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Author Questionnaire 
1. We have marked your project as author-provided footage, meaning you film the video yourself and provide JoVE with the footage to edit. JoVE will not send the videographer. Please confirm that this is correct. 
☐ Correct 
☐ Incorrect 

 2. 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 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.

3. 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.

[bookmark: Text5]4. Proposed filming date: To help JoVE process and publish your video in a timely manner, please indicate the proposed date that your group will film here: MM/DD/YYYY

DO NOT use this draft script for filming. Please wait until your script is finalized to begin the filming process. 
When you are ready to submit your video files, please contact our Content Manager, Utkarsh Khare.


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:  16
Number of Shots:  40 

Introduction 

Answers to these questions will become interview statements that you will deliver on camera.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context.

INTRODUCTION:
REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Enter full author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Enter full author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
Describe the research contexts or systems in which this protocol can be applied.
1.3. Enter full author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

CONCLUSION:
What does this protocol allow researchers to study or measure?
1. 
1.1. 
1.2. 
1.3. 
1.4. Enter full 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 20 or fewer words.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter full 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 20 or fewer words.

Are there any additional methods or analyses that can be performed following this procedure?
1.6. Enter full 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 20 or fewer words.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.7. Enter full 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 20 or fewer words.

Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee (IACUC) at the Molecular Sciences Center and Medical Sciences Campus of the University of Puerto Rico

Authors: Please check if this is correct


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.) 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. 	Comment by Poornima  G: Authors: Please check all the pronunciation guides written in red italics below and post a comment at the respective guide if any changes are required
· 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 you/your videographer will capture. 

2. Brain Dissection in Adult Fish 
Demonstrator: Click here to enter name of demonstrator(s)

Authors: Which fish would you be using for this part?

2.1. To begin, place the fish head on a clean dissection table [1]. Using fine forceps or a hemostat, grip the posterior part of the fish head firmly [2]. With micro-scissors, cut through the edges of the mouth toward the back of the head and gills [2]. Repeat the cut on the opposite side [3] and remove the mandible [4]. Using a second pair of fine or ultra-fine forceps, clean the underside thoroughly [5].
2.1.1. WIDE: Talent placing the isolated fish head on the dissection table. 
2.1.2. Talent securing the posterior part of the fish head with fine forceps or a hemostat on the dissection surface.
2.1.3. Talent cutting through the edge of the mouth toward the back of the head and gills with micro-scissors.
2.1.4. Talent repeating the cut along the opposite side of the mouth.
2.1.5. Talent removing the mandible from the head.
2.1.6. Talent cleaning the underside of the head with a second pair of fine or ultra-fine forceps.

2.2. Now, pin the fish head carefully by the tip of the mouth to the Sylgard plate using a T pin [1]. Using ultra-fine forceps or scissors, detach one eye by inserting the tip into the edge of the eye and gently pulling or cutting it out [2]. Repeat the detachment on the opposite eye [3].
2.2.1. Talent pinning the head by the tip of the mouth to a Sylgard plate using a T pin. Authors: Would you demonstrate this step with T pin or hemostat?
2.2.2. Talent inserting the tip of ultra-fine forceps or scissors into the edge of the eye and gently removing the eye.
2.2.3. Talent removing the second eye from the opposite side and a shot of the head after removal.

2.3. Scratch a sagittal line at the top of the head between the eyes from front to back to divide the head into left and right halves [1]. Then, using micro-scissors, cut shallowly along the scratched line [2].
2.3.1. Talent scratching a sagittal line between the eyes from front to back at the top of the head.
2.3.2. Talent cutting shallowly along the scratched sagittal line with micro-scissors.

2.4. With fine forceps, gently pull apart the two sides of the head while avoiding damage to the brain embedded under connective tissue [1]. Once the brain becomes visible, use the tip of superfine forceps to detach the brain from the cranium [2].
2.4.1. Talent carefully pulling the two sides of the head apart with fine forceps to expose the brain.
2.4.2. Talent detaching the brain from the cranium using the tip of superfine forceps.

2.5. Next, using ultra-fine forceps, gently clean the extracted brain by removing any fat or surrounding tissue [1]. Place the brain into a microcentrifuge tube or appropriate storage for downstream processing [2]. Preserve the whole brain or isolate specific sub-regions such as the telencephalon, optic tectum, or olfactory bulbs as required [3].
2.5.1. Talent cleaning the extracted brain with ultra-fine forceps to remove residual fat and surrounding tissue.
2.5.2. Talent placing the cleaned brain into a microcentrifuge tube.
2.5.3. Close-up of pointing to the isolated whole brain and separated sub-regions displayed on the dissection surface.

2.6. To isolate the telencephalon, pinch the base between the telencephalon and the optic tectum with ultra-fine forceps [1] and separate the telencephalon from the rest of the brain [2]. Transfer the isolated telencephalon to the appropriate storage tube [3].
2.6.1. Talent pinching the base between the telencephalon and optic tectum with ultra-fine forceps.
2.6.2. Shot of the telencephalon being detached.
2.6.3. Talent transferring the isolated telencephalon into a storage tube.





