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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.
Enter make and model of microscope.
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.

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.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, please upload all screen-captured video files to your project page as soon as possible.

3. 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.

4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.

If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position

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:  xx
Number of Shots:  54 

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

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 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 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 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?
1.4. 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 20 or fewer words.

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

Are there any additional methods or analyses that can be performed following this procedure?
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 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 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.


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


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) with purple font 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 the videographer will capture. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.
2. Establishing and Characterizing the Maturation of a 3D Alveolar Epithelial-fibroblast Organoid Model
Demonstrator: Click here to enter name of demonstrator(s) 

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, prepare a mixture of 2 parts basement matrix and 3 parts Advanced DMEM [1]. Add 300 microliters of this solution to each well of a 24-well plate, ensuring the bottom of each well is evenly coated [2]. Place the plate in a humidified incubator at 37 degrees Celsius for 1 hour to allow the matrix to solidify [3].
2.1.1. WIDE: Talent preparing the 2:3 basement matrix and advanced Dulbecco's Modified Eagle Medium mixture.
2.1.2. Talent adding 300 microliters of the solution to each well of a 24-well plate.
2.1.3. Talent placing the 24-well plate in the humidified incubator.

2.2. For organoid culture, prepare a 5% basement matrix solution by mixing 60 microliters basement matrix with 1,140 microliters complete DMEM [1].
2.2.1. Talent diluting 60 microliters of basement matrix in 1,140 microliters of complete Dulbecco's Modified Eagle Medium for each well.

2.3. During solidification of the basement matrix mixture, mix 300,000 A549 (A-Five-Four-Nine) cells with 30,000 MRC-5 (M-R-C-Five) cells in 200 microliters of the previously prepared 5% basement matrix solution [1].
2.3.1. Talent mixing 300,000 A549 cells and 30,000 MRC-5 cells in 200 microliters of the previously prepared 5% basement matrix solution.

2.4. Once the solution has solidified, pipette 200 microliters of the A549 and MRC-5 mixture onto the gelled matrix [1]. Return the 24-well plate to the incubator at 37 degrees Celsius and 5% carbon dioxide for 21 days to allow alveolar organoid growth and differentiation [2].
2.4.1. Talent pipetting 200 microliters of the A549 and MRC-5 mixture onto the gelled matrix.
2.4.2. Talent placing the 24-well plate in the incubator.

2.5. Then, visualize the cultures under a light microscope for the next 48 hours. Confirm that the cells are aggregating during this time [1].
2.5.1. SCOPE: Show cells aggregating in culture.

2.6. Replace the 5% basement matrix and DMEM solution every 48 hours by gently tilting the plate to collect the old medium along the well wall [1]. Then aspirate the old solution and add 200 microliters of fresh 5% Matrigel medium [2].
2.6.1. Talent gently tilting the plate so the old solution collects along the well wall.
2.6.2. Talent aspirating the old solution from the well wall and adding the fresh medium to the well.

2.7. At 3, 9, and 21 days of maturation, image the organoids at 10 times objective magnification. Capture four representative images at each time point [2].
2.7.1. LAB MEDIA: Figure 1

3. Harvesting 3D Alveolar Epithelial-fibroblast Organoids 
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. After 21 days of maturation, aspirate the supernatant from each well [1]. Then wash the cultures gently with approximately 2 milliliters of ice-cold PBS [2].
3.1.1. WIDE: Talent aspirating the supernatant from a 24-well plate containing organoid cultures.
3.1.2. Talent gently adding ice-cold phosphate-buffered saline to wash the wells.

3.2. Add 2 milliliters of cold organoid harvesting solution to each well and incubate [1_TXT].
3.2.1. Talent adding cold organoid harvesting solution to the wells of the plate. TXT: Incubation: 2–8 °C; 30–90 min; Moderate shaking

3.3. After confirming dissociation under the brightfield microscope, using a cell scraper, gently dislodge the organoid and basement matrix hydrogel to accelerate the process [1]. Pool the contents of all wells into a 50-milliliter conical tube placed on ice [2].
3.3.1. Talent gently dislodging the organoid–basement matrix hydrogel with a cell scraper.
3.3.2. Talent transferring the contents of multiple wells into a 50 milliliter conical tube on ice.

