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PLEASE READ THE INSTRUCTIONS IN THE GRAY BOXES CAREFULLY AND USE TRACK CHANGES WHILE MAKING ANY EDITS TO THE DOCUMENT. 
This document has several sections on separate pages, so take care to view each page.


Author Questionnaire:
Authors, please fill out the unanswered questions below.  

1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol demonstrate software usage? Maybe
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 files to your project page.

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. (You do not need to include steps that will be screen captured. Please do not list entire sections.)
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.

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. (Please do not list entire sections.)
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.

5. Will the filming need to take place in multiple locations (greater than walking distance)? (Y/N)
If yes, how far apart are the locations? 


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.

· The total introduction length (i.e., Required and Optional Interview Statements) cannot exceed 150 words. 
· Restrict the length of each statement to no more than 30 words.
· Please answer the questions below in full sentences to highlight the significance of your protocol. You will be expected to memorize and deliver these sentences as spoken interview statements during filming. 
· Indicate the full name of each author who will give each statement. 
· Each author may give two Introduction statements maximum (i.e., two Required, two Optional, or one Required + one Optional).

Why is your protocol significant? OR What key questions can this method help answer? 

1.1. Author Name: ___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).

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


What is the main advantage of this technique?

1.2. Author Name: ___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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.

· The following OPTIONAL questions may be answered to provide additional introductory information about your protocol. 
· The length of each OPTIONAL statement is restricted to no more than 30 words and contributes to the total introduction length, which cannot exceed 150 words. 
· Indicate the full name of each author who will give each OPTIONAL statement. 
· Each author may give two Introduction statements maximum (i.e., two Required, two Optional, or one Required + one Optional).

Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?

1.3. Author Name: ___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).

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

Are there any specific areas of research that this method could provide insight into? 
Can this method be applied to any other systems?

1.4. Author Name: ___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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

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. Author Name: ___________ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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


Why is visual demonstration of this method critical?

1.6. Author Name: ___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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

Introduction of Demonstrator (Said by you on camera):

· Please use this statement ONLY if any of the individuals who will be demonstrating the procedure on camera have not given a required or optional Introduction interview statement already.
· Include the full name(s) of the person(s) demonstrating the experiment followed by their title (e.g., technician, post doc, grad student, clinician, etc.) 
· Also indicate the full name of the author who will introduce the demonstrator(s). 

1.7. Author Name: Demonstrating the procedure will be _________ (name of the person or persons), a _________ (technician, post doc, grad student) from my laboratory. (Add additional mention of demonstrators as necessary).  

1.7.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
1.7.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera


Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.8. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) or equivalent body at (insert Institutional Name).
	OR
Procedures involving human subjects have been approved by the Institutional Review Board (IRB) or equivalent body at (insert Institutional Name).


Section - Protocol
· Read through the entire protocol carefully to understand what you will need on the filming day and prepare accordingly. 
· The two-digit numbers (e.g. 2.1., 2.2.) represent the “steps” of you protocol and will be read 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. 
· To ensure that your protocol can be filmed in a single work day, the protocol is restricted to 30 steps and/or 60 shots.
· It is critical for a smooth and organized shoot that all materials and work spaces are prepared and labeled (if applicable) in advance.   
· Any specimens/samples that require long or overnight incubation steps should be prepared in advance. (i.e. day 0 sample preparation will be filmed on the day of the shoot; day 1 samples should be prepared the day before the shoot so their processing can be filmed on the day of the shoot/after their overnight culture/treatment/etc.) 
· Each section must contain a minimum of 3 steps (~6 shots), so short sections may be combined.
2. Standards Preparation
2.1. To prepare stock solutions of DON and DON metabolites, first accurately weigh the total mass of DON, 3-epi-DON, and 3-keto-DON within their original commercially provided vials [1-TXT].	Comment by Bridget Colvin: Authors: Do you say “don” or “D-O-N” or “deoxynivalenol” or other?
2.1.1. WIDE: Talent placing vial onto balance TEXT: DON: deoxynivalenol
2.2. Thoroughly dissolve the three powdered toxins with 5 milliliters of absolute acetonitrile in their vials [1] and weigh transfer the solutions into new 1-milliliter vials [2].
2.2.1. Talent mixing ACN in vial, with ACL container visible in frame
2.2.2. Talent adding ACN to vial, with original vials visible in frame

2.3. Use a nitrogen evaporator to dry the original toxin vials [1] and weigh the vials again once all of the residual acetonitrile has been evaporated to calculate mass of each toxin powder [2-TXT].

2.3.1. Talent drying vial
2.3.2. Talent placing vial onto balance TEXT: Toxin powder mass = Total Mass - Mass of original vial

2.4. After weighing the vials, use the nitrogen evaporator to evaporate the acetonitrile [1] and re-dissolve the solute with a known volume of stock solvent based on the calculated mass [2].

