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Author Questionnaire 

1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or similar?  N  

2. Software: Does the part of your protocol being filmed demonstrate software usage?  Y
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 video files to your project page as soon as reasonably possible.

3. Interview statements: Considering the Covid-19-imposed mask-wearing and social distancing recommendations, which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	Interviewees wear masks until the videographer steps away (≥6 ft/2 m) and begins filming. The interviewee then removes the mask for line delivery only. When the shot is acquired, the interviewee puts the mask back on. Statements can be filmed outside if weather permits. 

☐ 	Interviewees self-record interview statements outside of the filming date. JoVE can provide support for this option.

☐ 	Interview Statements are read by JoVE’s voiceover talent. 

☐ 	Author interview statement opt out (interview statements removed completely from paper). 

4. Filming location: Will the filming need to take place in multiple locations (greater than walking distance)?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.
 

· To ensure that your script can be filmed in one day, the Introduction, Protocol, and Conclusion sections are restricted to 55 shots (i.e., designated as 1.1.1., 1.2.1., etc). 

Protocol Length
Number of Shots: XX


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.
· Fill out both required 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.[1].

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

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.[1].

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

Is each interview statement 30 words or fewer? ☐ Yes

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.

1.3. 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][2].

1.3.1. INTERVIEW: Author saying the above
1.3.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera



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. 

