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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol demonstrate software usage? Y
3. Which steps from the protocol section below are the most important for viewers to see?
2.3., 3.1., 4.1., 5.1., 6.1.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.4. it is also very important to explain the steps of the protocol clearly to maximise adherence from participants e.g. wearing the actiwatch, giving the samples and attending testing sessions.
4.1. The most important part of collecting the evening saliva sample for melatonin rhythms is that the participant must be sat still in dim light (< 10 lux, e.g. a single table lamp on the other side of the room, no overhead lights, no electronic screens, curtains closed).
5. Will the filming need to take place in multiple locations (greater than walking distance)? N


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements (Said by you on camera): All interview statements may be edited for length and clarity.

1.1. Elise Facer-Childs: There is in-consistent terminology and methodology for measuring individual differences in circadian timing, preference, and behavior. This protocol combines gold-standard techniques to categorize circadian phenotypes and conduct diurnal performance testing [1].  

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

1.2. Debra J. Skene: The main advantage of this protocol is that is it designed to accurately assess circadian phenotypes using both circadian phase and sleep behavior, whilst monitoring individuals in their home environment [1]. 

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

Introduction of Demonstrator (Said by you on camera):

1.3. Elise Facer-Childs: Demonstrating the participant process will be Dr Cheryl Isherwood from the University of Surrey [1][2].

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
1.3.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera

Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.4. Procedures involving human subjects have been approved by the Research Ethics Committee at the University of Birmingham, UK.


Section - Protocol
Videographer: Please take some B-roll outside to show participants in home environment
2. Participant Screening and Experimental Setup
[bookmark: _GoBack](Editor: The authors removed section 3 and moved all of its steps into section 2. I’ve retained the original shotlist numbering because I’m assuming that’s how the videographer slated it)
2.1. Invite Participants who meet the inclusion criteria to attend an initial meeting [1-TXT] and obtain written, informed consent from all Participants interested in taking part in the experiment [1].
2.1.1. WIDE: Participant(s) entering meeting room, with Talent greeting Participant visible in frame TEXT: See text for inclusion/exclusion criteria
2.1.2. Talent handing consent form to Participant
2.2. Ask the Participants to complete the Munich ChronoType Questionnaire, which assesses individual differences in sleep-wake variables and light exposure on work and free days [1].
2.2.1. Shot of questionnaire on desk with pencil or pen
3.1	For physiological sample collection, pre-label 7-milliliter polypropylene collection tubes [1] with the Participant ID number, “morning” or “evening” and then individual sampling number. Different colored labels can also be used for morning and evening sampling tubes to help distinguish between samples [2-TXT].
3.1.1 	WIDE: Talent labeling tube Videographer: Important step
3.1.2 	Shot of labeled tube Videographer: Important step TEXT: Include spare tube in case of mistakes
3.2 Prepare a sample collection record sheet for both morning and evening protocols to allow the Participants to time stamp the samples after they are taken [1], including a Participant ID number, date for seasonal information, and location for calculating the photoperiod [2].
3.2.1 	Talent preparing collection record, with monitor visible in frame
3.2.2 Shot of prepared collection record
3.3 	It is critical that universal time is used to ensure that there are no issues with AM and PM time codes [1]. 
3.3.1 Shot of collection record with military time code Video Editor: please emphasize time code when mentioned 
2.3. Demonstrate how to collect the saliva samples [1], informing the Participants that it is essential to acquire the morning samples immediately upon waking before getting out of bed [2] and that the evening samples must be acquired in dim light [3].
2.3.1. Talent demonstrating how to collect saliva sample, while Participant watches Videographer: Important step
2.3.2. Talent miming waking/stretching/taking mock sample Talking through morning sampling protocol Videographer: Important step
2.3.3. Talent turning down light/taking mock sample Talking through evening sampling protocol Videographer: Important step
2.3.4. [Added Shot]: Mock sample alternative angle (Editor: Doubt this needs to be used unless it looks better than the previous shots)
3.4 	Instruct the Participant to collect the samples on a free day when they are able to go to bed and wake up at preferred times without the need for an alarm [1-TXT] and to allocate one morning and one evening of the same day during week two of the study to commit to obtaining the saliva samples [2].
3.4.1 	Talent instructing Participant TEXT: Note: Participants should not perform evening saliva collection before performance testing
3.4.2 	Talent instructing Participant while showing saliva collection equipment
2.4. Give each Participant a wrist activity monitor, or actigraph, to be worn for at least two weeks [1] to gather rest and activity patterns and light data throughout the study period [2].
2.4.1. Talent giving actigraph to Participant Videographer: difficult step (Author Comment: Switch this step with the one below to show the “shot of the monitor output showing setup screen) (Editor: I have opted to not make this switch, as the authors did not change the VO, and switching these steps would mean the VO wouldn’t match what’s on-screen)
2.4.2. Shot of monitor output showing rest or activity pattern or setup screen or similar Videographer: Important step
2.5. Set each actigraph to collect actigraphy data for rest and activity analyses in a maximum of 1-minute epochs using a medium sensitivity setting [1].
2.5.1. SCREEN: To be provided by Authors: Actigraph being set (Author Comment: Screen shot sent – file name: Actiware Screen - Actiwatch Setup Epoch.png)
2.6. Instruct the Participants how to use the actigraphs, ensuring that they wear it on the non-dominant wrist [1] and preventing sleeves from covering the devices to allow light data to be gathered [2]. 
2.6.1. Talent demonstrating how to put on or take off monitor [Shots 2.10.1 and 2.10.2 combined]
2.6.2. Talent sliding back sleeve from monitor face or similar representative action 
2.7. [1]. 
2.7.1. Talent holding up wrist and tapping actigraph worn on non-dominant wrist or similar
2.8. In combination with actigraphy and to facilitate sleep-wake analysis derived from the actigraphic data, give each Participant a sleep diary to be completed on a daily basis [1-TXT].
2.8.1. Talent giving diary to Participant TEXT: Participants should record bedtimes, sleep times, night awakenings, wake up times, sleep quality, naps, and times when actigraphs were removed
2.9. [1].
2.9.1. SCREEN: To be provided by Authors: Actigraph being set
3. Physiological Sampling
3.1. [1] [2-TXT].
3.1.1. WIDE: Talent labeling tube Videographer: Important step
3.1.2. Shot of labeled tube Videographer: Important step TEXT: Include spare tube in case of mistakes
3.2. [1] [2]
3.2.1. Talent preparing collection record, with monitor visible in frame
3.2.2. Shot of prepared collection record
3.3. [1] [2]
3.3.1. Shot of collection record with military time code Video Editor: please emphasize time code when mentioned 
3.3.2. Shot of morning and evening labeled tubes Video Editor: emphasize morning and evening tubes when mentioned
3.4. [1-TXT] [2].
3.4.1. Talent instructing Participant TEXT: Note: Participants should not perform evening saliva collection before performance testing
3.4.2. Talent instructing Participant while showing saliva collection equipment

