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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. Filming location: Will the filming need to take place in multiple locations?   No 

Current Protocol Length
Number of Steps:  17
Number of Shots:  30 

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

REQUIRED: What is the scope of your research? What questions are you trying to answer? 
1.1. [bookmark: OLE_LINK29]Jiang Yao: We are interested in studying tumor exosomes. We demonstrate a method for collecting naturally released exosomes from tumor tissue.
1.1.1. [bookmark: _Hlk194676695]INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll: 2.3.1 

What new scientific questions have your results paved the way for?
1.2. Jiang Yao: Our results provide basic materials and experimental evidence for studying the functions of exosomes in tumor development.
1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll: 3.4.4

What research questions will your laboratory focus on in the future?
1.3. Qijie Li: We will focus on studying the role of exosomes in the tumor microenvironment in various conditions.
1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll: 5.1.1



Videographer: Obtain headshots for all authors available at the filming location.


Ethics Title Card
This research has been approved by the Ethics Committee at the West China Hospital, Sichuan University 


Protocol  
2. Acquisition and Preconditioning of Tumor Tissue
Demonstrator: Qijie Li 

2.1. To begin, soak the mouse ectopic tumor tissue in 75 percent alcohol for 5 minutes [1].
2.1.1. WIDE: Talent placing ectopic tumor tissue into a beaker filled with 75 percent alcohol.

2.2. Then, move the tissue to a sterile operating table [1]. Using sterile surgical scissors, open the outer skin of the ectopic tumor [2].
2.2.1. Talent transferring the soaked tissue onto a sterile operating table.
2.2.2. Talent carefully incising the outer skin of the ectopic tumor using sterile surgical scissors.

2.3. Peel off the ectopic tumor tissue using forceps [1], then, using a scalpel, cut the tissue [2] and weigh it to obtain two pieces of equal weight [3].
2.3.1. Talent peeling the ectopic tumor tissue gently with forceps.
2.3.2. Talent cutting the tissue on a sterile surface.
2.3.3. Talent placing pieces onto a digital balance to check for equal weight.

2.4. For preconditioning, pipette 10 milliliters of precooled 0.01 molar PBS to wash the tumor tissue [1] and remove surface blood and fat [2].
2.4.1. Talent pipetting precooled PBS over tumor tissue in a Petri dish.
2.4.2. Shot of surface blood and fat being washed away.

2.5. Now, transfer the 400-cubic millimeters tumor tissue into a fresh 10-centimeter sterile Petri dish containing 20 milliliters of PBS with 2 millimolar EDTA [1] and cut it into 1 to 2-millimeter pieces using ophthalmic scissors [2]. Transfer the mixture to a 50-milliliter conical tube using a pipette [3].
2.5.1. Talent transferring the tissue into a fresh 10 cm dish containing 20 ml PBS.
2.5.2. Talent dicing tumor tissue finely with ophthalmic scissors.
2.5.3. Talent transferring the tissue mixture into a conical tube using a large pipette.

3. Release of Exosomes from the Tissue
Demonstrator: Jiang Yao
3.1. Centrifuge the tube with diced tissue at 200 g for 5 minutes at 4 degrees Celsius [1].
3.1.1. Talent placing the conical tube into a centrifuge.

3.2. After discarding the supernatant, resuspend the pellet with 20 milliliters of Minimum Essential Medium alpha [1]. Incubate the sample at 37 degrees Celsius at 100 revolutions per minute for 1 hour in a shaker incubator [2].
3.2.1. Talent adding 20 milliliters of α-MEM medium to the pellet and pipetting up and down.
3.2.2. Talent placing the resuspended tube into a shaking incubator set at 37 degrees Celsius.

