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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?  Enter Yes or No.
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)?   Enter Yes or 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: 38


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. 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

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. 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 human subjects have been approved by the Institutional Review Board (IRB) 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. 

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.
[bookmark: _GoBack][bookmark: _Hlk39054674]
2. Diffuse Optical Spectroscopies (DOS) System Preparation

2.1. [bookmark: _Hlk44455694]Before moving the system into the ICU, connect all of the fibers to the relevant lasers and detectors [1] and make sure they are properly attached to the optical probe [2].

2.1.1. WIDE: Talent connecting fibers to lasers and detectors
2.1.2. Talent checking probe connection 

2.2. [bookmark: _Hlk39054678]Then obtain consent from either the Patient or a legal representative [1] and bring the cart to the Patient’s room [2].

2.2.1. Talent obtaining consent
2.2.2. Talent wheeling cart into room
[bookmark: _Hlk39054695]
3. Calibration and Gain Settings Setup

3.1. Upon arrival, turn off the DCS (D-C-S) laser [1-TXT] and in the File menu, click Load settings file to load the appropriate probe settings file [2].

3.1.1. WIDE: Talent turning off laser TEXT: DCS: diffuse correlation spectroscopy
3.1.2. Talent clicking load settings file, with monitor visible in frame

3.2. Place the probe on the curved side of the Calibration phantom, ensuring a good contact with the surface [1] and click Optimize All Detectors to optimize the PMT (P-M-T) bias voltage [2].

3.2.1. Talent placing probe onto phantom
3.2.2. SCREEN: To be provided by Authors: Optimize all detectors being clicked

3.3. In the Calibrate menu, click Calculate Waveform Calibration Values for Optical Props and Multiple Distances to run the calibration for multiple source-detector separations [1].

3.3.1. SCREEN: To be provided by Authors: Calibrate menu being opened, then option being clicked/calibration being run

3.4. In the Text-Mon menu, open the User-defined option check that the measured optical properties match the prespecified values and that the fitting R-squared is close to one [1].

3.4.1. SCREEN: To be provided by Authors: Text-Mon being opened, then option being selected and optical properties and R-squared being displayed

3.5. THen probe the phantom again to measure the optical properties of the phantom marked as Check to ensure that the calibration was adequate [1-TXT]. The measured optical properties be within 10% of the values specified in the phantoms [2-TXT].

3.5.1. Talent placing probe onto phantom TEXT: Turn off PMTs every time probe is moved to avoid PMT damage
3.5.2. SCREEN: To be provided by Authors: Shot of optical properties TEXT: Re-run calibration as necessary

4. Participant Preparation 

4.1. To prepare the Patient for the analysis, first use sanitizing wipes to clean both the probe and the Patient’s forehead [1].

4.1.1. WIDE: Talent wiping probe

4.2. Place double-sided tape on the probe, taking care that the tape is not in direct contact with the optical fiber tips [1] and place laser safety googles onto the Patient [2].

4.2.1. Talent placing tape onto probe
4.2.2. Talent placing goggles onto Patient

4.3. [bookmark: _Hlk39054705]Place the probes over the region-of-interest [1] and wrap the elastic straps around the Patient’s head [2].

4.3.1. Talent placing probe
4.3.2. Talent wrapping straps

4.4. [bookmark: _Hlk43993451]Then turn on the DCS laser [1].

4.4.1. Talent turning on laser

5. Data Quality Assessment

5.1. Before beginning the data acquisition, enter the DCS source-detector separations in the Settings tab of the graphic user interface [1].

5.1.1. WIDE: Talent entering separations, with monitor visible in frame

5.2.  To begin the acquisition, press Start [1] and check the DOS signal in the system software [2].	Comment by Bridget Colvin: Authors: Do you say “doss” or “D-O-S” or “diffuse optical spectroscopy”?

5.2.1. Talent pressing start
5.2.2. [bookmark: _Hlk39054723]SCREEN: To be provided by Authors: Shot of DOS signal

5.3. Click Optimize All Detectors to optimize the PMT bias voltage for the Patient and check the optical properties and R-squared of the DOS fitting as demonstrated [1].

5.3.1. SCREEN: To be provided by Authors: Optimize all detectors and optical properties/R2 being checked

5.4. Check the DCS signal in the Correlation curves tab of the graphic user interface [1] and turn on the DCS detectors [2].

5.4.1. SCREEN: To be provided by Authors: Shot of DCS signal in correlation curves tab
5.4.2. Talent turning on detectors

5.5. Check that each DCS detector is measuring an adequate light intensity. Typically, more than 10 kilohertz are required [1].

5.5.1. SCREEN: To be provided by Authors: Shot of DCS light intensity readouts

5.6. If the measured intensity is higher than 800 kilohertz, use a neutral density filter to reduce the photon counts to avoid damaging the detectors [1].

5.6.1. Filter being applied

5.7. Check the autocorrelation curves to ensure a good skin coupling [1] and reposition the optical probe if necessary [2].

