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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.

1.8. 

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: 21 steps, 59 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. Preparation of L-form Medium
2.1. To prepare 500 milliliters of medium, weigh out 100 grams of sucrose, 1 gram of magnesium sulfate and 18.5 grams of BHI [1]. Place all components in a 1-liter glass bottle [2]. If solid or semi-solid media are required, add the desired amount of agar [3], then top it off with deionized water to the final volume [4].
2.1.1. WIDE: Establishing shot of talent at the lab bench weighing the media ingredients.
2.1.2. Talent placing media components in a bottle.
2.1.3. Talent adding agar to the medium.
2.1.4. Talent adding water to the bottle.
2.2. Close the bottle and shake it to mix [1]. Loosen the cap and autoclave the media on a sensitive media cycle [2-TXT]. After autoclaving, visually examine the media [3]. There shouldn’t be any clumps and it should be amber in color [4].
2.2.1. Talent closing the bottle and shaking it. 
2.2.2. Talent putting the bottle in the autoclave. TEXT: 115 °C for 15 minutes
2.2.3. Talent looking at the medium. 
2.2.4. Properly prepared medium.
2.3. Let the media cool, then prepare individual aliquots, wearing gloves and working in a microbiological safety cabinet [1]. To prepare aliquots of solid medium, transfer 25 milliliters to individual 92-16-millimeter Petri dishes and let them set [2].
2.3.1. Talent preparing aliquots in the safety cabinet.
2.3.2. Talent transferring medium to a Petri dish. 
2.4. To prepare semi-liquid aliquots, use a pipettor to transfer 5 milliliters of medium into multiple 30-milliliter polystyrene universal containers and let them set [1]. Use the media immediately or store it at 4 degrees Celsius for up to a week [2].
2.4.1. Talent transferring medium to a container.
2.4.2. Talent putting prepared media in the refrigerator.

3. Isolation of L-forms from Urine
3.1. To perform the isolation, work in a microbiological safety cabinet or use a Bunsen burner and wear proper PPE [1]. Wear safety goggles during filtration [2]. At least 1 hour before the predicted arrival of the urine samples, wipe the working area with 70% ethanol [3] and set out the required number of semi-liquid LM aliquots [4].
3.1.1. Talent putting on a lab coat and gloves. 
3.1.2. Safety goggles ready for use. 
3.1.3. Talent wiping the working area. 
3.1.4. Talent setting out the LM aliquots.
3.2. Wipe the working area again with 70% ethanol before processing the samples [1]. Lay out the desired number of 0.45-microliter cut off filters, 20-milliliter syringes and several empty sterile 30-milliliter polystyrene universal containers, one per sample [2].
3.2.1. Talent wiping the working area with ethanol. 
3.2.2. Talent laying out the supplies. 
3.3. If microscopic examination is to be carried out in parallel, ensure that a bench microcentrifuge is available and also prepare glass microscope slides, 22 by 22-millimeter coverslips, 2-microliter and 1-milliliter pipettes, sterile pipette tips, and sterile 1.5-milliliter tubes [1].
3.3.1. Bench microcentrifuge and supplies for microscope imaging (coverslips, pipets, tips, tubes).
3.4. Place the LM aliquots and the empty 30-milliliter containers in a stable rack in the middle of the bench [1]. Once the urine samples have arrived, put on the gloves and goggles and remove them from the safety bag [2-TXT]. Spray them with ethanol [3], wipe them down, and place them in the rack [4].
3.4.1. Talent placing the medium aliquots and containers in the rack.
3.4.2. Talent removing samples from the safety bag. TEXT: Transport samples ASAP following donation
3.4.3. Talent spraying a sample with ethanol.
3.4.4. Talent wiping the sample down and placing it in the rack.
3.5. Working with one sample at a time, loosen the caps on the sample tube, the polystyrene universal container, and the tube with the medium [1]. Take the syringe out of the package [2], then remove the plunger and place it to the side [3].
3.5.1. Talent loosening the caps. 
3.5.2. Talent removing the syringe from the package. 
3.5.3. Talent removing the plunger.
3.6. Pull the safety paper from the back of the filter package [1] and attach the syringe firmly to the filter [2]. Working quickly but carefully, remove and discard the cap from the tube of LM [3] and place the filter with the syringe on top of the tube [4].
3.6.1. Talent taking the safety paper from the filter package. 
3.6.2. Talent attaching the syringe to the filter. 
3.6.3. Talent taking the cap from the LM.
3.6.4. Talent placing the syringe and filter on top of the tube. 
3.7. Remove the cap from the urine sample and gently pour approximately 10 milliliters into the syringe, leaving at least 1 milliliter for a microscopic examination [1]. Carefully place the plunger into the back of the syringe [2], then press the plunger and pass 2 milliliters of urine through the filter until an increasing resistance is felt [3].
3.7.1. Talent pouring urine sample into the syringe. 
3.7.2. Talent placing the plunger in the back of the syringe. 
3.7.3. Talent passing the urine through the filter.
3.8. Tap the filter against the tube with the media to dislodge any remaining filtered sample [1], lift the filter and the syringe [2], and quickly place the cap from the spare 30-milliliter polystyrene container on the tube with the medium and filtered urine, making sure not to touch the inside of the tube with the edge of the cap [3].
3.8.1. Talent gently tapping the filter. 
3.8.2. Talent lifting the filter and syringe. 
3.8.3. Talent capping the filtered urine tube with a cap from the spare container.
3.9. Incubate the samples in a stationary position at 30 degrees Celsius for up to 1 month [1], observing them every day for evidence of growth [2]. Once the growth has been detected, carefully dip a 5-microliter plastic loop into the sample, aiming for the area of growth [3], and streak it on standard solid BHI medium without osmoprotection [4].
3.9.1. Talent putting the samples in the incubator and closing the door. 
3.9.2. Talent holding a tube against a light source.
3.9.3. Talent dipping the loop into the area of growth.
3.9.4. Talent streaking bacteria onto the solid medium.
3.10. Incubate the streaked sample at 37 degrees Celsius overnight [1]. On the next day, pick a single colony from each plate [2] and inoculate it into 5 milliliters of liquid BHI [3]. Incubate the overnight culture at 37 degrees Celsius with shaking [4]. Use the overnight cultures for glycerol stocks or to isolate DNA for species identification [5].
3.10.1. Talent putting the culture plate in the incubator and closing the door.
3.10.2. Talent picking a colony.
3.10.3. Talent inoculating the bacteria into liquid medium. 
3.10.4. Culture tube shaking in the incubator. 
3.10.5. Talent taking the culture tube out of the incubator.

