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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 (through a camera port or one of the oculars). Please list the make and model of your microscope.
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.

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.

☐ 	Interviewees wear masks until videographer steps away (≥6 ft/2 m) and begins filming, then the interviewee removes the mask for line delivery only. When take is captured, the interviewee puts the mask back on. Statements can be filmed outside if weather permits. 

☐ 	Interviewees self-record interview statements. JoVE can provide support for this option.

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

☐ 	Author interview statement opt out. Statements removed completely.

4. 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:  16
Number of Shots:  36

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.

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.

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.  
1.7.1. 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. All animal experiments were approved by the Institutional Animal Care and Use Committee (IACUC) at the US Army Center for Environmental Health Research, now Walter Reed Army Institute of Research (WRAIR), and performed in a facility accredited by the Association for the Assessment and Accreditation of Laboratory Animal Care International (AAALAC).

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. Mouse Brain Removal 
2.1. To begin, clamp the maxilla of the decapitated head with a hemostat [1] and use a gauze to reflect the scalp rostrally [2]. Insert the fine curved scissors into the foramen magnum to separate the adhering meninges [3]. 
2.1.1. Talent clamping the head
2.1.2. Talent using a gauze
2.1.3. Talent inserting the scissors in head
2.2. Then, insert the scissors at the opening on the base of skull where the spinal cord passes with the blade pointing vertically, but parallel to and pressing against the interior surface of the basal plate bone and rotating the blade forty-five degrees to the left side and then to the right side [1].
2.2.1. Talent inserting and passing the scissor through head, then rotating the blade.
2.3. Remove the occipital bone and the intraparietal bone to expose the cerebellum [1]. Advance the scissors rostrally along the midsagittal suture up to the bregma [2] and cut it by lifting upward to avoid laceration of cerebral cortices [3]. 
2.3.1. Talent removing the occipital lobe
2.3.2. Talent advancing the scissor along midsagittal area
2.3.3. Talent cutting tissue and lifting it upward
2.4. As the parietal bones are lifted, identify and cut the remaining meningeal attachments. Make two parallel cuts in the sagittal plane [1] and remove the fragments of the frontal bone, avoiding lacerating the brain surface [2]. While cutting meningeal attachments and cranial nerves, invert the skull to allow gravity to assist in removal of the brain [3]. 
2.4.1. Talent making two parallel cuts
2.4.2. Talent removing the fragments of frontal bone
2.4.3. Talent cutting the meningeal attachments
2.5. Keep the auditory bullae intact for the pituitary anatomy to be identifiable. Make an extremely small parasagittal cut on both sides in the ridge of the membranous tent [1] and lift the posterior lobe of pituitary with ultra-fine forceps [2].
2.5.1. Talent making extremely small cut
2.5.2. Talent lifting posterior lobe
2.6. Make a sagittal cut between the lateral margins of the anterior lobe of pituitary and the nearest trigeminal nerve [1], then lift out the anterior lobe of pituitary [2].
2.6.1. Talent making a sagittal cut
2.6.2. Talent lifting the anterior lobe
3. Mouse brain dissection
Authors: Is the dissection performed under a microscope?
3.1. Place the brain on a stainless-steel block. Keep the block cold by surrounding it with ice and an ice-cold saline solution [1]. Periodically moist the tissue with ice-cold saline solution to preserve the structures [2]. 
3.1.1. Brain with surrounding ice and saline solution.
3.1.2. Talent moistening the tissue
3.2. Position the brain such that the cerebral cortices are facing upwards [1]. Using small curved forceps, remove the cerebellum [2].
3.2.1. Brain with cerebral cortices facing upward
3.2.2. Talent removing the cerebellum
3.3. Make a midsagittal cut starting from the dorsum and between the olfactory bulbs and the cerebral hemispheres [1]. Next, make a coronal cut at the anterior margin of the pons to obtain the hind brain [2] and separate the medulla at the posterior margin of the pons [3]. 
3.3.1. Talent making a cut
3.3.2. Talent indicating the hindbrain while making cut
3.3.3. Talent separating medulla
3.4. Using the dorsal approach, slip the closed blades of a small, curved forceps, beneath the corpus callosum [1] and gently spread it to retract the neocortex bilaterally to preserve the critically salient midline landmarks [2].
3.4.1. Talent slipping the blade beneath the tissue
3.4.2. Talent spreading the blade and retracting neocortex
3.5. Remove the olfactory bulb and accessories [1]. Collect the medial and lateral pre-frontal cortex by a coronal cut that is made 1 millimeter anterior to the genu of the corpus callosum [2]. Divide the resulting section by a parasagittal cut one third of the distance from the medial to the lateral surface [3].
3.5.1. Talent removing the olfactory bulb
3.5.2. Talent collecting the medial and lateral prefrontal cortex 
3.5.3. Talent dividing the section
3.6. Partially cut horizontally through the transverse portion of the anterior commissure from the midline beneath the anterior horn of the lateral ventricle, to free the septal nucleus dorsally and the ventral striatum ventrally [1]. 
3.6.1. Talent cutting and freeing septal nucleus and ventral striatum
3.7. Remove the small amount of the cortex from the lateral surface, where the nucleus accumbens and olfactory tubercle will be removed [1].
3.7.1. Talent removing the cortex 
3.8. Separate the rostral portion of the corpus striatum from the overlying cortex via a curved scalpel cut just outside the external capsule [1]. Identify the septal nuclei or septum and isolate them from this slice [2].
3.8.1. Talent separating the corpus striatum by making cut
3.8.2. Talent slicing the septal nuclei
3.9. Make a partial coronal cut posterior to the mammillary bodies, extending only as far laterally as the hypothalamic sulcus [1], then free the hypothalamus with a parasagittal cut along the length of the hypothalamic sulcus [2]. 
3.9.1. Talent making coronial cut
3.9.2. Talent freeing the hypothalamus
3.10. Entail the eversion of the lateral ventricle to reveal additional intra-limbic connections and the remaining limbic system components [1]. 
3.10.1. Talent revealing the limbic system
3.11. Use the fan-like structure in the entorhinal cortex will to define the margins for the purpose of dissection, then identify and remove the amygdala, entorhinal cortex, posterior cingulate cortex, and hippocampus [1]. 
3.11.1. Talent removing various structures 
3.12. Confirm the identification of the thalamus by visualization of the stria medullaris on its dorsal surface extending in the midline rostrocaudal plane [1]. Separate the thalamus completely from the midbrain by a coronal cut caudal to the habenula and rostral to the superior colliculi [2].
3.12.1. Talent indicating the stria medullaris
3.12.2. Talent separating the thalamus from midbrain
                                                                            


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

A. Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps. 
Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

B. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1 or 2 individual steps from the script above.
Click here to list 1 or 2 individual steps, using the step 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: 83. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 

4. Results:  Mouse brain removal and dissection
4.1. This protocol can be used for immediate removal of the brain from the skull followed by dissection. The dissected tissues can be preserved and processed later, depending on the requirements of the study [1]. 
4.1.1. LAB MEDIA: Figure 5 
4.2. Extracted RNA from multiple dissected tissues can be assayed for gene expression. The representative results here were obtained using harvested brains that were stored at minus 80 degrees Celsius for several months before RNA extraction [1].
4.2.1. LAB MEDIA: Figure 5 Video editor: emphasize figure 5B
4.3. Distinct brain regions along with weight data were collected under the study aggressor exposed social stress model of PTSD [1]. RNA concentrations and spectrophotometric readings are sohown here [2].
4.3.1. LAB MEDIA: Figure 5A
4.3.2. LAB MEDIA: Figure 5B and Figure 5C


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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