 microliters of a 2% agarose solution onto a glass microscope slide and place a second slide on top to create a flat disc [1].
3.1.1. Talent placing agarose on the slide and covering it with another slide.
3.2. Place 5 microliters of 5 millimolar Levamisole solution on the set agarose pad [1] and transfer 5 worms into the Levamisole drop, then leave the nematodes to paralyze for 5 minutes [2].
3.2.1. Talent adding Levamisole to the agarose pad.
3.2.2. Talent transferring worms into the Levamisole.
3.3. Once C. elegans are paralyzed, carefully align them with a platinum wire pick [1] and remove excess levamisole with a laboratory wipe [2] before adding a coverslip. Image the worms within 30 minutes [3].
3.3.1. Talent aligning the worms.
3.3.2. Talent wiping away excess levamisole.
3.3.3. Talent adding a coverslip to the slide. 
3.4. Use a confocal microscope equipped with an EM-CCD to take images at 10 X magnification with a 561-nanometer laser for RFP fluorescence excitation [1]. Ensure all images are taken using the same settings for laser power, pinhole size, and fluorescence gain and save the images as tiff files [2].
3.4.1. Microscope setup. 
3.4.2. Talent at the computer, adjusting settings and imaging the worms with the imaging software. 
3.5. Perform image analysis with ImageJ. Click on Analyze and Measure to measure the fluorescence intensity in each image as pixels per unit area, then subtract background fluorescence [1]. Authors: Please acquire screen capture footage for the highlighted shots below and upload the movie files to your project page. 
3.5.1. SCREEN: Fluorescence intensity of worms measured; background intensity measured and subtracted.
3.6. Normalize the fluorescence intensity for each image to the image area by dividing the intensity by the area [1]. Then, normalize the intensity to worm length by drawing a line along the length of the worm and clicking Analyze and Measure [2].
3.6.1. SCREEN: Fluorescence normalized to image area. 
3.6.2. SCREEN: Line drawn on a worm and length measured.
3.7. Normalize the measured fluorescence intensities to untreated controls and pool the normalized values to compare mean fluorescence intensities for each RNAi condition [1].
3.7.1. SCREEN: Spreadsheet with measured fluorescence intensities. 






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.

If answered, your answers to C and D will become interview-style shots, which may be incorporated into the script after the relevant step in the protocol. Authors will memorize the statements and then deliver them on camera. 

C. OPTIONAL: If there is no single most critical step in the filmed portion of the protocol, do not answer this question. What is the best way to perform the required technique for the most critical step in the protocol? 
Enter author name.: (Enter step numbers from script.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
D. OPTIONAL: If there are no hazardous reagents or instruments in the filmed portion of the protocol, do not answer this question. Which of the reagents or instruments are hazardous? What precautions should viewers take?
Enter author name.: (Enter step numbers from script.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

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: 210. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 

4. Results: Tissue-specific RNAi 
4.1. Sid-1 mutants alone or sid-1 mutants expressing SID-1 in either neurons, intestine or body wall muscle were genetically crossed into C. elegans expressing HSP-90-RFP in the neurons [2], intestine [3], or muscle [4]. 
4.1.1. LAB MEDIA: Figure 2. 
4.1.2. LAB MEDIA: Figure 2. Video Editors: Emphasize A. 
4.1.3. LAB MEDIA: Figure 2. Video Editors: Emphasize B.
4.1.4. LAB MEDIA: Figure 2. Video Editors: Emphasize C.
4.2. Animals expressing HSP-90 and SID-1 in the neurons exhibit reduced expression of HSP-90-RFP in neurons of the magnified tail region [1]. Likewise, animals expressing HSP-90 and SID-1 in the intestine show reduced fluorescence in the intestine [2].
4.2.1. LAB MEDIA: Figure 2 A. Video Editor: Emphasize the second column of images.
4.2.2. LAB MEDIA: Figure 2 B. Video Editor: Emphasize the third column of images.
4.3. Tissue-specific hsp-90 RNAi in the C. elegans intestine results in a strong upregulation of hsp-70 in the muscle, as well as other tissues, as indicated by the stress-inducible hsp-70 reporter [1]. Exposure to heat stress induces expression of hsp-70, as indicated by RFP expression [2].
4.3.1. LAB MEDIA: Figure 3. 
4.3.2. LAB MEDIA: Figure 3. Video Editor: Emphasize the control images in A (first 2 columns) and bars in B (2 bars at the left). 
4.4. Constitutive knockdown of hsp-90 in the intestine by hsp-90 hairpin RNAi activates transcellular chaperone signaling and results in a 20-fold upregulation of the hsp-70p-RFP reporter at permissive temperature [1].
4.4.1. LAB MEDIA: Figure 3. Video Editor: Emphasize the RNAi images in A (last columns) and bar in B.
4.5. Tissue-specific RNAi screen of 58 candidate genes was performed and the candidate genes were identified as potential modifiers of transcellular chaperone signaling in the hsp-90int hp-RNAi strain [1]. Authors: How should voiceover pronounce hsp-90int hp-RNAi?
4.5.1. LAB MEDIA: Figure 4 B and C. 
4.6. To investigate whether TCS-mediated cell nonautonomous upregulation of hsp-70 expression protects against age-associated protein misfolding in C. elegans, intestinal Q44-YFP was expressed in strains allowing for tissue-specific RNAi via SID-1 complementation [1].
4.6.1. LAB MEDIA: Figure 5. 
4.7. RNAi-mediated knockdown of hsp-90 at L4 stage in the neurons, intestine or body wall muscle, resulted in a reduced accumulation of intestinal Q44 aggregates in Day 2 adults compared to control animals [1].
4.7.1. LAB MEDIA: Figure 5. Video Editor: Emphasize C – H.



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. 
· At least one statement is required.
· 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 give 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: (Enter step numbers referred to.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
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.
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.

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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