4. Examination of Urine Samples for the Presence of L-forms by Phase Contrast Microscopy
4.1. Transfer 0.5 milliliters of urine sample into a microcentrifuge tube and spin it down at 8,000 x g for 1 minute in a bench microcentrifuge [1]. Remove the supernatant, leaving behind approximately 20 microliters [2], and resuspend the pellet by gently pipetting 3 times up and down [3].
4.1.1. Talent putting the microcentrifuge tube into the centrifuge and closing the lid.
4.1.2. Talent removing the supernatant. 
4.1.3. Talent resuspending the pellet.
4.2. Place 1 microliter of the sample onto a glass microscope slide and cover it with a coverslip [1]. Press down on the coverslip gently with a sterile cotton wool pad to create a seal and to ensure that the cover slip is not able to move, then discard the pad [2]. 
4.2.1. Talent placing sample on the slide and covering it. 
4.2.2. Talent pressing down on the coverslip.
4.3. Examine the slide for the presence of L-form-like structures using a microscope equipped with a 100 X phase contrast objective [1].
4.3.1. Talent using the microscope.

5. Induction of L-forms In Vitro
5.1. Streak walled bacteria of choice on a plate containing non-osmoprotective medium [1] and incubate the plate stationary at 37 degrees Celsius overnight [2]. On the next day, prepare osmoprotective LM and pour it into the desired number of plates [3].
5.1.1. Talent streaking bacteria. 
5.1.2. Talent putting the plate with bacteria in the incubator. 
5.1.3. Talent pouring plates.
5.2. Use a sterile 5-microliter plastic loop or a toothpick to pick 4 to 5 colonies of bacteria from the non-osmoprotective BHI plate incubated the night before and streak them on the LM plate [1]. 
5.2.1. Talent picking bacteria from the plate.
5.3. Use the flat surface of the loop to streak the bacteria with one continuous motion on the edge of the plate, then turn the plate 90 degrees, touch the loop to the edge of the first streak and, with a continuous motion, spread the streak over a quadrant of the plate, gradually diluting the bacteria with multiple overlapping streaks [1].
5.3.1. Talent streaking bacteria onto the osmoprotective LM.
5.4. Place the plate in a plastic bag [1] to prevent it from drying and incubate it at 30 degrees Celsius [2]. Examine the plate for evidence of growth every day, which usually appears within 3 to 7 days [3].
5.4.1. Talent placing the plate in a plastic bag. 
5.4.2. Talent putting the bag in the incubator and closing the door. 
5.4.3. Talent examining the plate for growth.






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. 

6. Results: L-form Structures in Patient Urine Samples 
6.1. L-form media containing sucrose can undergo varying degrees of caramelization after autoclaving [1]. Shown here are typical L-form medium, which turns amber in color [1], medium with 2 X sucrose [2], and over-caramelized sucrose medium [3].
6.1.1. LAB MEDIA: Figure 2.
6.1.2. LAB MEDIA: Figure 2 A.
6.1.3. LAB MEDIA: Figure 2 B. 
6.1.4. LAB MEDIA: Figure 2 C.
6.2. L-form bacteria can be highly heterogeneous, as demonstrated in these examples of L-form-like structures observable in patient urine samples. Therefore, it is recommended to perform FISH to confirm bacterial origin [1].
6.2.1. LAB MEDIA: Figure 3.
6.3. Growth levels of L-forms induced under laboratory conditions are strain specific. Bacillus subtilis L-form growth is shown here [1].
6.3.1. LAB MEDIA: Figure 4 B and C.





Conclusion
7. [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.
7.1. 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?
7.2. 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?
7.3. 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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