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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?
YES  
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.
1. Nikon SMZ 1000  2. Olympus SZX9
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.).
Tissue preparation for ex vivo color fundus photography

1.1.1		Two stereo microscopes, one for dissection and one for color fundus photography. 

NOTE: For transillumination to visualize pigmentary changes, use a base for dark-field microscopy. 

1.1.2		Remove the anterior segment remnants (iris and lens). To stabilize the eye during dissection, place it in the Petri dish filled with wax (Supplementary Material 1, slides 7–8). To prevent the ciliary body and attached retina from collapsing into the vitreous cavity, minimize the perturbation of the ring of thick vitreous attached to the ciliary body (vitreous base).

1.1.3.		Mark the superior pole for orientation. Place the globe anterior side down in the dish. Find the insertion tendons of the superior rectus and superior oblique muscles. Using a wooden applicator, sparingly apply a marking ink in a 10 mm line in an anterior to posterior direction (i.e., perpendicular to the tendinous insertion of the superior rectus muscle).

1.1.4.		Before photography, fill the fundus with cold Sorensen’s phosphate buffer. 

1.1.5.		Insert a 1 mm ruby bead into the fundus as an internal scale bar to appear in each image27.

1.2.1.		Acquire color images with a single-lens reflex camera mounted to a stereo microscope fitted with a ring flash. Use trans-, epi-, and flash illumination at each of three standard magnifications to capture images intended to highlight specific areas (Supplementary Material 1, slide 11): 1) the fundus to the equator, 2) the posterior pole (vascular arcades, optic nerve head, fovea), and 3) the fovea within the macula lutea (yellow spot). 

1.2.2 		Arrange two light sources, each with two flexible light guides positioned perpendicular to each other, for illumination in the four cardinal directions on the microscope stage (Supplementary Material 1, page 10). 

1.2.3.		Turn on the epi-illumination light sources to full power. 

NOTE: It is helpful but not necessary to have a black felt shroud around the stage to limit light/flash scatter for the photographer.

1.2.4.		At the dissecting microscope, use forceps to insert the posterior pole into a 30 mL quartz crucible filled with buffer. Allow the tissue to sink to the bottom. Insert a bracing, such as a tissue sponge, between the eye and the wall of the crucible to prevent movement. Insert the 1 mm ruby bead into the posterior pole. 

NOTE: The bead may fall into the optic nerve cup.

1.2.5.		Carefully place the globe in the crucible onto the stereo microscope stage, and observe the interior ocular fundus through the microscope eyepieces. Using the lowest magnification, orient the eye by identifying the tissue mark at the 12 o’clock position, the optic nerve head (ONH), and the fovea 5° below the ONH. Rotate the eye so that the fovea falls below a line through the ONH by 5°. 

NOTE: If it is a right eye, the ONH is to the right of the fovea, as seen through the oculars of the microscope. If it is a left eye, the ONH is to the left of the fovea.


Image acquisition protocol for ex vivo OCT/ SLO (see slides in Supplementary Material 2)

2.1.1.		Indicate the superior rectus muscle with tissue marking dye. Turn on the laser (blue arrow, Supplementary Material 2, page 1). 

2.1.2.		Referring to page 2 of Supplementary Material 2, position the OCT head by moving the entire unit in two axes with respect to the base (green arrow) and then raising the height (y) by rotating the joystick clockwise/counterclockwise (cw/ccw, blue arrows). Focus the image by rotating the knob (orange arrow), with the black lever in position R (*). Lock down the unit by securing the thumb screw (purple arrow). 

2.1.3.		Insert the eye into the holder, and stabilize from the posterior aspect with spacers (Supplementary Material 1, page 13). Exert as little pressure as possible to avoid denting the sclera. Orient with the tissue mark for the superior rectus muscle facing up. 

NOTE: The approximate distance from the front of the eye holder to the OCT device is 25 mm.

