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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. 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 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.

3. 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.

[bookmark: Text5]4. Proposed filming date: To help JoVE process and publish your video in a timely manner, please indicate the proposed date that your group will film here: MM/DD/YYYY

DO NOT use this draft script for filming. 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:  15
Number of Shots:  32 (5 SC) 

Introduction 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer up to 2 introduction and up to 3 conclusion 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.
· Answer in full sentences, the questions will not be displayed in the video. 
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

INTRODUCTION:

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 20 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 20 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 20 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 20 or fewer words.

CONCLUSION:

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 20 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 20 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 20 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 20 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 20 or fewer words.
What questions will future research focus on?
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 20 or fewer words.



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 you/your videographer will capture. 

2. Seeding the Cells before Staining
Demonstrator: Click here to enter name of demonstrator(s)


2.1. To begin, take 10 microliters of Trypan Blue in a microcentrifuge tube [1]. Add 10 microliters of resuspended cells in DPBS to the same tube [2-TXT], and mix the contents thoroughly to ensure homogeneity [3].
2.1.1. WIDE: Talent picking up a microcentrifuge tube containing Trypan Blue.
2.1.2. Talent adding resuspended cells in 1 times DPBS to the tube. TXT: DPBS: Dulbecco's Phosphate-Buffered Saline
2.1.3. Talent mixing the contents of the microcentrifuge tube thoroughly by pipetting up and down.

2.2. Load 10 microliters of the prepared mixture onto a counter slide [1] to count the live cells using an automated cell counter [2].
2.2.1. Talent pipetting the cell mixture onto a counter slide.
2.2.2. Talent placing the sample in an automated cell counter.

2.3. Based on the viability count, seed 30,000 viable cells per well into a 96-well culture plate [1]. Designate 1 well as a non-stained control [2], and designate the remaining 3 wells for staining [3].
2.3.1. Talent pipetting the calculated volume of cell suspension into wells of a 96-well culture plate.
2.3.2. Talent labeling 1 well as the non-stained control.
2.3.3. Talent labeling the remaining 3 wells for staining.

2.4. Place the culture plate into a carbon dioxide incubator for 12 hours at 37 degrees Celsius [1].
2.4.1. Talent placing the 96-well culture plate inside the carbon dioxide incubator.


3. Thioflavin T Staining and Nuclear Counterstaining
Demonstrator: Click here to enter name of demonstrator(s)

3.1. Weigh 0.02 grams of Thioflavin T or ThT powder using a balance [1]. Add the powder to 5 milliliters of deionized water [2], and mix thoroughly until the powder is completely dissolved [3].
3.1.1. Talent weighing ThT powder on a balance.
3.1.2. Talent adding the ThT powder to deionized water in a container.
3.1.3. Talent mixing the solution until the powder is fully dissolved.

3.2. Then, add the staining components to 1 milliliter of DPBS [1]. Add ThT and Hoechst 33342 stock solutions to the tube [2-TXT] and mix gently to ensure homogeneity [3].
3.2.1. Talent adding 1 times DPBS to a tube for staining buffer preparation.
3.2.2. Talent adding ThT and Hoechst 33342 stock solution to the tube using a pipette. TXT: ThT: Add 1 µL of 1,000x ThT stock (Final concentration: 12.5 µM)
Hoechst 33342: Add 1 µL of 1 mg/mL stock (Final concentration: ~1 µg/mL =1.6 µM)
3.2.3. Talent gently mixing the staining buffer solution by inverting.


3.3. Now, remove the culture medium from each well of the 96-well culture plate [1]. Add 100 microliters of the prepared ThT and Hoechst staining buffer to each staining well [2], followed by 100 microliters of DPBS to the non-stained control well [3].
3.3.1. Talent aspirating and removing culture medium from wells of the 96-well culture plate.
3.3.2. Talent adding ThT and Hoechst staining buffer to the designated staining wells using a pipette.
3.3.3. Talent adding 1 times DPBS to the labeled non-stained control well.

3.4. Place the culture plate in a dark place at room temperature for 30 minutes [1].
3.4.1. Talent placing the culture plate in a dark storage area at room temperature.

3.5. Carefully aspirate or discard the staining solution from each well without disturbing the cell monolayer [1].
3.5.1. Talent gently aspirating the staining solution from the wells while keeping the cell monolayer intact.

3.6. Then, add 100 microliters of DPBS to each well and leave it for 30 seconds [1]. Now, carefully aspirate and discard the DPBS wash solution from each well [2].
3.6.1. Talent adding DPBS to each well using a pipette.
3.6.2. Talent removing the wash solution from the wells without disturbing the cells.

