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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

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Yes 
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

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



Current Protocol Length
Number of Steps: 14
Number of Shots: 40

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


Authors: Statements have been edited for length and clarity. To avoid repetition, we have included only three interview statements that provide unique information. Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context.


INTRODUCTION: 
The interview is scheduled to be conducted by Mayuho Kodama, but Yasuko Mori will step in if she is unavailable.
REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Mayuho Kodama: Our research focuses on providing a step-by-step guide for bedside autonomic assessment in Parkinson’s disease and multiple system atrophy.
1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. 

CONCLUSION:

Describe the most important consideration or challenge when performing this protocol.
1.2. Mayuho Kodama: The most important consideration when performing this protocol is ensuring patient safety.
1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. 


How can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.3. Mayuho Kodama: Future studies can explore longitudinal changes in autonomic function in Parkinson’s disease and multiple system atrophy through continuous, multi-visit assessments.

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

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

Author: Please provide the name of the author who delivers each interview statement after the video shoot so that the script can be updated accordingly.


Protocol
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.
Author: Please confirm the name of the demonstrator who will perform the protocol during the video shoot so that the script can be updated accordingly.

Author: For better continuity and flow, Steps 2.1 and 2.2 in the script have been included from the unhighlighted portions of the manuscript.
2. Cold Water Stress Test
Demonstrator: 

2.1. To begin, identify the patient’s chief complaints and determine the diurnal variations in autonomic dysfunction [1]. Confirm any medications and relevant comorbidities that may affect autonomic function [2].
2.1.1. WIDE: Talent interviewing the patient about the chief autonomic complaints and their variation throughout the day
2.1.2. CU: Talent reviewing the patient's medications and relevant comorbidities before the examination.

2.2. Explain the purpose and methods of the examinations to the patient [1]. Confirm the patient's current medications and the timing of the last meal and drink [2]. Prepare the necessary personnel and devices [3].
2.2.1. Talent explaining the purpose and methods of the examinations to the patient
2.2.2. Talent confirming the patient’s current medications and the timing of the last meal and drink
2.2.3. Talent preparing the necessary personnel and devices


2.3. Before performing the 10-second cold water stress test, check for contraindications, including Raynaud’s phenomenon, severe uncontrolled hypertension, cardiovascular disease, peripheral vascular disease, and a history of frostbite on the hands [1]. After a 15-minute rest in a room maintained at 25 degrees Celsius and 50 percent humidity, measure the skin temperature [2].
2.3.1. Talent checking the patient for contraindications to the cold-water stress test
2.3.2. Talent measuring the patient’s skin temperature after the 15-minute rest period

2.4. Immerse the patient’s finger in water at 4 degrees Celsius for 10 seconds [1] and remove the finger from the water [2]. Using a digital thermometer, measure the skin temperature every 1 minute for 15 minutes [3].
2.4.1. Talent immersing the patient’s finger in water at 4 °C for 10 seconds
2.4.2. Talent removing the patient’s finger from the water
2.4.3. Talent measuring the skin temperature using a digital thermometer

3. Active Standing Test and Spoon Test
Demonstrator: 

3.1. Choose a blood pressure monitor, preferably an automated blood pressure monitor, although a manual blood pressure monitor may also be used [1]. Choose a cuff that covers approximately 80 percent of the upper arm [2].
3.1.1. Talent selecting the blood pressure monitor
3.1.2. Talent choosing the cuff

3.2. Attach the blood pressure and heart rate monitors to the patient [1]. Keep the patient in the supine position for 10 minutes [2] and measure the blood pressure and heart rate [3].
3.2.1. Talent attaching the blood pressure and heart rate monitors to the patient
3.2.2. Shot of the patient in the supine position
3.2.3. Talent measuring the patient’s blood pressure and heart rate
3.3. Conduct the active standing test by asking the patient to stand quickly from the supine position within 3 seconds [1]. Support the patient’s arm to ensure that the cuff remains at the level of the right atrium at the sternal angle [2].
3.3.1. Talent instructing the patient to stand quickly from the supine position
3.3.2. Talent supporting the patient’s arm with the cuff positioned at the level of the right atrium
3.4. Measure the blood pressure and heart rate immediately after standing and then every 1 minute for 10 minutes [1]. Stop the test immediately if the patient develops fatigue, pallor, hyperventilation, or a decrease in blood pressure of at least 60 millimeters of mercury [2].
3.4.1. Talent measuring the patient’s blood pressure and heart rate after standing.
3.4.2. Talent stopping the active standing test following the specified stopping criteria.