3.4. Then, centrifuge the tube at 500 g for 5 minutes at 2 to 8 degrees Celsius [1]. Once the supernatant is aspirated, wash the organoid pellet with approximately 2 milliliters of ice-cold PBS [2-TXT]. 
3.4.1. Talent placing the 50 milliliter conical tube into a centrifuge.
3.4.2. Talent adding ice-cold phosphate-buffered saline to wash the organoid pellet. TXT: Repeat centrifugation and aspirate PBS


4. Establishing 3D Collagen-embedded Alveolar-Fibroblast Organoids and Mechanical Strain Application 
Demonstrator: Click here to enter name of demonstrator(s) 

4.1. To prepare a working solution of collagen I gel, combine PBS, 11.4 millimolar sodium hydroxide, 2 milligrams per milliliter collagen I, and sterile water [1]. Then, add 1 milliliter of the prepared collagen I solution to the foam anchors on the periphery of the plate [2-TXT]. 
4.1.1. Talent preparing the collagen I working solution by combining phosphate-buffered saline, sodium hydroxide, and collagen I. TXT: Working concentration: 2 mg/mL collagen I gel: Prepare 2 mL collagen I solution/well 
4.1.2. Talent adding 1 milliliter of the collagen I solution onto the foam anchors around the periphery of the plate. TXT: Ensure foam anchors are fully saturated with collagen I solution

4.2. Resuspend the organoid pellet in 6 milliliters of 2 milligrams per milliliter rat tail collagen [1]. Pipette 1 milliliter of the suspension into the center of a circular foam 6-well plate [2-TXT]. 
4.2.1. Talent resuspending the organoid pellet in rat tail collagen.
4.2.2. Talent pipetting the organoid suspension into the center of the circular foam 6-well plate. TXT: Ensure the organoid–collagen mixture integrates with the initial organoid-free collagen 

4.3. To polymerize the collagen I, place the plate in an incubator at 37 degrees Celsius with 5 percent carbon dioxide for 1 hour [1]. Confirm polymerization once the gel appears cloudy [2].
4.3.1. Talent placing the circular foam plate into the incubator.
4.3.2. Close-up of the cloudy collagen gel after polymerization.

4.4. Next, add 2 milliliters of complete DMEM on top of the three-dimensional collagen-embedded A549 and MRC-5 organoids [1-TXT]. 
4.4.1. Talent adding complete Dulbecco's Modified Eagle Medium on top of the collagen-embedded organoids. TXT: Incubate for 24 h

4.5. After incubation, replace the culture medium with DMEM containing 1 percent fetal bovine serum [1]. Incubate overnight prior to mechanical strain exposure [2].
4.5.1. Talent aspirating the existing medium and adding Dulbecco's Modified Eagle Medium containing 1 percent fetal bovine serum.
4.5.2. Talent placing the plate back into the incubator for overnight incubation.

5. Cell Stretching Bioreactor Setup and Exposure to Mechanical Strain
Demonstrator: Click here to enter name of demonstrator(s) 

5.1. Insert the loading stations into each well of the baseplate [1]. Ensure stations have six 25-millimeter loading posts that deform the tissue train membrane and apply equibiaxial strain to the 3D culture [2].
5.1.1. WIDE: Talent inserting loading stations into the wells of the baseplate.
5.1.2. Close-up of loading posts positioned within the baseplate wells.

5.2. Apply a thin layer of silicone grease to the top of the loading posts [1]. Place red gaskets onto the bottom of each 6-well plate [2] and insert the prepared plates into the baseplate on top of the loading posts [3].
5.2.1. Talent applying a thin layer of silicone grease to the top of the loading posts.
5.2.2. Talent positioning red gaskets onto the bottom of a 6-well plate.
5.2.3. Talent placing the prepared 6-well plate into the baseplate so it sits on top of the loading posts.

5.3. Now, cover the assembly with a Plexiglas sheet [1] and add approximately 5 to 10 pounds of weight on top to ensure a tight seal [2].
5.3.1. Talent placing a Plexiglas sheet over the assembled baseplate.
5.3.2. Talent placing weights on top of the Plexiglas sheet.

5.4. Then, move the apparatus into a humidified incubator at 37 degrees Celsius with 5 percent carbon dioxide [1]. Connect the quick-disconnect fittings to the baseplate [2]. 
5.4.1. Talent placing the apparatus inside the incubator.
5.4.2. Talent connecting the quick-disconnect fittings to the baseplate. TXT: For non-strained control, repeat the assembly steps without the connections

5.5. Turn on the air compressor and open the outflow valve from the air compressor [1].
5.5.1. Talent turning on the air compressor and opening the outflow valve on the air compressor.

5.6. Next, turn on the vacuum pressure pump [1] and open the pressure reservoir valve connected to the vacuum tank outflow [2-TXT].
5.6.1. Talent turning on the vacuum pressure pump.
5.6.2. Talent opening the pressure reservoir valve connected to the vacuum tank outflow. TXT: Vacuum pressure: 90 kPa. 

