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Author Questionnaire 
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye. 
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. Please upload all screen captured video files to your project page as soon as possible.

3. Interview statements: Considering the COVID-19-imposed mask-wearing and social distancing recommendations, which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	Interviewees wear masks until videographer steps away (≥6 ft/2 m) and begins filming, then the interviewee removes the mask for line delivery only. When take is captured, the interviewee puts the mask back on. Statements can be filmed outside if weather permits. 

☐ 	Interviewees self-record interview statements. JoVE can provide support for this option.

☐ 	Interview Statements are read by JoVE’s voiceover talent. 

4. 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.



To ensure that your script can be filmed in one day, the Protocol section is restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  19
Number of Shots:  41

Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which authors will memorize and then deliver on camera.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Fill out both required statements, one optional statement may also be selected.
· 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.



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.

1.6. 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.  
1.6.1. INTERVIEW: Author saying the above. 
1.6.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

Ethics Title Card
1.7. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at the Monash University, Melbourne, Australia.


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 25 steps and/or 55 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. Cancer Cell Preparation
2.1. To begin, culture [1] 66cl4 (Sixty six-C-L-four) murine mammary cancer cells that are stably transduced to express firefly luciferase in alpha-MEM (M-E-M) medium containing 10% FBS (F-B-S) and 200 millimolar glutamine [2]. Incubate the cells at 37 degrees Celsius with 5% carbon dioxide [3]. Authors: How would you like JoVE’s voiceover talent to pronounce 66cl4? 
2.1.1. Wide: Establishing shot of talent in front of the laminar hood.
2.1.2. Talent seeding the cells in the flask.
2.1.3. Talent placing the flask in the incubator.

2.2. Subculture the cells when the cells reach approximately 80% confluency [1]. When the cells are in a logarithmic growth phase, detach the adherent cells by adding 2 milliliters of trypsin-EDTA solution [2-TXT]. 
2.2.1. Flask with confluent cell growth.
2.2.2. Talent adding trypsin-EDTA solution in the flask. TEXT: Trypsin- 0.5 mg/mL, EDTA- 10 mM in PBS.

2.3. After counting the cells, dilute the cells in PBS [1] and keep the diluted cell suspension on ice until the mouse is ready for injection [2].
2.3.1. Talent adding PBS in the cell containing vial.
2.3.2. Talent placing the vial on the ice.
3. Mouse Model for Brest Cancer
3.1. Once the mouse is completely anesthetized, wipe the fourth left mammary fat pad area with a single-use alcohol swab to prepare the injection site [1-TXT]. Fill a 25-microliter Hamilton syringe attached to a sterile 27-gauge hypodermic needle with cancer cell suspension [2]. 
3.1.1. Talent wiping the injection site with an alcohol swab. TEXT: Isoflurane: 4% chamber, 2-3% nose cone
3.1.2. Talent filling the cell suspension in the syringe.

3.2. Use forceps to lift and secure the skin [1]. Inject 1 x 105 cells in 20 microliters of PBS into the fourth left mammary fat pad at approximately 1 millimeter from the nipple [2].
3.2.1. Talent lifting the skin of the mouse with forceps.
3.2.2. Talent injecting the cell suspension in the mouse. 

3.3. If the cells are tagged with luciferase, inject 100 microliters of D-luciferin in the lateral tail vein of the anesthetized mouse using a 0.5-milliliter insulin syringe with a 30-gauge hypodermic needle [1-TXT]. 
3.3.1. Talent injecting D-luciferin in the lateral tail vein. TEXT: D-luciferin-150 mg/kg 

3.4. After 2 minutes of the injection, place the mouse in a bioluminescence imaging system with the mammary fat pad facing up and capture the image for 10 seconds [1]. After imaging, place the mouse in a clean cage and allow it to recover from anesthesia [2].
3.4.1. Talent placing the mouse in the imaging chamber.
3.4.2. Talent placing the mouse in the cage.
4. Anesthesia Stabilization Using Intravenous Propofol
4.1. Measure the primary tumor growth using a caliper, calculate the tumor volume, and resect the tumor when the primary tumor reaches 80 to 90 cubic millimeters volume [1-TXT].
4.1.1. Talent measuring the tumor region. TEXT: Tumor volume (mm3) = (length x (width)2 ÷ 2) 

4.2. Set up the automated syringe pump with a 30-gauge, 1-milliliter insulin syringe containing 2% propofol formulation [1]. Transfer the mouse to a heating pad maintained at 37 degrees [2]. Briefly maintain the anesthesia with 2 to 3% sevoflurane using a nose cone [3].
4.2.1. Syringe pump setup.
4.2.2. Talent placing the mouse on a heating pad.
4.2.3. Talent placing nose of the mouse in the nose cone.

