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Author Questionnaire 

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.
 

· 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). 

Current Protocol Length
Number of Shots: 36


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.
· Fill out both required statements. One optional statement may also be selected.
· 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

Is each interview statement 30 words or fewer? ☐ Yes
Has any author been assigned more than two statements? ☐ No

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][2].

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. 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. 

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. Subcutaneous Tumor Induction
2.1. For subcutaneous tumor induction, harvest the cell line of interest using an appropriate cell dissociation solution [1] and resuspend the cells at a 1-2 x 105 cells to 100- to 150-microliter sterile PBS concentration [2].
2.1.1. WIDE: Talent adding trypsin to cell culture, with trypsin container visible in frame
2.1.2. Talent adding PBS to tube, with PBS container visible in frame
2.2. Place the cells on ice [1] and remove the hair from the dorsal region of the thorax or abdomen of an anesthetized, 6-8-week-old, BALB/c Foxn1 (balb-C fox-N-one) nude-nude mouse [2-TXT].
2.2.1. Talent placing cells on ice
2.2.2. Hair being removed TEXT: Anesthesia: 2-3% isoflurane
2.3. Clean the exposed skin with 70% ethanol [1] and load the cells into a tuberculin syringe equipped with a 27-guage needle [2].
2.3.1. Skin being wiped
2.3.2. Cells being loaded
2.4. Then inject the cells subcutaneously into a region of disinfected skin that will not be impacted by movement of the shoulder blades [1].
2.4.1. [bookmark: _GoBack]Cells being injected
2.5. Use a caliper to monitor the size of the subcutaneous tumor overlying the dorsal thorax or abdomen [1] and measure the animal’s body weight weekly to ensure that the tumor does not ulcerate or that the mouse does not meet early removal criteria as established by the institutional animal care and use committee [2].
2.5.1. Tumor being measured 
2.5.2. Talent placing mouse onto balance
2.6. When the tumor reaches 15 millimeters in any dimension, use 70% ethanol to sterilize the skin [1-TXT] and use a number 15 scalpel to incise the skin overlying the tumor [2].
2.6.1. Skin being sterilized TEXT: Euthanasia: CO2 asphyxiation + cervical dislocation
2.6.2. Incision being made
2.7. Use sterile surgical scissors to sharply dissect the tumor from the surrounding attached soft tissues [1] and place the tumor in one well of a 6-well plate containing complete growth medium [2].
2.7.1. Tumor being dissected
2.7.2. Talent placing tumor into well, with medium container visible in frame
2.8. Use the scalpel to mince the tumor into appropriately sized fragments [1-TXT] and place the fragments into a new container of sterile complete growth medium at room temperature [2].
2.8.1. Tumor being minced TEXT: 0.6- x 0.6- x 0.6- to 0.25 mm3 up to 1- x 1- x 1-mm to 1 mm3
2.8.2. Talent placing tumor into container

2.9. For cryopreservation, pool multiple fragments in a single cryovial in complete growth medium supplemented with 20% fetal bovine serum and 10% dimethyl sulfoxide [1] and use a commercial cryopreservation system at minus 80 degree Celsius to gradually freeze the tissue [2] before long term storage in liquid nitrogen [3].

2.9.1. Talent placing fragments into vial, with medium and DMSO containers visible in frame
2.9.2. Talent placing vial at -80 °C
2.9.3. Talent placing vial in LN2

2.10. To preserve tumor fragments for subsequent analysis but not future implantation, snap freeze the samples by liquid nitrogen immersion [1] and store the frozen tumor fragments long term at minus 80 degrees Celsius [2].

2.10.1. Vial being dipped in LN2
2.10.2. Talent placing vial at -80 °C

3. Surgical Subcutaneous Tumor Fragment implantation and Serial and End Point Assessment

3.1. For subcutaneous tumor fragment implantation, first, bring the tumor fragments suspension to room temperature [1].

3.1.1. WIDE: Talent placing vial at RT

3.2. Next, confirm a lack of response to pedal reflex in an anesthetized recipient mouse [1] and subcutaneously administer analgesia [2-TXT].

