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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N) No  
2. Does your protocol include software usage? (Y/N) No
3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot. 
2.1, 2.2, 2.3 (clearly outlining the differences between the five tubes)
3.1, 3.2, 3.4, 3.5
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. 
No single aspect of the protocol is particularly difficult to perform. From the filming standpoint, however, I believe the most tricky parts would probably be to match a satisfactory shooting of a particular step of the protocol with the time-costraints needed to be respected at each step of the assay conduction. I do not have a clear idea about how to solve this (filming the whole assay conduction start to end, then cut in post-production?). But I am confident you are used to this sort of issues.
5. Will the filming need to take place in multiple locations? (Y/N) No


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. RICCARDO PINCIROLI, MD: Sepsis can lead to multi-organ failure and death. The endotoxin is a fundamental component of gram-negative bacteria. Elevated levels of circulating endotoxin might identify patients at higher risk to develop a more severe disease.
1.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
1.2. MAURIZIO BOTTIROLI, MD: The Endotoxin Activity Assay and can be used as a simple, quick and reliable biomarker of systemic endotoxemia, its early detection might help clinicians treating patients with septic shock [1].
1.2.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

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

1.3. SIMONE CHECCHI, MD: In patients with septic shock, the early identification of a rapidly evolving condition, might prompt a quicker and more intensive life support therapy, potentially leading to better outcomes [1]. 
1.3.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

Introduction of Demonstrator: (Said by you on camera)

1.4. RICCARDO PINCIROLI, MD: Demonstrating the procedure will be Lisa Mathiasen, PhD, a molecular biologist who collaborates with our research group [1] [2].

1.4.1. Interview style: Author saying the above 
1.4.2. 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)

1.5. The protocol is conducted according to institutional guidelines relating to the handling of human biospecimens and following the current standard operative procedures of our clinical laboratory. The use of EA data and clinical information of patients being tested follows the guidelines of our institution’s human research ethics committee. 
1.6. 

Section - Protocol
2. Laboratory Equipment and Assay Kit Contents
2.1. To begin this procedure, set out an EA test kit and unpack the 5 different kinds of tubes [1-TXT]. Use tube #1, the “Control” tube, to measure the basal activity of the non-specific oxidative burst of patient’s neutrophils in the absence of a specific antibody [2].
2.1.1. MED: Talent approaches the lab bench with the EA kit in hand, and unpacks the tubes from the kit. TEXT: EA: Endotoxin Activity assay; Store the EA kit at 2 – 25°C.
2.1.1.B. [Added Shot]: Talent brings rack on scene (Editor: The authors may need to provide additional VO for this shot. It could probably also be shown quickly between 2.1.1 and 2.1.2)
2.1.2. CU: Close up of tube #1 as the talent holds it up or unpacks it.
2.2. Use tube #2, the “Sample” tube, to measure the oxidative burst in response to the LPS-antibody complex [1]. Use tube #3, the “Max” tube, to measure the maximal oxidative burst of patient’s neutrophils in response to an excess of endotoxin [2].
2.2.1. CU: Close up of tube #2 as the talent holds it up or unpacks it.
2.2.2. CU: Close up of tube #3 as the talent holds it up or unpacks it.
2.2.3. [Added Shot]: Talent inserts the remaining tubes in rack. (Editor: This shot could be used instead of either/both of the shots in 2.3 to just show the tubes being placed in the rack instead of showing the CU shots)
2.3. Use tube #4, the “LPS” tube, as a source of exogenous endotoxin [1], and use tube #5, the “Aliquot” tube, for blood storage [2].
2.3.1. CU: Close up of tube #4 as the talent holds it up or unpacks it.
2.3.2. CU: Close up of tube #5 as the talent holds it up or unpacks it.
2.4. Collect patient blood samples in sterile tubes containing EDTA anticoagulant [1-TXT] and store them at room temperature before running the EA test [2]. 
2.4.1. MED: Talent collects patient blood samples in sterile tubes containing EDTA anticoagulant. TEXT: Recommended: Process sample within 3 hours from blood collection. Video Editor: Keep this text overlay up for all of 2.4.
2.4.2. MED: Talent sets the collected blood samples aside on the lab bench to store them at room temperature.
2.4.3. [Added Shot]: Talent inserts blood sample tube in rack (Editor: This can be used in place of 2.4.2 if it looks better)
2.5. Before starting the test, turn on the chemiluminometer [1] and incubator shaker [2.5.1.B], and warm the incubator to 37 degrees Celsius [2].
2.5.1. MED: Talent turns on the chemiluminometer.
2.5.1.B [Added Shot]: Talent turns on the incubator shaker
2.5.2. MED: Talent adjusts the temperature on the incubator.

