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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. 
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.

Enter make and model of microscope.

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.
       https://www.jove.com/account/file-uploader?src=19060413


3. 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:  12
Number of Shots:  23

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.
· If possible, each author should deliver no more than two statements.
· Fill out both required statements, one optional statement may also be selected.
· 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.

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.

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.

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.



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.

1.6. 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.  
1.6.1. INTERVIEW: Author saying the above. 
1.6.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

Ethics Title Card
1.7. Protocol was performed in compliance with New York State Psychiatric Institute Institutional Review Board guidelines (IRB #7655).

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. Placement of Neuromelanin-Sensitive Magnetic Resonance Imaging (NM-MRI) Volume
2.1. Start by acquiring [1] a high-resolution T1 (Tee-one) weighted or T1w (Tee-one-W) image of maximum 1-millimeter isotropic voxel size [2] that is aligned along the anterior commissure-posterior commissure or AC-PC (A-C-P-C) line and the midline [3].
2.1.1. Participant with the MRI machine. Videographer: Obtain multiple usable shots to use throughout the script as a B-roll. 
2.1.2. Talent working on the screen. Videographer: Obtain multiple usable shots to use throughout the script as a B-roll
2.1.3. SCREEN: The image/s.s

Authors: Please create screen capture videos of the shots labeled SCREEN and upload them to your project page: https://www.jove.com/account/file-uploader?src=19060413

2.2. Immediately after image acquisition, perform the alignment of the high-resolution T1w image through online reformatting with the compatible software [1-TXT].
2.2.1. SCREEN: The alignment of the image being performed. TEXT: Refer to text for details.

2.3. Load the sagittal, coronal, and axial views of the AC-PC aligned T1w image [1] and ensure that the reference lines depicting the location of each displayed slice are present [2].
2.3.1. SCREEN: Images in all the views being loaded.
2.3.2. SCREEN: Reference lines on the images. Video Editor: Emphasize the reference line.

2.4. Next, visually inspect the sagittal slices of the reformatted image to identify the sagittal image showing the largest separation between the midbrain and thalamus [1]. Use the sagittal image to visually recognize the coronal plane delineating the most anterior aspect of the midbrain [2].
2.4.1. SCREEN: Sagittal images being inspected and the image being identified.
2.4.2. SCREEN: The coronal plane delineating the most anterior aspect of the midbrain being identified.

2.5. In the coronal image, visually identify the axial plane that outlines the inferior aspect of the third ventricle [1]. 
2.5.1. SCREEN: Axial plane outlining inferior aspect of the third ventricle being found.

2.6. On the sagittal image, align the superior boundary of the NM-MRI volume to the axial plane identified earlier [1]. Then, move the superior boundary of the NM-MRI volume 3 millimeters in the superior direction [2].
2.6.1. SCREEN: Images being aligned.
2.6.2. SCREEN: NM-MRI volume being moved.

2.7. Similarly, align the NM-MRI volume to the midline in the axial and coronal images [1].
2.7.1. SCREEN: The NM-MRI volume being aligned to the midline in the axial and coronal images.

3. Quality Control Checks
3.1. Perform quality control checks on the NM-MRI acquired images [1] by ensuring that the images cover the entire substantia nigra or SN (S-N) [2]. Confirm that the SN is visible in the central images [3] but not in the most superior or most inferior images of the NM-MRI volume [4].
3.1.1. WIDE: Talent working on the images displayed on the screen. 
3.1.2. SCREEN: The images. 
3.1.3. SCREEN: The SN is visible in the central images.
3.1.4. SCREEN: The most superior or most inferior images. 

3.2. If the NM-MRI images pass the preliminary quality control check, copy the NM-MRI volume placement  [1]. If the NM-MRI images fail the quality control check, repeat the procedure [2-TXT].  
3.2.1. SCREEN: NM-MRI volume placement being copied.
3.2.2. SCREEN: use 2.1.1 TEXT: Refer text for details

3.3. Next, visually inspect each slice of the acquired NM-MRI scan to check for the artifacts. Check the artifacts that go through the SN and the surrounding white matter [1]. Look for abrupt changes in signal intensity with a linear pattern that does not respect normal anatomical boundaries [2-TXT].
3.3.1. SCREEN: Images being inspected and artifacts being checked.
3.3.2. SCREEN: Signal intensity with a linear pattern. TEXT: Low-intensity region flanked by high-intensity regions

3.4. The NM-MRI images having the artifact resulting from the blood vessels should be retained as these artifacts will probably always be present [1]. 
3.4.1. SCREEN: The artifact as blood vessels.

3.5. If the artifacts are due to the participant’s head motion or are ambiguous, reacquire the NM-MRI images [1-TXT]. Upon reacquisition, if the artifacts remain present, proceed with these images as they could be biological rather than a result of motion [2].
3.5.1. SCREEN: The artifacts due to motion. Ambiguous artifacts. TEXT: Refer to text for details.
3.5.2. SCREEN: Images being reacquired OR use 2.1.2.




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

1) Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps (steps are indicated with the 2-digit numbers, like 2.1, 2.2, etc.). 

[bookmark: Text1]Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

2) If a dissection or stereo microscope is required for your protocol, please list all shots that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).

[bookmark: Text3][bookmark: Text2]Click here to list microscope shots, using the shot 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: 104. (Voiceover is the text that follows the two-digit numbers)
· Please note that the video cannot include voiceover without an accompanying visual. 

4. Results: NM-MRI Scan of a 28-Year-Old Female Participant with no Psychiatric or Neurological Disorders
4.1. The protocol ensured to obtain satisfactory NM-MRI images with complete coverage of the SN in a step-wise manner [1].
4.1.1. LAB MEDIA: Figure 1.

4.2. In the initial quality check of acquired images [1], the SN was visible in the most superior slice, indicating that full coverage of the SN was not achieved [2].
4.2.1. LAB MEDIA: Figure 2.
4.2.2. LAB MEDIA: Figure 2. Video Editor: Emphasize red arrow in slice 20

4.3. The images failed the second quality check [1] due to the presence of artifacts like blood vessels [2], artifacts resulting from motion [3], or ambiguous artifacts [4].
4.3.1. LAB MEDIA: Figure 3.
4.3.2. LAB MEDIA: Figure 3 A. Video Editor: Emphasize red arrow.
4.3.3. LAB MEDIA: Figure 3 B. Video Editor: Emphasize red arrow.
4.3.4. LAB MEDIA: Figure 3 C. Video Editor: Emphasize red arrow.

4.4. [bookmark: _Hlk77312755]In the representative analysis, the satisfactory NM-MRI images [1] from most inferior [2] to most superior are displayed [3]. On the images, excellent contrast between the SN and neighboring white matter regions with no neuromelanin concentration could be seen [4]. 
4.4.1. LAB MEDIA: Figure 4. 
4.4.2. LAB MEDIA: Figure 4. Video Editor: Emphasize top left image
4.4.3. LAB MEDIA: Figure 4. Video Editor: Emphasize bottom right image
4.4.4. LAB MEDIA: Figure 4. Video Editor: Emphasize on the images from 9 to 16.




Conclusion
5. [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 or two 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 each 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: (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?
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.
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.


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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