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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?  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?  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?   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. 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:  8
Number of Shots: 23  

Interviews
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.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 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.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context

INTRODUCTION:

REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Masashi Suzuki: We aim to establish a reproducible head-up tilt test for reliable assessment of autonomic dysfunction in neurodegenerative diseases.  

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Masashi Suzuki: Existing head-up tilt test procedures vary across centers; this protocol standardizes assessment of autonomic dysfunction.  
Describe the research contexts or systems in which this protocol can be applied.
1.3. Masashi Suzuki: Applicable to clinical and research settings evaluating cardiovascular autonomic dysfunction in neurodegenerative diseases.
CONCLUSION:
What does this protocol allow researchers to study or measure?
1.4. Masashi Suzuki: It enables reliable assessment of cardiovascular autonomic dysfunction and orthostatic hypotension in neurodegenerative diseases.  

Describe the most important consideration or challenge when performing this protocol.
1.5. Masashi Suzuki: Controlling testing conditions, ensuring continuous blood pressure monitoring, and maintaining patient safety are critical.

Are there any additional methods or analyses that can be performed following this procedure?
1.6. Masashi Suzuki: Additional analyses include heart rate responses, blood pressure recovery patterns, and correlations with disease severity.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.7. Masashi Suzuki: Future studies can explore the diagnostic, prognostic, and therapeutic implications of autonomic dysfunction in neurodegenerative diseases.


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


Ethics Title Card

The procedure represents a standard clinical autonomic function test. No human subjects research was conducted for the purposes of this protocol; therefore, institutional review board approval was not required under institutional guidelines. Written informed consent was obtained from participants for the recording and publication of the procedure.




































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. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.
2. Equipment Set-Up and Test Environment Preparation
Demonstrator: Masashi Suzuki, Otsuka Kenji, Kato Tomoyuki

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, set up a tilt table capable of passive head-up tilt [1]. Monitor the electrocardiogram continuously throughout the examination [2]. Also, continuously monitor beat-to-beat noninvasive blood pressure using a volume-clamp finger-cuff device to detect transient changes during head-up tilt [3]. Secure the cuffed hand at heart level with a sling and perform regular upper-arm cuff calibration to improve measurement accuracySecure the cuffed hand at heart level with a sling, fitted with a height-correction sensors and upper-arm cuff calibration to improve accuracy [4]. 	Comment by suzuki masashi: We removed the reference to height-correction sensors, as our continuous noninvasive blood pressure monitoring device does not include this feature.
2.1.1. WIDE: Talent setting up the tilt table in the examination room and checking its controls.
2.1.2. Shot of electrocardiogram monitoring system being set up.
2.1.3. CU: Talent placing volume-clamp finger-cuff device on the table which will detect transient changes in BP.
2.1.4. Talent placing a sling and upper-arm cuff on the table to support accurate blood pressure measurementon the table, fitted with height-correction sensors and upper-arm cuff, which will help maintain measurement accuracy.

2.2. Ensure that appropriately trained personnel remain available throughout the examination to manage and respond to sudden hypotension, syncope, or arrhythmias [1]. To minimize circadian variation, standardize test start time and perform serial examinations at the same time of day [2]. Maintain the room at approximately 25 degrees Celsius while avoiding direct cold airflow towards the subject [3]. Control lighting with a windowless room or blackout curtains, and do not direct bright lights toward the subject's face [4]. 
2.2.1. Shot of trained examiners taking their assigned positions in the room and waiting for testing to begin.
2.2.2. Shot of talent at the computer reviewing the schedule and documenting a standardized start time for serial examinations 
2.2.3. Talent adjusting the room temperature and airflow vents to avoid direct cold airflow on subjects.
2.2.4. Talent closing the blackout curtains and adjusting the lighting to avoid bright light on subject's face. 

2.3. Ensure an adequate fasting period before testing, such as overnight fasting, fasting on the morning of the examination, or testing at least 2 hours after a meal [1]. Review all medications before testing and apply the selected medication-management approach consistently [2].
2.3.1. WIDE: The examiner confirming the subject's fasting status before testing.
2.3.2. Shot of talent at the computer reviewing the subject's medication list and documenting the medication plan for the test.

3. Hemodynamic Stabilization Before Tilt-up
Demonstrator: Masashi Suzuki, Otsuka Kenji, Kato Tomoyuki 

3.1. Position the subject supine on the tilt table at zero degrees [1] and apply safety belts [2]. Initiate continuous blood pressure monitoring, secure the finger-cuff arm at heart level [3]. Apply continuous ECG (e-c-g) monitoring [4]. Maintain the supine position for at least 10 minutes to confirm whether blood pressure and heart rate have stabilized before tilt-up [5].
3.1.1. WIDE: Talent assisting the subject into the supine position on the tilt table. 
3.1.2. Talent securing the subject firmly on the table using safety belts to prevent falls.
3.1.3. CU: Talent placing the finger cuff, securing the recording arm at heart level, to initiate BP monitoring.
3.1.4. Talent applying the ECG electrodes on the subject and confirming a stable signal.
3.1.5. Shot of talent keeping the subject supine till heartrate and blood pressure monitor show stable values.