2.1.4.		Open the proprietary visualization and analysis software for the OCT device. A patient list will appear in the left column. The eye donors indexed by an internal code number are the “patients.” Refer to the user manual from the manufacturer.

2.1.5. 		Select the New Patient Icon. Complete the patient data information as needed. Select OK. Use a logically ordered numbering system for individual eyes, such as YYYYNNNL,R_agesex. For example, this could be 2017016R_97F.

2.1.6. 		After continuing the data entry on the following window, press OK. Select the operator and study from the drop-down menu. 

NOTE: The entered information will appear in the exportable meta-data.

2.1.7.		After viewing a blank screen, touch the yellow button to start the image acquisition.

2.1.8. 		Press IR + OCT (near infrared reflectance + OCT). Allow the laser to acquire a live SLO image of the fundus and OCT B-scan. 

2.1.9		Finalize the correct anatomical position based on the ONH and fovea, and use a wooden applicator to adjust the eye position in the holder. On the control panel, rotate the black round button to adjust the intensity. 

2.1.10.		Press the same button to average 9–100 frames (red arrows; 9 is sufficient, 100 looks creamy). If the unit is oriented correctly, the fundus should be in focus, and the OCT B-scan should appear in the top third of the display (Supplementary Material 2, page 9, double red arrow). 

2.1.11.		On the fundus image, use the cursor to move the blue line to center the fovea (Supplementary Material 2, page 9, white arrow). Press Acquire. 

NOTE: Other default buttons are Retina, EDI (off), and Line Scan.


2.1.12.		To acquire the OCT volumes, select IR and the volume setting. Match all the settings on page 14 of Supplementary Material 2 by toggling the appropriate buttons on the control module (30° macula cube, 30 μm spacing, averaging depending on the experimental requirements).

2.1.13.		Notice that the near-infrared reflectance fundus view is covered in blue B-scan lines. Recheck the OCT position in the upper third of the right window. Press Acquire on the Control Module, and wait 5 min for the volume scan to complete. When the imaging acquisition is completed, select EXIT. The images will be saved (red arrow). 

NOTE: The blue lines delimit the distances shown in the previous view in micrometers. The scans start numbering from the bottom (inferior) and proceed upward. Note the red line progression. 

2.1.14		Allow the computer to process the acquired images, which will appear on the screen (Supplementary Material 2, page 16).

3.1.1.		Bring the eye in its holder to the scanning laser ophthalmoscope, which is principally used for 787 nm autofluorescence. 

NOTE: refer to the manufacturer’s user guide for the acquisition and archiving of the images. .


3.1.2.		Select the R position. Align and orient the globe. Select the IR mode to focus and orient as above. 

3.1.3.		Orient the camera head by moving the entire unit in two axes with respect to the base (Supplementary Material 2, page 28, green arrow) and then raising the height (y) of the unit (blue arrows). Focus the image by rotating the knob (orange arrow). The black lever is in position R (*). After this head is in position, lock down the unit by turning the thumb screw (purple arrow). 

3.1.4.		Note that the screen appears as shown on page 29 of Supplementary Material 2.

3.1.5. 		Move the selector knob from R to A. Select ICGA (to achieve 787 nm autofluorescence) in blue, 100% intensity, a 30° field of view, and single-phase imaging. 

NOTE: Like the dye indocyanine green, melanin is excited by 787 nm wavelength light.

3.1.6.		Note that the screen appears as shown on page 31 of Supplementary Material 2. Press the black disc for averaging, and then select Acquire.





2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  YES
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://www.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?   NO
If Yes, how far apart are the locations? N.a.

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: 22
Number of Shots: 51

Interviews 
1. Video 1: Author Interviews

Videographer: Obtain headshots for all authors. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer at least 4 of the questions below. Up to 7 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Answer in full sentences, in a style suitable for being spoken aloud. The questions will not appear in the video.
· Limit the length of each statement to 50 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

What is the scope of your research? What questions are you trying to answer? 
1.1. Curcio: We wish to enable new treatments and preventions on age-related macular degeneration (AMD) the largest disease with a central neurodegeneration that is also uniquely approachable due to the precise layout of retinal neurons, glia, and vasculature, and cellular-level, longitudinal clinical imaging, through the clear optics of the eye.  

