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Author Questionnaire 

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  N  

2. Software: Does the part of your protocol being filmed demonstrate software usage?  Y
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 by the script return deadline

3. Filming location: Will the filming need to take place in multiple locations (greater than walking distance)?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.
 

Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which will be incorporated into the script. Authors will memorize the statements and then deliver them on camera.
· Enter the full name of the author who will deliver the statement on camera.
· Each author should deliver no more than two statements.
· Please 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.[1].

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

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.[1].

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

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.[1].

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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.[1].

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

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.[1].

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

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.[1].

1.6.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

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][2].

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. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) or equivalent body at (insert Institutional Name).


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 30 steps and/or 60 shots. Current script of protocol: 37 steps, 56 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. Animal Preparation
2.1. After confirming a lack of response to pedal reflex in an anesthetized mouse [1-TXT], use 10 units/milliliter of heparinized saline to wash a clean 25-35-gauge catheter [2] and use an ethanol pad to disinfect the tail of the animal [3].
2.1.1. WIDE: Talent pinching toe Videographer: More Talent than mouse in shot Videographer: More Talent than mouse in shot TEXT: Anesthesia: 2% isoflurane
2.1.2. Talent washing catheter, with saline container visible in frame
2.1.3. [bookmark: _GoBack]Tail being wiped
2.2. Insert the catheter into a lateral tail vein [1] and use tissue glue to secure the catheter in place [2].
2.2.1. Catheter being inserted
2.2.2. Catheter being glued
2.3. If the needle has been placed correctly, a backflow of blood will be observed in the catheter [1].
2.3.1. ECU: Shot of backflow
2.4. When the glue has dried, remove the hair on the animal’s head with depilation cream [1] and place the mouse in a 3D-printed MRI carriage [2], mounting the front teeth on a bite bar with the head inside a nosecone [3].
2.4.1. Cream being applied
2.4.2. Talent mounting mouse Videographer: More Talent than mouse in shot
2.4.3. Teeth being mounted 
2.5. Secure the blunted bars to the skull with a safe amount of pressure [1-TXT] and observe the breathing for 30 seconds to confirm that the animal is breathing freely at a rate of 1 breath/second [2].
2.5.1. Skull being secured TEXT: Caution: Do not apply pressure to windpipe
2.5.2. Shot of chest/ribs moving with breathing
2.6. Connect the targeting guide to the ear bars [1] and check the breathing again [2].
2.6.1. Talent connecting guide to bar(s)
2.6.2. Shot of chest/ribs moving with breathing
2.7. Place the MRI (M-R-I) carriage into an MRI holder [1-TXT] and place the holder inside the bore of a magnet [2].
2.7.1. Talent placing carriage into holder TEXT: MRI: magnet resonance imaging
2.7.2. Talent placing holder into magnet 
2.8. Then acquire an MRI sequence to localize the mouse in the scanner [1], using the 3D fast low angle shot sequence to image the entire brain [2].
2.8.1. Talent acquiring MRI, with monitor visible in frame
2.8.2. SCREEN: To be provided by Authors: FLASH being selected to image brain
3. MRI-Guided Targeting
3.1. To perform an MRI-guided targeting, place the carriage within a stereotaxic instrument [1] and use a metal block with double-sided tape to secure the block in place against two support posts of the stereotaxic instrument [2].
3.1.1. WIDE: Talent placing carriage into instrument
3.1.2. Talent securing block 
3.2. Transfer the MRI images to a computer with a running focused ultrasound guidance software program [1] and open the images [2].
3.2.1. Talent transferring images to computer, with monitor visible in frame
3.2.2. SCREEN: To be provided by Authors: Image(s) being opened
3.3. When all of the images have been loaded, right click and click Reformat to reformat the image to three axes [1].