3.2.1. ECU: Toe being pinched
3.2.2. Buprenorphine being injected TEXT: Analgesia: buprenorphine0.02-0.05 mg/kg

3.3. To minimize the potential trauma to the skin, use depilating cream to remove the hair on the right knee joint and proximal tibia of the connected hindlimb [1]. 

3.3.1. Cream being applied

3.4. Scrub the exposed skin with 70% ethanol [1] followed by alternating chlorhexidine and saline scrubs [2].

3.4.1. Skin being wiped with ethanol, with ethanol container visible in frame
3.4.2. Skin being wiped with chlorhexidine, with chlorhexidine and saline containers visible in frame

3.5. While flexing and extending the joint, visualize the proximal tibia as the region just distal to the knee joint [1] and use a number 15 scalpel blade to create a 3-4-millimeter incision at the level of the proximal tibia on the medial aspect of the limb through the skin and subcutaneous tissue [2] to expose the medial cortex of the proximal tibia [3].

3.5.1. Joint being flexed and extended
3.5.2. Incision being made
3.5.3. Shot of medial cortex and proximal tibia

3.6. To create a small hole in the medial cortex of the proximal tibia, use the tip of a 25-gauge needle to apply gentle pressure while rotating the tip approximately 2 millimeters distal to the knee joint and equidistant between the cranial and caudal tibial cortexes [2].

3.6.1. Needle being applied and rotated Video Editor: please emphasize distance between needle and knee join and between cranial and caudal tibial cortexes when mentioned

3.7. When the hole has been created, use sterile forceps to insert a minimum of 0.5-cubed-millimeter tumor fragments into the medullary cavity of the proximal tibia [1] and use a 27-30-gauge needle to manipulate the tumor fragments into the medullary canal [2]. 

3.7.1. Fragment being inserted into cavity
3.7.2. Fragment being manipulated into canal

3.8. When all of the fragments have been placed, appose the skin edges with the appropriate material [1-TXT] and return the animal to its cage with monitoring until full recumbency [2].

3.8.1. Skin being closed TEXT: i.e., liquid tissue adhesive or single skin suture not wound clips
3.8.2. Talent placing mouse into cage Videographer: More Talent than mouse in shot

3.9. Then evaluate the tibial tumor growth non-invasively by weekly digital radiography, bioluminescence, or fluorescence imaging [1] and use calipers to measure the limb at the site of implantation [2].

3.9.1. Talent placing mouse onto imager Videographer: More Talent than mouse in shot
3.9.2. Limb being measured



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: 65. (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.

4. Results: Representative Serial Radiography

4.1. Successful engraftment can be documented with advanced imaging [1].

4.1.1. LAB MEDIA: Figure 1A

4.2. In this representative analysis, the cortical defect created for tumor graft implantation was visible in the proximal tibia one week after implantation [1].

4.2.1. LAB MEDIA: Figure 1A Video Editor: please emphasize tumor at top of bone immediately below knee

4.3. By week 2, visible osteolysis and bone remodeling adjacent to the cortical defect could be observed [1].

4.3.1. LAB MEDIA: Figure 1B Video Editor: please emphasize bone defects at same location as in previous image

4.4. From weeks 2-5, additional progressive bone destruction and the formation of new bone associated with tumor engraftment and growth occurred [1].

4.4.1. LAB MEDIA: Figure 1B Video Editor: please add Figures 1C-1E with areas of bone destruction and growth emphasize in each image





Conclusion
5. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Please answer one or two of the statements below.
· 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 deliver 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.
5.1. 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].

5.1.1. 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?
5.2. 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].

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. 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].

5.3.1. 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
Has any author been assigned more than two statements? ☐ No
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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