2.4.1. ACN being evaporated
2.4.2. Talent adding solvent to vial, with solvent container visible in frame

2.5. Then store the three re-constituted toxins and the commercially re-constituted DOM-1 toxin at minus 20 degrees Celsius until their use [1].

2.5.1. Talent placing vial(s) at -20 °C

3. Sample Extraction 

3.1. For sample extraction, grind approximately 200 grams of corn kernels collected from local farms per condition for 1 minute in a laboratory-grade blender [1] before weighing out 50 grams of each sample [2].

3.1.1. WIDE: Talent grinding kernels
3.1.2. Talent adding sample to balance

3.2. Mix each sample with 200 milliliters of sterile deionized water in the blender for at least 2 minutes [1] and pass the resulting slurry through a coarse filter paper [2].

3.2.1. Talent adding water to blender and sample
3.2.2. Sample being added to filter

3.3. Spike each sample with the appropriate final concentration of DON, 3-epi-DON, 3-keto-DON, or DOM-1 [1] and equilibrate the samples for 1 hour at room temperature before proceeding to the immuno-affinity purification [2].

3.3.1. Talent adding toxin to sample, with toxin vials visible in frame
3.3.2. Talent setting timer, with samples visible in frame

4. Immuno-Affinity Purification

4.1. At the end of the incubation, filter the corn powder slurries through individual microfiber filters [1] and load 1 milliliter of each collected filtrate directly onto individual immuno-affinity purification columns [2] while applying mild manual pressure throughout the column to achieve flow rates at 1-2 drops/second [3].

4.1.1. WIDE: Talent adding slurry to filter
4.1.2. Filtrate being added to column Videographer: Can combine 4.1.2. and 4.1.3. as appropriate
4.1.3. Column being pressured Videographer: Can combine 4.1.2. and 4.1.3. as appropriate

4.2. Wash each column with 5 milliliters of pure water [1] and immediately elute the samples with 1 milliliter of HPLC (H-P-L-C)-grade methanol [2-TXT].
4.2.1. Water being added to column
4.2.2. Methanol being added to column TEXT: HPLC: high-performance liquid chromatography

4.3. Dry each elute analyte under nitrogen-streams [1-TXT] and individually re-suspend the dried analytes in 0.5 milliliters of an acetonitrile in water solution [2-TXT].

4.3.1. Analyte being dried TEXT: Alternative: Dry under vacuum concentrator
4.3.2. ACN:water being added to analyte TEXT: i.e., 1:9 ACN:H2O for DON and 3-epi-DON, 2:8 ACN:H2O for 3-keto-DON and DOM-1

4.4. Then strain the re-suspended samples through 0.45-micrometer filters [1].

4.4.1. Talent adding sample to filter

5. High Performance Liquid Chromatography (HPLC) Analysis and Protocol Validation

5.1. For HPLC analysis, set the flow rate of the HPLC instrument to 1 milliliter/minute [1] and injection 50 microliters volumes of each sample [2].

5.1.1. WIDE: Talent setting flow rate
5.1.2. Talent injecting sample, sample containers visible in frame if possible

5.2. For validation of the protocol, directly inject 1-5 microgram/milliliter concentrations of prepared DON, 3-epi-DON, and DOM-1 standard solutions into the HPLC machine without any further extractions or dilutions [1] and determine the instrument linearity by inspecting the correlation between the HPLC signals and the known concentrations of analytes [2].

5.2.1. Talent injecting sample, with standard solution vials visible in frame
5.2.2. LAB MEDIA or SCREEN: To be provided by Authors: Graph showing correlation between HPLC signal and analyte concentration or similar	Comment by Bridget Colvin: Authors: Please upload this file to your project page.

5.3. To assess the method linearity, prepare corn extracts spiked with of 0.05, 0.1, 0.2, 0.5 and 1 microgram/milliliter of 3-keto-DON [1] and 0.1, 0.2, 0.5, 0.75 and 1 microgram/milliliter of with DON, 3-epi-DON, and DOM-1 as demonstrated [2]. 

5.3.1. 3-keto-DON being added to sample(s), with 3-keto-DON container(s) visible in frame
5.3.2. One toxin being added to sample(s), with DON, 3-epi-DON, and DOM-1 containers visible in frame

5.4. Extract and purify the spiked corn powders as demonstrated [1] and determine the method linearity by inspecting the correlation between the HPLC signals and the spiked concentrations of the analyte standards [2].

5.4.1. Talent adding sample to column
5.4.2. LAB MEDIA or SCREEN: To be provided by Authors: Graph showing correlation between HPLC signal and analyte standard concentration or similar	Comment by Bridget Colvin: Authors: Please upload this file to your project page.
5.5. To determine the method precision, spike the corn extracts with the indicated concentrations of DON and its three metabolites [1-TXT] and investigate the relative standard deviations of the intra-day and inter-day analyses [2].