3.3.1. SCREEN: To be provided by Authors: Reformat being clicked/image being reformatted
3.4. Right-click to localize the transducer to the circular targeting guide [1]. In the sagittal view, adjust the vertical position of the virtual transducer to account for the thickness of the water bath and the transducer housing [2].
3.4.1. SCREEN: To be provided by Authors: Transducer being localized
3.4.2. SCREEN: To be provided by Authors: Position being adjusted
3.5. Indicate the areas to be targeted in the trajectory planner [1] and note the coordinates in a spreadsheet [2].
3.5.1. SCREEN: To be provided by Authors: Area(s) being indicated
3.5.2. SCREEN: To be provided by Authors: Coordinate(s) being noted 
3.6. Dial in the desired depth of targeting [1] and note the coordinates in the spreadsheet [2].
3.6.1. Talent dialing depth
3.6.2. SCREEN: To be provided by Authors: Coordinates being noted
3.7. Then click Send Trajectory and Execute to target each of the points [1].
3.7.1. SCREEN: To be provided by Authors: Send trajectory and Execute being pressed/points being targeted
3.8. To correlate the coordinates of an MRI with the stereotaxic frame, place the custom-mounted transducer over a targeting guide [1] and translate until each of the three targeting bolts can go through both the transducer holder [2] and the targeting guide [3].
3.8.1. Talent placing transducer over guide
3.8.2. Bolt going through holder
3.8.3. Bolt going through guide
3.9. Confirm that the bolts are not under tension or tilting [1] and translate the transducer 10.56 millimeters forward in the anterior-posterior direction until the transducer is located at the point in which the center of a targeting guide appears on the MRI [2].
3.9.1. Bolt tension/tilting being checked
3.9.2. Transducer position being adjusted
3.10. Then determine the distance from the center of the virtual transducer to the targeted region [1] and use the frame to move the transducer to these coordinates [2].
3.10.1. SCREEN: To be provided by Authors: Distance being determined
3.10.2. Transducer being moved
4. Injection Solution Preparation
4.1. To prepare the injection solution, load 800 microliters of saline [1] and 100 microliters of MRI contrast agent to a 1.5-milliliter tube with mixing [2]. 
4.1.1. WIDE: Talent using syringe to add saline to tube, with saline container visible in frame
4.1.2. Talent using syringe to add agent to tube, with agent container visible in frame
4.2. Next, bring a non-activated microbubble solution to room temperature [1] before activating the microbubbles for 45 seconds in a microbubble activation device [2].
4.2.1. Talent mixing tube
4.2.2. Talent activating microbubbles
4.3. After the activation, slowly load 100 microliters of microbubbles from the middle of the solution into a 1-milliter tuberculin syringe equipped with a 21-gauge needle [1] and add 80 microliters of the microbubbles into the contrast agent solution [2].
4.3.1. Microbubbles being loaded into syringe
4.3.2. Microbubbles being added to solution
4.4. Mix the solution by 15 seconds of tapping [1] followed by an additional 15 seconds of pipetting to avoid floatation [2].
4.4.1. Tube being tapped
4.4.2. Solution being pipetted
4.5. At the end of the second mixing, load 200 microliters of the microbubble solution into a syringe without a needle [1] and invert the syringe [2].
4.5.1. Talent loading solution to syringe
4.5.2. Talent inverting syringe
4.6. Depress and retract the plunger to mix [1] and attach a 30-gauge needle to the syringe while it is still inverted [2].
4.6.1. Plunger being depressed and/or retracted
4.6.2. Needle being attached to syringe
4.7. Then slowly push out the microbubble solution until droplets appear at the end of the needle [1].
4.7.1. ECU: Solution being dispensed
5. Insonation
5.1. As soon as the microbubbles are ready, set the pulse duration for the insonation to 10 milliseconds [1] with 120 repeats every second with 0.3-0.45 megapascals of pressure at the skull [2].
5.1.1. WIDE: Talent setting pulse duration, with monitor visible in frame
5.1.2. SCREEN: To be provided by Authors: Parameters being set
5.2. Remove the targeting guide [1] and apply degassed ultrasound gel to the mouse head, taking care to avoid bubbles [2].
5.2.1. Guide being removed
5.2.2. Gel being applied
5.3. Lower the transducer until it is placed directly on the flat part of the ear bar holder [1] and dial the coordinates into the stereotaxic instruments [2].
5.3.1. Transducer being lowered
5.3.2. Talent dialing coordinates

5.4. Dilute the adeno-associated virus of interest to a 0.5-2 x 1010 viral particles per gram of body weight concentration [1] and load the virus particles into a 1-milliter syringe equipped with a 30-gauge needle [2]. 