(Editor: The authors wanted the order of Sections 4 and 5 swapped)
5.	Cortisol Awakening Response Morning Sampling Protocol 
5.1.	For a cortisol awakening response morning sample collection [1], have the Participants collect the samples upon waking while still in bed into the appropriately labeled sample tubes [2] every 15 minutes for the first hour and every 30 minutes for the second hour [3-TXT].
5.1.1.	WIDE: Participant “sleeping” in bed Videographer: Important step
5.1.2.	Participant collecting sample Videographer: Important step
5.1.3.	Participant checking time and selecting labeled tube from near bed for next sample collection Videographer: Important step TEXT: Participant must abstain from alcoholic and artificial coloring drinks, food, and teeth cleaning during sampling period
5.2.	When all of the samples have been collected, the Participants should store their samples in the freezer at minus 20 degrees Celsius until their collection by the research team [1].
5.2.1.	Participant placing tube(s) into freezer
4. Dim Light Melatonin Onset (DLMO) Evening Sampling Protocol 
4.1. For dim light melatonin onset evening sample collection, the Participant should sit in dim light [1-TXT] to collect saliva samples into the appropriate vial every 30 minutes from 3-4 hours before habitual bedtime while seated indoors under dim light and to 1-2 hours after habitual bedtime [2-TXT]. The Participant should also record the time each sample is taken [3-TXT].
4.1.1. WIDE: Participant turning on single table lamp with overhead light off or similar Videographer: Important/difficult step TEXT: Dim light: <10 lux e.g., single table lamp on other side of room, no overhead lights, no electronic screens, curtains closed
4.1.2. Participant collecting saliva sample (in living room or bathroom or similar if possible) Videographer: Important/difficult step TEXT: Participants must abstain from caffeinated drinks, alcohol, or artificial coloring from 6 h prior to habitual bedtime.
4.1.3. [Added Shot]: Participant recording time sample is taken. TEXT: Participant must record exact time sample is taken after each collection.
4.2. Benita Middleton: For the evening sampling protocol, it is essential that the participant understands the importance of remaining seated indoors in dim light [1]. 