What are the most recent developments in your field of research?
1.2. Curcio: The neovascular complications of the underlying disease of AMD have been treated successfully for 15 years, in the 15% of patients who have it. Recently the first drug for the end-stage of the underlying degeneration was approved by the FDA. Most AMD patients cannot yet be helped - we are nevertheless hopeful.  
What technologies are currently used to advance research in your field?
1.3. Curcio: In the laboratory, single cell RNA sequencing has been revelatory about the molecular repertoire of the 100+ cell types in retina and supporting choroidal vasculature. In the clinic, eye-tracking optical coherence tomography (OCT) has enabled us to glimpse a detailed, cellular-level progression sequence.   
What are the current experimental challenges?
1.4. Curcio: Existing cells and animal model systems for AMD research are non-predictive of human pathology and progression risk. This impedes the development of new treatments and preventions. There is community consensus that we need more data, and better data, from better human eyes with disease. Our techniques help identify such eyes.  

What significant findings have you established in your field?
1.5. Curcio: Our lab contributed many top-level findings in AMD research, including the early loss of rod photoreceptors (for night vision). We work with eye banks to achieve a short time between death and processing. Thus we observed better preserved maculas, with attached neurosensory retinas, that are directly relevant to clinical OCT imaging.

What research gap are you addressing with your protocol?
1.6. Curcio: Many parts of AMD pathology became visible with clinical optical coherence tomography (OCT), which shows cross-sectional views of the retina and choroid. By using OCT for human donor eyes, we can compare our results directly to findings in clinical imaging.

What advantage does your protocol offer compared to other techniques?
1.7. Curcio: Multi-modal imaging, including OCT, emulates current clinical consensus recommendations. Other labs documented human donor eyes using color photographs of the ocular fundus. Just like in the clinic, color photography alone misses a lot of detail. Because we also studied clinically documented cases, we can distinguish between pathology and post-mortem artifact in laboratory OCT.
How will your findings advance research in your field?
1.8. Curcio: If laboratories can emulate clinical imaging standards by using OCT to characterize eyes before assays, then laboratory findings like gene expression or proteomics can leverage the longitudinal timeline of clinical imaging to focus on the most informative risk indicators.
What new scientific questions have your results paved the way for?
1.9. Curcio: We hope to direct attention to maintaining health of the cells that support the photoreceptors: retinal pigment epithelium, choriocapillaris, and Müller glia. Importantly, our studies have helped many ophthalmologists learn about aspects of outer retinal cell biology that they can directly observe in their patients. 
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 50 or fewer words.

Videographer: Obtain headshots for all authors.


Protocol Videos 
Each video will include a section of your protocol and accompanying results, if applicable. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration. Professional voiceover artists will narrate the video. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product from that step in advance.
Protocol:
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 
Representative Results: 
· The three-digit numbers (e.g., 2.3.1., 2.3.2.) are the figures/tables from your manuscript. These will not be recorded by the videographer.
· Please review the result section to make sure it logically follows the video.
· Please note that the video cannot include voiceover without an accompanying visual.

Videographer: Please capture the shot with labels of all the containers visible to the viewers during the addition.
Author: Please clearly label all the containers used during the filming.
2. Video 2: Tissue Preparation for Ex Vivo Color Fundus Photography
Demonstrator: Jeffrey Messinger
Ethics Title Card
2.1. Procedures involving human organs have been approved by the institutional review board at the University of Alabama at Birmingham.	Comment by Curcio, Christine Angela (Campus): Can we add: The eye bank complies with all regulations and accreditation processes of state agencies, the Eye Bank Association of America, and the Food and Drug Association. 
Protocol
2.2. To begin, place the whole globes recovered from the eye doner in the Petri dish filled with wax [1]. After minimizing the perturbation of the ring of thick vitreous attached to the ciliary body, remove the anterior segment remnants [2]. 	Comment by Pradnya Kedari: Author: Will these actions be demonstrated as separate steps of a single step? Please confirm. 	Comment by Messinger, Jeffrey D (Campus): The filming can begin with the eye in it’s original storage container positioned next to the Petri dish located on the dissection microscope stage.
2.2.1. Talent placing the eye in the Petri dish filled with wax.
2.2.2. Talent removing the anterior segment remnants of the iris and lens.

