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Author Questionnaire:

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)   NO
2. Does your protocol include software usage? (Y/N) No
3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot. 
2.5, 2.7, 2.8 and 2.9
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. 
2.8
5. Will the filming need to take place in multiple locations? (Y/N) 
If yes, how far apart are the locations? 
2 locations, in the 30 oC room and the lab next door, about 10 meters apart.

Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.

1.1. David Barrass: A common technique to find a protein’s function is to remove it and see what happens. But you can’t do that with essential proteins because the cell dies. So you need a way to remove that protein when you want so you can catch a glimpse of what is happening before cell death [1].

1.1.1. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera.

1.2. David Barrass: Protein removal should be fast so secondary effects do not occur, 
specific so no other proteins are depleted and the protein only depleted when required, and it shouldn’t change the cell other than the protein depletion [1].

1.2.1. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera.


Section - Protocol
2. General Procedure for Depletion
2.1. After preparing the strain, use an overnight culture to determine what dilution is needed [1-TXT]. Use this information to set up a sufficient new culture with an OD600 between 0.1 and 0.2, and grow it at 30 degrees Celsius [2.1.1.1-TXT].
2.1.1. MED: In a 30 C room, the talent takes a 1 mL sample and, using a small portable spectrophotometer, measures the OD. 
2.1.1.1. [Added Shot]: MED: Talent then sets up a 400 mL culture at OD 0.2. 
Talent places the culture on a shaking platform in a 30 C room. TEXT: See text for details on strain preparation; See text for medium recommendations.
(Author Comment: 2.1.1 and 2.1.1.1 are different steps; a calculation needs to be done before 2.1.1.1 to work out what dilution is needed.)
2.1.2. MED: Talent places the culture on a shaking platform in a 30 C room (Author Comment: Combined with shot 2.1.1.1 as all procedures done in 30 oC room)
(Editor: Things get a bit confusing here for shots 2.2 and 2.3. The authors are also filming another paper with us, and that paper was too long. To try and minimize the changes needed for the second paper, they shot some overlapping footage here. The videographer states that the authors intended to film every separately with the different tubes. On shots 2.2.1 and 2.2.2 this was clear but not in the rest of the shots. The author did not want both tubes on the same shot when labeling and placing on ice, as they are part of different procedures. The videographer filmed all of 2.2 and 2.3 twice, each time with the different tubes. After that, the followed the script as written. However, I don’t know how these shots are slated or how they’ll be provided to us.)
2.2. In a fume hood, add a methanol equivalent to 30 to 50 percent of the intended sample volume to a 15 millimeter tube [1]. Close the tubes tightly [2], label them [3], and place them on dry ice to chill [5-TXT].
2.2.1. MED: Talent, in a fume hood, adds methanol to a 15 mL tube.
2.2.2. CU: Talent closes the tube
2.2.3. CU: Talent labels the tubes.
2.2.4. Skipped? (Editor: The original version of this script had step 2.2.2 showing 50 mL tubes. The author removed that step, but seems to have adjusted the shotlist numbering. I’ve left the new numbering from the authors since the changes overall are so significant, but I’m not sure how these shots are slated)
2.2.5. MED: Talent place the tubes on dry ice. TEXT: Alternatively, store tube at -80 °C to chill.
2.3. Next, label 1.5 milliliter tubes for long term storage of the samples [1] and place on ice to cool. Cool at least 1 milliliter of water per sample on ice [5].
2.3.1. MED: Talent labels 1.5 mL tubes and places on ice (Author Comment: it’s natural to label them and put them onto ice straight away)
2.3.2. MED: Talent labels 2 mL tubes
2.3.3. MED: Talent adds Zirconia beads to the 2 mL tubes
2.3.4. MED: Talent places the tubes on ice.
2.3.5. MED: Talent places a vessel of water on ice.
2.4. Once the target optical density for the start of the pre-incubation has been reached [1-TXT], transfer a sample into the pre-prepared tube containing cold methanol [2]. Invert the tube briefly [3] and place it back on dry ice. This is the un-induced control sample [4].
2.4.1. MED: Talent walks into the 30 C room with the sample in hand. TEXT: See text for details on when to begin pre-incubation.
2.4.2. MED: Talent transfers a sample into the tube containing methanol. [Shots 2.4.2 – 2.4.4 combined] 
(Author Comment: Shots 2.4.2, 2.4.3 and 2.4.4 were shot as one medium shot as this is one fluid motion that has to be done reasonably fast. 2.4.3 and 2.4.4 were then shot again as close ups) 
(Editor: For 2.4.3 and 2.4.4, feel free to use either the relevant part of the medium combined shot, or the CU combined shot, whichever looks best)
2.4.3. MED CU: Talent inverts the tube briefly.
2.4.4. MED CU: Talent places the tube on dry ice.
2.5. Immediately add the β-estradiol (“beta es-tra-di-ol”) such that the final concentration is 10 micromolar [1-TXT]. Swirl vigorously to mix [2]. Continue to grow the culture as before, incubating with β-estradiol for the optimal time as outlined in the text protocol [3].
 Videographer: The author has indicated that step 2.5 is one of the most important steps.
2.5.1. MED: Talent adds β-estradiol to the tube. TEXT: Have the β-estradiol in the pipette and ready to use. [Shots 2.5.1, 2.5.2, and 2.5.4 combined] 
(Author Comment: Shots 2.5.1, 2.5.2, and 2.5.4 were shot as one medium shot as this is one fluid motion that has to be done reasonably fast. 2.5.2 and 2.5.3 were then shot again as close ups with an additional shot, 2.5.1.1, - a close up of adding the b-estradiol)
(Editor: For any of these shots, choose whichever looks best. Especially because the authors have left notes on the following shots saying that they may not have been filmed)
2.5.1.1. [Added Shot]: CU version of shot 2.5.1
2.5.2. MED CU: Talent swirls the culture vigorously. (Author Comment: I think this shot was not filmed, but included in shot 2.5.1, but could have been re-shot as a CU. I don’t remember – sorry)
2.5.3. MED: Talent puts the culture back on the shaking platform. (Author Comment: I think this shot was not filmed, but included in shot 2.5.1, but could have been re-shot as a CU. I don’t remember – sorry)
2.6. David Barrass: The beta-estradiol incubation time is the most important step and must be optimized for each protein. Short and you’ll have slow depletion, too long and the protein levels will fall even before you’ve added the auxin [1].
2.6.1. INTERIVEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
(Author Comment: Note that this was shot in two different locations; first in the 30 oC room, but it was very noisy, then again at the very end of the session in a meeting room)
2.7. Place an aliquot of thiolated S. pombe cells on ice to thaw [1-TXT]. Vortex the thawed aliquot [2], and add it to the culture [3].
2.7.1. Talent places an aliquot of thiolated S. pombe cells on ice to thaw. TEXT: See text for details on preparing thiolated S. pombe cells.
2.7.2. Talent vortexes the aliquot.
2.7.3. Talent adds the aliquot to the culture.
2.8. Next, pipet up 0.5 microliters of IAA per milliliter of culture to add later [1]. Collect a sample from the un-depleted culture as previously described [2].  Immediately add the IAA to a final concentration of 750 micromolar [3] and swirl vigorously to mix [4]. Start a timer as soon as possible after mixing [5].
Videographer: The author has indicated that step 2.8 is one of the most important steps. (Author Comment: Clarification, it’s the time between this step and the next step that’s important, I don’t know how you show that though)