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. Synthesis Module Preparation
2.1. Before performing a synthesis, replace the large round bottom flask with a 10-milliliter dilution reservoir and small stir bar [1] and adjust the tube lengths accordingly to ensure that the tube reaches the bottom of the vial [2].
2.1.1. WIDE: Talent replacing flask with vial w/ stir bar
2.1.2. Talent adjusting tube length(s)
2.2. Remove the V7 outlet [1] and attach the outlet to V14 in the dilution vessel [2].
2.2.1. Talent removing outlet
2.2.2. Talent attaching outlet to V14
2.3. Initiate the manual system software [1] and leak-check the system with the 2-milliliter loop placed between the reactor and V8 [2].
2.3.1. Talent initiating soft 
2.4. Fill the cooling dewar with liquid nitrogen [1] and tighten the fittings [2].
2.4.1. Talent filling dewar
2.4.2. Talent tightening fillings
2.5. Add liquid nitrogen to the vacuum trap dewar [1], 3 milliliters of saline to reservoirs 2 and 3 [2], and 2 milliliters of saline [3] and 300 microliters of 0.2 grams/milliliter of monosodium phosphate solution to the product intermediate vial [4].
2.5.1. Talent adding LN2 to dewar
2.5.2. Talent adding saline to reservoir(s), with saline container visible in frame
2.5.3. Talent adding saline to vial, with saline container visible in frame
2.5.4. Talent adding NaH2PO4 to vial, with NaH2PO4 container visible in frame
2.6. Activate a solid phase extraction C18 (C-eighteen) light cartridge with 5 milliliters of ethanol [1] and 10 milliliters of sterile water for injection [2] and place the cartridge in the solid phase extraction position [3].
2.6.1. Talent adding ethanol to cartridge, with ethanol container visible in frame
2.6.2. Talent adding water to cartridge
2.6.3. Talent placing cartridge into position
2.7. Confirm that V7 is to the right of V14 and is attached such that V2 and V3 rinses pass into the dilution vial [1] and confirm that the round bottom flask has been replaced with the dilution reservoir [2].
2.7.1. Shot of V7 to right of V14 such that V2 and V3 pass into the dilution vial
2.7.2. Talent confirming flask replacement/Shot of reservoir in place
2.8. Attach V12 to the overflow vial to collect the waste from loading the solid phase extraction cartridge [1] and attach the final product line to the dispensing cell delivery line [2].
2.8.1. Talent attaching vial for SPE cartridge waste collection
2.8.2. Talent attaching product line to delivery line 
2.9. Then confirm that the MeI trap is inserted into the heater [1].	Comment by Bridget Colvin: Authors: Is this short for methionine? Please define.
2.9.1. Talent checking Mel trap
3. Precursor Preparation
3.1. To prepare the precursor, transfer the precursor vial from the refrigerator to the bench for at least 20 minutes to allow it to reach room temperature [1] before dissolving the precursor in a 50:50 0.5-molar sodium hydroxide in water-ethanol solution to a final concentration of 1.25 milligrams in 100 microliters of solution [2].
3.1.1. WIDE: Talent placing vial onto bench
3.1.2. Talent adding precursor to solution, with precursor and NaOH containers visible in frame
3.2. Use a 1-milliliter syringe equipped with 25 gauge × 5/8” needle to withdraw 100 microliters of solution [1] and slowly add the solution to the 2-milliliter Teflon loop [2].
3.2.1. Talent loading solution into syringe
3.2.2. Talent adding solution to loop
3.3. Add 200 microliters of air to the loop [1] and adjust the loop between the reaction vessel and V8 [2] such that the side into which the precursor was added is facing V8 to allow the solution to spread into the loop before reaching the reactor [3].
3.3.1. Talent adding air to loop
3.3.2. Talent adjusting loop 
3.3.3. Shot of adjusted loop Video Editor: please emphasize precursor-added side when mentioned
4. MeI Production
4.1. In conjunction with the module and precursor preparation, have a second researcher start the DMet Loop program [1], exit the manual mood, and reset the software [2].
4.1.1. WIDE: Talent starting program, with monitor visible in frame
4.1.2. SCREEN: To be provided by Authors: Mode being exited, software being reset
4.2. Enter the batch number and, depending on the activity of interest, start the program such that the trap conditioning is completed 20-30 minutes before the end of bombardment [1].
4.2.1. SCREEN: To be provided by Authors: Batch number being entered, then program being started
4.3. Select the appropriate target and start the production with a current of 50-55 microamps. When ready, select Start Irradiation and wait for beam-on [1-TXT].
4.3.1. SCREEN: To be provided by Authors: Target being selected, production being started, Start Irradiation being selected, then beam-on starting
4.4. When the desired activity is reached and the synthesizer is ready to receive activity, select Delivery and document the end of the bombardment [1].
4.4.1. SCREEN: To be provided by Authors: Activity being reached, then Delivery being selected and EOB being documented
4.5. Next, condition the nickel oven until the beam is on target [1].
4.5.1. Talent conditioning nickel oven
4.6. Five minutes before receiving the carbon-11 carbon dioxide, start cooling the methane trap [1] and continue the synthesis until the carbon-11 carbon dioxide transfer is complete [2].
4.6.1. Talent cooling methane trap
4.6.2. SCREEN: To be provided by Authors: Synthesis continuing
5. Post-Delivery and Radiotracer Preparation
5.1. After the product has been delivered, clear the filter of liquid [1] and remove the delivery line from the top of the sterilizing filter [2].
5.1.1. WIDE: Talent clearing filter
5.1.2. Talent removing delivery line
5.2. Weigh the final vial [1] and note the weight in the batch record [2].
5.2.1. Talent placing vial onto balance
5.2.2. Talent noting weight onto batch record 
5.3. Assay the final vial in a dose calibrator [1] and calculate the concentration in millicuries/milliliter [2].
5.3.1. Talent assaying vial
5.3.2. Talent at computer/calculator, calculating concentration
5.4. Then remove the vial from the dose calibrator [1] and obtain a 600-microliter quality control sample [2].
5.4.1. Talent removing vial from calibrator
5.4.2. Talent obtaining sample
5.5. To prepare the radiotracer for an experiment, use a syringe to remove 3 millicuries of the radiopharmaceutical [1] and dilute up to 1 milliliter of the solution in Ham’s F12 medium in a 2-milliliter centrifuge tube [2].
5.5.1. Talent removing radiopharmaceutical
5.5.2. Talent adding medium to tube, with medium container visible in frame
5.6. Use a pipet to dispense 33.3 microliters of activity to each bacteria-containing 50-milliliter centrifuge tube [1-TXT] and cap and seal the tubes [2].
5.6.1. Talent adding activity to tube(s) TEXT: See text for bacteria preparation details
5.6.2. Talent sealing capped tube
6. Uptake Assay
6.1. To perform an uptake assay, place the rack of twenty-four 50-milliliter centrifuge tubes into a shaking incubator for 90 minutes at 180 revolutions per minute [1].
6.1.1. WIDE: Talent placing rack into shaker
6.2. At the end of the incubation, transfer 500-microliter aliquots from each tube into 1.5-milliliter filtration tubes [1] and 1-milliliter UV-vis (U-V-viz) cuvettes [2].
6.2.1. Talent adding aliquot to tube(s), with tube rack visible in frame
6.2.2. Talent adding aliquot to cuvette, with tube rack visible in frame
6.3. Sediment the samples in the tubes by centrifugation [1-TXT] and wash the collected pellets with 200 microliters of PBS [2].
6.3.1. Talent placing tube(s) into centrifuge TEXT: 5 min, 7500 x g, RT
6.3.2. Shot of pellet(s), with PBS container visible in frame
6.4. Separate the collected pellets from the filtrates [1], close all of the containers [2], and individually analyze the pellets and filtrates on a gamma counter [3-TXT].
6.4.1. Talent separating filtrate from pellet
6.4.2. Talent closing container(s)
6.4.3. Talent analyzing sample(s) TEXT: Gamma counter measure 480-558 keV for 30 s/sample
6.5. Then analyze the samples in the cuvettes on a UV-Vis spectrophotometer set to a 600-nanometer wavelength [1].
6.5.1. Talent placing cuvette into spectrophotometer