5.7.1. SCREEN: To be provided by Authors: Shot of autocorrelation curves
5.7.2. Talent repositioning probe

5.8. When a good contact between the probe and the skin is achieved, click Stop to stop the data collection and set the experiment and Patient identifiers in the Folder textbox and the region of interest name in the File name textbox [1].

5.8.1. SCREEN: To be provided by Authors: Stop being clicked, then Identifiers and ROI being entered

5.9. Then press Start to start the data acquisition [1].

5.9.1. SCREEN: To be provided by Authors: Start being pressed

5.10. After starting the measurement, enter the relevant Patient information in the Experiment Info tab and click Mark to ensure that any relevant event that occurs during the monitoring period is marked. After each mark, enter the event description in the Experiment Info tab [1]. 

5.10.1. SCREEN: To be provided by Authors: Patient information being entered, Mark being clicked, event description being entered

5.11. At the end of the assessment, press Stop in the graphic user interface to stop the data collection [1] and press the Stop Data Acquisition and Recording buttons in the software [2].

5.11.1. Talent pressing Stop
5.11.2. SCREEN: To be provided by Authors: Stop data acquisition and recording buttons being pressed

5.12. Turn off the DCS detectors switch [1] and turn the DCS laser key to the OFF position [2].

5.12.1. Talent turning off detectors
5.12.2. Talent turning laser key

5.13. [bookmark: _Hlk44947394]Click All Detectors Off to turn off the PMTs [1] and remove the probe from the Patient's head and the double-sided tape from the probe. [2] 

5.13.1. SCREEN: To be provided by Authors: All detectors off being clicked
5.13.2. Talent removing probe and/or tape

5.14. Then clean the probe and the system and accessories with sanitizing wipes [1].
5.14.1. Talent wiping probe





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.


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: 214. (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.

2. Results: Representative Neurocritical Patient Real-Time Monitoring Analyses

3.1. Normalized autocorrelation curves obtained with the DCS module [1] should be approximately 1.5 at the zero delay-time extrapolation [2] and should decay to 1 at longer delay times [3].

3.1.1. LAB MEDIA: Figure 2A
3.1.2. LAB MEDIA: Figure 2A Video Editor: please emphasize data points at 10-6 and between 1.4 and 1.5
3.1.3. LAB MEDIA: Figure 2A Video Editor: please emphasize data lines from 10-4 to 10-2

3.2. In this example of a bad auto-correlation curve, it is not possible to distinguish the curves for the different source-detector separations [1], while in this example, the tail of the curve did not match the model used [2].

3.2.1. LAB MEDIA: Figures 2B and 2C Video Editor: please emphasize data lines in Figure 2B
3.2.2. LAB MEDIA: Figures 2B and 2C Video Editor: please emphasize oval/data lines within oval in Figures 2C

3.3. Here the time-series from a monitoring session for a sedated stroke patient [1], during which the patient’s bronchial and oral secretions were suctioned, can be observed [2].

3.3.1. LAB MEDIA: Figure 3B
3.3.2. LAB MEDIA: Figure 3B Video Editor: please add/emphasize grey areas in graphs

3.4. [bookmark: _Hlk44456828]The patient motion induced by the intervention clearly disturbed the optical signal, leading to unphysiological spikes in the optical parameters [1].

3.4.1. LAB MEDIA: Figure 3B Video Editor: please emphasize spikes in grey areas in graphs

3.5. Soon after the intervention, the hemodynamic parameters returned to approximately the same values before the intervention, as expected for a stable patient [1].

3.5.1. LAB MEDIA: Figure 3B Video Editor: please emphasize red, blue, and green data lines after grey areas 

3.6. During this monitoring session 13 days after hospitalization for ischemic stroke, the cerebral blood flow and cerebral metabolic rate of oxygen in the ipsilesional forehead [1] were considerably lower than their contralesional parameters in the symmetric region [2], while a high oxygen extraction fraction was observed in both hemispheres [3].

3.6.1. LAB MEDIA: Figure 4 Video Editor: please emphasize red CBF and CMRO2 data bars
3.6.2. LAB MEDIA: Figure 4 Video Editor: please emphasize black CBF and CMRO2 data bars
3.6.3. LAB MEDIA: Figure 4 Video Editor: please emphasize OEF data bars

3.7. Careful analysis of this representative laterality index data of a different patient [1] revealed one significant period of impairment between the first and the third days after hospitalization [2] and a second period starting after the third day of hospitalization [3].

3.7.1. LAB MEDIA: Figure 5
3.7.2. LAB MEDIA: Figure 5 Video Editor: please emphasize data lines from days 1-3
3.7.3. LAB MEDIA: Figure 5 Video Editor: please emphasize data lines from days 3-7





Conclusion
3. [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.
3.1. 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].

3.1.1. 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?
3.2. 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].

3.2.1. 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?
3.3. 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].

3.3.1. 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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