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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.
 

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. [bookmark: _GoBack]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: 25 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. Cryopreserved Mammary Tumor Fragment Preparation
2.1. To cryopreserve mammary tumor tissue fragments for transplantation, first thaw a cryovial from liquid nitrogen-storage containing the tumor fragments of interest in a 37-degree Celsius water bath [1], agitating the cryovial with occasional gentle flick during thawing [2].
2.1.1. WIDE: Talent placing vial(s) into water bath
2.1.2. Talent flicking vial
2.2. When the fragments have thawed, mix the fragments with gentle inversion [1] and dry the outside of the vial [2].
2.2.1. Talent inverting vial
2.2.2. Talent drying vial
2.3. Spray the vial with 70% ethanol [1] and place it in a biosafety hood [2].
2.3.1. Talent spraying vial
2.3.2. Talent placing vial into hood
2.4. Transfer the cryovial contents of into a 15-milliliter conical tube containing 10 milliliters of cold DMEM (D-M-E-M) [1-TXT] and invert the tube to mix [2].
2.4.1. Talent adding fragments to tube, with medium container visible in frame TEXT: DMEM: Dulbecco’s modified Eagle medium
2.4.2. Talent inverting tube(s)
2.5. Allow the fragments to settle to the bottom of the tube [1] and replace the supernatant with 10 milliliters of fresh, cold DMEM [2].
2.5.1. Fragments settling/shot of settled tubes
2.5.2. Talent adding medium to tube, with medium container visible in frame
2.6. Then place the tube on ice [1].
2.6.1. Talent placing tube onto ice
3. Fresh Mammary Tumor Sample Collection and Preparation
3.1. To collect a mammary tumor tissue sample, spray the tumor region of the tumor-bearing mouse with 70% ethanol [1-TXT] and use serrated forceps to pinch and lift the skin surrounding the tumor [2].
3.1.1. WIDE: Talent spraying mouse Videographer: More Talent than mouse in shot TEXT: Euthanasia: according to institutional guidelines
3.1.2. Skin being lifted
3.2. Use scissors to make a small incision [1] and separate the tumor from the skin, taking care to avoid hair contamination [2]. 
3.2.1. Incision being made
3.2.2. Tumor being dissected
3.3. Trim off any remaining mouse fat pad tissue from the outer surface of the tumor [1] and place the tumor in a 15-milliliter conical tube containing 5 milliliters of cold DMEM [2].
3.3.1. Fat being trimmed
3.3.2. Talent placing tumor into tube, with medium container visible in frame
3.4. In a biosafety hood, transfer the dissected tumor into a sterile, 10-centimeter Petri dish containing enough DMEM to prevent drying [1] and use a UV-sterilized blade to cut the tumor into 1-cubed millimeter-fragments under aseptic conditions [2].
3.4.1. Talent at hood, placing tumor into dish
3.4.2. Tumor being fragment
3.5. Then transfer the tumor fragments to a 15-milliliter tube containing cold DMEM on ice [1].
3.5.1. Talent adding fragments to tube on ice, with medium container visible in frame
4. Surgical Preparation
4.1. After confirming a lack of response to pedal reflex [1-TXT], apply ointment to the anesthetized recipient mouse’s eyes [2] and shave the animal’s abdomen around the fourth mammary gland [3].
4.1.1. WIDE: Talent pinching toe Videographer: More Talent than mouse in shot TEXT: Analgesia: buprenorphine 1 mg/kg s.c.; Anesthesia: isoflurane 11.25 mL/h 
4.1.2. ECU: Ointment being applied
4.1.3. Abdomen being shaved
4.2. Then disinfect the exposed skin three times, using a circular motion and starting in the center of the surgery site while moving toward the outer edges with povidone-iodine surgical scrub [1] followed by scrub removal with a 70% isopropyl ethanol pad [2].
4.2.1. Skin being scrubbed, with povidone-iodine container visible in frame
4.2.2. Skin being wiped, with ethanol container visible in frame 
5. Tumor Fragment Transplantation
5.1. For transplantation of the tumor tissue fragments into the fourth, inguinal mammary fat pad, cover the animal with a sterile, fenestrated, surgical drape [1] and use serrated forceps to pinch and lift the skin at the fourth nipple [2].