3. Endotoxin Activity Assay
3.1. First, place the EA tubes to be used in tube racks, and remove the caps [1]. Use a combipipette to transfer 1 milliliter of the EA reagent from the bottle into tubes #1, #2, and #3 by pipetting down the side of the tubes [2-TXT].
3.1.1. MED: Talent places the EA tubes into a tube rack and removes the caps.
3.1.1.B [Added Shot]: Talent brings the EAA reagent (Editor: This shot likely isn’t necessary, but can be shown if it looks useful. If the authors push to include it, they may need to add additional VO)
3.1.2. MED: Talent uses a combipipette to transfer the EA reagent into tubes #1, #2, and #3. TEXT: Prepare each of these tubes in duplicate.
3.2. Gently invert the blood collection tube 20 times to mix the patient’s blood sample [1]. Then, pipette 0.5 milliliters of patient blood into tube #4 and tube #5 [2]. Vortex tube #4 for 10 seconds [3].
3.2.1. MED: Talent inverts the blood collection tubes.
3.2.2. MED: Talent transfers some of the patient blood into tubes #5 and #4.
3.2.2.B [Added Shot]: Talent closes the caps on the tubes (Editor: This shot likely isn’t necessary, but can be shown after the blood is added to the tubes if it looks good enough)
3.2.3. MED: Talent vortexes tube #4.
3.3. Place the tube racks with all of the EA test tubes into the incubator shaker [1]. Close the lid and incubate at 37 degrees Celsius for 10 minutes [2].
3.3.1. MED: Talent places the tube racks into the incubator shaker.
3.3.2. MED: Talent closes the incubator lid.
3.3.3. [Added Shot]: Talent sets the timer (Editor: This shot likely isn’t necessary, but can be shown after the tubes are placed in the incubator if it looks good enough)
3.4. After this, open the incubator lid and remove the tube racks from the shaker [1]. Vortex tube #5 [2]. Using a sterile tip, pipette 40 microliters of blood into tubes #1 and #2 in duplicate [3].
3.4.1. MED: Talent opens the incubator lid and removes the tube racks.
3.4.2. MED: Talent vortexes #5.
3.4.3. MED: Talent transfers some of the patient blood from tube #5 to tube #1 and #2.
3.5. Vortex tube #4 [1]. Using the same pipette tip, transfer 40 microliters of blood from tube #4 into tube #3 in duplicate [2].
3.5.1. MED: Talent vortexes tube #4.
3.5.2. MED: Talent transfers some blood from patient tube #4 to tube #3.
3.6. Vortex the six final test tubes one by one [1-TXT] [2]. Place the tube racks back into the incubating shaker and close the lid [3]. Set the shaker to 100 rpm, and start the motion for 14 minutes [4].
3.6.1. MED: Talent vortexes the final tubes. TEXT: Vortex each tube for the same amount of time. Video Editor: Leave this text overlay up for 3.6.1 and 3.6.2.
3.6.2. MED: Talent places the tubes back into their racks.
3.6.3. MED: Talent places the tube racks into the incubator and closes the lid.
3.6.4. MED: Talent sets the shaker to 100 rpm and starts the motion.
3.7. Insert the EA labeled chip-card into the chemiluminometer and press start [1]. After the 14 minute incubation, follow the instructions displayed on the chemiluminometer [2].
3.7.1. MED: Talent inserts the EA labeled chip-card into the chemiluminometer and presses start.
3.7.2. MED: Talent, at the chemiluminometer, begins following the instructions.
3.8. Gently vortex each tube for 10 seconds before placing it onto the sample holder of the chemiluminometer [1-TXT]. Open the sample drawer and place tube #1 into the sample holder [3].
3.8.1. MED: Talent gently vortexes a tube. Reuse 3.6.1. (Red tube 1). TEXT: Vortex each tube for the same amount of time.
3.8.2. MED: Talent places a tube into the sample holder of the chemiluminometer.
3.9. Then, close the sample drawer and wait for the relative light unit reading [1]. Repeat this reading process for tubes 2 and 3 and all duplicates as outlined in the text protocol [2].
3.9.1. MED: Talent closes the sample drawer and waits for the relative light unit reading. [Shots 3.9.1 and 3.9.2 combined]
3.9.2. MED: Talent repeats the process of vortexing a sample tube and placing it into the sample holder in the drawer. Any action in this process can be filmed for this shot.
3.10. [bookmark: _GoBack]After all the tubes have been processed, the EA results will be calculated and printed automatically [1]. Repeat the entire assay process for each blood sample that needs to be tested [2]. Store the EA assay kit and its components in the original sealed package at a temperature between 2 and 25°C [3].
3.10.1. MED: Talent, at the chemiluminometer, watches as the EA results are printed. Alternatively, a CU shot can be filmed of the results printing. (Author Comment: MASTER SCENE) (Editor: I don’t know what the authors mean here, but I suspect that they mean that shots 3.10.1 – 3.10.3 were combined)
3.10.2. MED: Talent repeats the assay process for a new blood sample. Any action in this process can be filmed for this shot.
3.10.3. MED: Talent stores some remaining tubes and the reagents in a refrigerator.


