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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.

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:  30
Number of Shots:  47

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.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· 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: What is the scope of your research? What questions are you trying 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 30 or fewer words.

What are the most recent developments in your field of research?
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.
What technologies are currently used to advance research in your field?
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 30 or fewer words.
What are the current experimental challenges?
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 30 or fewer words.

What significant findings have you established in your field?
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.

What research gap are you addressing with your protocol?
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.

What advantage does your protocol offer compared to other techniques?
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 30 or fewer words.
How will your findings advance research in your field?
1.8. 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.
What new scientific questions have your results paved the way for?
1.9. 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.
What research questions will your laboratory focus on in the future?
1.10. 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.


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

Testimonial Questions (OPTIONAL): 

Videographer: Please ensure that all testimonial shots are captured in a wide-angle format, while also maintaining sufficient headspace, given that the final videos will be rendered in a 1:1 aspect ratio.

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement. Add your title (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) as this will included in the promotional materials.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.


Ethics Title Card
This research has been approved by the Universiti Malaya Medical Centre Medical Research Ethical Committee


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.) 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. 

2. Pre-Processing of Tear Samples and Exosome Isolation
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, take a tube containing the Schirmer strip soaked in PBS [1] and vortex it for 5 minutes at room temperature [2].
2.1.1. WIDE: A shot of the tube with the Schirmer strip soaked in PBS placed on a workbench or something similar and the talent standing beside it.
2.1.2. Talent vortexing the tube.

2.2. Place the tube on a rocker and agitate it for 5 minutes at room temperature [1].
2.2.1. Talent placing the tube onto a rocking platform and starting the agitation.

2.3. Now, centrifuge the tube at 2000 g for 15 minutes at 4 degrees Celsius [1].
2.3.1. Talent placing the tube into a centrifuge and closing the lid to begin centrifugation.

2.4. Transfer the solution into a new labeled tube [1] and store it at minus 80 degrees Celsius until further processing [2].
2.4.1. Talent using a pipette to transfer the supernatant into a clean, labeled tube.
2.4.2. Talent placing the labeled tube into a minus 80 degrees Celsius freezer.

2.5. For the exosome isolation, thaw the tear solution on ice for 10 minutes [1].
2.5.1. Talent placing the tear solution on ice for thawing.

2.6. Equilibrate the spin column for 15 minutes at room temperature [1].
2.6.1. Talent placing the spin column on the bench.

2.7. Then, remove the lower outlet of the column [1] and position it over the provided waste collection plate [2].
2.7.1. Talent detaching the lower outlet of the column.
2.7.2. Talent mounting the column onto the waste collection plate.

2.8. Remove the top sealing mat and allow the storage buffer to pass through the column by gravity [1].
2.8.1. Talent removing the top sealing mat and the storage buffer passing through the column by gravity.

2.9. Then, add 250 microliters of PBS and let it pass through the column [1].
2.9.1. Talent pipetting PBS onto the column and PBS passing through the column.

2.10. Apply 110 microliters of a sample onto the top of each column and allow it to enter the column [1].
2.10.1. Talent pipetting the tear sample onto the top of the column and the sample entering the column.

2.11. Move the column onto a provided sample collection plate [1], add 100 microliters of PBS to the top, and allow it to pass through the column [2] into the sample collection plate [3].
2.11.1. Talent transferring the spin column onto a sample collection plate.
2.11.2. Talent adding PBS to the column and PBS passing through it.
2.11.3. A shot of PBS collected into the sample collection plate.

2.12. Place the column back onto the waste collection plate [1].
2.12.1. Talent reattaching the column to the waste collection plate.

2.13. Add 200 microliters of PBS four times to the column and allow it to enter the column to remove the free protein fraction from the first loading [1].
2.13.1. Talent adding PBS to the column and PBS flowing through the column.

2.14. Then, add 110 microliters of the sample into the column and allow it to enter [1].
2.14.1. Talent adding sample to the column and the sample entering the column.

2.15. Place the column onto the sample collection plate [1], add 100 microliters of PBS, and allow it to pass through the column [2].
2.15.1. Talent transferring column onto collection plate.
2.15.2. Talent pipetting PBS to the column and PBS passing through the column.

2.16. Briefly centrifuge the sample collection plate at 100 g for 30 seconds [1]. The isolated exosomes are now ready for RNA isolation [2].
2.16.1. Talent placing the sample collection plate into a centrifuge and initiating the spin.
2.16.2. A shot of the isolated exosomes.

3. RNA Isolation
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Take 200 microliters of the isolated exosomes [1] and add 60 microliters of lysis buffer to it [2]. Vortex for 5 seconds [3] and incubate the mixture at room temperature for 3 minutes [4].
3.1.1. Talent pipetting 200 microliters of the isolated exosomes into a tube.
3.1.2. Talent pipetting lysis buffer into the exosome.
3.1.3. Talent placing the tube on a vortex mixer.
3.1.4. Talent placing the tube on the bench.