2.8.1. MED: Talent takes IAA up into a pipette.
2.8.2. MED: Talent collects a sample. Any action in this process can be filmed for this shot.
2.8.3. MED: Talent adds IAA to the cells. [Shots 2.8.3 and 2.8.4 combined]
2.8.4. MED: Talent vigorously swirls the culture to mix. (Author Comment: These two steps are naturally done together and the mixing should be done as soon after adding the IAA as possible so it makes sense to have this as one shot.)
2.8.5. [Added Shot]: CU: Start timer
2.9. Collect samples according to the experimental design [1-TXT]. Then, place the samples on ice [2]. Ensure that none of the samples have frozen [3]. If any have, gently warm them in the hand while constantly inverting [4].
2.9.1. MED: Talent collects a sample. Any action in this process can be filmed for this shot. TEXT: See Figure 1 for optimization strategy.
(Author Comment: Either shot 2.8.1 or 2.4)
2.9.2. MED: Talent places the samples on ice. [Shots 2.9.2 – 2.9.4 combined]
(Author Comment: Shots 2.9.2, 2.9.3 and 2.9.4 were shot as one medium shot as this is one fluid motion that has to be done reasonably fast. 2.9.3 and 2.9.4 were then shot again as close ups)
(Editor: For any of these shots, choose whichever looks best.)
2.9.3. MED CU: Talent checks to ensure the samples are not frozen.
2.9.4. MED CU: Talent holds a frozen sample in hand to warm it while constantly inverting it.
2.10. Once all of the samples are collected and not frozen, centrifuge them at 3,500 x g and at 4 degrees Celsius for 2 minutes [1]. Pour off the methanol and medium mix [2], and place the samples back on ice [3].
Videographer: The author has indicated that step 2.9 is one of the most important steps.
2.10.1. MED: Talent places the tubes into a centrifuge, closes the centrifuge lid, and turns the centrifuge on.
2.10.2. MED: Talent pours off the methanol/medium mix from tubes. [Shots 2.10.2 and 2.10.3 combind]
2.10.3. MED: Talent place the samples back on ice. (Author Comment: Shots combined as it is a natural operation to pour off  the mixture and put them on ice straight away, and it’s better for the sample to go on ice as soon as possible)
2.11. Then, re-suspend the cell pellet in 1 milliliter of water [1] and transfer this suspension to a labelled tube on ice [2].
2.11.1. MED CU: Talent re-suspends the cell pellet in water by pipetting up and down. (Author Comment: This shot also has putting the sample into the tube (2.11.2).)
2.11.2. MED CU: Talent transfers the cell suspension to a 1.5 mL tube on ice.
2.12. Centrifuge briefly at a speed over 15,000 x g to re-pellet the cells [1]. After this, place the tubes back on ice [2] and aspirate the liquid [3].
2.12.1. MED: Talent closes a centrifuge lid and turns the centrifuge on.
2.12.2. MED: Talent places the tubes on ice.
2.12.3. [bookmark: _GoBack]MED CU: Talent aspirates the liquid in the tubes (Author Comment: this is a skilled operation and works far better as a close up).