4.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
4.3. [1].
4.3.1. Participant picking up toothbrush and toothpaste from sinking and putting items in medicine cabinet or similar
4.4. Participants may use the toilet or consume a non-caffeinated drink between samples, as long as they are seated again for 15 minutes before the next sample is due to be collected [1-TXT].
4.4.1. Participant exiting room wearing sunglasses and/or sitting near collection tube TEXT: Participant should wear light-protecting eyewear for mid-collection activities in full light
4.5. [bookmark: _Hlk17109340]If food is consumed between the samples, the Participants must wash out their mouths with water 15 minutes prior to the collection of the next sample [1].
4.5.1. Participant, wearing sunglasses, at sink, swishing water in mouth/spitting water into sink 
4.5.2. [Added Shot]: Participant sitting back down. (Editor: I’m not sure this needs to be shown.)
4.6. Once all of the samples have been collected, the Participant should store their samples in a freezer at minus 20 degrees Celsius until their collection by the research team [1].
4.6.1. Participant placing tube(s) into freezer
5. Cortisol Awakening Response Morning Sampling Protocol 
5.1. [1], [2] [3-TXT].
5.1.1. WIDE: Participant “sleeping” in bed Videographer: Important step
5.1.2. Participant collecting sample Videographer: Important step
5.1.3. Participant checking time and selecting labeled tube from near bed for next sample collection Videographer: Important step TEXT: Participant must abstain from alcoholic and artificial coloring drinks, food, and teeth cleaning during sampling period
5.2.  [1].
5.2.1. Participant placing tube(s) into freezer
6. Diurnal Performance Testing and Radioimmunoassay and Data Analysis
6.1. The diurnal performance testing can be conducted at home or in the laboratory [1] and should be arranged according to the study hypotheses based on the number of time points being investigated at specific clock times [2].
6.1.1. WIDE: Participant at computer taking performance test, with monitor visible in frame with researcher putting in ID number 
6.1.2. [Added Shot]: Participant taking performance test, with monitor visible in frame Videographer: Important step
6.2. Upon retrieval of the saliva samples and sleep diary [1], extract the daily bedtime and wake up times from the sleep diaries [2] and enter these data into the manufacturer’s software to obtain actigraphic variables relevant to the study [3].
6.2.1. Participant handing tubes and/or diary to Talent
6.2.2. Shot of bed- and wake up-time log
6.2.3. Talent entering data into software, with diary and monitor visible in frame
6.3. To determine the melatonin and cortisol concentration in the Participant saliva samples at each time point, perform a radioimmunoassay with each Participant’s samples according to standard protocols [1] 
6.3.1. Talent adding sample to plate or similar Videographer: Important step
6.4. Calculate the individual DLMOs (D-L-M-O’s) as the timepoints at the which melatonin concentrations exceed two standard deviations of the three baseline initial saliva collections [2].
6.4.1. Talent at computer, calculating DLMO, with monitor visible in frame 
6.5. Calculate the cortisol peak as the time of the highest cortisol concentration recorded during the morning cortisol awakening response [1].
6.5.1. LAB MEDIA: Figure 1 Wake up graph Talent at computer, calculating cortisol awakening response, with monitor visible in frame
6.6. [bookmark: _Hlk17107754][1].
6.6.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize scoring for each variable that has been measured  (Move below 6.7.3)
6.7. A variable should be allocated as 0 if it is in the ECP (E-C-P) category [1-TXT], 1 if it is in the ICP (I-C-P) category [2], and 2 if it is in the LCP category (L-C-P) [3]. Categorize the circadian phenotype groups based on their value for the five variables collected as indicated in the Table [6.6.1].
6.7.1. LAB MEDIA: Table 1: JoVE Video Editor please outline ECP Category column and emphasize 0 Score per variable data cell TEXT: Early, Intermediate, Late Circadian Phenotype: ECP, ICP, LCP
6.7.2. LAB MEDIA: Table 1: JoVE Video Editor please outline ICP Category column and emphasize 1 Score per variable data cell
6.7.3. LAB MEDIA: Table 1: JoVE Video Editor please outline LCP Category column and emphasize 2 Score per variable data cell
6.6.1. LAB MEDIA: Table 1: JoVE Video Editor please outline final scores to categorize into each group.