3.2. Add 20 microliters of inhibitor precipitation buffer [1], vortex again for 20 seconds before incubating for 3 minutes at room temperature [2].
3.2.1. Talent pipetting the inhibitor precipitation buffer into the tube containing the exosomes-lysis buffer mixture.
3.2.2. Talent vortexing the tube.
3.3. Centrifuge the tube at 12,000 g for 3 minutes at room temperature [1].
3.3.1. Talent loading the tube into the centrifuge and starting the spin cycle.

3.4. Transfer the clear, colorless supernatant to a new tube [1] and add one volume of isopropanol to it [2].
3.4.1. Talent pipetting the clear supernatant into a fresh, labeled tube.
3.4.2. Talent adding an equal volume of isopropanol to the tube containing the supernatant.

3.5. After vortexing for 5 seconds, transfer the solution to the mini spin column provided in the kit [1].
3.5.1. Talent pipetting the mixture into a mini spin column.

3.6. Centrifuge the column at room temperature for 15 seconds at 8000 g [1] and discard the flowthrough [2].
3.6.1. Talent placing the mini column in a centrifuge.
3.6.2. Talent disposing of the flowthrough.

3.7. Wash the column with 700 microliters of RWT (R-W-T) wash buffer [1].
3.7.1. Talent pipetting RWT buffer into the column.

3.8. After centrifuging for 15 seconds, discard the flowthrough [1-TXT].
3.8.1. Talent discarding the flowthrough (obtained after centrifugation). TXT: Centrifugation: RT, 8000 x g, 15 s 

3.9. Now, wash the column with 500 microliters of RPE wash buffer before centrifuging again for 15 seconds [1].
3.9.1. Talent adding RPE buffer to the column.

3.10. Discard the flowthrough [1] and add 500 microliters of 80 percent ethanol to the sample mini spin column [1]
3.10.1. Talent discarding the flowthrough.
3.10.2. Talent pipetting ethanol into the sample mini spin column.


3.11. After centrifugation and discarding the flowthrough and the collection tube, place the mini spin column into a new 2 milliliter collection tube [1-TXT].
3.11.1. Talent inserting the column into a fresh 2-milliliter collection tube. TXT: Centrifugation: RT, 8000 x g, 2 min

3.12. Centrifuge at 18,000 g for 5 minutes [1] and discard the flowthrough and collection tube [2].
3.12.1. Talent placing the setup in a centrifuge.
3.12.2. Talent discarding the flowthrough and collection tube.

3.13. Place the mini spin column into a new 1.5-milliliter tube [1], then add 15 microliters of RNase-free water at the center of the spin column membrane [2].
3.13.1. Talent positioning the spin column in a 1.5-milliliter microcentrifuge tube.
3.13.2. Talent applying RNase-free water to the center of the membrane.

3.14. After incubating for 3 minutes at room temperature, centrifuge the tube at 18,000 g for 1 minute [1] to elute the RNA [1].
3.14.1. Talent centrifuging the tube.
3.14.2.  A shot of the collected eluate.
3.15. 

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: 137.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. Nanoparticle tracking analysis was used to evaluate the size distribution and concentration of exosomes isolated from tear samples [1].
4.1.1. LAB MEDIA: Figure 3. Video Editor: Only show the two graphs.
4.2. The average size of exosomes isolated from tears was approximately 142.4 nanometers [1].
4.2.1. LAB MEDIA: Figure 3. Video Editor: Show the entire Figure 3. Highlight the line "Mean: 142.4 nm" in the top left table.
4.3. The total number of exosomes in the sample diluted to 1:20 (one to twenty) was 3.9 x 1010 (three point nine times ten to the tenth) particles per milliliter [1-TXT].
4.3.1. LAB MEDIA: Figure 3. TXT: Dilution: 1:20 Video Editor: The onscreen text is a ratio. Show the entire Figure 3. Highlight the line in the bottom left table showing “Concentration: 1.95e+09 ± 1.55e+08 particles/mL”.
4.4. The copy number of microRNA-15a (Micro-R-N-A fifteen-A) significantly increased in patients with diabetes without retinopathy compared to healthy controls, suggesting early elevation of this biomarker with diabetic onset [1].
4.4.1. LAB MEDIA: Figure 4. Video Editor: Highlight the bar labeled “DM No DR”.
4.5. A further significant increase in microRNA-15a copy number was observed in patients with diabetic retinopathy compared to controls, reinforcing its association with diabetic conditions [1].
4.5.1. LAB MEDIA: Figure 4. Video Editor: Highlight the bar labeled “DR”.
4.6. No statistically significant difference in microRNA-15a levels was found between the diabetes without retinopathy and diabetic retinopathy groups, indicating that while miR-15a reflects diabetic presence, it does not differentiate between stages of retinopathy [1].
4.6.1. LAB MEDIA: Figure 4. Video Editor: Highlight the bars labeled “DM No DR” and “DR”.
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