5.4.1. Talent adding PBS to virus, with stock virus container visible in frame
5.4.2. Talent loading virus into syringe

5.5. Inject the solution into the tail vein catheter [1] and inject 80 microliters of the microbubble solution into the mouse [2].

5.5.1. AAV being injected into catheter
5.5.2. Microbubble solution being injected into catheter, with solution container visible in frame

5.6. Then immediately click Send and Execute to apply 120 seconds of ultrasound [1].

5.6.1. SCREEN: To be provided by Authors: Send and Execute being clicked

6. Blood Brain Barrier (BBB) Opening Evaluation and Designer Receptors Activated Exclusively by Designer Drugs (DREADD) Stimulation

6.1. To evaluate the opening of the blood brain barrier by MRI, record a fast low angle shot sequence as demonstrated [1].

6.1.1. WIDE: Talent recording shot, with monitor visible in frame

6.2. For DREADD (dread) stimulation, first dissolve clozapine-n-oxide in sterile saline at a 1 milligram/milliliter concentration [1] and store the resulting solution at minus 20 degrees Celsius [2].

6.2.1. Talent dissolving CNO in saline, with CNO and saline containers visible in frame
6.2.2. Talent placing solution at -20 °C

6.3. After thawing, administer the solution intraperitoneally at a 0.3-10 milligram/kilogram concentration [1].

6.3.1. Solution being injected, with solution container visible in frame

6.4. Fifteen to forty-five minutes after delivery, begin recording the behavioral activity of the animal [1].

6.4.1. Talent filming animal in cage

6.5. If neuronal activation analysis is desired, acquire brain tissue for histological evaluation 60-120 minutes post injection according to institutional guidelines [1].

6.5.1. Talent placing brain into collection container OR Talent adding stain to slide or similar representative shot


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.

If answered, your answers to C and D will become interview-style shots, which may be incorporated into the script after the relevant step in the protocol. Authors will memorize the statements and then deliver them on camera. 

C. OPTIONAL: If there is no single most critical step in the filmed portion of the protocol, do not answer this question. What is the best way to perform the required technique for the most critical step in the protocol? 
Enter author name.: (Enter step numbers from script.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
D. OPTIONAL: If there are no hazardous reagents or instruments in the filmed portion of the protocol, do not answer this question. Which of the reagents or instruments are uniquely hazardous? What precautions should viewers take?
Enter author name.: (Enter step numbers from script.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

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: 39. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 

7. Results: Representative BBB Opening and DREADD Expression Visualization

7.1. Following the protocol as demonstrated, a T1 signal enhancement can be achieved [1] at the hippocampal region [1] and in other parts of the brain [3].

7.1.1. LAB MEDIA: Figures 6 and 7
7.1.2. LAB MEDIA: Figures 6 and 7 Video Editor: please add/emphasize white arrowheads in Figure 6
7.1.3. LAB MEDIA: Figures 6 and 7 Video Editor: please add/emphasize white arrowheads in Figure 7

7.2. As observed, immunostaining against mCherry (M-cherry) leads to a more reliable detection of DREADD expression [1].

7.2.1. LAB MEDIA: Figure 8 Video Editor: please emphasize red signal in images





Conclusion
8. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· At least one statement is required.
· Each statement is limited to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give 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.
8.1. 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.[1].

8.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Enter step numbers referred to.) 
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
8.2. 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. [1].

8.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera  
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
8.3. 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. [1].

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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