3. Gut Dissection in Adult Fish 
Authors: Which fish would you be using for this part?
Demonstrator: Click here to enter name of demonstrator(s)

3.1. Secure the fish on the Sylgard plate [1-TXT]. Insert a T pin anteriorly within the eye socket so that it reaches the Sylgard plate [2]. Insert a second T pin posteriorly through the tail into the plate [3] and confirm that the fish remains still before proceeding [4].
3.1.1. Talent positioning the fish on the Sylgard plate. TXT: Euthanise the fish using ice slurry
3.1.2. Talent inserting a T pin through the anterior eye socket into the Sylgard plate.
3.1.3. Talent inserting a T pin through the tail into the Sylgard plate.
3.1.4. Shot of the secured fish remaining stable on the dissection surface.

3.2. Using dissection micro-scissors, cut the skin and underlying muscle along the ventral midline from the anal fin or anus toward the operculum in a semicircular line following the underside curve [1].
3.2.1. Talent cutting the skin and underlying muscle along the ventral midline from the anal fin toward the operculum with dissection micro-scissors.

3.3. Now, remove the operculum [1] and the pectoral fin with micro-scissors and fine forceps [2].
3.3.1. Talent removing the operculum with micro-scissors and fine forceps.
3.3.2. Talent removing the pectoral fin with micro-scissors and fine forceps.

3.4. Cut the skin and underlying muscle superiorly from the anal fin [1] and extend the incision anteriorly toward the gills to create a window in the body wall [2].
3.4.1. Talent cutting the skin and underlying muscle superiorly from the anal fin with micro-scissors.
3.4.2. Talent extending the incision anteriorly toward the gills to form a window in the body wall.

3.5. Using fine forceps, open the incision to expose the body cavity [1]. Then, grasp the skin with fine forceps, lift it gently, and remove it [2].
3.5.1. Talent opening the incision with fine forceps to expose the body cavity.
3.5.2. Talent lifting and removing the skin with fine forceps.

3.6. Next, employ micro-scissors to cut the anterior [1] and the posterior attachments of the gut [2]. Carefully remove all internal organs and place the gastrointestinal system on a clean area of the Sylgard plate [3].
3.6.1. Talent cutting the anterior attachments of the gut with micro-scissors.
3.6.2. Talent cutting the posterior attachments of the gut with micro-scissors.
3.6.3. Talent removing the internal organs and placing the gastrointestinal system onto a clean area of the Sylgard plate.

3.7. Now, with ultra-fine forceps, separate the liver from the remaining abdominal organs [1]. Place the liver into a microcentrifuge tube [2]. Stretch out the gut and identify the stomach and midgut or hindgut regions [3].
3.7.1. Talent separating the liver from the abdominal organs with ultra-fine forceps.
3.7.2. Talent placing the isolated liver into a microcentrifuge tube.
3.7.3. Talent stretching the gut to visualize and pointing to the stomach and midgut or hindgut regions.

3.8. Detach the stomach from the midgut or hindgut [1].
3.8.1. Talent detaching the stomach from the midgut or hindgut.

3.9. Then, grasp the anterior and posterior ends of the midgut or hindgut and gently stretch it to its full length [1].
3.9.1. Talent holding the anterior and posterior ends of the midgut or hindgut with fine forceps and gently stretching it to its total length.

3.10. Place the collected tissue into a microcentrifuge tube [1] and store the tube appropriately according to downstream requirements [2].
3.10.1. Talent placing the collected tissue into a microcentrifuge tube.
3.10.2. Talent placing the tube in a refrigerator.



Results
Please review this section to make sure that it accurately reflects your findings.
· You/Your videographer does not have to record this section. 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: 73.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 	Comment by Poornima  G: Authors: Please check if the narration is correct and if the figures and areas being highlighted match with the narration

4.1. Following this protocol, brain and gut contents were extracted [1], and measurements of the length of the complete gut, telencephalon, and optic tectum were taken and compared between surface fish [2] and Pachón cavefish morphotypes [3].
4.1.1. LAB MEDIA: Figure 7 and 13
4.1.2. LAB MEDIA: Figure 14A
4.1.3. LAB MEDIA: Figure 14B

4.2. Surface fish exhibited significantly greater optic tectum length and width [1] compared to Pachón cavefish [2].
4.2.1. LAB MEDIA: Figure 15. Video editor: Highlight the boxplot for SF in the top two graphs
4.2.2. LAB MEDIA: Figure 15. Video editor: Highlight the boxplot for PA in the top 2 graphs.

4.3. No significant difference was observed in telencephalon length or width [1] and total gut length between surface fish and Pachón cavefish morphotypes [2].
4.3.1. LAB MEDIA: Figure 15. Video editor: Show the lower two graphs.
4.3.2. LAB MEDIA: Figure 16. 
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