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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 similar?  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 as soon as reasonably possible.

3. Filming location: Will the filming need to take place in multiple locations (greater than walking distance)?   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 Introduction, Protocol, and Conclusion sections are restricted to 55 shots (i.e., designated as 1.1.1., 1.2.1., etc). 

Protocol Length
Number of Shots: 47


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.
· Fill out both required statements. One optional statement may also be selected.
· 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. Mario Buenrostro-Jáuregui: Simultaneous behavioral video-tracking assessment and wireless electroencephalography recording and their integration are highly attractive and provide an interesting solution for researchers in many fields of neuroscience.[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. Erik Bojorges-Valdez María Elena Chávez-Hernández: The versatility of the simultaneous behavioral video-tracking assessment and wireless EEG recording is one of the most significant advantages since it could be used in many experimental conditions.[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. Erik Bojorges-Valdez: Obtain a good signal to noise ratio. Is necessary to build or use proper electrodes and montage system [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. Mario Buenrostro: To ensure that electrodes are properly attached, signal must look like similar in all channels.[1].

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

Is each interview statement 30 words or fewer? ☒ Yes
Has any author been assigned more than two statements? ☒ No

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. 1.1.	Mario Buenrostro-Jáuregui: Demonstrating the procedure will be María Elena Chávez-HernándezFlorencia Mata, a graduate student, and Alejandro Tapia-de-Jesús a Luis Rodríguez-Serrano a Postdoctoral researcher from my laboratory. [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 Comité de Ética at Universidad Iberoamericana Ciudad de México.



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. 

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. Environmental Enrichment
2.1. Begin by placing sawdust bedding in a 50- x 50- x 50-centimeter transparent acrylic square arena [1].
2.1.1. WIDE: Talent placing sawdust into arena
2.2. Place three different kinds of toys [1] and four 2-inch and four curved grey opaque PVC tubes into the arena [2-TXT].
2.2.1. Talent placing toy(s), with toy options outside of arena visible in frame
2.2.2. Talent placing tube(s) into arena TEXT: PVC: polyvinyl chloride
2.3. Then place three, 3-month old Wistar rats per cage into the vivarium room under regular housing conditions [1] and provide food and water dispensers with ad libitum access to the animals [2-TXT].
2.3.1. Talent adding food and/or water bottle to arena
2.3.2. Talent placing cage into vivarium TEXT: House rats in vivarium room for entire experimental period
3. Wireless Electrophysiology Device Setup 
3.1. To set up the electrophysiology device, connect the device modem to a personal computer host [1] and turn on the modem [2].
3.1.1. WIDE: Talent connecting modem to computer
3.1.2. Talent turning on modem
3.2. Turn off any other network device on the computer [1] and silence any other wireless communication within the registration room as possible [2].
3.2.1. Talent turning off network
3.2.2. Talent turning off phone Bluetooth or similar 
3.3. Attach the amplifier to the back of the rat to be tested [1] and plug in the battery to turn on the EEG (E-E-G) device [2-TXT].
3.3.1. Amplifier being attached
3.3.2. Talent plugging in battery TEXT: EEG: electroencephalography
3.4. Two seconds after connecting, a red LED on the EEG amplifier will blink on the device, indicating that the communication with the modem is active [1] followed by the activation of a green LED light [2].
3.4.1. Red LED blinking
3.4.2. Green LED turning on
3.5. If the communication is successful, the LEDs on the modem will begin to flash continuously [1].
3.5.1. Modem LEDs flashing
3.6. When the device communication has been successfully setup, launch the EEG software [1] and set up the software according to the manufacturer’s instructions to integrate the software with the wireless EEG acquisition device [2].
3.6.1. Talent opening software, with monitor visible in frame 
3.6.2. SCREEN: To be provided by Authors Video name: NeuroPhys EEG 0:09-0:13 min.: Software setup being initiated
3.7. Then click Start Visualizationdisplay. The EEG software will display the actual signal acquisition [1].
3.7.1. SCREEN: Video name: NeuroPhys EEG  2:30-2:38 min To be provided by Authors:  Start display Visualization being clicked, then software displaying signal
4. Behavioral Tracking Software Setup
4.1. To set up the Behavioral Tracking Software, log into the account [1] and select New empty experiment and New [2].
4.1.1. WIDE: Talent logging into account, with monitor visible in frame
4.1.2. SCREEN: Video: ANYMAZE 0:00-0:11 minTo be provided by Authors: New empty experiment being selected
4.2. Set a name for the protocol and select Video tracking mode [1].
4.2.1. SCREEN: Video: ANYMAZE 0:11-0:15 minTo be provided by Authors: Name being selected, Video tracking mode being selected
4.3. Under Apparatus, set the scale moving ruler line to a position along the known length of the arena and enter the length of the arena in millimeters in the Settings panel [1].
4.3.1. SCREEN: Video: ANYMAZE 0:40-1:23 min; and 2:05-2:13 minTo be provided by Authors: Apparatus being opened, line position being set, length being entered into Settings panel

