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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 (through a camera port or one of the oculars). Please list the make and model of your microscope.
Enter make and model of microscope.

Authors: Please review all the shots labeled as “SCOPE” shots. Apart from the currently labled SCOPE shots, if any shot needs to be performed using a microscope, please indicate SCOPE at the beginning of that shot.

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 to capture the steps. If you use a Mac, QuickTime X also has the ability to record the steps. Please upload all screen-captured video files to your project page as soon as possible.

3. Interview statements: Considering the COVID-19-imposed mask-wearing and social distancing recommendations, which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	Interviewees wear masks until the videographer steps away (≥6 ft/2 m) and begins filming, then the interviewee removes the mask for line delivery only. When the take is captured, the interviewee puts the mask back on. Statements can be filmed outside if weather permits. 

☐ 	Interviewees self-record interview statements. JoVE can provide support for this option.

☐ 	Interview Statements are read by JoVE’s voiceover talent. 

4. 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 section is restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  18
Number of Shots:  53

Introduction
1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which authors will memorize and then deliver on camera.
· Enter the full name of the author who will deliver the statement.
· Fill out both required 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: Why is your protocol significant? OR What key questions can this method help 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.

REQUIRED: What is the main advantage of this technique?
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.



Introduction of Demonstrator on Camera

Complete this statement ONLY if any of the individuals who will be demonstrating the procedure on camera will not be delivering an Introductory Interview Statement.

1.3. Enter name of author who will introduce demonstrator: Demonstrating the procedure will be Click here to enter name of demonstrator(s)., a Click here to enter demonstrator job title. from my laboratory. Include additional demonstrators as needed.  
1.3.1. INTERVIEW: Author saying the above. 
1.3.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.


Ethics Title Card
1.4. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at SingHealth, Singapore.


Protocol
Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The one-digit numbers represent sections of the video. The text will appear onscreen.
· The two-digit numbers (e.g. 2.1., 2.2.) represent steps of your protocol. The text will be recorded by a professional voiceover talent. 
· The three-digit numbers (e.g. 2.1.1., 2.2.2.) represent the shots that our videographer will capture at your lab. 
· To ensure that your protocol can be filmed in one day, the protocol is restricted to 25 steps and/or 55 shots. 

Please use this draft script to help you prepare for filming day.
· Filming should take no more than 10 minutes per step. If a step will take more than 10 minutes, prepare the product from that step in advance.

2. Vitrectomy
2.1. To begin, use the vannas scissors [1-TXT] for incising the conjunctiva near the limbus for a 360 Degree conjunctival peritomy [2] and perform a blunt dissection to enlarge the peritomy [3]. Use a 25-gauge microvitreoretinal blade to make a 3-millimeter incision in the sclera at 8 o’clock in the right eye or 4 o’clock in the left eye [4]. 
2.1.1. WIDE: Talent holding the scissors in hand near the operation table. TEXT: See text for proper anesthesia regimen
2.1.2. Talent incising the conjunctiva.
2.1.3. Talent making the blunt incision.
2.1.4. Talent incising the sclera.

2.2. Insert a 25-gauge custom side port-infusion cannula [1] and suture using a 7-0 vicryl suture [2]. After confirming the intravitreal location, start the BSS (B-S-S) infusion [3] and set the system to maintain the intraocular pressure of 20 millimeters of mercury [4].
2.2.1. Talent inserting the cannula.
2.2.2. Talent making suture.
2.2.3. BSS infusion being started.
2.2.4. Talent adjusting the pressure.

2.3. Use a 25-gauge flat head trochar to incise the sclera at 2 o’clock in the right eye or 10 o’clock in the left eye [1]. Insert a 25-gauge chandelier light into the flathead trochar [2] and secure the light with sticky tape [3]. Adjust the light source to approximately 60% [4].
2.3.1. Talent incising the sclera. Videographer: This shot will be used again at 2.4.1
2.3.2. Talent inserting the chandelier light in the flathead trochar.
2.3.3. Talent securing the light.
2.3.4. Talent adjusting the light intensity.

2.4. Perform another sclerotomy at 10 o’clock for the right eye or 2 o’clock for the left eye, as demonstrated [1]. Place a U-shaped vicryl 7-0 sutures around the sclerotomy without tieing the knots [2]. Insert the vitrectomy cutter tip through this sclerotomy [3].
2.4.1. Use 2.3.1
2.4.2. Talent placing the suture around the sclerotomy.
2.4.3. SCOPE: The vitrectomy cutter tip being inserted.

