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Author Questionnaire 
1. We have marked your project as author-provided footage, meaning you film the video yourself and provide JoVE with the footage to edit. JoVE will not send the videographer. Please confirm that this is correct. 
☐ Correct 
☐ Incorrect 

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

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

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


[bookmark: Text5]3. Proposed interview filming date: Please indicate the proposed date that your group will self-film interviews: MM/DD/YYYY

DO NOT use this draft script for filming Interviews. Please wait until your script is finalized to begin the filming process. 

When you are ready to submit your video files, please contact our Content Manager, Utkarsh Khare. 

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

Current Protocol Length

Number of Steps: 21
Number of Shots: 35 

Interviews 

Answers to these questions will become interview statements that you will deliver on camera.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context.

INTRODUCTION:
REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Enter full author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Enter full author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
Describe the research contexts or systems in which this protocol can be applied.
1.3. Enter full author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

CONCLUSION:
What does this protocol allow researchers to study or measure?
1. 
1.1. 
1.2. 
1.3. 
1.4. Enter full 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 20 or fewer words.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter full 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 20 or fewer words.

Are there any additional methods or analyses that can be performed following this procedure?
1.6. Enter full 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 20 or fewer words.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.7. Enter full 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 20 or fewer words.

Ethics Title Card
This research has been approved by the Non-Interventional Research Ethics Committee at the Izmir Biomedicine and Genome Center


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.	Comment by Poornima  G: Authors: Please review the protocol section titles, narration in purple text and the timestamps given below entirely.
We strongly urge you to watch the video for these timestamps and check if they match corresponding the narration
· The two-digit steps (e.g., 2.1., 2.2.) are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating how the word will be spoken. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that you/your videographer will capture. 


2. Tissue Collection and Dissociation
Demonstrator: Click here to enter name of demonstrator(s)
2.1. To begin, obtain a fresh tumor specimen intraoperatively from a patient undergoing surgical resection for colorectal malignancy, and process it to prepare for organoid culture [1-TXT].
2.1.1. WIDE: Talent placing the tissue in a sterile dish. TXT: Refer to the text protocol for the tissue processing
Authors: This is a representative step, can you please film this with a dummy tissue if you do not have actual tissue? If it is not possible, please let me know and I can delete this step

2.2. Wash the tissue 2 to 3 times using 7 milliliters of tissue wash buffer per wash, agitating it gently during each wash [1].
2.2.1. LAB MEDIA: IMG_0283.MOV 00:03-00:35
2.3. Transfer the washed tissue to a sterile 100 millimeter culture dish, and remove any necrotic regions using a sterile scalpel. Then, mince the tissue into small fragments using sterile scalpels and forceps [1].
2.3.1. LAB MEDIA: IMG_0285.MOV 00:00-00:20
2.3.2. LAB MEDIA: IMG_0285.MOV 00:50-01:06
2.4. Transfer the minced tissue into a 15 milliliter conical tube containing 10 milliliters of dissociation medium, and seal the cap with Parafilm [1-TXT]. Digest the tissue for 30 to 60 minutes on an orbital shaker at 37 degrees Celsius and 140 revolutions per minute [2].
2.4.1. LAB MEDIA: IMG_0285.MOV 01:15-01:25. TXT: Refer to the text protocol for all the reagents and media preparation
2.4.2. WIDE: Talent placing the tube on the orbital shaker.
Authors: Do you have any footage for steps 2.4.2 and 3.1?