4.3. To deliver the propofol-based total intravenous anesthesia, cannulate the lateral tail vein using a sterile 30-gauge hypodermic needle attached to a sterile polyurethane catheter [1]. Confirm correct placement by blood flashback into the catheter [2]. 
4.3.1. Talent inserting a needle in the lateral tail vein of the mouse.
4.3.2. Talent drawing blood from a vein in the catheter.

4.4. Adjust the delivery of sevoflurane as required during intravenous cannulation to maintain a stable depth of anesthesia [1] demonstrated by loss of corneal and pedal reflex [2] and respiratory rate less than 100 breaths per min [3].
4.4.1. Talent adjusting flow of sevoflurane.
4.4.2. Talent checking corneal and pedal reflex.
4.4.3. Mouse breathing steadily.

4.5. Administer 2% propofol as an initial bolus of 27 milligrams per kilogram for over 1 minute to begin the total intravenous anesthesia [1]. Cease the sevoflurane administration [2].
4.5.1. Talent adjusting flow of propofol.
4.5.2. Talent stopping the flow of sevoflurane.

4.6. Maintain propofol infusion at a rate of 2.2 to 4.0 milligram per kilogram per minute for retaining stable anesthesia depth during the surgery [1].
4.6.1. Mouse breathing through the nose cone.



5. Primary Tumor Resection
5.1. Apply aqueous lubricant to the eyes to prevent drying of the cornea [1]. Shave the abdomen region [2] and disinfect the surgical area with povidone iodine solution [3]. Inject 0.05 milligram per kilogram of buprenorphine subcutaneously [4].
5.1.1. Talent applying lubricant in the eyes of the mouse.
5.1.2. Talent shaving the abdominal area.
5.1.3. Talent disinfecting the abdominal area with povidone iodine.
5.1.4. Talent injecting buprenorphine subcutaneously. 

5.2. Make a 1-centimeter incision inferior to the tumor in the left fourth mammary fat pad [1]. Use blunt forceps to dissect the tumor and the left inguinal lymph node [2]. Authors: Do you use a microscope or stereomicroscope for tumor resection?
5.2.1. Talent making an incision.
5.2.2. Talent dissecting the tumor and left lingual lymph node.

5.3. If luciferase-tagged tumor cells are used, inject D-luciferin in the lateral tail vein as demonstrated and capture the images for 60 seconds [1]. If a residual tumor is identified, resect additional tissue from the mammary fat pad [2] and capture the images to obtain clear margins [3].
5.3.1. Talent injecting D-luciferin in the lateral tail vein of the mouse.
5.3.2. Talent resecting tissue from the mammary fat pad.
5.3.3. Talent placing the mouse in the imaging chamber. 

5.4. Once the hemostasis is achieved at the surgical site, close the skin using 5-0 nylon sutures [1]. Wipe the wound with povidone iodine solution [2]. Upon completion of the surgery, stop the anesthesia [3] and place the mouse in a clean cage on a heating pad to allow it to recover from anesthesia [4].
5.4.1. Talent suturing the skin.
5.4.2. Talent wiping the wound with povidone-iodine.
5.4.3. Talent detaching the needle from the tail of the mouse.
5.4.4. Talent placing the mouse in a cage kept on a heating pad.

5.5. Monitor the mouse every 15 minutes until the mouse returns to normal alertness and then monitor every 12 hours for 48 hours after the surgery [1]. 
5.5.1. Talent monitoring the mouse.

5.6. For primary tumor recurrence or distant recurrence assessment, monitor the mice once per week commencing the week following surgery using a bioluminescence imaging system [1].
5.6.1. Talent placing the mouse in the imaging chamber.
























Protocol Script Questions
Authors: Please use the step numbers from the script above (not step numbers from the manuscript) when answering the question below. Please do not include steps that will be screen-captured and do not list entire sections.

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.



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

6. Results: Assessment of Tumor Recurrence and Cytokine Levels

6.1. Bioluminescence imaging was used [1] to identify the distant tumor recurrence in the lungs [2] after resection of the primary tumor [3].
6.1.1. LAB MEDIA: Figure 2
6.1.2. LAB MEDIA: Figure 2 Video editor: Please emphasize “Distant recurrence” mouse image at first from the Right.
6.1.3. LAB MEDIA: Figure 2 Video editor: Please emphasize the central “After resection surgery” mouse image.

6.2. This model can be used to assess events that occur during the perioperative period [1]. After 24 hours of the cancer surgery under propofol, circulating plasma cytokines quantification showed evaluated levels in 7 mice [2].
6.2.1. LAB MEDIA: Figure 3
6.2.2. LAB MEDIA: Figure 3 Video editor: Please emphasize the data points above 100.



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. 
· Answer one or two of the prompts below.
· Limit the statements to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the 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.
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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