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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.
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.

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.
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.

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.


4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.  
If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position


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: 25
Number of Shots: 50 (5 SC) 

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer up to 2 introduction and up to 3 conclusion 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.
· Answer in full sentences, the questions will not be displayed in the video. 
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

INTRODUCTION:

What is the scope of your research? What questions are you trying to 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 20 or fewer words.

What are the most recent developments in your field of research?
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 20 or fewer words.
What technologies are currently used to advance research in your field?
1.3. 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 20 or fewer words.
What are the current experimental challenges?
1.4. 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 20 or fewer words.

CONCLUSION:

What significant findings have you established in your field?
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 20 or fewer words.

What research gap are you addressing with your protocol?
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 20 or fewer words.

What advantage does your protocol offer compared to other techniques?
1.7. 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 20 or fewer words.
How will your findings advance research in your field?
1.8. 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 20 or fewer words.
What new scientific questions have your results paved the way for?
1.9. 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 20 or fewer words.
What questions will future research focus on?
1.10. 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 20 or fewer words.


Videographer: Obtain headshots for all authors available at the filming location.


Ethics Title Card
This research has been approved by the Champalimaud Ethics Committee


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.) with purple font 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. 
· 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 the videographer will capture. 

2. Determining the Motor Hotspot
Demonstrator: Click here to enter name of demonstrator(s) 


2.1. To begin, place a lycra cap on the patient to mark areas of interest on the scalp [1]. Confirm that the cap is aligned with the patient’s eyebrows and the upper part of the ears to ensure consistent reference points for future sessions [2].
2.1.1. WIDE: Talent placing a lycra cap carefully on the patient’s head.
2.1.2. Talent adjusting the cap, ensuring alignment with the eyebrows and upper edges of the ears.

2.2. Provide earplugs to the patient to minimize discomfort caused by stimulation sounds [1]. Wear your own earplugs before beginning the transcranial magnetic stimulation procedure [2].
2.2.1. Talent handing a pair of earplugs to the patient and demonstrating their use.
2.2.2. Talent inserting personal earplugs into both ears.

2.3. Record all preparatory steps and safety measures in the patient’s clinical chart [1].
2.3.1. Talent writing notes into the patient’s electronic or paper clinical record.

2.4. To determine the motor hotspot, identify the stimulation hotspot for the primary motor cortex of the hand region in the left hemisphere [1].
2.4.1. Talent and patient positioned for transcranial magnetic stimulation setup.

2.5. Using a measuring tape, measure and mark the mid-sagittal line extending from the nasion, which is the top of the nose bridge, to the inion, which is the prominent bump at the back of the skull [1].
2.5.1. Talent using a measuring tape to draw a straight mid-sagittal line along the scalp from the nasion to the inion.

2.6. Now, mark the intertragus line by placing one end of the measuring tape at one tragus, which is the point just in front of the ear, and stretching it across to the opposite tragus [1].
2.6.1. Talent measuring and marking a line from one tragus across the head to the other side using a measuring tape.

2.7. Identify the intersection of the mid-sagittal and intertragus lines as the cranial vertex [1]. Use this point as the reference from which additional measurements will be taken to locate the motor cortex hotspot [2].
2.7.1. Talent marking the intersection point of the two lines on the scalp.
2.7.2. Close up of this point as the cranial vertex reference on camera.

2.8. Next, draw a triangle by extending a line 5 centimeters to the left along the intertragus line and another 5 centimeters anteriorly along the mid-sagittal line, both starting from the cranial vertex [1]. Connect the free ends of these two lines diagonally to form a triangle [2]. The starting reference point for locating the hand motor hotspot is positioned 2.5 centimeters along this diagonal line, measured from the left-most vertex of the triangle [3].
2.8.1. Talent marking a line 5 centimeters to the left along the intertragus line and 5 centimeters forward along the mid-sagittal line.
2.8.2. Talent drawing a diagonal line connecting the ends of the two measured segments to form a triangle.
2.8.3. Talent marking a point 2.5 centimeters along the diagonal from the left-most vertex of the triangle.

2.9. Then, mark 4 additional points located 0.5 centimeters anterior, posterior, lateral, and medial from the reference point to allow detailed exploration during hotspot identification [1].
2.9.1. Talent marking 4 equidistant points around the primary reference point on the scalp.