5.5.1. Talent adding toxin to sample(s) TEXT: Intra-day analysis: 0.1 and 1 microgram/mL/metabolite; Inter-day analysis: 0.1 and 1 microgram/mL/metabolite
5.5.2. LAB MEDIA or SCREEN: To be provided by Authors: Graph showing correlation standard deviations of intra- and inter-day analyses or similar	Comment by Bridget Colvin: Authors: Please upload this file to your project page.

5.6. To calculate the recovery rate for each analyte, calculate the ratio of the measured concentrations within each corn extract to the actual spiked concentrations in each sample [1].

5.6.1. LAB MEDIA or SCREEN: To be provided by Authors: Graph showing comparison of measured concentration in each extract vs spiked concentration in each sample or similar	Comment by Bridget Colvin: Authors: Please upload this file to your project page.

5.6.2. Then, to determine the analytical limits, inspect the signal-to-noise ratio for each sample [1].

5.6.3. LAB MEDIA or SCREEN: To be provided by Authors: Graph or table showing LOQ and LOD data or similar	Comment by Bridget Colvin: Authors: Please upload this file to your project page.


OPTIONAL – Critical Step Statement:
· An OPTIONAL brief statement may be submitted for further elaboration of the best way to perform the required technique for the single most critical step of this procedure. 
· If there is no single critical step, then there is no need to fill out this statement.
· This will be an interview style shot interjected after the relevant step within the Protocol section of the video. 
· This statement is limited to 30 words or less. 
· Please indicate the full name of the Author who will give this statement and the step of the protocol to which the statement pertains using the step numbers from the Protocol section (above).
Fill in the details below based on the instructions above for the “Critical Step Statement”
Author name, Step            :           (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


Section – Results
The Results section is restricted to 200 words of narrative. Please read through the results as presented to make sure that it accurately represents your findings. If you would like to highlight other data, please revise this section accordingly, keeping in mind the word count restriction. Please note that we cannot include narrative without an accompanying visual. 

2. Results: Representative DON and DON Metabolite Characterization

2.1. Under the demonstrated HPLC conditions, DON [1] and its metabolites can be completely separated and quantified using a mobile phase of 10% acetonitrile in water [2].

2.1.1. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize Figure 1A

2.2. When applying 20% acetonitrile in water, 3-keto-DON [1] and DOM-1 appear at 13.3 minutes and 6.3 minutes, respectively [2].

2.2.1. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize Figure 1C
2.2.2. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize Figure 1D

2.3. The ultraviolet spectra of DON, 3-epi-DON, and DOM-1 are similar with a maximum absorbance at 218 nanometers [1].

2.3.1. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize DON, 3-epi-DON, and DOM-1 peaks when mentioned

2.4. 3-keto-DON displays distinct optical property with the maximum absorbance at 225 nanometers [1].

2.4.1. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize 3-keto-DON peak in Figure 1C

2.5. The correlations between method linearity and instrument linearity with the HPLC peak areas and the standard and spiked concentrations of DON, 3-epi-DON, 3-keto-DON, and DOM-1 are typically excellent [1].

2.5.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize both R2 columns

2.6. This method also reveals high sensitivities toward DON, 3-epi-DON, and DOM-1 [1].

2.6.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize DON, 3-epi-DON, and DOM-1 data cells in LOD and LOQ columns

2.7. In contrast, 3-keto-DON displays a higher LOD and LOQ [1].

2.7.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize 3-keto-DON data cells in LOD and LOQ columns

2.8. The relative standard deviations of all of the compounds typically ranges from 1.2% to 6.8%, validating the precision of the developed approach [1].

2.8.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize all four Intra- and Inter-day data columns

2.9. The recovery rates of 3-epi-DON, 3-keto-DON, and DON in corn extracts at the tested concentrations range from 74.1 to 94.0% [1], while DOM-1 demonstrates a significantly lower recovery after immuno-affinity column purification [2].

2.9.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize Recovery rate column data cells for 3-epi-DON, 3-keto-DON, and DON 
2.9.2. LAB MEDIA: Table 1: JoVE Video Editor please emphasize Recovery rate column data cell for DOM-1





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

· Below are questions for 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, as you will be expected to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give each Conclusion Interview statement. 
· Each author may give two Conclusion statements maximum.
What is most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section this advice correlates to.
3.1. Author Name: ____ (Step: __) (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
3.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
3.2. Author Name: ____ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
3.2.1. 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?
3.3. Author Name: ____ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
3.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
Are any of the reagents or instruments hazardous? If so, please use this interview statement to remind viewers of what precautions they should take. If no materials are hazardous, leave this statement blank.
3.4. Author Name: ___(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
3.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Thank you for following the instructions and addressing our questions. We will incorporate your answers/suggestions and send you the finalized script before your shoot. You will also receive detailed shoot preparation instructions in the email accompanying the finalized script.
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