2.3. Mark the superior pole for orientation [1] and place the globe with the anterior side facing down in the dish [2]. After finding the insertion tendons of the superior rectus and superior oblique muscles [3], apply a marking ink in a 10-millimeter line in an anterior-to-posterior direction using the wooden applicator [4].
2.3.1. Talent marking the superior pole.
2.3.2. Talent placing the globe anterior side down in the dish.
2.3.3. The insertion tendons of the superior rectus and superior oblique muscles being pointed by the talent.
2.3.4. Talent applying a marking ink in an anterior to posterior direction using a wooden applicator.	Comment by Pradnya Kedari: Author: Will this step be performed using the microscope? Please confirm. 	Comment by Messinger, Jeffrey D (Campus): All of our eyes are previously marked on the superior pole with the tissue ink. The Talent can point out the the marking using the wooden applicator. 

2.4. Fill the fundus with cold Sorensen’s phosphate buffer before photography [1]. Insert a 1-millimeter ruby bead into the fundus as an internal scale bar [2].
2.4.1. Talent filling the fundus with cold Sorensen’s phosphate buffer.
2.4.2. Talent inserting the 1-mm ruby bead into the fundus.

2.5. With a single-lens reflex camera mounted to a stereo microscope [1], acquire color images using trans, epi, and flash illumination at three standard magnifications to capture images highlighting specific areas [2]. 
2.5.1. Talent acquiring an image with a single-lens reflex camera mounted to a stereomicroscope. Videographer: Please capture the talent acquiring the images using a stereomicroscope. 
2.5.2. SCREEN: To be provided by the author: The image being captured using trans-, epi-, and flash illumination. Author: If possible, capture images using trans-, epi-, as well as flash illumination	Comment by Pradnya Kedari: Author: Will this shot be observed on the monitor attached to the instrument? Please confirm	Comment by Messinger, Jeffrey D (Campus): We have a monitor for images to be captured by the videographer. I have provided 9 still images in the uploader.

Authors: Please create screen capture videos for all 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=19898248

3. Video 3: Preparation for Ex Vivo Color Fundus Photography 
Demonstrator: Jeffrey Messinger

3.1. [bookmark: _Hlk120633226]Procedures involving human organs have been approved by the institutional review board at the University of Alabama at Birmingham.

Protocol
3.2. To begin the ex vivo color fundus photography, set the high-definition multimedia interface camera to the manual ISO (I-S-O) function [1]. Arrange two light sources perpendicular to each other and turn the epi-illumination light sources to full power [2]. 
3.2.1. WIDE: Talent setting the HDMI camera. 
3.2.2. Talent arranging the light sources perpendicular to each other.

3.3. At the dissecting microscope, insert the posterior pole of the eye globe into a 30-milliliter quartz crucible filled with buffer [1]. When the tissue sinks, insert a bracing between the eye and the wall of the crucible [2]. Next, insert the 1-millimeter ruby bead into the posterior pole [3]. 
3.3.1. Talent inserting the posterior pole into a 30-mL quartz crucible using forceps.
3.3.2. Talent inserting a tissue sponge between the eye and the wall of the crucible.
3.3.3. Talent inserting the 1 mm ruby bead into the posterior pole