4.4. Under Tracking and behavior, select Zones. In the Add item, select New Zone and the arena length and set a name for the new zone [1].

4.4.1. SCREEN: Video: ANYMAZE 2:15-2:35 minTo be provided by Authors: Tracking and behavior being opened, then Zones being selected, then Add item and New Zone being selected, and name being entered

4.5. After setting the arena area and name the area as just demonstrated [1], open Animal color and select Animals are lighter than the apparatus background [2].

4.5.1. SCREEN: Video: ANYMAZE 3:02-3:07 minTo be provided by Authors: Arena area being entered
4.5.2. SCREEN: Video: ANYMAZE 3:07-3:10 minTo be provided by Authors: Animal color being opened and animal lighter than background option being selected

4.6. Under Tracking the animal’s head & tail, select Yes, I want the animal’s head and tail to be tracked [1].

4.6.1. SCREEN: Video: ANYMAZE 3:10-3:12 minTo be provided by Authors: Tracking option being selected, the Yes being selected

4.7. Navigate to Testing and Stages and select Add item and New stage. Name the stage “Acquisition” [1].

4.7.1. SCREEN: Video: ANYMAZE 4:29-4:40 minTo be provided by Authors: Testing and Stages being opened, then add item and New stage being selected, then stage being named

4.8. Then define the duration of the stage [1] and repeat the setup for the short- and long-term memory tests [1].

4.8.1. SCREEN: Video: ANYMAZE 4:46-4:49 minTo be provided by Authors: Stage being defined
4.8.2. Talent selecting New empty experiment, with monitor visible in frame

4.9. When all of the tests have been set up, open Procedures and define the events to be tracked for each stage [1].

4.9.1. SCREEN: Video: ANYMAZE 5:15-5:34 min; ANYMAZE 11:50-11:51 minTo be provided by Authors: Procedures being opened, then event(s) being defined for one stage
5. Novel Object Recognition Test (NORT)
5.1. For an acquisition session, in the tracking software, select Tests and Add a test [1] and assign a number for the animal to be tested [1].
5.1.1. WIDE: Talent selecting Tests and Add a test
5.1.2. SCREEN: Video: ANYMAZE 12:44-12:47 minTo be provided by Authors: Number being assigned
5.2. Select Record and name the animals and session [1].
5.2.1. SCREEN: Video: ANYMAZE 12:47-13:07 minTo be provided by Authors: Record being selected, then animals and session being named
5.3. Before placing the animal in the arena, click Play. A “waiting to start” message will be displayed [1].
5.3.1. SCREEN: Video: ANYMAZE 13:18 -13:35 minTo be provided by Authors: Play being clicked, then message appearing
5.4. Then place an animal on the arena facing a wall opposite to the objects [1], click Play again [2] … and allow the animal to explore freely for 10 minutes [3].
5.4.1. Talent placing animal into arena facing wall
5.4.2. Talent clicking play, with monitor visible in frame
5.4.3. Animal exploring arena
5.5. Two hours after the end of the acquisition session, replace one of the objects with another object of a completely different shape, color, and texture [1] and set up a short-term memory test in the tracking software as demonstrated [2].
5.5.1. Talent replacing object
5.5.2. Talent pressing play, with monitor visible in frame
5.6. Then place the animal in the arena facing one of the walls opposite to the objects as demonstrated [1], press Play again [2] … and allow the animal to explore freely for 10 minutes [3].
5.6.1. Rat being placed into arena
5.6.2. SCREEN: Video: TEST 00:22-00:32 minTo be provided by Authors: Play being pressed
5.6.3. Rat exploring arena
5.7. Twenty-four hours after the acquisition session, set the software to record a long-term memory test [1] and replace the object with another object completely different from that used in the short-term memory test [2].
5.7.1. Talent selecting Test/Add new test, with monitor visible in frame
5.7.2. Talent replacing object
5.8. Then place the animal in the arena [1] and record the animal’s behavior with the software as demonstrated [2].
5.8.1. Talent placing rat into arena
5.8.2. SCREEN: Video: TEST 00:22-00:32 minTo be provided by Authors:  Behavior being recorded



