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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? N
3. Which steps from the protocol section below are the most visually important? Please list 4-6 individual steps using the step numbers listed in this document. This information is important for informing the Videographer how to film these steps. (Do not include steps that will be screen captured or represented by lab media. 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. Human PC-3 and OVCAR-3 Cancer Cell Pellet Preparation
2.1. To prepare human prostate and ovarian cancer cell line cell pellets for selenium speciation [1], seed the appropriate number of cells from each cell line into three T75 (T-seventy-five) flasks per condition in the appropriate cell culture medium in a laminar flow hood [2-TXT] and place the flasks in a 37-degree Celsius and 5% carbon dioxide cell culture incubator until the cells are 80% confluent [3].
2.1.1. WIDE: Talent counting cells, with cell container(s) visible in frame
2.1.2. Talent adding cells to flask, with medium container(s) visible in frame TEXT: 1.5-2 x 105 PC-3 cells/flask; 3 x 105 OVCAR-3 cells/flask
2.2. To expose the cancer cells to selenium treatment, first sonicate freshly prepared nanoparticle stock solutions in an ultrasound water bath for 30 minutes at room temperature [1-TXT] before serially diluting the selenium nanoparticle solution in complete cell culture medium to the appropriate working concentrations [2-TXT].
2.2.1. Solution(s) being sonicated TEXT:  i.e., 2 mg/mL NP in BSA or chitosan coated Se-NPs
2.2.2. Talent diluting sample(s), with medium and stock containers visible in frame TEXT: Vortex 1 min between dilutions

2.3. In the laminar flow hood, gently wash the cells two times with 5 milliliters of 37-degree Celsius PBS per wash [1] and use a sterile 25-milliliter pipette to carefully add 15 milliliters of the selenium treatment of interest to the bottom of the flask [2-TXT].

2.3.1. Cells being washed with PBS
2.3.2. Treatment being added to flask, with treatment container visible in frame TEXT: Do not add directly onto cells

2.4. Close the lids without completely sealing the flask [1] and place the flasks horizontally in the cell culture incubator for 24 hours [2].

2.4.1. Talent closing lid
2.4.2. Talent placing flask(s) into incubator

2.5. To prepare the cell pellets, after washing and replenishing the culture medium [1], use one cell scraper per flask to gently detach the cells [2].

2.5.1. Talent adding medium to flask, with medium container visible in frame
2.5.2. Cells being scraped

2.6. Use medium to flush any cells stuck to the flask into the supernatant [1] and collect the dissociated cells by centrifugation [2-TXT].

2.6.1. Flask side being flushed, with medium container visible in frame
2.6.2. Talent placing tube(s) into centrifuge TEXT: 5 min, 250 x g, RT

2.7. Wash the pellets two times in 5 milliliters of PBS per tube per wash to remove all remaining traces of the treatment [1] and resuspend the cells in 1 milliliter of PBS [2].

2.7.1. Shot of pellet(s) if visible, then PBS being added to tube, with PBS container visible in frame
2.7.2. Talent adding PBS to tube, with PBS container visible in frame

2.8. Transfer the cells into a 1.5-milliliter polypropylene tube [1] and collect the cells with another centrifugation [2].

2.8.1. Talent adding cells to tube
2.8.2. Talent placing tube into centrifuge

2.9. Use a 200-microliter pipette to gently remove all of the supernatant [1] and plunge the bottom part of each 1.5-milliliter tube into liquid nitrogen to the level of the cell pellet [2].

2.9.1. Supernatant being aspirated
2.9.2. Tube being plunged into LN2

2.10. Immediately after freezing, transfer the tubes into a 77-degree Kelvin cryostat sample holder in liquid nitrogen [1].

2.10.1. Talent placing tube(s) into holder

3. High Resolution X-Ray Absorption Spectroscopy (HERFD-XAS) Measuring Procedure

3.1. For high resolution x-ray absorption spectroscopy, optimize all of the crystals from the crystal analyzer spectrometer in Bragg conditions with respect to the fluorescence line energy of interest [1] and use a reference for which the energy position of the absorption edge is known to calibrate the incident monochromatic beam energy [2-TXT].

3.1.1. Talent optimizing crystals
3.1.2. Talent using reference to calibrate beam energy

3.2. Transfer the sample holder to a liquid helium cryostat for biological samples [1] and set the cryostat to 10 degrees Kelvin [2].

3.2.1. Talent placing holder into cryostat
3.2.2. Talent setting temperature

3.3. Then close the experimental hutch following the synchrotron safety rules [1] and begin the analysis [2].

3.3.1. [bookmark: _GoBack]Talent closing hutch
3.3.2. Talent initiating analysis

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. 

4. Results: Representative Selenium (Se) and Iron (Fe) K-Edge Typical HERFD-XANES Analyses

4.1. Here representative high resolution x-ray absorption spectroscopy spectra of the selenium in the initial state and in cells incubated in nutritive medium [1] demonstrate that the selenium in the initial selenium nanoparticles was present as both selenium-zero [2] and selenite-like forms [3]. 

4.1.1. LAB MEDIA: Figure10
4.1.2. LAB MEDIA: Figure10 Video Editor: please emphasize green BSA SeNP data line
4.1.3. LAB MEDIA: Figure10 Video Editor: please emphasize blue BSA SeNP Incubation 24h data line

4.2. After interactions with the PC-3 cells, however, the selenium was mainly present in the cells as selenium-zero, demonstrating a change of selenium species within the cells [1].

4.2.1. LAB MEDIA: Figure10 Video Editor: please emphasize red PC3 exposed to BSA SeNP data line

4.3. For iron, high resolution x-ray absorption spectroscopy reference spectra exhibit distinct edge positions depending on the iron oxidation state [1], with reduced species of iron shifted to low energy values [2].

4.3.1. LAB MEDIA: Figure 11 Video Editor: please emphasize six upper spectra
4.3.2. LAB MEDIA: Figure 11 Video Editor: please emphasize four Diatoms spectra

4.4. Two successive spectra collected on the same position of a diatom pellet were similar [1], indicating that beam damage was limited between two acquisitions when using a helium-cryostat at 10 Kelvin [2].

4.4.1. LAB MEDIA: Figure 11 Video Editor: please emphasize red and black Diatoms post #1, #2, and #3 data lines 
4.4.2. LAB MEDIA: Figure 11

4.5. Furthermore, spectra from different positions of the diatom pellet were identical, demonstrating that the sample pellet was homogeneous, and that the spectra could be averaged to obtain a better signal-to-noise ratio spectrum [1].

4.5.1. LAB MEDIA: Figure 11 Video Editor: please emphasize Diatoms Average data line



Section - Conclusion
5. 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.
5.1. 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) (Step: __)
5.1.1. 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?
5.2. 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)
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. 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)
5.3.1. 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.
5.4. 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)
5.4.1. 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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