3.3. Then, centrifuge the mixture again at 200 g for 5 minutes at 4 degrees Celsius [1].
3.3.1. [bookmark: _Hlk164193060][bookmark: _Hlk159527170][bookmark: _Hlk162445066]Talent loading the tube into the centrifuge and starting the spin. Videographer: Please obtain multiple reusable shots for this step. It will be used again in 3.4.3

3.4. Resuspend the pellet with 10 milliliters of Minimum Essential Medium alpha medium [1-TXT]. Incubate the sample at 37 degrees Celsius and 100 revolutions per minute for 6 hours in a constant temperature shaker [2]. Post-incubation, centrifuge the sample again [3] and collect the supernatant into a fresh tube [4-TXT]. 
3.4.1. Talent adding 10 milliliters of α-MEM to the tube and pipetting up and down. TXT: Discard the supernatant
3.4.2. Talent placing the tube back into the shaking incubator.
3.4.3. Reuse 3.3.1 
3.4.4. Talent collecting the supernatant from the centrifuged tube into a fresh tube with pipette. TXT: Resuspend the pellet in MEM; Incubate for 6 h; Centrifuge


3.5. Now mix the medium supernatants collected after the spin [1-TXT].
3.5.1. Talent combining supernatants into a single sterile tube with gentle pipette mixing. TXT: Two 6 h incubations induce natural exosome release from the tumor tissue



4. Ultracentrifugation and Exosome Assessment


4.1. Filter the pooled supernatant through a 0.45-micrometer microporous filter [1].
4.1.1. Talent pouring the sample on a 0.45 micrometer filter connected to a sterile tube.

4.2. Centrifuge the filtered supernatant at 12,000 g for 30 minutes at 4 degrees Celsius to remove large vesicles [1].
4.2.1. Talent placing the filtered supernatant into a centrifuge and setting 12,000 times gravity on the machine.

4.3. Transfer the resulting supernatant to a new tube and centrifuge at 120,000 g for 90 minutes at 4 degrees Celsius to collect exosomes [1].
4.3.1. Talent transferring the supernatant into an ultracentrifuge tube.
4.3.2. Talent placing the sample in an ultracentrifuge.

4.4. Wash the exosome precipitate with 0.01 molar PBS [1] and centrifuge again at 140,000 g for 60 minutes at 4 degrees Celsius [1].
4.4.1. Talent resuspending the exosome pellet with PBS.
4.4.2. Talent placing the sample in an ultracentrifuge and setting 140,000 times gravity.

4.5. Suspend the final exosome pellet in 0.01 molar PBS for immediate use [1] or store the pellet at minus 80 degrees Celsius [2].
4.5.1. Talent resuspending the final pellet in PBS by pipetting up and down.
4.5.2. Talent placing the sample in a minus 80 degrees Celsius freezer. 

4.6. Now, identify the morphology of exosomes from tumor tissue using Transmission Electron Microscopy [1]. 
4.6.1. Talent placing the sample under Transmission Electron Microscope. Authors, is it possible to show sample being placed near the TEM unit? If not, please instruct the videographer to capture the screen displaying the results

4.7. Finally, determine the size and concentration of exosomes from tumor tissue using Nanoparticle Tracking Analysis [1] and identify the exosomal protein markers CD9 and CD63 using western blot [2]. 
4.7.1. Talent working at the NTA system. Authors, if possible please shoot these 2 scenes. Actual experiment need not be performed. Just talent working at the station is enough
4.7.2. Talent developing a blot at the gel doc system.



Results
5. Results 

5.1. Transmission electron microscopy revealed that exosomes derived from tumor tissue using this method displayed characteristic cup-shaped morphology, with no apparent morphological differences [1] compared to those obtained via enzyme digestion [2].
5.1.1. LAB MEDIA: Figure 1A. Video editor: Highlight the cluster of round, cup-shaped vesicles in the center of the image.
5.1.2. LAB MEDIA: Figure 1B. 

5.2. Nanoparticle tracking analysis showed that exosomes derived using this method had an average diameter of 172.8 nanometers and a particle concentration of 5.9 million particles per milliliter [1].
5.2.1. LAB MEDIA: Figure 1C. Video editor: Highlight the peak of graph.

5.3. Exosomes obtained via enzyme digestion exhibited a slightly larger average diameter of 175.5 nanometers, with a lower particle concentration of 1.7 million particles per milliliter [1].
5.3.1. LAB MEDIA: Figure 1D. Video editor: Highlight the peak of graph.

5.4. Western blotting confirmed the presence of the exosomal marker proteins CD63 [1] and CD9 on the tumor-derived exosomes [2].
5.4.1. LAB MEDIA: Figure 1E. Video editor: Highlight the dark band labeled CD63 on the left image.
5.4.2. LAB MEDIA: Figure 1E. Video editor: Highlight the single band labeled CD9 on the right image.
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