Section – Results
7. Results: Representative Circadian Phenotyping and Diurnal Performance Testing Analysis 

7.1. All of the participants categorized as ECPs have a score between 0-1 [1] and all of the LCP participants have scores between 8-10 [2].

7.1.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize ECP Category: TOTAL SCORE cell
7.1.2. LAB MEDIA: Table 1: JoVE Video Editor please emphasize LCP Category: TOTAL SCORE cell

7.2. To confirm the results for this representative experiment, the group averages were compared for each variable [1].

7.2.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize Actigraphic wake up time to Corrected mid-sleep on free days data rows

7.3. Other sleep variables, including the sleep duration, efficiency, and latency, did not differ significantly between the groups [1].

7.3.1. LAB MEDIA: Table 1: JoVE Video Editor please emphasize Sleep Duration, Sleep Efficiency, and Sleep Onset Latency data rows

7.4. The corrected mid-sleep on free days was significantly correlated with the dim light melatonin onset [1], peak time of cortisol awakening response [2], sleep onset [3], and wake up time [4]. 

7.4.1. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize correlation line in MFSFsc vs DLMO graph
7.4.2. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize correlation line in MFSFsc vs Peak cortisol graph
7.4.3. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize correlation line in MFSFsc vs Sleep onset graph
7.4.4. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize correlation line in MFSFsc vs Wake up graph

7.5. These data indicated that the different circadian phenotype groups demonstrated clear differences in their sleep onset-offset times [1] as well as in their physiological variables [2].

7.5.1. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize right column of graphs
7.5.2. LAB MEDIA: Figure 1: JoVE Video Editor please emphasize left column of graphs

7.6. Significant diurnal variations were observed at the whole group level for the Karolinska Sleepiness Scale and Psychomotor Vigilance and Stroop tasks [1], with the performances at the 0800 (oh-eight-hundred) -hour testing session being significantly slower than at the 1400 (fourteen-hundred)-hour test [2].

7.6.1. LAB MEDIA: Figure 2: JoVE Video Editor please sequentially emphasize top, middle, and bottom graph rows
7.6.2. LAB MEDIA: Figure 2: JoVE Video Editor please add/emphasize bracket between 8 h at 14 8 in all All graphs

7.7. Significantly slower Psychomotor Vigilance task performance was also found between 0800- and 2000 (twenty-hundred)-hours [1]. 

7.7.1. LAB MEDIA: Figure 2: JoVE Video Editor please add/emphasize bracket between 8 and 20 in PVT All graph

7.8. However, when each group was analyzed separately, significant diurnal variations were found [1] for Psychomotor Vigilance and Stroop performances in LCPs but not in ECPs [2].

7.8.1. LAB MEDIA: Figure 2: JoVE Video Editor please add/emphasize brackets in PVT and Stroop LCP graphs
7.8.2. LAB MEDIA: Figure 2: JoVE Video Editor please add/emphasize in PVT and Stroop ECP graphs

7.9. Subjective sleepiness also showed significant diurnal variations within each group [1].

7.9.1. LAB MEDIA: Figure 2: JoVE Video Editor please add/emphasizes brackets in Sleepiness ECPs and LCPs graphs





Section - Conclusion
8. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
8.1. [bookmark: _Hlk27505860]Debra J. Skene: To maximize participant compliance, remember to explain each step of the protocol clearly and to confirm during the setup interview that the participant understands the process [1].
8.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Step: 2.4.)
8.2. [bookmark: _Hlk27505964]Elise Facer-Childs: Once participants are categorized into circadian phenotypes, the performance testing element can be amended, scaled up, or expanded based on the study aims [1]. 
8.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
8.3. [bookmark: _Hlk27505976]Benita Middleton: This protocol could be used for an accurate and thorough assessment of circadian phenotype, to screen for inclusion-exclusion criteria, or to control for circadian phenotypes in time sensitive research [1].
8.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
8.4. Elise Facer-Childs: This approach provides a detailed method for combining gold standard biological phase markers with objective and subjective sleep patterns to determine individual circadian phenotypes [1].
8.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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