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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N) Y
Can you record movies/images using your own microscope camera? (Y/N) Y
2. Does your protocol include software usage? (Y/N) N
3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot.
2.5.3, 2.7.2, 2.8.1, 2.8.2
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. 
2.7, The maxillary and frontal bones have to be dissected piece by piece very carefully. 
5. Will the filming need to take place in multiple locations? (Y/N) N




Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.

1.1. [bookmark: _Hlk15075588]Chunqiao Liu: This protocol describes a method to remove the skull and orbital bones sequentially from bisected mouse head, leaving eyelids, ocular surface, lens and retina altogether in one piece. The protocol will benefit ophthalmologists who are interested in ocular surface studies [1].

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

1.2. Chunqiao Liu: The main advantage of this dissection method is that the integrity of the ocular surface epithelial sheet is well preserved and different parts of the ocular surface can be examined by histology or immunostaining in one single section [1].

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

OPTIONAL Interview Statements: (Said by you on camera)

1.3. Dianlei Guo: This method could provide insight into ocular surface pathogenesis [1].

1.3.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera

1.4. Dianlei Guo: An individual new to this technique would likely struggle when trying to avoid damaging the eyeball while dissecting the facial bones [1].

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

1.5. Dianlei Guo: Be sure to clean all small bone debris off the soft tissues, which would cause score marks on tissue sections otherwise [1].

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


Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.6. All procedures involving the use of mice were approved by the Animal Care and Use Committee, Zhongshan Ophthalmic Center, and adhered to ARVO Statement for the Use of Animals in Ophthalmic and Vision Research.
1.7. 

Section - Protocol
2. Dissection of Eyeball with Intact Ocular Surface and Eyelids
[bookmark: _GoBack](Editor: I have had to revert a handful of changes the authors made to the VO that either did not fit our guidelines or were not grammatically correct. This may have been word preference on their part, and they may want these changes made again)
2.1. After euthanizing the mouse, use a pair of straight scissors to cut off the head [1-TXT] and bisect it along the sagittal midline beginning at the interparietal bone rostrally to the nasal [2-TXT].
2.1.1. Talent approaches the work area and picks up the pair of straight scissors to cut off the mouse’s head. TEXT: See text for details on euthanization.
2.1.2. Talent bisects the head as described. TEXT: Cut along midline as much as possible.
2.2. Place each half of the bisected head into a clean Petri dish [1] and use sharp scissors to cut off the jaw and tongue [2]. Free the optic nerve by cutting it off the brain prior to the optic chiasm location [3], and remove all brain tissues including the olfactory bulb, which is attached to the skull wall [4].
2.2.1. Talent places each half of the bisected head into a clean Petri dish.
2.2.2. Talent uses sharp scissors to cut off the jaw and tongue.
2.2.3. Talent cuts off the optic nerve prior to the optic chiasm location.
2.2.4. Talent removes all brain tissues from the skull.
2.3. Now, all of the remaining tissues shall have all of the skull and orbital bones associated with the eyeball [1]. Wash the remaining parts with PBS to clean off any blood and hair debris [2].
2.3.1. Close up shot of the remaining tissues.
2.3.2. Talent washes the remaining parts with PBS.
2.4. Prefix the tissues by placing them in a 50 milliliter tube containing 4 percent paraformaldehyde [1-TXT] and rotating them at room temperature [2].
2.4.1. Talent places the tissues into a tube containing PFA. TEXT: See text for approximate fixation times. Video Editor: Leave this text overlay up for all of 2.4.
2.4.2. Talent places the tube onto a rotator.
2.5. After prefixation is complete, quickly wash the dissected head in PBS three times to further eliminate the broken hairs and fixatives [1]. Place the tissue into a 10 centimeter Petri dish [2] and cut the skull into three parts along the planes indicated in Figure 1 of the text protocol. The eyeball in the socket is hidden in the middle part of the skull under ethmoid, frontal and maxillary bones [3] [4].
2.5.1. Talent washes the dissected head in PBS.
2.5.2. Talent places the tissue into a Petri dish.
2.5.3. Talent cuts the skull into three parts. Video Editor: Show this along with 2.5.4 however looks best.
2.5.4. LAB MEDIA: Figure 1. Video Editor: Show only Figure 1D and Figure 2E.
2.6. Use two pairs of number 4 straight forceps to peel off the ethmoid bone and fully expose the frontal and maxillary bones [1] [2].
2.6.1. Talent uses two pairs of straight forceps to peel off the ethmoid bone. Video Editor: Show this along with 2.6.2 however looks best.
2.6.2. LAB MEDIA: Figure 1. Video Editor: Show only Figure 1F.
2.7. Then, geographically divide the skull surface into 4 areas [1]. Insert the tip of curved forceps horizontally into each area to remove the maxillary and frontal bones sequentially [2].
2.7.1. Talent geographically divides the skull surface into 4 areas.
2.7.2. Talent inserts the tip of the curved forceps horizontally into each area and removes the maxillary and frontal bones.
2.8. [bookmark: _Hlk12459759][bookmark: _Hlk12450048]After this, the underlying lacrimal and jugal bones will be exposed [1]. Remove the two bones and associated subcutaneous muscles and fats surrounding the eyeball [2]. Trim the eyeball, with attached eyelids and skin, into a small square-shape block to reduce tissue volume and facilitate orienting the tissue when embedding [3].
2.8.1. Close up shot showing the lacrimal and jugal bones. Alternatively, show Figure 1G.
2.8.2. Talent removes the two bones and associated subcutaneous muscles and fats surrounding the eyeball.
2.8.3. Talent trims the eyeball into a small square-shaped block.
2.9. Place the eyeball and associated tissues back into 4 percent paraformaldehyde [1] and continue to fix overnight at 4 degrees Celsius [2]. The fixed tissue can be preserved for at least one month at 4 degrees Celsius in PBS containing 0.02 percent sodium azide [3-TXT].
2.9.1. Talent places the eyeball and associated tissues into a tube containing PFA.
2.9.2. Talent places the tube into a refrigerator to fix.
2.9.3. Talent transfers the tissue from the tube to a vessel containing PBS, and places the vessel into a refrigerator. TEXT: Alternatively, immediately proceed to histological analysis.

