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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol include software usage? N
3. Which steps from the protocol section below are the most important for viewers to see? 
2.1.1., 2.21., 2.5.1., 3.2., 3.5.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.5.1. The most difficult aspect of this procedure is being careful not to puncture leaf discs while removing water and ensuring that the reaction solution is applied as quickly as possible.

3.2. The most difficult aspect of this procedure is avoiding root damage while transplanting and selecting seedlings of the same size. 
5. Will the filming need to take place in multiple locations? N


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. Irina Sementchoukova: These assays can be used to assess and compare immune signaling outputs in different plant genotypes [1].

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

1.2. Melissa Bredow: The main advantage of these techniques is that they are quick, reliable, and use common laboratory equipment [1]. 

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

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

1.3. Kristen Siegel: For the growth inhibition assay, seedlings of the same size and age should be transplanted and fully blotted dry before weighing to limit variation [1]. 

1.3.1. INTERVIEW: Above Talent speaking the statement above in an interview-style shot, looking slightly off-camera




Section - Protocol
2. Arabidopsis Leaf Disc Collection and Reactive Oxygen Species Burst Analysis
2.1. At 4-5 weeks post-germination, use a sharp 4-millimeter biopsy punch [1-TXT] to remove one leaf disc per Arabidopsis plant, avoiding the mid-vein and being careful to limit wounding [2].
2.1.1. WIDE: Talent punching leaf disc TEXT: See text for Arabidopsis plant growth and maintenance details
2.1.2. CU: Leaf disc being punched, then shot of punched leaf
2.2. Collect the discs into individual wells of an unused 96-well luminometer plate [1] containing 100 microliters of double-distilled water per well adaxial side up to prevent desiccation [2].
2.2.1. MED: Talent placing disc into well
2.2.2. CU: Shot of disc adaxial side up
2.3. If assessing multiple elicitors, remove a second leaf disc from the same leaf for each elicitor treatment [1] and cover the plate with the lid to allow the leaf discs to recover overnight at room temperature [2].
2.3.1. MED: Talent punching second disc
2.3.2. MED: Talent placing lid onto plate
2.4. The next morning, set the microplate reader parameters a 1000-millisecond integration time in 2-minute intervals over a 40-60-minute period to capture the dynamic oxidative burst [1].
2.4.1. MED-over the shoulder: Talent inputting settings into reader, with monitor visible in frame
2.5. Next, use a multi-channel pipette to replace the water in each well [1-TXT] with 100 microliters of freshly-prepared reaction solution [2-TXT], including a control, no-elicitor reaction for each genotype to assess the basal reaction oxygen species levels in the absence of elicitation [3].
2.5.1. WIDE: Talent removing water TEXT: Caution: Do not puncture discs
2.5.2. MED: Talent adding solution to well(s), with reaction solution container visible in frame TEXT: See text for all reagent preparation details
2.5.3. CU: Control solution being added to well, with control solution container label visible in frame

2.6. Then immediately measure the light emission for all of the wavelengths in the visible spectrum on the microplate reader [1]. 

2.6.1. MED: Talent placing plate onto reader

3. Seedling Growth Inhibition (SGI) Assay
 
3.1. At 4 days post germination, load each well of a 48-well plate with 500 microliters of MS (M-S) medium supplemented with a dilution of elicitor peptide [1-TXT].

3.1.1. WIDE: Talent adding peptide to well(s), with dilution containers visible in frame TEXT: i.e., 0 nM, 1 nM, 10 nM, 100 nM, and 1000 nM 

3.2. Next, use sterile forceps to carefully transplant 6-8 seedlings of the same size, age, and genotype to each peptide dilution [1], taking care that there is no damage to the seedling or breakage to the root and that the root is submerged in medium [2].

3.2.1. MED: Talent adding seedling(s) to well(s)
3.2.2. CU: Shot of seedling w/o damage and w/ submerged root

3.3. When all of the seedlings have been plated, seal plates with micropore tape [1] and place the plants under standard short-day conditions for 8-12 days [2].

3.3.1. CU: Plate being sealed
3.3.2. MED: Talent placing plate under short-date conditions 

3.4. To determine the percent growth inhibition, take a photo to visually record the growth inhibition [1] before carefully removing the seedlings from each well [2]. 

3.4.1. MED: Talent photographing plant(s)
3.4.2. [bookmark: _GoBack]CU: Seedling being removed (Author Comment: Change to step 3.5.1A) (Editor: No additional shot was listed, or additional changes noted, so I’m not sure what this actually means or what the change entails)

3.5. Then dab the roots on a paper towel to dry [1] and weigh each seedling on an analytical scale [2].

3.5.1. CU: Roots being dabbed (Author Comment: Change to step 3.5.1B) (Editor: No additional shot was listed, or additional changes noted, so I’m not sure what this actually means or what the change entails)
3.5.2. MED: Talent placing plant onto balance


Section – Results
4. Results: Representative Arabidopsis ROS Burst Production and SGI After Immune Elicitation 

4.1. In this representative experiment, mutant plants with hyperactive immune signaling [1] demonstrated a higher cumulative and average oxidative burst [2] compared to wild-type Arabidopsis plants [3], whereas mutant plants with impaired immune signaling displayed a reduced oxidative burst at concentrations between 10 and 1000 nanomolar [4].

4.1.1. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize purple data boxes in Figure 3A
4.1.2. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize purple data lines in Figure 3B
4.1.3. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize green data boxes and lines in both graphs
4.1.4. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize lack of orange data boxes and lines in both sets of 10 nM, 100 nM, and 1000 nM graphs

4.2. Expected differences in seedling growth inhibition could also be discerned between all of the genotypes grown in 100 and 1000 nanomolar elicitor peptide concentrations [1].

4.2.1. LAB MEDIA: Figure 4A: JoVE Video Editor please emphasize 100 nM and 1000 nM graphs

4.3. When grown in the 1000 nanomolar peptide dilution [1], the mutants with hyperactive immune signaling were markedly smaller [2] than wild type plants grown under the same conditions [3], while the mutants with impaired immune signaling displayed a weak inhibition of growth relative to wild-type plants [4]. 

4.3.1. LAB MEDIA: Figure 4B: JoVE Video Editor please outline 1 micromolar row
4.3.2. LAB MEDIA: Figure 4B: JoVE Video Editor please emphasize cpk28-1 plants in 1 micromolar row
4.3.3. LAB MEDIA: Figure 4B: JoVE Video Editor please emphasize Col-1 plants in 1 micromolar row
4.3.4. LAB MEDIA: Figure 4B: JoVE Video Editor please emphasize bak1-5 plants in 1 micromolar row


Section - Conclusion
5. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
5.1. Melissa Bredow: These methods provide evidence for early and late immune responses. Several other techniques, including MAP kinase activation, pathogen-induced gene expression, and infection assays, can be used to delineate signaling pathways [1].
5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
5.2. Melissa Bredow: These techniques have been modified for use in large-scale screens that have successfully identified pathogen receptor proteins and various other signaling components [1].
5.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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