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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: 15
Number of Shots: 45 

Interviews
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. Obtaining Saliva Sample and Fabrication of SaliFilter Device Using RBCM-coated Filter Membrane 
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, gently mix the commercially obtained de-identified pooled human saliva sample before use to ensure homogeneity [1]. Store the saliva samples at 4 degrees Celsius and use them within the supplier's recommended storage period [1].
2.1.1. WIDE: Talent gently mixing the saliva sample. Videographer: Please obtain CU shot as well for this shot.
2.1.2. Talent placing the saliva samples into storage at 4 degrees Celsius.
2.2. Isolate red blood cell membrane, or RBCM (R-B-C-M), from commercially obtained human whole blood anticoagulated with dipotassium EDTA (E-D-T-A) according to a previously reported protocol [1]. Centrifuge the whole blood at 800 g for 5 minutes [2]. Remove the plasma and buffy coat [3] and collect the red blood cell, or RBC (R-B-C) fraction [4].
2.2.1. Talent preparing whole blood for RBCM isolation.
2.2.2. Talent placing the whole blood into the centrifuge.
2.2.3. Talent removing the plasma and buffy coat.
2.2.4. Talent collecting the RBC fraction.
2.3. Wash the isolated RBC pellet three times with ice-cold 1X phosphate-buffered saline, or PBS (P-B-S) using gentle manual mixing [1]. Resuspend the washed RBC pellet in ice-cold 0.25X PBS for 30 minutes to induce hemolysis [2].
2.3.1. Talent gently mixing the isolated RBC pellet with ice-cold 1X PBS.
2.3.2. Talent resuspending the washed RBC pellet in ice-cold 0.25X PBS.
2.4. Separate free hemoglobin by centrifuging the lysed suspension at 20,000 g for 30 minutes [1] and collect the RBCM pellet [2]. Wash the collected RBCM pellet thrice with 0.25X PBS [3]. Store the pale pink RBCM pellet at minus 80 degrees Celsius until further use [4].
2.4.1. Talent placing the lysed suspension into the centrifuge.
2.4.2. Talent collecting the RBCM pellet.
2.4.3. Talent washing the collected RBCM pellet with 0.25X PBS.
2.4.4. Talent placing the pale pink RBCM pellet into storage at −80 °C .
2.5. Prepare a polyethersulfone, or PES (P-E-S) membrane with a pore size of 30 nanometers and a diameter of 13 millimeters [1]. Deposit 100 microliters of 2 percent weight per volume RBCM solution onto one side of the PES membrane [2]. Gently spread or dispense the solution dropwise until the entire membrane surface is fully wetted [3].
2.5.1. Talent preparing a PES membrane with a pore size of 30 nm and a diameter of 13 mm.
2.5.2. Talent depositing RBCM solution onto one side of the PES membrane.
2.5.3. Talent wetting the entire membrane surface with the RBCM solution.
2.6. Incubate the membrane at 50 degrees Celsius for 30 minutes to ensure uniform coating and drying [1]. Store the coated membrane at room temperature and use it within 15 days after preparation [2].
2.6.1. Talent placing the membrane into the incubator.
2.6.2. Talent storing the coated membrane at room temperature.
2.7. To fabricate the Salifilter device, place the RBCM-coated PES membrane into the designated filter holder [1]. Assemble the device by securely connecting the inlet and outlet components [2]. Attach a 1-milliliter syringe to the device inlet [3].
2.7.1. Talent placing the RBCM-coated PES membrane into the designated filter holder.
2.7.2. Talent connecting the inlet and outlet components of the device.
2.7.3. Talent attaching a 1 milliliter syringe to the device inlet.