3. Organoid Seeding and Culture Initiation
Demonstrator: Click here to enter name of demonstrator(s)
3.1. When the suspension becomes cloudy and the visible tissue fragments are largely disrupted, discard the dissociation medium [1] and add 10 milliliters of advanced DMEM-F12 triple plus (ad-dee-mem). Centrifuge at 600 g for 10 minutes at 4 degrees Celsius [1]. Authors: The narration is changed based on the footage, please check if this is correct
3.1.1. LAB MEDIA: IMG_0290.MOV 00:00-00:21.
3.1.2. LAB MEDIA: IMG_0290.MOV 00:35-00:38 and 00:45-00:50. 
3.1.3. AUTHORS: Do you have any footage of placing the tube in the centrifuge? If not, can you please film this as we could use this at multiple places?
3.2. Discard the supernatant, resuspend the pellet in 25 milliliters of Advanced DMEM triple plus [1], and filter the suspension through a 70-micrometer cell strainer. Then, centrifuge the filtered cells at 400 x g for 5 minutes at 4 degrees Celsius, and aspirate the supernatant [2].
3.2.1. LAB MEDIA: IMG_0290.MOV 00:55-01:05
3.2.2. LAB MEDIA: IMG_0290.MOV 01:12-01:25
3.2.3. AUTHORS: Do you have any footage of placing the tube in the centrifuge?
3.3. If the red blood cells are present, resuspend the pellet in 3 milliliters of red blood cell lysis buffer and incubate for 5 minutes at room temperature [1]. Then, add 5 milliliters of Advanced DMEM triple plus, centrifuge, and wash the pellet 3 times [2].
3.3.1. LAB MEDIA: IMG_0292.MOV 00:25-00:40
3.3.2. LAB MEDIA: IMG_0293.MOV 00:10-00:25
3.4. After resuspending the final pellet in 1 milliliter of the basal medium [1], determine the cell number and the viability using trypan blue exclusion and a hemocytometer [2].
3.4.1. LAB MEDIA: IMG_0292.MOV 00:22-00:26 Authors: I am re-using this footage as there is no other footage available.
3.4.2. LAB MEDIA: IMG_0297.MOV 00:00-00:05
3.5. Resuspend the calculated volume of cells directly in the basement membrane matrix, to a final density of 40,000 to 60,000 cells per 20 microliters of matrix [1].
3.5.1. LAB MEDIA: IMG_0300.MOV 01:25-01:35 and 01:43-01:45
3.6. Seed 20 microliter droplets into each well of a pre-warmed 6-well plate and let the plate rest in the biosafety cabinet for 2 minutes [1].
3.6.1. LAB MEDIA: IMG_0301.MOV 00:05-00:15 Authors: The footage used 6-well plate and several drops are added per well. I have changed the narration to match this
3.7. Invert the plate, and incubate at 37 degrees Celsius with 5 percent carbon dioxide for 20 minutes to allow the matrix to polymerize [1].
3.7.1. LAB MEDIA: IMG_0303.MOV 00:00-00:20
3.8. Gently add 500 microliters of pre-warmed expansion medium to each well. Supplement the medium with Primocin during the first week of culture and with Y-27632 during the first 3 days [1].
3.8.1. LAB MEDIA: IMG_0304.MOV 00:26-00:50   Authors: I am extending the same footage as there is no other footage for adding Primocin. You have provided an image 277, please let me know what this shows so that I can add the narration

3.9. Maintain cultures at 37 degrees Celsius with 5% carbon dioxide,  replacing the medium every 2 to 3 days with pre-warmed expansion medium [1-TXT].
3.9.1. LAB MEDIA: IMG_0303.MOV 00:12-00:20 TXT: Refer to the text protocol for the organoid passaging and histopathological characterization
Authors: I am re-using this footage as there is no other footage available.

Authors: The manuscript advises against passaging the organoids too early, before the droplets become dense and crowded. Please let us know whether we should add a shot of a droplet that is ready for passaging, so that viewers can judge the timing.


4. Drug Sensitivity Assay
Demonstrator: Click here to enter name of demonstrator(s)
4.1. Gently resuspend the organoids in their conditioned culture medium to obtain a homogeneous suspension [1].
4.1.1. LAB MEDIA: IMG_0761.MOV 00:30-00:50
4.2. Transfer the suspension into a sterile 15 milliliter conical tube pre-filled with 7 to 8 milliliters of ice-cold Advanced DMEM to remove the matrix [1]. Then, centrifuge at 600 g for 5 minutes at 4 degrees Celsius, and aspirate the supernatant without disturbing the pellet [2].
4.2.1. LAB MEDIA: IMG_0761.MOV 00:53-01:00
4.2.2. LAB MEDIA: IMG_0762.MOV 00:17-00:38 Authors: We do not seem to have this file, can you please provide again?
4.3. Add 1 milliliter of pre-warmed trypsin solution to the pellet, and gently pipette up and down using a 200 microliter pipette tip [1].
4.3.1. LAB MEDIA: IMG_0762.MOV 00:40-01:16 Authors: We do not seem to have this file, can you please provide again?
4.4. Incubate the suspension at 37 degrees Celsius for 3 minutes [1]. Then, pipette the suspension again [2] and examine the cells under a light microscope to confirm single-cell dissociation [3].
4.4.1. Authors: Do you have any footage for placing a tube in the incubator? Can you please provide this?
4.4.2. LAB MEDIA: IMG_0763.MOV 00:01-00:37
4.4.3. LAB MEDIA: IMG_0764.MOV 00:20-00:32
4.5. Quench the enzymatic reaction with 6 to 8 milliliters of ice-cold Advanced DMEM triple plus [1], centrifuge at 600 g for 5 minutes at 4 degrees Celsius [2], and aspirate the supernatant, leaving about 1 milliliter above the pellet [3].
4.5.1. LAB MEDIA: IMG_0766.MOV 00:00-00:10 .
4.5.2. Talent placing the sample in the centrifuge. Authors: Do you have any footage of placing the tube in the centrifuge?
4.5.3. LAB MEDIA: IMG_0766.MOV 00:00-00:10 Video editor: Play the video in reverse so that we can see it as media being removed
4.6. Resuspend the pellet in the remaining supernatant, transfer the suspension into sterile microcentrifuge tubes [1], and determine the total cell number and the viability using trypan blue exclusion and a hemocytometer [2].
4.6.1. LAB MEDIA: IMG_0766.MOV 00:15-00:24
4.6.2. LAB MEDIA: IMG_0766.MOV 00:38-00:48
4.7. Transfer the required volume of the cell suspension into a new tube, centrifuge at 600 g for 5 minutes at 4 degrees Celsius [1], and discard the supernatant [2]. Resuspend the pellet in the matrix at 5 microliters per well [3], and seed 5 microliter droplets into each well of a 96-well plate [4].
4.7.1. Talent transferring the required volume of the cell suspension into a new tube.  Authors: Do you have any footage of placing the microcentrifuge tube in the centrifuge?
4.7.2. LAB MEDIA: IMG_0767.MOV 00:30-00:40
4.7.3. LAB MEDIA: IMG_0767.MOV 01:06-01:13
4.7.4. LAB MEDIA: IMG_0768.MOV 00:05-00:25

