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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 similar?  Y  
	
2. Software: Does the part of your protocol being filmed demonstrate software usage?  N

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.

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

4. Filming location: Will the filming need to take place in multiple locations (greater than walking distance)?   N

Protocol Length
Number of Shots: 0


Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which will be incorporated into the script. Authors will memorize the statements and then deliver them on camera.
· Enter the full name of the author who will deliver the statement on camera.
· Each author should deliver no more than two statements.
· Fill out both required statements. One optional statement may also be selected.
· Please 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.[1].

1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera	

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.[1].

1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

OPTIONAL: Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?
1.3. 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.[1].

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
OPTIONAL: Are there any specific areas of research that this method could provide insight into? OR Can this method be applied to any other systems?

1.4. 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.[1].

1.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

OPTIONAL: How would you expect an individual who has never performed this technique to struggle? Do you have any advice to offer to somebody who is trying this technique for the first time?

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.[1].

1.5.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

OPTIONAL: Why is visual demonstration of this method critical?

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.[1].

1.6.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Is each interview statement 30 words or fewer? ☐ Yes
Has any author been assigned more than two statements? ☐ No

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.

1.7. 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][2].

1.7.1. INTERVIEW: Author saying the above
1.7.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera

Ethics Title Card

1.8. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) or equivalent body at insert Institutional Name.



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. 

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. Subretinal Space Preparation 

2.1. For subretinal implantation of the organoids, use Stevens tenotomy scissors to perform a 0.5-1-centimeter lateral canthotomy in a 4-month-old, overnight fasted, anesthetized cat [1-TXT] and place an appropriately sized Barraquer eyelid speculum into the incision to keep the eyelids open [2].

2.1.1. LAB MEDIA: Ocelli-Petersen-Jones: 00:07-00:20 TEXT: See text for immunosuppressive and anesthesia protocol details 
2.1.2. LAB MEDIA: Ocelli-Petersen-Jones: 00:20-00:30

2.2. With a surgical assistant regularly irrigating the cornea with BSS (B-S-S) throughout the procedure [1-TXT], Use 0.5 Castroviejo corneal tying forceps and a small mosquito hemostat to gently grasp the bulbar conjunctiva next to the limbus [2].

2.2.1. LAB MEDIA: Ocelli-Petersen-Jones: 00:30-00:33 TEXT: BSS: balanced salt solution
2.2.2. LAB MEDIA: Ocelli-Petersen-Jones: 01:18-01:31

2.3. Place two, 6-0 silk stay sures into the conjunctiva immediately adjacent to the limbus at the 4 and 8 o’clock positions to hold the eye in primary gaze and to retract the third eyelid [1].

2.3.1. LAB MEDIA: Ocelli-Petersen-Jones: 01:35-01:48

2.4. Clamp the ends of the sutures with small mosquito hemostats to help with their manipulation [1] and place another suture at the 12 o’clock position at the limbus partially through the thickness of the limbus, taking care not to penetrate the eye [2].

2.4.1. LAB MEDIA: Ocelli-Petersen-Jones: 02:08-02:14
2.4.2. LAB MEDIA: Ocelli-Petersen-Jones: 02:39-02:55

2.5. Loosely knot the suture, cutting the ends short [1] and place a stay suture in the conjunctiva immediately adjacent to the limbus at the 4 o’clock position to hold the eye in primary gaze [2-TXT].

2.5.1. LAB MEDIA: Ocelli-Petersen-Jones: 03:05-03:14
2.5.2. LAB MEDIA: Ocelli-Petersen-Jones: 03:45-03:55 TEXT: Use surgical cellulose spears for hemostasis and to clear any blood

2.6. Reflect the bulbar conjunctiva between 10 and 2 o’clock and use tenotomy scissors to incise the conjunctiva 2-3 millimeters from the limbus [1].

2.6.1. LAB MEDIA: Ocelli-Petersen-Jones: 04:38-04:53

2.7. Undermine the conjunctiva and clear the tenon’s capsule to expose the sclera at the 2 and 10 o’clock vitrectomy port sites 3-5 millimeters from the limbus [1].

2.7.1. LAB MEDIA: Ocelli-Petersen-Jones: 04:54-05:18

2.8. Use calipers to identify the sites for sclerotomy, avoiding the major scleral vessels that can be prominent in the cat [1].