Section – Results
2. Results: Analysis of the Tuned Depletion Rate
2.1. In this study, degradation is tuned to achieve specific and efficient protein depletion without otherwise affecting the metabolism of the yeast cell [1]. The low abundance, spliceosomal Prp2 (“P-R-P two”) and Prp22 (“P-R-P twenty-two”) proteins are both depleted to lease than 20 percent after 40 minutes of pre-incubation with β-estradiol, followed by 15 minutes with auxin [2].
2.1.1. LAB MEDIA: Figure 1.
2.1.2. LAB MEDIA: Figure 1. Video Editor: Emphasize Figures 1A, 1B, 1C, and 1D.
2.2. In comparison, the more abundant Dcp1 (“D-C-P one”) is only depleted to approximately 30 percent with the same treatment [1]. However, 60 minutes of pre-incubation time results in depletion to 13 percent with the same auxin treatment, at the cost of depletion before the auxin is added [2].
2.2.1. LAB MEDIA: Figure 1. Video Editor: Emphasize Figures 1E and 1F.
2.2.2. LAB MEDIA: Figure 1. Video Editor: Hold the emphasis from 3.2.1.



Section - Conclusion
3. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
3.1. David Barrass: Optimize the pre-incubation and don’t lose track of the time between time points [1] [2].
3.1.1. INTERIVEW: Named author says the statement above in an interview-style shot while looking slightly off-camera
3.1.2. Use shots from 2.5. Use whichever shots look best.
3.2. David Barrass: What to do next depends on your question. We have found that 10 mL of culture is plenty for protein and DNA or RNA analysis. The sampling procedure is easily adapted for ChIP [1].
3.2.1. INTERIVEW: Named author says the statement above in an interview-style shot while looking slightly off-camera
3.3. David Barrass: Now there is a reliable and specific way to deplete proteins even the function of essential proteins can be found [1].
3.3.1. INTERIVEW: Named author says the statement above in an interview-style shot while looking slightly off-camera
3.4. David Barrass: The protocol is fairly safe, methanol is the only really hazardous chemical, so take care while dispensing, do it in a fume hood, and wear double glove as normal nitrile laboratory gloves allow methanol through [1].
3.4.1. INTERIVEW: Named author says the statement above in an interview-style shot while looking slightly off-camera
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