3.7. After repeating the washing step again, add 100 microliters of fresh DPBS to each well [1].
3.7.1. Talent adding fresh DPBS to each well to complete the washing process.



4. Fluorescence Measurement and Data Analysis
Demonstrator: Click here to enter name of demonstrator(s)

4.1. Remove the cap from the 96-well culture plate before reading the fluorescence signal [1]. Select either a single-point reading or a four-point reading method for fluorescence measurement [2].
4.1.1. Talent removing the cap from the 96-well culture plate on the bench.
4.1.2. Show the talent operating the microplate reader software.

4.2. Place the 96-well culture plate into the microplate reader [1]. Measure ThT fluorescence with excitation at 450 nanometers and emission at 490 nanometers [2], and measure Hoechst 33342 fluorescence with excitation at 360 nanometers and emission at 460 nanometers [3]. Set the reader parameters including shaking for 5 seconds prior to reading, top read direction, an integration time of 140 milliseconds [3], a read height of 1 millimeter, and points per well set to either 1 for endpoint or 4 for well scan, with density set to 2 and point spacing set to 2.5 [5].
4.2.1. Talent placing the 96-well culture plate into the microplate reader tray.
4.2.2. SCREEN: Display the fluorescence settings for ThT showing excitation at 450 nanometers and emission at 490 nanometers.
4.2.3. SCREEN: Display the fluorescence settings for Hoechst 33342 showing excitation at 360 nanometers and emission at 460 nanometers.
4.2.4. SCREEN: Show the full reader settings panel and adjusting shaking duration, read direction, integration time.
4.2.5. SCREEN: Setting the read height, points per well, and well scan parameters.

4.3. Calculate protein aggregation using the acquired fluorescence data [1 and 2].
4.3.1. Talent working at the computer
4.3.2. TEXT ON THE ABOVE SHOT’S BACKGROUND:
[image: ]

4.4. Finally, normalize the ThT fluorescence intensity by setting the ratio in MCF7 cells as 1 to serve as the baseline control [1].
4.4.1. SCREEN: Display normalized fluorescence data with the MCF7 cell condition set as the baseline reference.

[bookmark: _Hlk162020732][bookmark: _Hlk203170338][bookmark: _Hlk162020892][bookmark: _Hlk203166143][bookmark: _Hlk203555127]Authors: Please create screen capture videos of the shots labeled as SCREEN, write a screenshot summary, and upload the files to your project page as soon as possible:  https://review.jove.com/account/file-uploader?src=21020953 
Please let me know if your institute’s system does not allow you to install the SCREEN recording software



Results
Please review this section to make sure that it accurately reflects your findings.
· 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: 90.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 

5.1. Measurements were performed using both a single-point [1] and a four-point method across stained and non-stained wells in MCF7 and Hs578T cells (H-S-578-T) [2].
5.1.1. LAB MEDIA: Figure 1. Video editor: Show the well diagram marked "1-point" to show the red dot in the center.
5.1.2. LAB MEDIA: Figure 1. Video editor: Show the well diagram marked "4-point" to show the four color-coded dots 

5.2. Hs578T breast cancer cells showed a 3.2-fold increase in Thioflavin T fluorescence intensity compared to MCF7 cells using the single-point reading method [1].
5.2.1. LAB MEDIA: Figure 2. Video editor: Highlight the single bar labeled "Hs578T" under the "1 point" group

5.3. When using the four-point average reading method, Hs578T cells exhibited a 3.86-fold increase in Thioflavin T fluorescence compared to MCF7 cells [1].
5.3.1. LAB MEDIA: Figure 2. Video editor: Highlight the bar labeled "Hs578T" under the "4 points (average)" group

5.4. Thioflavin T fluorescence in Hs578T cells was consistently elevated at all four measurement points compared to MCF7 cells [1].
5.4.1. LAB MEDIA: Figure 3. Video editor: Highlight the 4 bars for "Hs578T" 
NOTE to the Authors:

Uploading Separate Clips (Highly Recommended)

Please upload a separate video file for each SCREEN shot (tagged as SCREEN), naming the file according to the shot number (e.g., 2.4.3, 1.5.1, 3.2.1, 3.1.3, etc.).

- Each clip must be a maximum of 20 to 25 seconds to match the voice narration.
- If an action takes longer, provide only the best, most representative 20-25 second segment.
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