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. 
5.1 to 5.6

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.
Electrodes montage, during surgical procedure EEG signal quality must be verified to reallocate electrodes if necessary.


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: 187. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 
· Notes in blue italics are for JoVE’s video editor.

3. Results: Representative Memory Behavioral Testing Data
3.1. Open field testing of rats [1] that either underwent surgery while wearing the equipment [2] or that remained intact without wearing the hardware [3] showed no significant differences in their traveled distance over the 10-minute exploration period [4].

3.1.1. LAB MEDIA: Figure 5A
3.1.2. LAB MEDIA: Figure 5A Video Editor: please emphasize right column of data
3.1.3. LAB MEDIA: Figure 5A Video Editor: please emphasize left column of data
3.1.4. LAB MEDIA: Figure 5A Video Editor: please add n.s. text and bracket of data bars

3.2. Using the tracking analysis, the head time in object preference ratio can be calculated using the animals' head time spent in the object zone [1].

3.2.1. LAB MEDIA: Figure 6 Video Editor: please emphasize Figure 6A

3.3. A preference ratio for the time spent moving toward the objects, indicating the total amount of time spent on every animal moving toward each object zone [1], and the spent time per visit to each object can also be calculated [2].

3.3.1. LAB MEDIA: Figure 6 Video Editor: please emphasize Figure 6B
3.3.2. LAB MEDIA: Figure 6 Video Editor: please emphasize Figure 6C

3.4. In this representative acquisition trial, there were no distinctions between objects in the three assessed parameters [1], nor were there differences in the short-term memory trial [2].

3.4.1. LAB MEDIA: Figure 6 Video Editor: please emphasize ACQ data bars
3.4.2. LAB MEDIA: Figure 6 Video Editor: please emphasize STM data bars

3.5. In the long-term memory trial, however, a significantly higher exploration preferent ratio for the novel object was observed [1], as well as a preference for the novel object in the time spent per visit [2].

3.5.1. LAB MEDIA: Figure 6 Video Editor: please add/emphasize asterisks over LTM bars in Figures 6A and 6B
3.5.2. LAB MEDIA: Figure 6 Video Editor: please emphasize LTM bars in Figure 6C

3.6. In this data from a single representative animal, the alpha power trended toward a decrease in short-term memory [1] compared to acquisition and long-term memory, suggesting a desynchronization related to exploration or memory retrieval [2].

3.6.1. LAB MEDIA: Figure 7 Video Editor: please emphasize wide orange/red and wide dark blue STM data lines in all graphs
3.6.2. LAB MEDIA: Figure 7 Video Editor: please emphasize wide yellow and light blue ACQ data lines and thin red/orange and dark blue LTM data lines





Conclusion
4. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Please answer one or two of the statements.
· 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 deliver the 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.
4.1. Erik Bojorges-Valdez: To ensure that all EEG channels look quite like assess a reliable signal-to-noise ratio [1].

4.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (3.1 to 3.7) 
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
4.2. Mario Buenrostro: this technique could help the researchers to answer a lot of questions related to behavior performance and electrical brain activity, as evoked potential like p300 tests, Stroop, or steady-state [1].

4.2.1. 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?
4.3. Erik Bojorges-Valdez: this technique could be useful to answer questions in electrophysiology field, like electromyography, or even electrocardiography by changing to properly electrodes.   [1].

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

Is each interview statement 30 words or fewer?  Yes
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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