5.1.1. WIDE: Talent placing drape Videographer: More Talent than mouse in shot
5.1.2. Skin being pinched and lifted
5.2. With the blunt side of the tips facing down, use scissors to make an approximately 1-centimeter, parasagittal incision from the number 4 nipple toward the head [1].	Comment by Bridget Colvin: Authors: Please see our Animal Guidelines about using scissors to make a skin incision during survival surgery. Our veterinarians will ask you to provide documentation from your Animal committee approving the use of scissors for this procedure.
5.2.1. Incision being made
5.3. Use a cotton tipped applicator to separate the skin from the peritoneum on the medial side of the incision [1] and gently peel the number 4 mammary fat pad from the skin [2].
5.3.1. Skin being separated
5.3.2. Fat pad being peeled
5.4. Use a 27-gauge needle to secure the skin close to the animal’s body [1] and use serrated forceps to gently extend the fat pad away from the body [2].
5.4.1. Skin being pinned
5.4.2. Fat pad being e
5.5. Locate the inguinal lymph node at the intersection of the major vessels in the gland [1] and carefully cauterize the vessels medial to the lymph node and the fat joining the fourth and fifth fat pads [2-TXT].
5.5.1. ECU: Shot of inguinal LN
5.5.2. Vessel(s) being cauterized TEXT: Caution: Temporarily turn off O2 during cauterization
5.6. Using micro dissecting scissors, cut each cauterized vessel one at a time until the section of the fat pad that contains the lymph node is removed [1] and use blunt forceps to grasp the fat pad [2].
5.6.1. Vessel(s) being cut
5.6.2. Fat pad being grasped
5.7. Use the other hand to insert the closed tip of a pair of angled fine forceps into the middle of the fat pad above the remaining vessel close to the wall of the peritoneum [1] and slowly open the forceps to make a small pocket [2]. 
5.7.1. Tips being inserted
5.7.2. Tips being opened
5.8. Remove the angled fine forceps from the fat pad [1] and use the forceps to insert a piece of tumor fragment into the pocket [2].
5.8.1. Tips being removed
5.8.2. Tumor being inserted
5.9. Slowly open the tips to release the tumor fragment into the fat pad pocket [1] and carefully withdraw the forceps [2].
5.9.1. Tips being opened
5.9.2. Tips being withdrawn
5.10. After confirming that the fragment has been deposited into the fat pad pocket [1], starting from the base of the incision, collect the skin on each side of the incision with serrated forceps [2] and lift the skin slightly [3].
5.10.1. ECU: Shot of fragment in fat pad
5.10.2. Skin being collected
5.10.3. Skin being lifted
5.11. Uncurl the edges of the incision with claw forceps [1] and pinch the edges together to form a continuous surface at the top [2].
5.11.1. Edge(s) being uncurled
5.11.2. Edge(s) being pinched together
5.12. Holding the two sides with the serrated forceps, use a wound clip applicator to place a clip in the center of the incision [1-TXT] and place the animal in a clean cage on a warming surface with monitoring until full recumbency [2].
5.12.1. Clip being applied TEXT: Apply tissue adhesive to ends of incision as necessary
5.12.2. Talent placing mouse into cage Videographer: More Talent than mouse in shot



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: 46. (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 Transplant Tumor Characterization

6.1. Typically, patient-derived xenograft or genetically engineered mouse model tumors can be palpated from about 2-8 weeks post transplantation [1].

6.1.1. LAB MEDIA: Figure 2A Video Editor: please emphasize data line 

6.2. H&E staining can be performed to analyze the tumor pathology [1], while immunohistochemistry can be used to monitor markers for specific cell lineages of interest [2] or cell viability and functional status [3].

6.2.1. LAB MEDIA: Figures 2B-2D Video Editor: please emphasize Figure 2B 
6.2.2. LAB MEDIA: Figures 2B-2D Video Editor: please emphasize Figure 2C 
6.2.3. LAB MEDIA: Figures 2B-2D Video Editor: please emphasize Figure 2D 


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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