2.5. Perform the vitrectomy around the entry ports, followed by a short core vitrectomy with a maximum of 5000 cuts per minute and maximum aspiration at 400 millimeters of mercury [1]. Inject 20 to 50 microliters of triamcinolone for better vitreous visualization [2-TXT]. 
2.5.1. SCOPE: The vitrectomy being performed/ vitreous humor being removed.
2.5.2. SCOPE: Triamcinolone being injected. TEXT: Triamcinolone-40 mg/mL

2.6. Separate the vitreous body from the retina to induce a posterior vitreous detachment [1]. Position the vitrector above the optic disc to allow gentle induction of the posterior vitreous detachment [2]. Keep the vitrector only on aspiration at a maximum of 400 millimeters of mercury without involving any cutting [3].
2.6.1. SCOPE: The vitreous body being detached from the retina.
2.6.2. SCOPE: The vitrector being positioned above the optic disc.
2.6.3. Setting and pressure of the vitrector.

2.7. If required, use the 25-gauge intraocular forceps to tear the vitreous cortex for facilitating the detachment [1]. Open the posterior hyaloid membrane with the cutter [2], and remove the detached vitreous skirt up to the vitreous base [3]. Aspirate any remaining triamcinolone on the retinal surface [4].
2.7.1. SCOPE: The vitreous cortex being torn using intraocular forceps.
2.7.2. SCOPE: The posterior hyaloid membrane being opened.
2.7.3. SCOPE: The detached vitreous skirt being removed.
2.7.4. Talent aspirating the triamcinolone.
3. Microscope-Integrated Optical Coherence Tomography (miOCT)-Guided Foveal Detachment
3.1. Inject 1 to 2 milliliters of perfluorocarbon liquid to cover the posterior pole up to the anterior and mid-peripheral retina [1]. Enter the eye with a subretinal injection cannula [2]. Set the intraocular pressure to 0 to 4 millimeters of mercury [3].
3.1.1. Talent injecting the perfluorocarbon liquid.
3.1.2. Syringe being entered through the cannula.
3.1.3. Talent adjusting the pressure.

3.2. Using either the 25/41-gauge customized dual-bore subretinal injection cannula or 25/38-gauge subretinal injection cannula connected to a 250 microliter syringe [1], gently perform a subretinal injection of BSS to induce a localized retinal detachment [2]. Once the bleb crosses the fovea, stop injecting BSS [3].
3.2.1. Shot of the cannula connected with a syringe.
3.2.2. SCOPE: BSS entering in the eye.
3.2.3. SCOPE: Bleb crosses the fovea.

3.3. Create a second bleb from a separate direction [1]. Merge both the blebs to fully detach the fovea [2]. Enable the miOCT function to visualize bleb formation, ensuring that the line and cube scans are in high definition mode to acquire an image at the fovea [3-TXT]. Authors: How would you like JoVE’s voiceover talent to pronounce miOCT?
3.3.1. SCOPE: Bleb being created in a different direction.
3.3.2. SCOPE: Blebs being merged.
3.3.3. Talent enabling the miOCT function. TEXT: HD settings: 512 x 128 pixels, scan width 4 mm
3.4. Observe the miOCT image for a complete detachment of the neural retina from the retinal pigment epithelial layer at the fovea [1]. Enlarge the incision of the retina to 1.5 millimeters with a pair of vertical 25-gauge vitreoretinal scissors to allow access to the subretinal space for transplantation [2].
3.4.1. SCOPE: miOCT image.
3.4.2. SCOPE: Retina incision being enlarged.
4. Removal of Native Retinal Pigment Epithelia
4.1. Set the intraocular pressure to 50 millimeters of mercury [1]. Use a brushed silicone tip cannula to remove the perfluorocarbon liquid [2]. Use a 1.4-millimeter incision knife to extend the sclerotomy [3], enter a 20-gauge extensible loop instrument [4], and remove the submacular host retinal pigment epithelia by scrapping [5-TXT].
4.1.1. Talent adjusting the pressure.
4.1.2. Talent removing the perfluorocarbon liquid.
4.1.3. SCOPE: The sclerotomy being extended.
4.1.4. SCOPE: The extensible loop instrument entering.
4.1.5. SCOPE: The submacular host RPE being removed by scrapping. TEXT: Scrape at least 2 x 3 mm area
5. miOCT-Guided Graft Implantation, Position Adjustment, and Subretinal Fluid Drainage
5.1. Insert the tip of the shooter device through the sclerotomy at an intraocular pressure of 20 millimeters of mercury [1]. Inject the implant towards the subretinal space via the retinotomy edge created from the retinal surface with the cell carrier side facing the Bruch’s membrane and the xenograft facing the photoreceptors [2].
5.1.1. SCOPE: Tip of the shooter device being inserted through the sclerotomy.
5.1.2. SCOPE: Implant being injected.

5.2. Visualize the implant location by enabling the miOCT function [1]. Ensure the implant is resting flat on the Bruch’s membrane in the subretinal space with an intact overlying retina as well as located distantly from the created retinotomy and not impinged on the retinotomy site [2].
5.2.1. SCOPE: Implant being located.
5.2.2. SCOPE: Position of the implant.

