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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:  14
Number of Shots:  33

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.
· Also, kindly note that testimonial statements will be presented live by the authors, offering their spontaneous perspectives.

· Note: Testimonial statements will not appear in the video but may be featured in our promotional materials.
· Provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author delivering the testimonial. This will appear in our journal’s promotional materials.
· During the shoot, the author should speak naturally in their own words, using complete sentences and a conversational tone—no script will be provided.

How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: (authors will present their testimonial statements live)
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: (authors will present their testimonial statements live)


Ethics Title Card

This research has been approved by the Institutional Review Board (IRB) of the Eye Hospital, Wenzhou Medical University



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. 

2. Setup and Execution of In Vivo Eyelid Imaging Using Scanning Laser Ophthalmoscopy
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, clean the lens of the device using lens cleaning wipes [1]. Use alcohol-soaked cotton balls to disinfect the headrest and chinrest thoroughly [2].
2.1.1. WIDE: Talent cleaning the microscope lens with a lens wipe.
2.1.2. Talent wiping the headrest and chinrest with alcohol-soaked cotton.
2.2. Press the two black levers together and pull the chinrest forward until it catches to ensure it is in the correct horizontal position [1]. Now, turn the adjustment screw to move the camera away from the patient before the examination [2].
2.2.1. Talent pressing the black levers and pulling the chinrest forward.
2.2.2. Talent turning the adjustment screw to shift the camera backwards.
2.3. Apply approximately 0.02 milliliters of Carbomer-based ophthalmic gel on the front surface of the microscope lens of the device [1].
2.3.1. Talent applying a small drop of gel to the microscope lens using a dropper.
2.4. Next, remove a sterile, disposable polymethylmethacrylate cap from its protective cover [1]. Press the sides of the cap firmly onto the microscope lens without touching the anterior surface [2]. Then apply one drop of gel tear substitute on the front surface of the cap [3].
2.4.1. Talent unsealing the PMMA cap from its protective packaging.
2.4.2. Talent pressing the cap onto the microscope lens carefully.
2.4.3. Talent applying tear substitute gel onto the cap.
2.5. Create a New Patient File in the software [1]. Now, apply a drop of Proparacaine hydrochloride at the margin of the eyelid to be examined [2].
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=20902918
2.5.1. SCREEN: Show the software interface as the New Patient File is created.
2.5.2. Talent applying anesthetic drop to the eyelid margin.
2.6. Move the scanning camera to the left from the operator's point of view [1]. Then turn the CCD (C-C-D) camera objective lens to adjust the control image perpendicularly to the optical axis of the scanner laser camera [2]. Start a new examination using the software [3].
2.6.1. Talent shifting the scanning camera laterally to the left.
2.6.2. Talent turning the CCD camera objective lens to align the image orientation.
2.6.3. SCREEN: Show the New Examination command being selected in the software interface.
2.7. In the Examination Data tab, select Heidelberg Retina Tomograph-Cornea from the Device dropdown list and observe the Cornea Module Settings dialog box [1]. Choose FOV 400 (F-O-V-Four-Hundred) from the Field Lens dropdown list and click OK to confirm [2]. Then wait for the acquisition window to open and verify the display of the scanning laser camera live image and control image [3].
2.7.1. SCREEN: Press Examination Data tab and choose Heidelberg Retina Tomograph-Cornea from the dropdown.
2.7.2. SCREEN: Show Field Lens dropdown list with FOV 400 selected and OK clicked.
2.7.3. SCREEN: Display of acquisition window with both live and control images visible.
2.8. Next, set the factors in the acquisition window. Select 1x (One-Ex) from the CCD Zoom Factor dropdown to set the control image size [1]. Check the Automatic Brightness and Auto boxes to enable automatic brightness control [2]. Ensure the Section scan type is selected [3].
2.8.1. SCREEN: Select 1x from CCD Zoom Factor dropdown.
2.8.2. SCREEN: Check Automatic Brightness and Auto boxes.
2.8.3. SCREEN: Display Section as the selected scan type.
2.9. To acquire a reference image, adjust the focal plane using the adjusting pin until a bright reflection appears and turns dark in the scanning laser camera live image, indicating the anterior surface of the polymethylmethacrylate cap [1]. Click Reset in the Focus Position [μm] (Micrometer) section and wait for the value to reach 0 [2]. Then switch off Auto Reset [3].
2.9.1. SCREEN: The focal plane is being adjusted to show a bright reflection which turns dark, in the live image panel. 
2.9.2. SCREEN: Click Reset in Focus Position [μm] and show the value return to zero.
2.9.3. SCREEN: Turn off Auto Reset checkbox.
2.10. Now, adjust the height of the examination table [1]. Place the patient’s chin on the chinrest and forehead against the forehead rest [2]. Adjust the chin rest elevation using the black screw so that the patient’s upper eyelids align with the red marks on the headrest column [2].
2.10.1. Talent adjusting table height.
2.10.2. Talent helping patient position their face.
2.10.3. Talent turning the black screw to align the eyelids with red marks.
2.11. Instruct the patient to look downward toward the fixed light source and maintain a steady gaze [1].
2.11.1. Talent guiding patient to fix gaze at the light source.
2.12. With a cotton swab, flip the upper eyelid and fully expose the eyelash root and palpebral margin [1]. Turn the adjustment screw to align the laser beam reflection at the upper eyelid level [2]. Then move the scanning laser camera vertically until it gently contacts the center of the polymethylmethacrylate cap [3].
2.12.1. Talent flipping the upper eyelid using a cotton swab.
2.12.2. Talent adjusting the screw to align laser beam reflection.
2.12.3. Shot of  the camera being moved to contact the PMMA cap.
2.13. Carefully scan the eyelash root from the temporal to nasal side using minute horizontal movements of the palpebral margin [1]. Turn the microscope lens clockwise or counterclockwise to modify the focus and observe entire follicles and roots [2]. Note the different image depths in the scanning laser camera live feed [3].
2.13.1. SCOPE/SCREEN: The eyelash root from temporal to nasal side is being seen.
2.13.2. SCOPE/SCREEN: The focus plane is being adjusted to observe entire follicles and roots. 
2.13.3. SCOPE/SCREEN: Live feed showing depth variation in eyelash follicles.
2.14. Save the images manually and record all suspected Demodex images using the foot pedal [1]. After quitting the examination, select Sort by acquisition time (fast) (sort-by-acquisition-time- Fast) in the Options dialog to display images from temporal to nasal side [2].
2.14.1. Talent pressing foot pedal to record and manually saving images on screen.
2.14.2. SCREEN: Show selection of Sort by acquisition time (fast) and ordered image display.
2.14.3. 

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: 66.
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 

3.1. In 2024, the number of subjects undergoing in vivo confocal microscopy for Demodex detection increased significantly across all age groups compared to 2023 [1], with the highest number observed in the 21 to 30 year age group [2]. 
3.1.1. LAB MEDIA: Figure 5. 
3.1.2. LAB MEDIA: Figure 5. Video editor: Highlight the green bar corresponding to the 21–30 year age group.
3.2. The standard operating procedure introduced in 2024 enabled the inclusion of subjects from as young as 4 years old to over 90 years of age [1].
3.2.1. LAB MEDIA: Figure 5. Video editor: Highlight the green bars at both extremes of the age range—1–5 years and >90 years.
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