3.5. Hold a dry spoon between the thumb and index finger [1]. Gently stroke the back of the spoon along the skin surface, following the skin folds [2]. Stroke each area once on both the left and right sides, including the forehead, neck, chest, forearm, hand dorsum, proximal leg, and foot dorsum [3].
3.5.1. Talent holding a dry spoon between the thumb and index finger
3.5.2. Talent gently stroking the back of the spoon along the skin surface following the skin folds
3.5.3. Talent stroking the specified areas once on both sides of the patient

3.6. Check whether the spoon stops moving on the skin [1] and record the result as positive if the spoon stops moving [2]. In an area where the spoon adheres to moist skin, quickly dry the area before proceeding to the next site [3].
3.6.1. Talent checking whether the spoon stops moving on the skin.
3.6.2. Talent recording a positive result when the spoon stops moving.
3.6.3. Talent drying an area where the spoon adheres to moist skin before proceeding to the next site.

4. Bladder and Rectal Assessments
Demonstrator: 

4.1. Place the patient in the supine position for conducting the automated bladder scan within 10 minutes after urination [1]. Apply gel to the contact surface of the scanner probe [2] and manually locate the pubic symphysis [3].
4.1.1. Shot of the patient in the supine position
4.1.2. Talent applying the gel to the contact surface of the probe
4.1.3. Talent manually locating the pubic symphysis

4.2. Place the probe on the central line superior to the pubic symphysis [1] and press the start or determine button [2]. Move the probe cranially [3] until the displayed maximum bladder volume coincides with the peak of the graph [4].
4.2.1. Talent placing the probe on the central line superior to the pubic symphysis.
4.2.2. Shot of the Talent pressing Start/Determine button 
4.2.3. Talent moving the probe cranially 
4.2.4. Shot of the screen displaying the maximum bladder volume coincides with the peak of the graph
Videographer: Please record the screen displaying the maximum bladder volume, as screen recording is not possible.
4.3. Press the Start or Determine button at that position [1] and keep the probe stationary during scanning [2]. Repeat the test at least twice to ensure an accurate evaluation [3].
4.3.1. Shot of the Talent pressing Start/Determine button 
4.3.2. Talent keeping the probe stationary during scanning
4.3.3. Talent repeating the automated bladder scan

4.4. To perform rectal ultrasonography, set the ultrasound frequency to 5 megahertz and the depth to 6 to 15 centimeters [1]. With the patient in the supine position and the bladder full, position the convex probe transversely on the lower abdomen [2]. Sweep the probe caudally to identify the level of the maximum bladder area [3] and assess the rectal appearance for the crescent sign, full moon sign, or the absence of an obvious hyperechoic area [4].
4.4.1. SCREEN: The ultrasound frequency being set to 5 megahertz and the depth being set to 6 to 15 centimeters
Videographer: Please film this shot (4.4.1.), as it is unclear whether this step will be screen-recorded
4.4.2. Talent positioning the convex probe transversely on the lower abdomen of the patient in the supine position
4.4.3. Talent sweeping the probe caudally to identify the level of the maximum bladder area
4.4.4. SCREEN: The rectal appearance being assessed for a crescent sign, a full moon sign, or the absence of an obvious hyperechoic area
Authors: Please create a screen capture video of the shots labelled SCREEN and upload them onto your project page:  https://review.jove.com/account/file-uploader?src=21955778


Note: No representative outcome of the protocol is presented in this article. The article presents an assessment workflow for autonomic dysfunction, which is incorporated into the protocol section.
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