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Author Questionnaire 

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If No, JoVE will need to record the microscope images using our scope kit (through a camera port or one of the oculars). Please list the make and model of your microscope.
Enter make and model of microscope.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Enter Yes or No.
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.

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

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.
· If possible, each author should deliver no more than two 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.

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.

OPTIONAL: Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?
1.3. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

OPTIONAL: Are there any specific areas of research that this method could provide insight into? OR Can this method be applied to any other systems?
1.4. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

OPTIONAL: 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. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

OPTIONAL: Why is visual demonstration of this method critical?
1.6. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

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.

1.7. 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.  
1.7.1. INTERVIEW: Author saying the above. 
1.7.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

Ethics Title Card
1.8. Animal care procedures were carried out in accordance with the guidelines set by the European Communities Council Directive (86/609/EEC) and by the French regulations on animal experimentation.

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. 
· To ensure that your protocol can be filmed in one day, the protocol is restricted to 30 steps and/or 60 shots. Current script of protocol: XXX steps, XXX shots.

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. Isolator Preparation and Egg Collection
2.1. Begin by setting up 50-milliliter tubes, plastic pipettes, irradiated feed, autoclaved water, and sterile sealed plastic containers in a rigid insulator under positive pressure [1]. 
2.1.1. Tubes, plastic pipettes, irradiated feed, autoclaved water, and sterile sealed plastic containers in a rigid insulator. 
2.2. Fill the transfer germicidal trap with a 2% quaternary ammonium solution [1] and sterilize the isolator three times with formaldehyde vapor [2-TXT], moving the materials inside the isolator between each sterilization to ensure the disinfection of all contact surfaces [3].
2.2.1. Talent filling the germicidal trap with ammonium solution. 
2.2.2. Talent sterilizing the isolator. TEXT: 60 mL formalin and 30 g potassium permanganate per cubic meter
2.2.3. Talent moving the materials inside the isolator.
2.3. At least 2 days before introducing the eggs, set the isolator temperature to 37 degrees Celsius [1]. On the day of introduction, set the hygrometer to 65 to 70% of relative humidity [2].
2.3.1. Talent setting the isolator temperature to 37 °C. 
2.3.2. Talent setting the hygrometer to 65 – 70%. 
2.4. After selecting clean and flawless eggs, immediately decontaminate the egg surface by dipping them in a 1.5% peracetic acid solution for 5 minutes [1], then transport the eggs to the experimental facility using a box decontaminated with formaldehyde vapor [2].
2.4.1. Talent dipping the eggs in peracetic acid. Videographer: Obtain multiple usable takes of this shot because it will be reused in 2.5.2. 
2.4.2. Talent putting eggs in a box for transportation. 
2.5. Store the eggs for 24 hours at 4 degrees Celsius [1], then repeat the sterilization with 1.5% peracetic acid [2] and place the eggs in a hatching incubator for 19 days [3].
2.5.1. Talent putting the eggs in the refrigerator. 
2.5.2. Use 2.4.1. 
2.5.3. Talent placing the eggs in the hatching incubator. 
3. Hatching
3.1. On day 19, verify the fertility, viability, and development of the embryo using a light egg candler under sterile conditions [1]. Select live-embryonated eggs and decontaminate them by spraying them with a 1.5% peracetic acid solution for 30 seconds or until the entire surface of each egg is covered [2].
3.1.1. Talent examining an egg with an egg candler. 
3.1.2. Talent spraying an egg with peracetic acid solution. 
3.2. Transfer the eggs into the sterile hatching isolators and rinse them with sterile demineralized water before placing them in the hatching space [1]. After hatching, the animals are kept in the sterile isolators, fed ad libitum with a commercial diet sterilized by gamma irradiation, and watered with autoclaved tap water [2].
3.2.1. Talent putting an egg in the isolator, rinsing it off, and putting it on a hatching space.
3.2.2. Hatched chicks in the isolator. 