2.10. Use these 5 points as the designated positions where the anterior edge of the transcranial magnetic stimulation coil will be placed during the motor hotspot detection procedure [1]. Before initiating the search for the motor hotspot, instruct the patient to rest their arms and hands on the armrests of the chair or on their lap, ensuring that both are visible and relaxed [2].
2.10.1. Talent showing the 5 marked scalp points and positioning the coil anterior edge sequentially at each point.
2.10.2. Talent guiding and the patient relaxing their arms on the armrests, ensuring a calm posture.

2.11. Place the handle of the figure-of-eight transcranial magnetic stimulation coil on the patient’s head at a 45-degree angle relative to the sagittal midline [1], with the handle directed posteriorly and to the left [2].
2.11.1. Talent correctly positioning the figure-of-eight coil on the patient’s head at a 45-degree angle to the midline.
2.11.2. Shot of the handle pointing backward and to the left.




3. Transcranial Magnetic Stimulation and Resting Motor Threshold (rMT) Determination
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Apply transcranial magnetic stimulation pulses while maintaining the coil in the previously described position [1]. To help the patient become accustomed to the procedure, deliver the initial pulses at a lower intensity, approximately 20 to 30 percent of the maximum output, while assessing the patient’s sensory experience [2]. Confirm the visible muscle contraction in the contralateral hand muscles [3].
3.1.1. Talent maintaining the figure-of-eight coil over the patient’s head while applying the initial stimulation pulses.
3.1.2. Talent observing and engaging with the patient to assess comfort and sensory feedback during the initial low-intensity pulses.
3.1.3. Close-up shot showing visible contraction of the contralateral hand muscles in response to stimulation.

3.2. If no motor response is observed at the initial intensities across the marked reference points, increase the stimulation intensity in 5 percent increments until a motor response, defined as a visible contraction of the right hand, is obtained [1]. Once a motor response is detected, test the remaining marked points to identify the location that produces the strongest contraction [2].
3.2.1. Talent gradually increasing the intensity on the transcranial magnetic stimulation device.
3.2.2. Talent sequentially repositioning the coil over the various marked scalp points and observing the hand for maximum motor response.

3.3. Mark additional reference points as necessary at new positions spaced approximately 1 centimeter apart to refine the search [1]. Identify the motor hotspot as the point that produces the largest and most consistent muscle contraction [2].
3.3.1. Talent marking new scalp positions at increased spacing from the initial set of points.
3.3.2. Close-up of the patient’s hand showing the most pronounced contraction when the optimal point is stimulated.

3.4. After locating the optimal stimulation site, trace a concave line along the anterior edge of the coil and mark the midpoint of this line to indicate the precise hotspot location [1].
3.4.1. Talent tracing a curved line following the anterior coil edge and marking the center point clearly on the patient’s cap.

3.5. Now, confirm the identified motor hotspot at regular intervals [1]. If refinement is required during a session or treatment cycle, mark the new hotspot on the patient’s cap and record the reason for adjustment in the clinical chart [2]. To determine the resting motor threshold, begin assessment after allowing the patient a short accommodation period [3].
3.5.1. Talent pointing to the hotspot position during the ongoing session.
3.5.2. Talent marking a new hotspot on the cap and recording notes in the patient’s clinical chart.
3.5.3. Talent and patient in position, with the patient resting.

3.6. Deliver transcranial magnetic stimulation pulses at 50 percent of the device’s maximum output [1] and confirm that visible muscle contractions of the contralateral hand occur in at least 5 out of 10 pulses [2].
3.6.1. Talent setting the stimulator to 50 percent intensity and applying a series of pulses.
3.6.2. Close-up of the patient’s hand showing repeated contractions in at least 5 of 10 delivered pulses.

3.7. If visible contractions in at least 5 of 10 pulses are not achieved, increase the stimulation intensity in 2 percent increments until this response criterion is met [1]. Once the criterion is achieved, decrease the intensity by 1 percent to identify the minimum level that still elicits a motor response in at least 5 of 10 pulses [2].
3.7.1. [bookmark: _Hlk204179977][bookmark: _Hlk201650592]SCREEN: Show the device display as the talent increases intensity by 2 percent increments and records response observations. Videographer: Please record the computer screen for the shots labeled as SCREEN	Comment by Poornima  G: Authors, please let us know if any of the screen capture shots are not performed on the computer so that we can modify the shots accordingly. Similarly, if there are shots starting with “Talent” that cannot be seen directly, but can be visualized on the monitor, please post a comment against those particular shots.
3.7.2. SCREEN: Show the operator reducing the intensity setting by 1 percent and confirming consistent hand contractions meeting the threshold definition.