5.3. Adjust the implant position with the subretinal injection cannula or a 25-gauge curved intraocular scissor to ensure that the implant is well-positioned under the macula [1].
5.3.1. SCOPE: Implant position being adjusted.

5.4. Use a brushed silicone tip cannula for the fluid-air exchange and subretinal fluid drainage [1]. Gently aspirate the subretinal fluid from the bleb retinal detachment and retinotomy edge apposition until the retina is reattached over the implant [2].
5.4.1. SCOPE: The subretinal fluid being drained.
5.4.2. SCOPE: Aspiration of the subretinal fluid.

5.5. Then to finish the surgery, close the working port sclerotomy using the preplaced 7-0 vicryl suture [1]. Remove the chandelier and infusion cannula [2]. Administer 0.05 milliliter per 2 milligrams of intravitreal preservative-free triamcinolone at the 8 o’clock sclerotomy [3-TXT]. Close these sclerotomies with vicryl sutures [4]. 
5.5.1. Talent suturing the working port sclerotomy.
5.5.2. Talent removing the chandelier and infusion cannula.
5.5.3. Talent injecting intravitreal preservative-free triamcinolone. TEXT: Triamcinolone - 40 mg/mL
5.5.4. Talent suturing the sclerotomies.

5.6. Palpate the eye to ensure that the intraocular pressure is within the acceptable range [1]. Inject filtered air or BSS via a 30-gauge needle, if required [2].
5.6.1. Talent palpating the eye.
5.6.2. Talent injecting filtered air or BSS.


Protocol Script Questions
Authors: Please use the step numbers from the script above (not step numbers from the manuscript) when answering the question below. Please do not include steps that will be screen-captured and do not list entire sections.

Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps. 
Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.



Results
Please review this section to make sure that it accurately reflects your findings.
· Use Track Changes when making edits or revisions.
· If you would like the video to include different results, please revise this section.
· When revising, please keep the length of the voiceover below 200 words. Current word count: 193. (Voiceover is the text that follows the two-digit numbers)
· Please note that the video cannot include voiceover without an accompanying visual. 

6. Results: Assessment of the Retinal Pigment Epithelial Graft
6.1. An in vivo imaging of the left eye submacular retinal pigment epithelial graft transplant on various imaging modalities was conducted for up to 3 months [1]. The fundus photography indicated that the transplanted graft at the fovea did not migrate over time [2].
6.1.1. LAB MEDIA: Figure 1
6.1.2. LAB MEDIA: Figure 1A Video editor: Please emphasize the white asterisk and white dashed arrow in the fundus image column.

6.2. The fundus autofluorescence imaging showed minimal changes in hyper-autofluorescence, overlapping the retinal pigment epithelial graft [1]. The early- and late-phase fundus fluorescein angiography did not show any leakage surrounding the graft [2].
6.2.1. LAB MEDIA: Figure 1A Video editor: Please emphasize the autofluorescence image column.
6.2.2. LAB MEDIA: Figure 1A Video editor: Please emphasize FA-early and FA-late image columns.

6.3. The macular optical coherence tomography images showed the preservation of outer retinal layers over the graft as time progressed, suggesting the functionality of the retinal pigment epithelial cells [1]. The H-E staining showed intact retinal layers with no evidence of microtears [2]. 
6.3.1. LAB MEDIA: Figure 1A Video editor: Please emphasize the OCT image column and area indicated with white triangles.
6.3.2. LAB MEDIA: Figure 1B 

6.4. The miOCT allows the visualization of the bleb dimensions and a potential foveal tear intraoperatively during foveal detachment [1]. The presence of tear can interfere with bleb formation [2]. The success of correct bleb formation was indicated by the absence of tear [3]. 
6.4.1. LAB MEDIA: Figure 3
6.4.2. LAB MEDIA: Figure 3A1 and 3A2 Video editor: Please emphasize the yellow arrows in figure A2.
6.4.3. LAB MEDIA: Figure 3A3, 3B1, and 3B3 Video editor: Please emphasize the white arrowhead in figure 3A3 and the white diamond in 3B3.

6.5. For the functional assessment of the retina, full-field electroretinogram assessments of the retinal pigment epithelial-xenografted eye were performed. The absence of significant deterioration in the electroretinogram waveforms suggests that the function of both rod and cone photoreceptors was maintained with the xenografts [1].
6.5.1. LAB MEDIA: Figure 4




Conclusion
7. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Answer one of the prompts below.
· Limit the statements to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the interview statements during filming. 
· Indicate the full name of the author who will deliver the statement. 
What is the most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section of the script that this advice applies to.
7.1. Enter author name: (Enter step numbers referred to.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
7.2. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.


Thank you for addressing our questions. We will incorporate your answers and suggestions, and send you the final script before your filming day. You will also receive detailed preparation instructions in the email accompanying the final script.
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