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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?  No  

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  No

3. Interview statements: Which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	JoVE films the interview statements. Interviewees wear masks until videographer steps away (≥6 ft/2 m) and begins filming, then the interviewee removes the mask for line delivery only. 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 protocol can be filmed in one day, the protocol is restricted to 25 steps and/or 55 shots. 

Current Protocol Length
Number of Steps: 20
Number of Shots: 47

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.

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.

Ethics Title Card
1.8. All animal studies complied with the Canadian Council on Animal Care guidelines and were approved by McMaster University’s Animal Research Ethics Board. 

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. Tumor Harvest and Dissociation

2.1. For tumor harvest, first intradermally inoculate 6-to-8-week-old female, C57BL/6 (C-fifty-seven black six) mice with 1 x 106 B16 (B-Sixteen) melanoma cells in 30 microliters of PBS [1]. 
2.1.1. WIDE: Talent injecting mice with melanoma cells

2.2. Twelve days after the injection, spray down each euthanized mouse with 70% ethanol [1] and use a scalpel and scissors to surgically remove the intradermal tumor from the surrounding tissue [2], including the attached tumor-draining lymph nodes [3].
2.2.1. Mouse being sprayed
2.2.2. Shot of tumor in situ, then tumor being removed/tissue being dissected
2.2.3. Shot of tumor draining LN, then LN being removed

2.3. Place the tumors and lymph nodes into individual pre-weighed microfuge tubes on ice [1]. When all of the tumors have been collected, weigh the tumor tissue samples [2] and add 500 microliters of RPMI-1640 (R-P-M-eye-sixteen-forty) medium supplemented with 10% fetal bovine serum to each tube [2-TXT].	Comment by Bridget Colvin: Authors: Are the lymph nodes minced with the tumors?
2.3.1. Talent placing the tumor into a microfuge tube 
2.3.2. Talent weighing the tumors
2.3.3. Talent adding the medium into each tube TEXT: See text for all solution and medium preparation details

2.4. Use scissors to cut the tumors into small pieces [1] and transfer the minced tumor suspension to a 15-milliliter conical tube [2-TXT]. Add 10 milliliters of freshly prepared dissociation mix per 0.25 milligram of tumor [3] and place the tube in a temperature-controlled orbital shaker for 30 minutes at 37 degrees Celsius with 200 revolutions per minute of agitation [4].	Comment by Bridget Colvin: Authors: Are the tumor samples pooled into a single tube? Or is each suspension added to its own 15-mL tube?
2.4.1. Talent cutting the tumor into small pieces 
2.4.2. Talent transferring the tumor suspension to a conical tube 
2.4.3. Talent adding dissociation mix to the tube 
2.4.4. Talent placing the tube on shaker 

2.5. At the end of incubation, neutralize the collagenase activity with two volumes of cold RPMI-1640 medium with 10% FBS and 2-millimolar EDTA (E-D-T-A) for 10 minutes at 4 degrees Celsius [1].
2.5.1. Talent adding medium to the tube

2.6. After brief vortexing, pipette the suspension into a 40-micron strainer on a 50-milliliter conical tube [1] and use a syringe plunger and neutralizing medium to wash the residual tumor tissue through the strainer [2].
2.6.1. Talent adding the suspension into a strainer, with vortex visible in frame if possible
2.6.2. Talent washing the residual tumor tissue through the strainer

2.7. Then centrifuge the resulting single cell suspension [1-TXT] and resuspend the pellet in PBS with 2% FBS and 1-millimolar EDTA [2].
2.7.1. Talent placing the tube into centrifuge TEXT: 5 min, 500 x g, 4 °C
2.7.2. Talent resuspending the pellet in PBS

3. Flow Cytometric Staining

3.1. To stain the cells for flow cytometry, after enriching for tumor infiltrating cells by magnetic cell separation according to standard protocols [1], resuspend the cells in 200 microliters of FACS buffer [2] and transfer the cells to one well of a 96-well, U-bottom plate [3].
3.1.1. WIDE: Talent adding cells to column on magnet, with bead kit visible in frame
3.1.2. Talent adding FACS buffer to tube
3.1.3. Talent transferring the suspension to plate