Section – Results
4. Results: Results of the Endotoxin Activity Assay
4.1. In this study, an endotoxin activity assay is performed to detect whole blood endotoxemia in critically ill patients [1]. An EA value of less than 0.40 EA units indicates a low endotoxin activity level, equal to a low circulating LPS concentration, which represents a low risk of progression to a severe disease state [2].
4.1.1. LAB MEDIA: Figure 1.
4.1.2. LAB MEDIA: Figure 1. Video Editor: Emphasize the data columns for 0.0, 0.1, 0.2, and 0.3.
4.2. A result between 0.40 and 0.59 EA units indicates an intermediate endotoxin activity level, which represents an intermediate risk for the development of severe sepsis and septic shock [1]. Results equal to or greater than 0.60 EA units indicates a high endotoxin activity level, which represents a high risk for septic shock and poor patient outcomes [2].
4.2.1. LAB MEDIA: Figure 1. Video Editor: Emphasize the data columns for 0.4 and 0.5.
4.2.2. LAB MEDIA: Figure 1. Video Editor: Emphasize the data columns for 0.6 – 1.0.



Section - Conclusion
5. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.

5.1. Maurizio Bottiroli, MD: Blood form tubes number 4 and 5 must be mixed with the correct test tubes [1]. Extra care must be taken to follow the exact order indicated in the protocol. Every tube is run in duplicates, potentially leading to mistakes in this phase [2].
5.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
5.1.2. Use shots from 3.4 and 3.5. Use whichever shots show the tubes being mixed or transferred/mixed most clearly.
5.2. Riccardo Pinciroli, MD: After its introduction, the EA assay has been proposed as a biomarker for the risk stratification of patients with systemic hypoperfusion. Also, it has been studied as a screening test to select patients eligible for advanced hemopurification treatment strategies [1]. 
5.2.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
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