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Author Questionnaire 

[bookmark: _GoBack]1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  N  

2. Software: Does the part of your protocol being filmed demonstrate software usage?  N

3. 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.
 

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.
· 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. [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

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. [1].

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

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. [1].

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

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. [1].

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

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. [1].

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

Introduction of Demonstrator on Camera

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][2].

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

Ethics Title Card

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).


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: 27 steps, 49 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. S. aureus Preparation
2.1. To isolate S. aureus Xen36 from potential contaminants, add 200 micrograms/milliliter of kanamycin to Luria Broth plus 1.5% agar [1] and streak S. aureus Xen36 bacteria onto tryptic soy agar plates for a 12-16-hour incubation at 37 degrees Celsius [2].	Comment by Bridget Colvin: Authors: What is this broth used for?	Comment by Bridget Colvin: Authors: How do you pronounce this? 
2.1.1. WIDE: Talent adding kanamycin to broth, with kanamycin container visible in frame
2.1.2. Talent streaking plate
2.2. At the end of the incubation, individually culture single colonies [1] from the S. aureus Xen36 culture in tryptic soy broth for 12-16 hours at 37 degrees Celsius and 200 revolutions per minute [2].
2.2.1. Colony being picked
2.2.2. Talent placing culture onto shaker
2.3. The next day, dilute the culture in fresh broth at a 1:50 ratio [1] and culture the bacteria for an additional 2 hours to allow the isolation of midlogarithmic phase bacteria [2].
2.3.1. Talent diluting culture
2.3.2. Shot of culture shaking on shaker
2.4. At the end of the incubation, pellet the bacterial cells by centrifugation [1-TXT] and wash the cells three times in fresh Authors: What volume of PBS/wash? PBS [2].
2.4.1. Talent placing tube(s) into centrifuge TEXT: Authors: what centrifuge conditions: time, x g, temp?
2.5. After the last wash, measure the absorbance at 600 nanometers. The ideal optical density is between 0.650-0.750 [1].
2.5.1. Talent loading sample onto spectrophotometer
2.6. Then resuspend the bacteria at a 1 x 103 colony forming units/2 microliters of PBS concentration [1].
2.6.1. Talent diluting bacteria, with PBS container visible in frame
3. Mouse Implant Placement and Inoculation
3.1. For placement of the implant, after confirming a lack of response to toe pinch in a 12-week-old, male C57BL/6J (C-fifty-seven-black-six) mouse [1-TXT], use clippers to remove the hair from the sacrum to the upper thoracic spine [2] and disinfect the skin with three, alternating betadine solution and isopropyl alcohol wipes [3]. 
3.1.1. WIDE: Talent pinching toe Videographer: More Talent than mouse in shot TEXT: Anesthesia: 2% isoflurane
3.1.2. Hair being trimmed
3.1.3. Skin being wiped, with betadine and alcohol containers visible in frame
3.2. After the third wipe, place the mouse in the prone position on a sterile surgical bed [1] and maximally flex the hips [2].
3.2.1. Talent placing mouse onto bed Videographer: More Talent than mouse in shot
3.2.2. Hips being flexed
3.3. Identify the position of the knee at the level of the spine to approximate the lumbar 4 vertebral body [1] and use a number-15 surgical scalpel blade to make a longitudinal, 2-centimeter skin incision [2].
3.3.1. L4 being identified Video Editor: please emphasize L4 vertebral body in line with the knee when mentioned if possible/necessary 
3.3.2. Skin incision being made
3.4. Palpate the spinous processes to confirm the midline [1] and continue the incision down to the bone [2].
3.4.1. Processes being palpated
3.4.2. Incision being made to bone 
3.5. Dissect subperiosteally on the right side of the L4 spinous process, extending laterally to the transverse process [1], and pass an open absorbable braided suture size 5-0 cephalad and caudad to the L4 body through the fascia [2].
3.5.1. Dissection being continued
3.5.2. Suture being passed through fascia
3.6. Using a 25-gauge spinal needle, ream the spinous process of L4 [1] and insert a 0.1-millimeter-diameter, 1-centimeter-long “L-shaped” surgical grade stainless steel implant along the lamina with the long arm laying cephalad [2].
3.6.1. Process being reamed
3.6.2. Implant being placed 
3.7. Inoculate the implant with 1 x 103 colony forming units/2 microliters of bioluminescent S. aureus Xen36, taking care to ensure that all of the solution contacts the implant [1]. 
3.7.1. Bacteria being added to implant
3.8. Immediately tie the suture to ensure containment of the inoculum to the implant [1] and use a second absorbable suture to close the skin in a running fashion [2].
3.8.1. Suture being tied
3.8.2. Skin being closed
3.9. Deliver pain medicine via subcutaneous injection immediately after wound closure and every 12 hours for the next 3 days [1-TXT] and place the mouse on a heating pad with monitoring until full recumbency [2].
3.9.1. Mouse being injected TEXT: e.g., buprenorphine 0.1 mg/kg 
3.9.2. Talent placing mouse onto pad Videographer: More Talent than mouse in shot
3.10. Then obtain postoperative radiographs to confirm the appropriate placement of the implant [1].
3.10.1. LAB MEDIA: To be provided by Authors: Representative radiograph  
4. Longitudinal In Vivo Bioluminescence Imaging (BLI)	Comment by Bridget Colvin: Authors: Do you want JoVE’s voiceover talent to say “bioluminescence imaging” or “B-L-I”?
4.1. To measure the bacterial burden, on the appropriate day post infection, use clippers to remove the hair from the sacrum to the upper thoracic spine [1-TXT] and place the mouse onto a bioluminescent imaging platform [2].
4.1.1. WIDE: Talent shaving hair Videographer: More Talent than mouse in shot/Shot will be used again; Video Editor: shot will be used again TEXT: e.g., POD 0, 1, 3, 5, 7, 10, 14, 18, 21, 25, and 35 
4.1.2. Talent placing mouse onto platform Videographer: More Talent than mouse in shot
4.2. Using medium binning settings with a 13-centimeter field of view, capture the bioluminescent signal for 5 minutes [1].
4.2.1. Talent at system, imaging mouse, with monitor visible in frame
4.3. Then use BLI software to isolate a standard ovoid region of interest [1] to quantify the mean maximum flux of the bioluminescence [2].
4.3.1. LAB MEDIA: Figure 2B 
4.3.2. LAB MEDIA: Figure 2A graph
5. Implant-Adherent and Surrounding Tissue Bacteria Quantification
5.1. At the appropriate experimental end point, after preparing the mouse as demonstrated for the surgical procedure [1], use a number-15 scalpel blade to sharply incise the old incision [2] and use sterile scissors to bluntly dissect to the L4 spinous process [3].
5.1.1. Use 4.1.1. WIDE: Talent shaving mouse
5.1.2. Incision being remade
5.1.3. Process being dissected
5.2. When the implant can be identified [1], use a needle driver to gently twist and remove the implant from its position [2] and use sterile forceps and scissors to harvest approximately 1 gram of spinous process bone and soft tissue immediately surrounding the surgical implant [3].
5.2.1. Shot of implant
5.2.2. Implant being removed from position
5.2.3. Tissue being harvested
5.3. Place the tissue in 1 milliliter of tryptic soy broth in a pre-weighed small conical rhino tube containing four, sharp homogenizing beads [1] and place the implant in 500 microliters of 0.3% Tween-80 in tryptic soy broth [2].
5.3.1. Talent placing tissue into tube 
5.3.2. Talent placing implant into broth
5.4. Weigh the tube of tissue [1] and use a homogenizer to homogenize the sample [2].
5.4.1. Talent placing tube onto balance
5.4.2. Tissue being homogenized
5.5. Then vortex the resulting soft tissue suspension for 5 minutes [1] and before placing the culture at 37 degrees Celsius overnight [2].
5.5.1. Tissue being vortexed
5.5.2. Talent placing culture at 37 °C
5.6. Next, sonicate the implant for 10 minutes [1] before vortexing the resulting implant suspension for 5 minutes [2].	Comment by Bridget Colvin: Authors: Is the implant removed from the suspension?
5.6.1. Talent sonicating implant
5.6.2. Suspension being vortexed
5.7. Then place sample at 37 degrees Celsius overnight [1].
5.7.1. Talent placing implant culture at 37 °C
5.8. The next morning, count the colony forming units from the implant and surrounding tissue cultures [1].
5.8.1.  Talent counting CFU from one culture