3.2. Sediment the cells by centrifugation [1-TXT] and resuspend the pellet in 50 microliters of Fc (FC) block solution for a 10-minute incubation at 4 degrees Celsius [2]. 
3.2.1. Talent placing the plate into centrifuge TEXT: 5 min, 500 x g, 4 °C
3.2.2. Talent resuspending the cells in blocking solution 
3.2.3. Talent placing the plate for incubation

3.3. At the end of the incubation, add 50 microliters of the surface-staining antibody cocktail of interest and fixable viability stain to the cells for a 20-minute incubation at 4 degrees Celsius protected from light [1-TXT]. 
3.3.1. Talent placing foil covered plate at 4 °C TEXT: See text for Ab and viability stain suggestion and concentration details

3.4. Then centrifuge the cells two times using 200 microliters of FACS buffer per wash before their analysis [1].
3.4.1. Talent add buffer to well

4. Tumor Myeloid Cell Sorting 

4.1. For tumor myeloid cell sorting, pre-enrich the cells for the myeloid cell subsets of interest [1] and stain the cells with the appropriate myeloid cell surface staining antibody cocktail as demonstrated [2]. 
4.1.1. WIDE: Talent adding cells to column on magnet, with kit visible in frame 
4.1.2. Talent adding antibody cocktail to tube

4.2. At the end of the incubation, resuspend the stained cells in cold sorting buffer [1] and filter the cells into a 5-milliliter round-bottom polypropylene tube with a 40-micronstrainer cap on ice protected from light [2]. 
4.2.1. Talent adding buffer to tube
4.2.2. Talent adding cells to strainer

4.3. Set the flow cytometer to a decreased sample pressure [1], equip the cytometer with a 130-micron nozzle tip [2], and select the 10 pounds per square inch setting [3].
4.3.1. Talent setting cytometer pressure, with monitor visible in frame
4.3.2. Talent adding tip to cytometer
4.3.3. Talent selecting psi

4.4. Sort the cells at a low flow rate into a 5-milliliter round bottom tube of PBS supplemented with 50% FBS [1] with periodic sample agitation at 100 revolutions per minute [2], confirming that the droplets are deposited into the center of the collection tube [3].
4.4.1. Talent starting the sample run, with collection tube visible in frame
4.4.2. Talent agitating/vortexing sample
4.4.3. Droplets falling into center of collection tube

4.5. After sorting, incubate the sample for 10 minutes 4 degrees Celsius [1] before centrifuging the cells [2] and resuspending the pellet at a 2 x 106 myeloid tumor cell/milliliter of PBS supplemented with 25-millimolar HEPES (heeps) and 1-millimolar EDTA concentration [3].
4.5.1. Talent setting timer, with tube on ice visible in frame
4.5.2. Talent placing the tube in centrifuge
4.5.3. Talent adding PBS + HEPES + EDTA to tube

5. [bookmark: _Hlk63719841][bookmark: _Hlk63716602]Adoptive Transfer of Purified Tumor Myeloid Cells

5.1. For adoptive transfer of the purified tumor myeloid cells, first filter the sample into a 5-milliliter round-bottom tube with a 40-micron strainer cap kept on ice [1]. 
5.1.1. WIDE: Talent adding sample to strainer in tube

5.2. Load a 1-milliliter syringe equipped with a 31-gauge needle with 50 microliters of the cell suspension [1] and gently flick the syringe to dislodge any air bubbles [2]. Use an alcohol swab to clean the injection site of a tumor-beating mouse [3-TXT] and use sterile forceps to lift and pinch the skin at the base of the tumor [4].
5.2.1. Talent loading syringe
5.2.2. Syringe being flicked
5.2.3. Site being wiped TEXT: e.g., 6-to-8-wk-old female C57BL/6 mouse i.d. inoculated with 1 x 106 B16 melanoma cells 
5.2.4. Skin being lifted