3.4. Place the globe in the crucible onto the stereo microscope stage [1] to observe the interior ocular fundus through the microscope [2]. Using the lowest magnification, orient the eye by identifying the tissue mark at the 12 o’clock position, the optic nerve head, and the fovea 5 degrees below the optic nerve head [3]. 	Comment by Pradnya Kedari: Author: Will this step be observed on the monitor attached to the microscope? Please confirm.	Comment by Messinger, Jeffrey D (Campus): yes
3.4.1. Talent placing the globe onto the stereo microscope stage.
3.4.2. Talent observing the interior ocular fundus. OR SCREEN: To be provided by the authors: The interior ocular fundus being seen.
3.4.3. SCREEN: To be provided by the authors: The tissue mark is seen at 12 o’clock. The eye is rotated to adjust the fovea below a line through the optic nerve head.


4. Video 4: Image Acquisition for Ex Vivo Optical Coherence Tomography (OCT) and Scanning Laser Ophthalmoscopy (SLO) 
Demonstrator: Jeffrey Messinger
4.1. Procedures involving human organs have been approved by the institutional review board at the University of Alabama at Birmingham.

Protocol
Videographer: A few shots will require capturing the display screen attached to the instrument. Please clearly capture all the actions performed on the display screen.
4.2. To begin the ex vivo OCT imaging, mark the superior rectus muscle of the eye globe sample with tissue marking dye [1]. Switch on the laser Ophthalmoscopy instrument [2].
4.2.1. WIDE: Talent marking the superior rectus muscle with tissue marking dye.
4.2.2. Talent switching on the laser device.

4.3. After switching on, position the OCT(O-C-T) head by moving the entire unit and raising its height [1]. Focus the image and lock down the unit by securing the thumb screw [2]. 
4.3.1. Talent positioning the OCT head.
4.3.2. Talent focusing the image by rotating the knob and securing the thumb screw.

4.4. Insert the eye sample into the holder [1] and stabilize it with spacers without denting the sclera [2]. Orient the holder to face the superior rectus muscle up [3-TXT]. 
4.4.1. Talent inserting the eye into the holder 
4.4.2. Talent stabilizing the eye sample in the holder with spacers.
4.4.3. Talent orienting the holder for the superior rectus muscle to face up. TXT: Eye holder to the OCT device distance = 25 mm

4.5. After opening the proprietary visualization and analysis software for the OCT device, a patient list, indexed by an internal code number, will appear in the left column [1].
4.5.1. SCREEN: To be provided by the authors: Software icon being clicked, a patient list indexed by an internal code number being seen on the left column. 	Comment by Pradnya Kedari: Author: Please confirm if the shots labeled as SCREEN will be visualised on the monitor attached to the computer. 

If yes, then please capture all the Screen capture footage and upload them on your project page.	Comment by Messinger, Jeffrey D (Campus): yes
Video Editor: Please blur the patient’s details appearing on the SCREEN.

4.6. Select the New Patient icon and complete the patient data information before clicking OK [1]. Once done, select the operator and the study from the drop-down menu [2]. 
4.6.1. SCREEN: To be provided by the authors: The New Patient icon being selected > patients data being added, followed by a click on OK. 
4.6.2. SCREEN: To be provided by the authors: The operator and study being selected from the drop-down menu.
Video Editor: Please blur the patient’s details appearing on the SCREEN.


4.7. After viewing a blank screen [1], start the image acquisition by pressing the yellow button on the control panel [2]. Select IR + OCT on the control module [3] and allow the laser to acquire a live SLO (S-L-O) image of the fundus and OCT B-scan [4]. 	Comment by Pradnya Kedari: Author: Please confirm if this step occurs on the control panel. 	Comment by Messinger, Jeffrey D (Campus): The blank screen occurs as a default on the monitor in anticipation of the Talent waiting for the red button to turn yellow on the laser display	Comment by Pradnya Kedari: Author: Is it a control Module or control panel here? Please confirm. 	Comment by Messinger, Jeffrey D (Campus): 4.7.1 This is a black screen displayed on the monitor. The Videographer can image that and then pan to the Talent for steps 4.7.2 and 4.7.3
4.7.1. SCREEN: To be provided by the authors: The black screen being seen. 	Comment by Pradnya Kedari: Author: Will these steps be visualized on the same monitor attached to the OCT instrument, or will they be visualized separately on a monitor and on the display screen attached to the instrument?
Please confirm.