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. [1].
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 uniquely hazardous? What precautions should viewers take that they might not normally know to 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. [1].

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

6. Results: Representative Bacterial Burden Quantification and Analysis

6.1. Infected control mice demonstrate BLI signals that peak on post infection day 10 [1] and remain above 1 x 105 photons/second/square-centimeter/steradian until sacrifice, successfully modeling a chronic spinal implant infection [2].

6.1.1. LAB MEDIA: Figure 2 graph Video Editor: please emphasize day 10 Control data point
6.1.2. LAB MEDIA: Figure 2 graph Video Editor: please emphasize Control data line from day 10 of end of graph

6.2. Mice treated with vancomycin monotherapy exhibit a significantly lower BLI signal compared to infected controls [1], with a 2-fold reduction from post infection days 10-21 [2].

6.2.1. LAB MEDIA: Figure 2 graph Video Editor: please emphasize open diamond data line
6.2.2. LAB MEDIA: Figure 2 graph Video Editor: please emphasize open diamond data line from days 10-21

6.3.  After post infection day 21, there is no significant difference in BLI between the monotherapy and infected control groups [1].

6.3.1. LAB MEDIA: Figure 2 graph Video Editor: please emphasize day 21 Control and open diamond data points

6.4. Mice treated with vancomycin-rifampin combination therapy have an even lower BLI signal that is 20-fold lower than infected controls on post infection day 10 [1].

6.4.1. LAB MEDIA: Figure 2 graph Video Editor: please emphasize day 10 open square data point
6.5. This significant reduction persists until post infection day 28 [1], after which no significant difference in BLI is observed between any of the groups [2].

6.5.1. LAB MEDIA: Figure 2 graph Video Editor: please emphasize days 10-28 in open square data line
6.5.2. LAB MEDIA: Figure 2 graph Video Editor: please emphasize all data lines from days 28-35

6.6. Implants and surrounding tissue harvested and processed on day 35 [1] reveal no significant differences in colony forming units between infected control [2], monotherapy [3], and combination therapy groups [4].

6.6.1. LAB MEDIA: Figure 3
6.6.2. LAB MEDIA: Figure 3 Video Editor: please emphasize Control data bar
6.6.3. LAB MEDIA: Figure 3 Video Editor: please emphasize Vanc data bar
6.6.4. LAB MEDIA: Figure 3 Video Editor: please emphasize Combined data bar



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: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words. [1].

7.1.1. 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?

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. [1].

7.2.1. 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?
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. [1].

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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