5.3. Insert the needle into the subcutaneous space at a slightly upward angle to enter the tumor from below [1] and slowly dispense the syringe contents [2]. When all of the cells have been delivered, continue to pinch the skin with the forceps while slowly removing the needle [3].
5.3.1. Needle being inserted into the subcutaneous space
5.3.2. Cells being injected
5.3.3. Skin being pinched/needle being removed

5.4. Then use a cotton swab to clean potential leakage [1] and monitor the mouse until full recumbency [2].
5.4.1. Injection site being wiped
5.4.2. Talent placing mouse into cage to recover



Important Steps
Authors: Please use the step numbers from the script (not step numbers from the manuscript). 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: 150. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual.

6. Results: Analysis of Purified Tumor-Infiltrating Myeloid Cells 

6.1. [bookmark: _Hlk66182318]When processed B16 melanoma tumors are treated with collagenase type one for 1 hour [1], the yield of the myeloid [2] and non-myeloid cells is extremely low [3].
6.1.1. LAB MEDIA: Figure 1 1 dot plots
6.1.2. LAB MEDIA: Figure 1 1 dot plots Video Editor: please emphasize top left quadrant of bottom dot plot
6.1.3. LAB MEDIA: Figure 1 1 dot plots Video Editor: please emphasize bottom right quadrant of bottom dot plot
6.2. In cell samples digested with collagenase type four [1], however, the myeloid cell yield is greatly increased [2], with the addition of FBS resulting in the highest number of myeloid cells [3] and neither condition significantly impacting the non-myeloid cell yield [4].
6.2.1. LAB MEDIA: Figure 1 5 dot plots 
6.2.2. LAB MEDIA: Figure 1 5 dot plots Video Editor: please emphasize top left quadrant in bottom dot plot
6.2.3. LAB MEDIA: Figure 1 5 and 6 dot plots Video Editor: please emphasize top left quadrant of bottom dot plot of 6 dot plot
6.2.4. LAB MEDIA: Figure 1 5 and 6 dot plots Video Editor: please emphasize bottom left quadrants of both bottom dot plots

6.3. After tumor harvest, processing, and cell enrichment as demonstrated [1], individual myeloid cell subsets within the tumor microenvironment can be identified by flow cytometry [2].
6.3.1. LAB MEDIA: Figure 2
6.3.2. LAB MEDIA: Figure 2 Video Editor: please sequentially emphasize CD11b vs CD11c plot, Ly6G vs Ly6C plot, then F4/80 vs Ly6C plot

6.4. Interestingly, the CD11b (C-D-eleven-B)-positive, Ly6C (lye-6-C)-high, Ly6G-negative myeloid tumor-infiltrating subset [1] produces nitric oxide synthase 2 [2] and arginase 1 [3]. Co-culture of these cells [4] with naïve, TCR (T-C-R)-transgenic T cells results in the suppression of T cell proliferation [5], a phenomenon that is attenuated in the presence of HDAC inhibitor [6].	Comment by Bridget Colvin: Authors: Do you say “H-dack” or “H-D-A-C” or “Histone deacetylase inhibitor” or other?
6.4.1. LAB MEDIA: Figure 3A
6.4.2. LAB MEDIA: Figure 3A Video Editor: please emphasize grey NOS2 data bar
6.4.3. LAB MEDIA: Figure 3A Video Editor: please emphasize grey Arg1 data bar
6.4.4. LAB MEDIA: Figure 3B 
6.4.5. LAB MEDIA: Figure 3B Video Editor: please emphasize Naïve and Vaccinated columns of histograms
6.4.6. LAB MEDIA: Figure 3B Video Editor: please emphasize Vaccinated + MS-275 column of histograms

6.5. In addition, adoptive transfer of these cells promotes a tumor sustained regression [1] and a prolonged mouse survival [2].
6.5.1. LAB MEDIA: Figure 3C Video Editor: please emphasize square data line in Figure 3C
6.5.2. LAB MEDIA: Figure 3C Video Editor: please emphasize on square data line in Figure 3D




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.
· Please answer one or two of the prompts below.
· Limit each statement 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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