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.


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: 104. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 
· Notes in blue italics are for JoVE’s video editor.
7. [bookmark: _Hlk27388131]Results: Representative D-[methyl-11C]-Methionine Quality Control and Bacterial Uptake

7.1. Here the analytical chiral separation illustrating the identity, purity, and enantiomeric composition of the final D-methyl-carbon 11-methionine is shown [1]. UV detection is is reported in units of time [2] versus absorption units [3].

7.1.1. LAB MEDIA: Figure 4
7.1.2. LAB MEDIA: Figure 4 Video Editor: please emphasize AU graphs
7.1.3. LAB MEDIA: Figure 4 Video Editor: please emphasize counts graphs

7.2. In these representative blocking studies, the uptake of D-methyl-carbon 11-methionine was measured in three different pathogens [1] with increasing concentrations of “cold” D-methionine [2].

7.2.1. LAB MEDIA: Figure 6 Video Editor: please emphasize figure key
7.2.2. LAB MEDIA: Figure 6 Video Editor: please emphasize x-axis

7.3. As observed, D-methyl-carbon 11-methionine was rapidly taken up by all three pathogens [1] with the uptake by S. aureus and P. aeruginosa 2-fold greater than that by E. coli [2].

7.3.1. LAB MEDIA: Figure 6 Video Editor: please emphasize red and green data boxes
7.3.2. LAB MEDIA: Figure 6 Video Editor: please emphasize blue data boxes

7.4. Uptake into all three pathogens incrementally decreased with increasing concentrations of the “cold” additive ranging from 15.625- to 1000-micromolar [1].

7.4.1. LAB MEDIA: Figure 6 Video Editor: please add arrows/emphasize downward data box trend for all three data groups 

Conclusion
8. Conclusion Interview Statements
Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Please answer one statement.
· The 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 deliver the 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.
8.1. 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.[1].
8.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Enter step numbers referred to.) 
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
8.2. 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. [1].
8.2.1. 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?
8.3. 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. [1].
8.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera  

Is each interview statement 30 words or fewer? ☐ Yes

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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