If they are observed separately, then please specify the shot numbers (e.g. 3.15.1, 3.15.2...etc) which will be visualized on the monitor and the shot numbers which will be visualized on the screen display attached to the instrument.	Comment by Messinger, Jeffrey D (Campus): 4.7.1 This is a black screen displayed on the monitor. The Videographer can image that and then pan to the Talent for steps 4.7.2 and 4.7.3
.
4.7.2. Talent pressing the yellow button on the laser display.
4.7.3. Talent clicking IR + OCT on control module.
4.7.4. SCREEN: To be provided by the authors: a live SLO image of the fundus and OCT B-scan being acquired.

4.8. Using a wooden applicator, adjust the eye position in the holder and finalize the correct anatomical position based on the optic nerve head and fovea [1]. 	Comment by Pradnya Kedari: Author: Will adjusting of the position using the wooden applicator be a manual process? Or will it be visualized on the monitor attached to the computer? Please confirm.	Comment by Messinger, Jeffrey D (Campus): The Talent will manually adjust the eye using the wooden applicator.
!!!! 4.8.1. should come before 4.7.4 Manually adjust before digitally adjusting.
4.8.1. SCREEN: To be provided by the authors: The eye position in the holder being adjusted and finalized. 

4.9. Rotate the round black knob on the control panel to adjust the intensity [1]. Use the knob button and average 9 to 100 frames [2].
4.9.1. The intensity being adjusted with a round black button on the control panel.
4.9.2. The frame being averaged from 9 to 100 using the black button on the control panel.

4.10. Once the fundus is in focus, the OCT B-scan appears in the top one-third part of the display. Use the cursor to move the blue line present on the fundus image to center the fovea before pressing Acquire [1]. 
4.10.1. SCREEN: To be provided by the authors: Fundus is in focus being seen. > The OCT B-scan being seen on the top of the display. On the fundus image, the blue line is moved to the center of the fovea. Acquire being clicked.

4.11. Select IR and the volume setting on the control module to acquire the OCT volumes. Adjust all the OCT control and scan settings [1]. 
4.11.1. IR being selected, and volume settings, OCT control and scan settings being adjusted on the control module.

4.12. Once the near-infrared reflectance fundus view is covered in blue B-scan lines, re-check the OCT position in the top right window [1] and click Acquire on the Control Module to complete the volume scan [2].
4.12.1. SCREEN: To be provided by the authors: Near-IR reflectance fundus view covered in blue B-scan lines being seen. OCT position is seen in the top right position of the window.
4.12.2. Acquire on the Control Module being clicked.	Comment by Pradnya Kedari: Author: Please note that the control panel actions are normal shots and will be captured by the videographer's camera.	Comment by Messinger, Jeffrey D (Campus): OK

4.13. Once the image acquisition is complete, select EXIT to save the image [1]. After processing, the image will appear on the screen [2].
4.13.1. SCREEN: To be provided by the authors: Image acquisition is complete, Exit being clicked. 	Comment by Pradnya Kedari: Author: Shots visualized on the screen are labeled as SCREEN and will be captured and uploaded on the project page by the author.
4.13.2. SCREEN: To be provided by the authors: The processed image being seen on the screen. 

4.14. To begin the Scanning Laser Ophthalmoscopy, bring the eye globe placed in the holder to the scanning laser ophthalmoscope [1]. Select the R position. Then, select the IR mode to align and orient the globe [2]. 	Comment by Pradnya Kedari: Author: Will this step be performed manually? Please confirm.	Comment by Messinger, Jeffrey D (Campus): Yes the holder will be removed from the OCT unit and reattached to the Scanning Laser Ophthalmoscope. 
4.14.1. The talent bringing the eye in its holder to the scanning laser ophthalmoscope.
4.14.2. SCREEN: To be provided by the authors: R position is selected on the ophthalmoscope, IR mode being selected, and the globe being oriented.