Section – Results
3. Results: Histological Examination and Immunohistochemistry of Obtained Integral Ocular Surface Tissue
3.1. In this study, a mouse eyeball – with the intact eyelid and associated ocular surface – is isolated from the postnatal mice [1]. After paraffin embedding, the eyeball is sectioned and H&E-stained [2].
3.1.1. LAB MEDIA: Figure 2.
3.1.2. LAB MEDIA: Figure 2.
3.2. The relative intact positions of eyelids, corneal and conjunctival surface are visualized in one section [1], parts of which are then magnified [2]. The lens morphology is hard to maintain because of its rigidity and fragility [3].
3.2.1. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2A.
3.2.2. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2B and Figure 2C.
3.2.3. LAB MEDIA: Figure 2.
3.3. This dissection method is then applied to other postnatal ages, as seen here in a representative example of H&E histology of a P10 eyeball section [1]. In general, the younger the mouse is, the better the eyeball morphology is preserved [2].
3.3.1. LAB MEDIA: Figure 3.
3.3.2. LAB MEDIA: Figure 3.
3.4. Immunostained paraffin sections from serial postnatal ages are shown [1] with keratin 12 staining the cornea [2] and keratin 14 staining the whole OS epithelium [3].
3.4.1. LAB MEDIA: Figure 4.
3.4.2. LAB MEDIA: Figure 4. Video Editor: Emphasize Figures 4A – 4F.
3.4.3. LAB MEDIA: Figure 4. Video Editor: Emphasize Figures 4G – 4L.



Section - Conclusion
4. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
4.1. Dianlei Guo: When trying to remove the maxillary and frontal bones, keep the curve forceps horizontal in each area to avoid damaging the eyeball [1] [2].
4.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
4.1.2. B-roll suggestion: Shot 2.7. 
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