5.7. Open the inflow valve from the air compressor located near the bioreactor controller [1]. Adjust the pressure so it does not exceed 15 pounds per square inch at the vent port [2].
5.7.1. Talent opening the inflow valve from the air compressor near the bioreactor controller.
5.7.2. Close-up of the pressure gauge at the vent port showing pressure adjusted to no more than 15 pounds per square inch.

5.8. Now, launch the onboard software [1]. Create a new regimen and set the cyclic mechanical strain parameters with a minimum elongation of 0 percent, a maximum elongation of 18 percent, and a frequency of 0.4 hertz [2]. Start the protocol for 24 hours [3].
5.8.1. SCREEN: Launch the onboard control software interface.
Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible: https://review.jove.com/account/file-uploader?src=21181383
5.8.2. SCREEN: Create a new regimen and enter parameters for minimum elongation 0 percent, maximum elongation 18 percent, and frequency 0.4 hertz.
5.8.3. SCREEN: Click Start to begin the strain protocol.

5.9. Observe the plate and membrane during the strain session to ensure visible movement [1]. Confirm that the membrane is deforming around the loading posts [2].
5.9.1. Talent observing the plate during the strain session.
5.9.2. Close-up of the flexible membrane deforming around the loading posts.

5.10. Next, check the water trap periodically for moisture accumulation [1]. Observe the computer screen to monitor run time, progress, and morphology of the strain regimen [2].
5.10.1. Talent inspecting the water trap for moisture.
5.10.2. SCREEN: Display the software interface showing run time and regimen progress.

5.11. After completion of the strain regimen, disconnect the baseplate assembly [1]. Return the strained cultures to the incubator for 24 hours before downstream characterization analyses [2].
5.11.1. Talent disconnecting the baseplate assembly from the system.
5.11.2. Talent placing the culture plate into the incubator.

5.12. Now, close or turn off the air compressor inflow valve, pressure reservoir valve, vacuum pressure pump, and air compressor outflow valve [1]. Finally, turn off the air compressor [2].
5.12.1. Talent closing the air compressor outflow valve.
5.12.2. Talent turning off the air compressor.

5.13. Then, collect the supernatant after 24 hours of incubation following mechanical strain exposure [1]. Store the collected supernatant at minus 80 degrees Celsius until use [2].
5.13.1. Talent collecting supernatant from the culture plate into a tube.
5.13.2. Talent placing the tube into a minus 80 degrees Celsius freezer.

5.13.3. 

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. 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: 102.
· Please note that the video cannot include voiceover without an accompanying visual.

6. Results 

6.1. The average number of organoids per well significantly decreased on day 9 [1] and day 21 [2] compared to day 3 [3].
6.1.1. LAB MEDIA: Figure 2A. Video editor: Highlight the bar labeled “Day 9”.
6.1.2. LAB MEDIA: Figure 2A. Video editor: Highlight the bar labeled “Day 21”.
6.1.3. LAB MEDIA: Figure 2A. Video editor: Highlight the bar labeled “Day 3”.

6.2. The average organoid area increased significantly on day 9 [1] and day 21 [2] compared to day 3 [3].
6.2.1. LAB MEDIA: Figure 2B. Video editor: Highlight the bar labeled “Day 9”.
6.2.2. LAB MEDIA: Figure 2B. Video editor: Highlight the bar labeled “Day 21”.
6.2.3. LAB MEDIA: Figure 2B. Video editor: Highlight the bar labeled “Day 3”.

6.3. The average organoid diameter increased significantly on day 9 [1] and day 21 [2] compared to day 3 [3].
6.3.1. LAB MEDIA: Figure 2C. Video editor: Highlight the bar labeled “Day 9”.
6.3.2. LAB MEDIA: Figure 2C. Video editor: Highlight the bar labeled “Day 21”.
6.3.3. LAB MEDIA: Figure 2C. Video editor: Highlight the bar labeled “Day 3”.

6.4. Under strained conditions, lung fibroblasts developed F-actin–positive cytoplasmic projections [1] that disrupted the typical spherical morphology of the organoids [2].
6.4.1. LAB MEDIA: Figure 3. Video editor: Zoom in on the green filament-like extensions projecting outward from the organoid in Figure 3B.
6.4.2. LAB MEDIA: Figure 3B. Video editor: Show the overall organoid shape and emphasize that it is no longer round.

6.5. F-actin fluorescence intensity was significantly higher in strained organoids compared to control organoids [1]. However, ZO-1 (Zo-One) fluorescence intensity was significantly reduced in strained organoids compared to control organoids [2].
6.5.1. LAB MEDIA: Figure 3C. Video editor: Highlight the bar labeled “Strain”, which is taller than the bar labeled “Control”.
6.5.2. LAB MEDIA: Figure 3D. Video editor: Highlight the bar labeled “Strain”, which is lower than the bar labeled “Control”.
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