Authors: The number of cells seeded per well for the drug assay is not stated anywhere, although the establishment protocol specifies 40,000 to 60,000 cells per 20 microliters. Please provide the seeding density for the 5 microliter droplets.
4.8. Finally, treat the organoids with selected drugs, assess cell viability and analyze dose-response data to determine drug sensitivity and IC50 values [1].
4.8.1. LAB MEDIA: IMG_0770.MOV 00:05-00:25
4.8.2. Authors: Do you have any footage of loading the plate into a plate reader?



Results
Please review this section to make sure that it accurately reflects your findings.	Comment by Poornima  G: Authors: Please check if the narration is correct and if the figures and areas being highlighted match with the narration
· You/Your videographer does not have to record this section. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 117.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results
5.1. Tumor tissue viability declined progressively over 72 hours in the transport medium [1].
5.1.1. LAB MEDIA: Figure 1B. Video editor: Please emphasize the Cell Viability bar graph, comparing the Live and the Dead bars at 0 and 72 hours, without deleting other parts

5.2. The Wnt (wint) surrogate gave a nearly 3-fold increase in pathway activation at 16 hours and held above 2-fold at 72 hours [1], while the conditioned medium fell back to baseline [2].
5.2.1. LAB MEDIA: Figure 2. Video editor: Please emphasize the Wnt Surrogate FC bars at 16 and 72 hours without deleting other parts
5.2.2. LAB MEDIA: Figure 2. Video editor: Please emphasize the Wnt3a Conditioned Medium bar at 72 hours and the "ns" marker above it without deleting other parts

5.3. Of the 52 specimens processed, 47 yielded cultures expanding past passage 2, an establishment efficiency of about 90 percent [1]. The organoids became more uniform after 1 to 2 passages [2].
5.3.1. LAB MEDIA: Figure 3. Video editor: Please emphasize the P3 panel of Patient 1 without deleting other parts
5.3.2. LAB MEDIA: Figure 3. Video editor: Please emphasize the P0 and the P2 panels of Patient 1 side by side without deleting other parts

5.4. The organoids preserved the glandular architecture of the matched tumors [1] and were strongly CK20-positive, while CDX2 expression varied between lines [2].
5.4.1. LAB MEDIA: Figure 4A. Video editor: Please emphasize the Primary Tissue and the PDCCO hematoxylin and eosin panels for Patient 1 side by side without deleting other parts
5.4.2. LAB MEDIA: Figure 4B. Video editor: Please emphasize the CK20 row and then the CDX2 row for both patients without deleting other parts
Authors: The Results describe 3 organoid morphologies, cystic, solid, and budding, as shown in the right panel of Figure 4A, but the panels are not labeled with these terms. Please tell us which panel shows each morphology so that we can narrate them.
5.5. After thawing, the average organoid diameter reached 245 micrometers by day 7 [1], and the lines showed distinct chemotherapy sensitivities [2].
5.5.1. LAB MEDIA: Figure 5B. Video editor: Please emphasize the Day 7 bar and its significance marker without deleting other parts
5.5.2. LAB MEDIA: Figure 6C. Video editor: Please emphasize the FOLFIRI IC50 column, comparing Patient 2 with Patient 7, without deleting other parts
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