2.8.1. LAB MEDIA: Ocelli-Petersen-Jones: 05:20-05:30

2.9. Planning for a 3-millimeter region at the 10 o’clock instrument port for a right-handed surgeon [1], pre-place 6-0 or 7-0 polyglactin cruciate pattern sutures without tying at the sites of the proposed sclerotomies [2].

2.9.1. LAB MEDIA: Ocelli-Petersen-Jones: 05:55-06:07
2.9.2. LAB MEDIA: Ocelli-Petersen-Jones: 07:13-07:30 OR speed from 07:13-11:13

2.10. Once the sutures are in place, have the assistant grasp the 12 o’clock stay sutures to help keep the globe in position and use 0.12-millimeter Castroviejo forceps to hold the tissue next to the sclerotomy site [1].

2.10.1. LAB MEDIA: Ocelli-Petersen-Jones: 11:13-11:25

2.11. Use a trocar to introduce a 23-gauge vitrectomy port through the sclera at both the 2  and 10 o’clock positions angled toward the optic nerve to avoid contacting the lens [1] and use tying forceps to gently push the irrigation port to determine whether the tips can be visualized within the vitreous [2].

2.11.1. LAB MEDIA: Ocelli-Petersen-Jones: 11:55-12:05
2.11.2. LAB MEDIA: Ocelli-Petersen-Jones: 12:10-12:14

2.12. Have the assistant place a Machemer magnifying irrigating vitrectomy lens onto the cornea to allow visualization of the posterior segment of the eye [1] and use insert a 23-gauge vitrectomy probe cutter inserted through the instrument port to perform a partial core vitrectomy [2].

2.12.1. LAB MEDIA: Ocelli-Petersen-Jones: 13:22-13:27
2.12.2. LAB MEDIA: Ocelli-Petersen-Jones: 13:45-13:55

2.13. Next, introduce the needle of a 1-milliliter syringe containing 1 milliliter of triamcinolone solution into the instrument port and inject 250-500 microliters of the crystal suspension [1-TXT].

2.13.1. LAB MEDIA: Ocelli-Petersen-Jones: 14:45-14:55 TEXT: See text for triamcinolone solution preparation details

2.14. When the solution has been delivered, advance the vitrectomy probe through the instrument port to close to the optic nerve head with the port facing away from the retinal surface [1].

2.14.1. LAB MEDIA: Ocelli-Petersen-Jones: 15:24-15:34

2.15. To use high vacuum to help detach the vitreal face from the retina, insert the injector through the instrument port toward the retinal surface and extrude the cannula tip [1]. 

2.15.1. LAB MEDIA: Ocelli-Petersen-Jones: 16:09-16:13

2.16. Gently press the tip to the retinal surface and have the assistant to give a slight quick push on the syringe plunger to start the retinal detachment, reducing the injection pressure to permit a slow increase of the retinal detachment until the desired size is achieved [1-TXT].

2.16.1. LAB MEDIA: Ocelli-Petersen-Jones: 16:17-16:27 TEXT: Approximately 100-200 microliters BSS delivered

2.17. Use a 41-gauge cannula of the injector to slightly enlarge the detachment until retinal scissors can be introduced [1] and remove the 10 o’clock scleral port [2].

2.17.1. LAB MEDIA: Ocelli-Petersen-Jones: 16:30-16:38
2.17.2. LAB MEDIA: Ocelli-Petersen-Jones: 16:39-16:45

2.18. Then use a straight 2.850-millimeter slit knife oriented toward the optic nerve to avoid touching the lens to enlarge the sclerotomy at this site [1-TXT].

2.18.1. LAB MEDIA: Ocelli-Petersen-Jones: 17:02-17:15
2.18.2. LAB MEDIA: Ocelli-Petersen-Jones: 17:16-17:22 TEXT: Caution: Avoid cutting retinal vessels/hemorrhage and nerve fiber excision

3. Subretinal Organoid Implantation

3.1. To implant the organoids, insert a glass capillary loaded with organoids through the enlarged sclerotomy toward the retinotomy site and use the tip of the capillary to slightly open the retinotomy to allow access to the subretinal bleb opening [1-XT].

3.1.1. LAB MEDIA: Ocelli-Petersen-Jones: 17:43-18:05 TEXT: See text for capillary preparation details

3.2. Have the assistant slowly press the plunger of the injector again to inject the organoids into the subretinal bleb. BSS should precede organoids the organs and flush the retinotomy open [1].