4. Bacteriologic Status Analysis 
4.1. One day after hatching, take a fecal sample directly from the rectum of different chicks and pool them in a sterilized glass tube [1]. Add 1 milliliter of stool to 9 milliliters of thioglycolate broth with resazurin [2] and add the remaining sample to 9 milliliters of brain heart infusion, or BHI, broth [3]. 
4.1.1. Talent taking a fecal sample from a chick. 
4.1.2. Talent adding stool to thioglycolate broth. 
4.1.3. Talent adding stool to BHI broth. 
4.2. Incubate the tubes at 37 degrees Celsius without shaking for 18 to 48 hours [1]. At 18 hours, visually examine the tubes for any modification in the growth media [2]. After 48 hours, take a drop from the BHI fecal-broth media, place it on a glass slide [3], and observe it under a microscope [4-TXT].
4.2.1. Talent putting the tubes in an incubator and closing the lid. 
4.2.2. Talent taking tubes out of the incubator and visually inspecting them. 
4.2.3. Talent putting a drop of media onto a slide. 
4.2.4. Talent using the microscope. TEXT: 40 X magnification 
4.3. [bookmark: _GoBack]If presence of bacteria is suspected, take a sample from the BHI culture and seed it onto a BHI agar plate [1], then incubate the plate at 37 degrees for 18 to 48 hours [2]. If colonies appear, identify the bacteria using a high-throughput technique such as MALDI-TOF mass spectrometry [3].
4.3.1. Talent putting BHI culture on an agar plate. 
4.3.2. Talent putting the plate in the incubator and closing the door. 
4.3.3. Plate with colonies. 





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.

If answered, your answers to C and D will become interview-style shots, which may be incorporated into the script after the relevant step in the protocol. Authors will memorize the statements and then deliver them on camera. 

C. OPTIONAL: If there is no single most critical step in the filmed portion of the protocol, do not answer this question. What is the best way to perform the required technique for the most critical step in the protocol? 
Enter author name.: (Enter step numbers from script.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
D. OPTIONAL: If there are no hazardous reagents or instruments in the filmed portion of the protocol, do not answer this question. Which of the reagents or instruments are hazardous? What precautions should viewers take?
Enter author name.: (Enter step numbers from script.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

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: XXX. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 

5. Results: Viable Eggs from the Hatching Experiments 
5.1. Six runs of germ-free chicks’ generation were conducted with Ross PM3 eggs coming from two different French farms [1]. A total of 853 eggs were collected and after two decontamination steps and 19 days of incubation, 86.40% were viable [2].
5.1.1. LAB MEDIA: Table 1. 
5.1.2. LAB MEDIA: Table 1. Video Editor: If possible, draw attention to the last row (maybe enlarge the text, or completely get rid of the other rows, except the header). Then, emphasize columns B, C, and D on the last row.  
5.2. Out of the viable eggs, 490 underwent a third decontamination step and were introduced into various hatching isolators, for an average hatching rate of 79.80% [1]. This represents a hatching rate of 68.94% compared to the initial number of eggs collected [2].
5.2.1. LAB MEDIA: Table 1. Video Editor: Emphasize columns I and S on the last row.  
5.2.2. LAB MEDIA: Table 1. 
5.3. Hatching results vary substantially, from 41.67% to 88.16% of viable chicks compared to the number of eggs collected [1]. This effect was directly correlated with the age of the laying hens, where eggs coming from older hens were less viable [2].
5.3.1. LAB MEDIA: Figure 1. Video Editor: Emphasize the grey bars. 
5.3.2. LAB MEDIA: Figure 1. Video Editor: If possible, emphasize that the grey bars are getting smaller as the hatching week increases. 
5.4. The six runs were carried out using four different hatching isolators. After bacteriological control, the animals from 14 of the 16 isolators were confirmed to be germ-free, corresponding to a success rate of 87.5% [1].
5.4.1. LAB MEDIA: Authors: Do you have a table or a graph that can be used to visualize this result? I think it would be great to include it, but we need a visual to match the voiceover. 
Conclusion
6. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview 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; you will need to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give each 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.
6.1. Enter author name: (Enter step numbers referred to.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
6.2. 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.
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
6.3. 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.

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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