3.8. Record the resting motor threshold in the patient’s clinical chart for use in upcoming treatment sessions [1]. If re-assessment of the resting motor threshold is required, record the new resting motor threshold value along with the reason for re-assessment [2]. 
3.8.1. Talent writing or typing the resting motor threshold value into the patient’s clinical record.
3.8.2. Talent updating the clinical record with a revised resting motor threshold value.



4. Treatment Site (TS) Determination
Demonstrator: Click here to enter name of demonstrator(s) 

4.1. After identifying the motor hotspot and determining the resting motor threshold, proceed to locate the treatment site [1]. This procedure focuses on non-neuronavigated approaches based on scalp measurements, as these methods are commonly used in clinical practice [2].
4.1.1. Talent pointing to the motor hotspot region.
4.1.2. Talent gathering the tape and other tools for the next step.

4.2. Using the 5-centimeter rule method, extend a parasagittal line anteriorly from the midpoint of the concave line drawn after determining the motor hotspot [1]. Mark the stimulation point for the left dorsolateral prefrontal cortex at a position between 5 and 6 centimeters, most commonly 5.5 centimeters, along this line [2].
4.2.1. Talent using a measuring tape to draw an anterior para-sagittal line starting from the midpoint of the previously drawn concave line.
4.2.2. Talent marking a point 5.5 centimeters along this line to indicate the left dorsolateral prefrontal cortex treatment site.

4.3. Alternatively, use the Beam F3 method to locate the F3 position from the 10 to 20 electroencephalogram system on the scalp as an alternative landmark for the left dorsolateral prefrontal cortex [1]. Input the specific head measurements of the patient into a freely available software that provides instructions for marking F3 according to head size [2].	Comment by Poornima  G: Authors: Please check if this is correct
4.3.1. Talent pointing to the EEG system to identify the position.
4.3.2. SCREEN: Show the software interface where the talent inputs patient head measurements to obtain F3 marking guidance.

4.4. Using a tape, measure the nasion–inion distance from the top of the nose bridge to the bump at the back of the skull [1]. Second, measure the intertragus distance from one ear’s tragus to the other [2]. Third, measure the head circumference by passing the tape over the inion at eyebrow level [3].
4.4.1. Talent measuring the nasion–inion distance across the top of the patient’s head using a tape measure.
4.4.2. Talent measuring the intertragus distance by stretching the tape between both tragi.
4.4.3. Talent measuring the head circumference by passing the tape over the inion and above the eyebrows.

4.5. Input the three measurements into the software to generate two output distances [1]. The first output, Point X, provides the distance to the left of the midline along the head circumference [2], and the second, gives the distance from the vertex along a line intersecting Point X [3]. Use these two distances to mark Point Y on the patient’s scalp as the left dorsolateral prefrontal cortex treatment site [4].
4.5.1. Talent recording the measured values for entry into the computer.
4.5.2. SCREEN: Cursor hovering over computed outputs for Point X.
4.5.3. SCREEN: Cursor hovering over computed Point Y based on the input measurements.
4.5.4. Talent marking Point Y on the patient’s scalp to indicate the final treatment site.

4.6. Finally, confirm the treatment site at regular intervals. If refinement is necessary, mark the updated treatment site on the patient’s cap [1] and document the reason for adjustment in the clinical chart, whether by protocol or due to other factors [2].
4.6.1. Talent pointing to the treatment site alignment marking a refined treatment site on the cap.
4.6.2. Talent updating the clinical chart.
4.6.3. 

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. 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: 68.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 

5.1. A total of 35 treated patients were included for the study. Mean MADRS (M-A-D-R-S) total score decreased significantly after 6 weeks of treatment compared to baseline [1-TXT].
5.1.1. LAB MEDIA: Figure 1A. Video editor: Highlight the data point “Post Treatment”  TXT: MADRS: Montgomery-Asberg Depression Rating Scale

5.2. The mean reduction in MADRS was 9.13 points, demonstrating a statistically significant antidepressant effect after the treatment period [1].
5.2.1. LAB MEDIA: Figure 1A. Video editor: Focus on the horizontal square bracket above with the * sign.

5.3. Following treatment, 56.7% of patients achieved partial response [1], 46.7% met the criteria for response [1=2], and 43.3% reached remission [3].
5.3.1. LAB MEDIA: Figure 1B. Video editor: Highlight the bar labelled “Partial Response” with “56.7%”.
5.3.2. LAB MEDIA: Figure 1B. Video editor: Highlight the bar labelled “Response” with “46.7%”.
5.3.3. LAB MEDIA: Figure 1B. Video editor: Highlight the bar labelled “Remission” with “43.3%”.
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