3.2.1. LAB MEDIA: Ocelli-Petersen-Jones: 18:06-18:18

3.3. When all of the organoids have been delivered, leave the glass capillary in place for a few seconds before slowly removing the capillary from the eye, taking care to avoid any sudden release of fluid [1].

3.3.1. LAB MEDIA: Ocelli-Petersen-Jones: 18:18-18:35 TEXT: Use capillary tip to gently push organoids to center of retinotomy

3.4. When the capillary has been removed, close the sclerotomy using the pre-placed suture in a cruciate pattern [1].

3.4.1. LAB MEDIA: Ocelli-Petersen-Jones: 19:00-19:20 OR speed up from 19:00-20:50

3.5. Have the assistant remove the infusion port and quickly tie the sclerotomy suture [1] and close the peritomy with the polyglactin sutures in a simple, continuous patter [2].

3.5.1. LAB MEDIA: Ocelli-Petersen-Jones: 20:50-20:7
3.5.2. LAB MEDIA: Ocelli-Petersen-Jones: 22:15-22:25 OR speed up from 22:15-26:15

3.6. Close the lateral canthotomy with a 6-0 polyglactin suture and figure 8 skin sutures to reform the lateral canthus [1] and use simple, interrupted skin sutures to close the rest of the wound [2].

3.6.1. LAB MEDIA: Ocelli-Petersen-Jones: 26:50-27:02
3.6.2. LAB MEDIA: Ocelli-Petersen-Jones: 28:44-29:03

3.7. Then administer the appropriate post-surgical steroid and antibiotic cocktail [1].

3.7.1. LAB MEDIA: Ocelli-Petersen-Jones: 31:30-31:36


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: 124. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 
· Notes in blue italics are for JoVE’s video editor.
4. [bookmark: _Hlk27388131]Results: Representative Subretinal Organoid Implantation
4.1. Human pluripotent stem cell-derived retinal organoid loading [1] can be confirmed within the glass cannula of the injection device [2] and during the surgery by direct visualization [3].
4.1.1. LAB MEDIA: Authors: please upload the images from Figure 2 without the arrowheads and asterisks to your project page
4.1.2. LAB MEDIA: Figure 2 Video Editor: please emphasize cannula/organoid within cannula in Figure 2A (as indicated with asterisk in original Figure 2A)
4.1.3. LAB MEDIA Figure 2 Video Editor: please emphasize organoids in Figure 2B and 2C (as indicated with asterisks in original Figures 2B and 2C)
4.2. The presence of the organoids within the subretinal space can be confirmed post-operatively by ophthalmic examination and fundus imaging [1].
4.2.1. LAB MEDIA: Authors: please upload the images from Figure 3A, 3B, and 3D without the arrowheads and asterisks to your project page Video Editor: please emphasize organoid as indicated with asterisk in original Figure 3A
4.3. Prior to euthanasia, confocal scanning laser ophthalmoscopy and spectral domain-optical coherence tomography imaging can also be performed to assess the position of the organoids [1]. 
4.3.1. LAB MEDIA: Figures 3A-3D Video Editor: please emphasize organoids as indicated with asterisks in original Figures 3A, 3B, and 3D
4.4. These techniques can be used to demonstrate the persistence of retinal organoids in the subretinal space between the neural retina and the retinal pigment epithelium of the recipient eye [1].
4.4.1. LAB MEDIA: Authors: please upload the image from Figure 3E with the retinotomy site indicated with white stars or arrowheads to your project page
4.5. Histological and immunohistochemical analyses [1] can then be used to illustrate the survival of the xenogeneic grafts within the subretinal space of a large eye in an immunosuppressed animal [2].
4.5.1. LAB MEDIA: Figure 4
4.5.2. LAB MEDIA: Figure 4 Video Editor: please emphasize blue and green signal in center right of image


Conclusion
5. Conclusion Interview Statements
Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Please answer one or two of the statements.
· Each statement is limited to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the sentences as spoken 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.
5.1. 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.[1].
5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Enter step numbers referred to.) 
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
5.2. 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. [1].
5.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera  
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
5.3. 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. [1].
5.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera  

Is each interview statement 30 words or fewer? ☐ Yes

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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