4.15. Orient the camera head, focus the image by rotating the knob [1]. Adjust the black lever in position R [2] and lock down the unit by turning the thumb screw [3]. 
4.15.1. Talent adjusting the camera head and rotating knob to focus the image.
4.15.2. Talent adjusting the black lever in R position.
4.15.3. Talent turning the thumb screw.

4.16. Once the image is focused [1], move the selector knob from R to A [2]. Select ICGA in blue, 100% intensity, a 30 degrees field of view, and single-phase imaging [3]. After pressing the black disc for averaging [4], select Acquire [5].
4.16.1. SCREEN: To be provided by the authors: focused image being seen.
4.16.2. Talent moving the selector knob from R to A. Videographer: Please capture this shot with the close view if possible.
4.16.3. On the control Module, ICGA being selected >  100% intensity, a 30° field of view, and single-phase imaging being selected.
4.16.4. Talent pressing the black disk.
4.16.5. Acquire being pressed on the control module.

Representative Results
4.17. The ex vivo imaging of unmarked macula from obtained from a doner revealed [1] an unremarkable macula and hypo-reflective large choroidal vessels [2], with a reflective RPE-BL-BrM band between the two [3]. Author: How would you like JoVE’s voice talent to pronounce ‘RPE-BL-BrM’? Is it ‘R-P-E B-L B-R-M’ or other? Please confirm.	Comment by Pradnya Kedari: Author: Please also confirm the full form of RPE-BL-BrM. 	Comment by Curcio, Christine Angela (Campus): 3 parts: 
RPE (3 syllables).
BL (2 syllables)
Bruch’s (sounds like Brooks)
4.17.1. LAB MEDIA: Figure 2. 
4.17.2. LAB MEDIA: Figure 2. Video Editor: Please emphasize 2D and 2E.
4.17.3. LAB MEDIA: Figure 2. Video Editor: Show 2D and 2E, and in 2E, emphasize the gap shown by the yellow arrowhead.

4.18. The multimodal ex vivo imaging of a macula with early-intermediate age-related macular degeneration or AMD (A-M-D) [1], revealed a close-up view of the fovea, showing hyperpigmentation corresponding to the vitelliform lesion [2].
4.18.1. LAB MEDIA: Figure 3.
4.18.2. LAB MEDIA: Figure 3. Video Editor: Please emphasize 3C and the pigmentation in the center (pointed by the white arrow).

4.19. In the early-intermediate AMD, visible features included [1] soft drusen with a hypo-reflective line at the base [2] a hyper-reflective focus [3], subretinal drusenoid deposits [4], and vitelliform change [5].
4.19.1. LAB MEDIA: Figure 3.
4.19.2. LAB MEDIA: Figure 3. Video Editor: Please show figure 3 and emphasize 3F and the structure pointed by the yellow arrow.
4.19.3. LAB MEDIA: Figure 3. Video Editor: Please show figure 3 and emphasize 3F and the structure pointed by the light blue arrow.
4.19.4. LAB MEDIA: Figure 3. Video Editor: Please show figure 3 and emphasize 3D and the structure pointed by the orange arrow.
4.19.5. LAB MEDIA: Figure 3. Video Editor: Please show figure 3 and emphasize 3E and the structure pointed by the white arrow.	Comment by Pradnya Kedari: Author: Please check if the emphasis is correct for the corresponding Voice over.

4.20. Similarly, the macula with atrophic AMD [1] and the macula with macular atrophy secondary to neovascular AMD were studied [2]. Also, the ex vivo OCT imaging of donor’s eyes fascilitated the study of common artifacts in AMD [3].
4.20.1. LAB MEDIA: Figure 4.
4.20.2. LAB MEDIA: Figure 5.
4.20.3. LAB MEDIA: Figure 6.
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