3. Salivary Pretreatment, Protein Analysis and Cortisol Detection
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Load 500 microliters of saliva into the syringe connected to the SaliFilter device [1]. Apply gentle manual pressure to pass the saliva sample through the membrane for approximately 2 minutes [2]. Collect the pretreated saliva from the outlet [3]. Use the pretreated sample immediately or store it at 4 degrees Celsius until further analysis [4].
3.1.1. Talent loading saliva into the syringe connected to the SaliFilter device.
3.1.2. Talent applying gentle manual pressure to pass the saliva sample through the membrane.
3.1.3. Talent collecting pretreated saliva from the outlet.
3.1.4. Talent placing the pretreated sample into storage at 4 °C .
3.2. For protein detection, mix 15 microliters of the sample with 5 microliters of Laemmli (lem-lee) buffer [1]. Load the mixture into separate wells of an 8 percent sodium dodecyl sulfate polyacrylamide gel electrophoresis, or SDS-PAGE (S-D-S-Page) system [2]. Perform electrophoresis at 150 volts for 40 minutes [3].
3.2.1. Talent mixing the sample with Laemmli sample buffer.
3.2.2. Talent loading the mixture into separate wells of an 8 % SDS-PAGE gel.
3.2.3. Talent performing electrophoresis.
3.3. Stain the gel with Coomassie blue for 2 hours [1] then, destain in distilled water overnight [2] and capture the images using a smartphone or imaging system [3].
3.3.1. Talent staining the gel with Coomassie blue.
3.3.2. Talent placing the gel in distilled water for destaining.
3.3.3. Talent capturing images of the gel using a smartphone or imaging system.
3.4. For cortisol detection using lateral flow assay, or LFA (L-F-A), apply 150 microliters of pretreated saliva to the sample pad of the LFA strip [1]. Allow the sample to migrate along the strip for 10 minutes [2]. Capture images of the test results using a smartphone or imaging system [3].
3.4.1. Talent applying pretreated saliva to the sample pad of the lateral flow assay strip.
3.4.2. Shot of the sample migrating along the strip.
3.4.3. Talent capturing images of the test results using a smartphone or imaging system.
3.5. Open the LFA image in ImageJ [1]. Separate the red, green, and blue channels by selecting Image, then Color, and Split Channels [2].
3.5.1. SCREEN: Show the lateral flow assay image open in ImageJ.
3.5.2. SCREEN: Show the Image > Color > Split Channels selection in ImageJ.
3.6. Use the green channel image for test-line intensity analysis [1]. Select a rectangular region of interest, or ROI (R-O-I) of 100 by 10 pixels covering the test line [2]. Apply the same ROI size to all strip images [3].
3.6.1. SCREEN: Show the green channel image selected for test-line intensity analysis.
3.6.2. SCREEN: Show a rectangular ROI of 100 x 10 pixels covering the test line.
3.6.3. SCREEN: Show the same ROI size applied to all strip images.
3.7. Measure the mean intensity value of the test-line ROI [1]. Select an adjacent blank membrane region with the same ROI size [2] and measure the background intensity [3]. Calculate the normalized test-line intensity by subtracting the background intensity from the test-line intensity [4].
3.7.1. SCREEN: Show measurement of the mean intensity value of the test-line region of interest.
3.7.2. SCREEN: Show selection of an adjacent blank membrane region with the same region of interest size.
3.7.3. SCREEN: Show measurement of the background intensity.
3.7.4. SCREEN: Show calculation of the normalized test-line intensity as test-line intensity minus background intensity.
3.8. For statistical analysis, present quantitative data as mean and standard deviation [1]. Perform linear regression analysis using the normalized test-line intensity values obtained from cortisol concentrations of 0 to 8 nanograms per milliliter and calculate the coefficient of determination from the fitted curve [2]. Calculate the limit of detection values [3]. 
3.8.1. SCREEN: Show the data presented as mean ± SD.
3.8.2. SCREEN: Show the calculation for different cortisol concentrations and the R² value.
3.8.3. SCREEN: Show the calculation of LOD values.
3.8.4. 

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: 110.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. Evaluation of filtration capability of SaliFilter by comparing turbidity changes against commercial saliva collection kits showed high turbidity in untreated saliva [1], whereas SaliFilter-treated samples appeared visibly clear [2]. Samples processed using commercial kits showed only limited improvement in clarity [3]. 
4.1.1. LAB MEDIA: Figure 2A. Video editor: Please emphasize the 1st tube labelled “Whole Saliva”
4.1.2. LAB MEDIA: Figure 2A. Video editor: Please emphasize the 4th tube labelled “Salifilter”
4.1.3. LAB MEDIA: Figure 2A. Video editor: Please emphasize the 2nd and 3rd tubes labelled “Salivette” and “Supersal”
4.2. Salivary protein quantification by absorbance at 280 nanometers showed an approximate 69% reduction following filtration [1]. A Bradford assay showed a marked decrease in color intensity in SaliFilter-treated samples corresponding to an approximately 80% reduction in total protein concentration [2]. 
4.2.1. LAB MEDIA: Figure 2C. Video editor: Please emphasize the value 68.802 % in the graph.
4.2.2. LAB MEDIA: Figure 2D. Video editor: Please emphasize the value 79.45 % in the graph.
4.3. Capillary flow analysis demonstrated that removing mucins restored flow performance in pretreated saliva [1]. SDS-PAGE analysis confirmed that mucins were retained upstream of the membrane [2] and were absent from the processed samples [3]. 
4.3.1. LAB MEDIA: Figure 3A. Video editor: Please emphasize the maroon bar along with its X-axis label.
4.3.2. LAB MEDIA: Figure 3B. Video editor: Please emphasize the lane labelled “2” on the membrane image along with the figured legend “Lane 2: Retained sample”. 
4.3.3. LAB MEDIA: Figure 3B. Video editor: Please emphasize the lane labelled “3” on the membrane image along with the figured legend “Lane 3: Processed sample”.
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