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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:  17
Number of Shots:  23

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 capture all testimonial shots in a wide-angle format with sufficient headspace, as the final videos will be rendered in a 1:1 aspect ratio. Testimonial statements will be presented live by the authors, sharing their spontaneous perspectives.

· Testimonial statements will not appear in the video but may be featured in the journal’s 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. 
· Please answer the testimonial question live during the shoot, speaking naturally and in your own words in complete sentences.

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 performed in accordance with the Duke University Institutional Animal Care and Use Committee and the Association for Research in Vision and Ophthalmology Statement for the Use of Animals in Ophthalmic and Vision Research


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. Animal Preparation and Lateral Canthotomy
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, administer 1 milligram per kilogram of atropine intraperitoneally in a total volume of 50 microliters, 30 minutes before performing the subretinal injection [1-TXT].
2.1.1. WIDE: Talent administering an intraperitoneal injection of atropine to the mouse. TXT: This prevents lethal reflexes caused by intraocular pressure elevation
2.2. After anesthetizing the mouse, apply a drop of 0.5 percent proparacaine to the eye to achieve topical anesthesia [1-TXT].
2.2.1. Talent applying a drop of proparacaine to the eye. TXT: Anesthesia: 2% inhaled isoflurane in O2 (2 L/min); Keep the mouse on a warm surface during the entire procedure
2.3. Apply a drop of a mixture containing 0.2 percent cyclopentolate and 1 percent phenylephrine to the eye to dilate the pupil for postoperative imaging of the subretinal bleb and to reduce intraoperative bleeding [1].
2.3.1. Talent applying a drop of a mixture containing cyclopentolate and phenylephrine to the eye.
2.4. Load a glass microneedle with the desired volume of the injection solution [1]. Attach the needle to the microinjector and set the compensation pressure to 5 hectopascals to prevent capillary action [2].
2.4.1. Talent loading a glass microneedle with solution.
2.4.2. Talent connecting the needle to a microinjector and adjusting the compensation pressure.
2.5. Place the mouse under a dissecting stereomicroscope [1-TXT].
2.5.1. Talent positioning the anesthetized mouse under the stereomicroscope. TXT Confirm anesthesia by performing a toe-pinch
2.6. Using a custom miniature wire-speculum [1], expose the superior fornix [2-TXT] and immobilize the speculum to enable hands-free upper eyelid retraction [3].
2.6.1. A shot of the custom miniature wire-speculum.
2.6.2. Talent inserting the wire-speculum to retract the upper eyelid, revealing the superior fornix. TXT: For young mice, perform lateral canthotomy prior to the procedure
2.6.3. Talent securing the speculum to enable hands-free upper eyelid retraction.
2.7. Using angled Vannas scissors, make a paralimbal incision approximately 1 millimeter posterior to the limbus in the superior conjunctiva and Tenon's capsule [1] to expose the superior sclera [2]. Carefully remove any remnants of Tenon's capsule over the injection site [3].
2.7.1. Talent making a paralimbal incision posterior to the limbus in the superior conjunctiva and Tenon's capsule using angled Vannas scissors.
2.7.2. A shot of the exposed superior sclera.
2.7.3. Talent clearing residual Tenon’s capsule tissue.
2.8. Now, grasp the anterior edge of the conjunctival peritomy and tenotomy with locking toothed forceps [1], then gently inferoduct the globe to expose the superior sclera [2].
2.8.1. Talent grasping the anterior edge of the conjunctival peritomy and tenotomy with locking toothed forceps.
2.8.2. Talent gently rotating the eye downward using forceps.
2.9. Immediately apply a drop of balanced buffered saline to the eye to keep the bare sclera hydrated and to utilize optical magnification [1].
2.9.1. A droplet being placed onto the exposed sclera.
2.10. Using a diamond knife, make a pinpoint sclerotomy at approximately 12 o'clock and 1 to 2 millimeters from the limbus, positioning the blade tangentially to the sclera to ensure that the sclerotomy is small and shallow [1-TXT].
2.10.1. A shot of the diamond knife making a precise incision at the 12 o’clock position, held in a tangential plane to the sclera to ensure a shallow, narrow entry. TXT: Slight choroidal bleeding at the sclerotomy site doesn’t affect the outcome