4. Tilt Maneuver and Post-Tilt Hemodynamic Assessment
Demonstrator: Masashi Suzuki, Otsuka Kenji, Kato Tomoyuki 
4.1. Raise the tilt table smoothly to 60 to 70 degrees within approximately 10 to 30 seconds [1] while continuously recording blood pressure and heart rate [2]. Maintain the upright position for at least 3 minutes to assess classic orthostatic hypotension [3 -TXT] and approximately 5 minutes for routine assessment of healthy subjects [4]. 
4.1.1. WIDE: Talent raising the tilt table slowly to 60 to 70 degrees taking up to 1530 seconds.
4.1.2. CU: Talent monitoring patient’s blood pressure and heartrate during tilting using the on-screen values.
4.1.3. Talent maintaining the patient in upright position for 3 minutes while monitoring blood pressure values to detect OH. TXT - Monitor up to 40 min for delayed OH and 10 min for POTS.
4.1.4. Talent maintaining the subject in upright position for 5 minutes while monitoring blood pressure values for routine assessment. 

5. Test Termination and Post-Test Precautions
Demonstrator: Masashi Suzuki, Otsuka Kenji, Kato Tomoyuki 
5.1. After the predetermined upright period, return the subject safely to the supine position [1]. Confirm hemodynamic recovery by checking stabilization of blood pressure and heart rate before examination is complete [2]. Monitor the subject carefully during transfer from the tilt table [3]. After the test, observe for hypotension, dizziness, or falls, exercising caution in patients with neurodegenerative diseases and subjects that experienced a blood pressure reduction during head-up tilt [4].
5.1.1. Talent slowly turning the tilt-table to return the subject to supine position.
5.1.2. Talent checking subject’s blood pressure and heartrate to monitor hemodynamic recovery.
5.1.3. Talent assisting and monitoring the subject while being transferred from tilt-table.
5.1.4. Shot of talent closely monitoring subjects and patients in the examination area for post-test hypotension, dizziness, or fall riskthe recovery room for post-test hypotension, dizziness, or fall risk.
Authors: Please check if this statement about - monitoring subjects and patients in the recovery room – is correct? Please let us know if changes need to be made.
	We do not routinely monitor subjects in a separate recovery room. Patients are observed in the examination area after the test until they are clinically stable.


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: 139.
· Please note that the video cannot include voiceover without an accompanying visual.

6. Results 

6.1. Representative patterns of blood pressure and heart rate responses observed in a healthy subject during the head-up tilt test are shown.Blood pressure and heart rate responses using head-up tilt test were initially measured in a healthy subject. BP (bee-pee) and HR (aych-arr) fluctuation was seen during the early resting period [1]. Tilt-up was started only after BP and HR stabilized [2]. Immediately after tilt-up, SBP (ess-bee-pee) remained unchanged or transiently decreased, followed by compensatory increase in HR and SBP which ultimately stabilized slightly above baseline [3]. DBP (dee-bee-pee) remained unchanged or increased mildly [4].
6.1.1. LAB MEDIA: Figure 3 Video Editor: Please highlight section A across both panels and all three traces labelled -SBP, DBP, and HR
6.1.2. LAB MEDIA: Figure 3 Video Editor: Please highlight to section B in both panels and all three traces labelled -SBP, DBP, and HR.
6.1.3. LAB MEDIA: Figure 3 Video Editor: Please highlight section C and D in only two traces labelled SBP and HR.
6.1.4. LAB MEDIA: Figure 3 Video Editor: Please highlight section C and D only in the trace labelled DBP.
6.2. BRepresentative blood pressure changes in OH (oh-aych) and heart rate changes in POTS (potts) are shown.lood pressure and heart rate responses during head-up tilt were subsequently measured in patients with OH (oh-aych) and POTS (potts). Representative SBP and HR responses were shown for initial OH [1], classic OH [2], delayed OH [3], and POTS, characterized by an excessive HR increase without a significant BP decrease [4] with dashed lines indicating diagnostic thresholds of minus 20 millimeters of mercury for SBP and plus 30 beats per minute for HR [5].
6.2.1. LAB MEDIA: Figure 4 Video Editor: Please highlight the section of the graph labelled initial OH in both traces labelled SBP and HR.
6.2.2. LAB MEDIA: Figure 4 Video Editor: Please highlight the section of the graph labelled classic OH in both traces labelled SBP and HR.
6.2.3. LAB MEDIA: Figure 4 Video Editor: Please highlight the section of the graph labelled delayed OH only in the SBP trace.
6.2.4. LAB MEDIA: Figure 4 Video Editor: Please highlight the section of the graph labelled POTS only in the HR trace.
6.2.5. LAB MEDIA: Figure 4 Video Editor: Please highlight the section of the graph showing dashed red lines with red down arrow for −20 mmHg for SBP and dashed red line with red up arrow for +30 bpm for HR, at the same time.
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