3. Transscleral Subretinal Injection
Demonstrator: Click here to enter name of demonstrator(s)

3.1. Use a surgical sponge to gently remove all balanced buffered saline from the surface of the eye [1].
3.1.1. Talent dabbing the eye surface with a surgical sponge to absorb the saline.
3.2. Hold the needle bevel-down at a shallow angle to the sclera and slowly insert the tip into the sclerotomy, advancing just 0.5 to 1 millimeter to access the subretinal space without penetrating the retina [1].
3.2.1. Talent positioning the needle bevel-down, approaching the sclerotomy at a shallow angle, and then inserting the tip into the sclerotomy to access the subretinal space.
3.3. While holding the needle steady, initiate injection at 500 hectopascals using the foot pedal and maintain continuous pressure for 15 seconds [1].
3.3.1. A shot of the needle being held steadily in place within the sclerotomy while the injection begins using the foot pedal, with visible fluid displacement.
3.4. Remove the needle and observe a partial reflux of the injected solution through the sclerotomy site, indicating successful delivery, as the subretinal space cannot accommodate the full volume of the solution injected [1-TXT].
3.4.1. Talent removing the needle and a partial reflux of the injected solution through the sclerotomy site is being observed. TXT: Maintain pressure until the needle is fully removed to prevent reflux into the needle
3.5. Carefully remove the locking forceps and the eyelid speculum without applying pressure to the globe to avoid additional reflux [1].
3.5.1. Talent removing the speculum and forceps while stabilizing the eye region gently.
3.6. Immediately after injection, apply a generous amount of lubricant eye ointment to the eye to assist with subretinal bleb visualization by Optical coherence tomography or OCT (O-C-T) [1].
3.6.1. Talent applying a thick line of lubricant ointment over the eye.
3.7. Finally, apply topical erythromycin ointment to the eye before performing general post-operative care for the animal [1].
3.7.1. Talent applying erythromycin ointment to the treated eye.


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: 177.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. A subretinal bleb was clearly visible on OCT immediately after transscleral injection, confirming successful delivery [1].
4.1.1. LAB MEDIA: Figure 2A. Video Editor: Highlight the dome-like structure.
4.2. To evaluate retinal pigment epithelium or RPE (R-P-E) targeting, AAV8-Best1-GFP was injected, resulting in widespread green fluorescence across the epithelium layer, indicating efficient and broad RPE transduction using the transscleral approach [1]. Authors: How do you pronounce AAV8-Best1-GFP?
4.2.1. LAB MEDIA: Figure 2B.
4.3. AAV8-Rho-GFP led to a strong green signal in rod photoreceptors, visible in both cross-sections and fundus views, indicating successful targeting and expression in photoreceptor cells [1]. Authors: How do you pronounce AAV8-Rho-GFP?
4.3.1. LAB MEDIA: Figure 2C, 2D. Video Editor: Highlight 2C when the VO says “cross sections”, and 2D when the VO says “and fundus views”.
4.4. AAV8-CAG-mCherry produced broad red fluorescence across retinal regions, demonstrating the ability of this technique to support generalized transgene expression beyond specific cell types [1]. Authors: How do you pronounce AAV8-CAG-mCherry?
4.4.1. LAB MEDIA: Figure 2E, 2F.
4.5. Western blotting also showed strong green protein expression at the injection site with minimal signal elsewhere [1], validating localized transduction with AAV8-Rho-GFP [2].
4.5.1. LAB MEDIA: Figure 2G. Video editor: Highlight the two black bands in the top row grey boxes (GFP).
4.5.2. LAB MEDIA: Figure 2G.
4.6. The immunofluorescence analysis of retinal sections showed that [1] a 1:10 (one to ten) dilution of AAV8-Rho-GFP produced strong and consistent photoreceptor expression [2], while a 1:100 (one to hundred) dilution resulted in visibly reduced signal [3].
4.6.1. LAB MEDIA: Figure 3.
4.6.2. LAB MEDIA: Figure 3. Video Editor: Highlight the middle row (1:10).
4.6.3. LAB MEDIA: Figure 3. Video Editor: Highlight the bottom row (1:100).
4.7. Electroretinograms showed that transscleral injections preserved normal retinal function [1], while transretinal injections led to significantly reduced a-wave and b-wave responses [2], indicating retinal damage [3].
4.7.1. LAB MEDIA: Figure 4A, 4B. Video Editor: Highlight the green plots in both A and B.
4.7.2. LAB MEDIA: Figure 4A, 4B. Video Editor: Highlight the blue plots in both A and B.
4.7.3. LAB MEDIA: Figure 4A, 4B.
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