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Author Questionnaire:
Authors, please fill out the unanswered questions below.  

1. Microscopy: Does your protocol involve video microscopy? N

2. Does your protocol include software usage? Y
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 files to your project page.

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. (You do not need to include steps that will be screen captured. Please do not list entire sections.)
3.3., 3.4.
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.

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. (Please do not list entire sections.)
	The 10-sec reperfusion (the 1st reperfusion) is the busiest part of the protocol. During this 10-sec period, the operator needs to check coronary flow recovery by injecting the contrast medium and then inject lactated Ringer’s solution into the culprit coronary artery. To ensure success, do not strictly think that it is needed to make the 1st reperfusion period absolutely 10-sec. It is still OK that the 1st reperfusion took 12-3 sec.
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.

5. Will the filming need to take place in multiple locations? (Y/N) N
If yes, how far apart are the locations? 


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.

· The total introduction length (i.e., Required and Optional Interview Statements) cannot exceed 150 words. 
· Restrict the length of each statement to no more than 30 words.
· Please answer the questions below in full sentences to highlight the significance of your protocol. You will be expected to memorize and deliver these sentences as spoken interview statements during filming. 
· Indicate the full name of each author who will give each statement. 
· Each author may give two Introduction statements maximum (i.e., two Required, two Optional, or one Required + one Optional).

Why is your protocol significant? OR What key questions can this method help answer? 

1.1. [bookmark: _GoBack]Takashi Koyama: Our protocol was designed based on an idea different from that generally believed in terms of the mechanisms responsible for myocardial reperfusion injury. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).

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


What is the main advantage of this technique?

1.2. Takashi Koyama: No pharmacological agent or special equipment is necessary for this method. So, it is very safe and readily available in any cath. lab. around the world. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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





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

· The following OPTIONAL questions may be answered to provide additional introductory information about your protocol. 
· The length of each OPTIONAL statement is restricted to no more than 30 words and contributes to the total introduction length, which cannot exceed 150 words. 
· Indicate the full name of each author who will give each OPTIONAL statement. 
· Each author may give two Introduction statements maximum (i.e., two Required, two Optional, or one Required + one Optional).

Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?

1.3. Author Name: (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).

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

Are there any specific areas of research that this method could provide insight into? 
Can this method be applied to any other systems?

1.4. Author Name: (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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

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. Takashi Akima: Beginners don’t know how to inject lactated Ringer’s solution at the end of brief reperfusion. Just keep rapid injection until the balloon is fully inflated. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

1.5.1. INTERVIEW: Above Talent speaking the statement above in an interview-style shot, looking slightly off-camera


Why is visual demonstration of this method critical?

1.6. Masahito Munakata. Most physicians may not be able to reproduce the PCLeB procedures only by reading our papers. So, visual demonstration helps a lot. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

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

Introduction of Demonstrator (Said by you on camera):

· Please use this statement ONLY if any of the individuals who will be demonstrating the procedure on camera have not given a required or optional Introduction interview statement already.
· Include the full name(s) of the person(s) demonstrating the experiment followed by their title (e.g., technician, post doc, grad student, clinician, etc.) 
· Also indicate the full name of the author who will introduce the demonstrator(s). 

1.7. Author Name: Demonstrating the procedure will be     (name of the person or persons),      (technician, post doc, grad student)      (Add additional mention of demonstrators as necessary).  

1.7.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
1.7.2. 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)

1.8.	This protocol has been approved by the Institutional Review Board (IRB) at the   Saitama Municipal Hospital (insert Institutional Name).


Section - Protocol
· Read through the entire protocol carefully to understand what you will need on the filming day and prepare accordingly. 
· The two-digit numbers (e.g. 2.1., 2.2.) represent the “steps” of you protocol and will be read 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. 
· To ensure that your protocol can be filmed in a single work day, the protocol is restricted to 30 steps and/or 60 shots.
· It is critical for a smooth and organized shoot that all materials and work spaces are prepared and labeled (if applicable) in advance.   
· Any specimens/samples that require long or overnight incubation steps should be prepared in advance. (i.e. day 0 sample preparation will be filmed on the day of the shoot; day 1 samples should be prepared the day before the shoot so their processing can be filmed on the day of the shoot/after their overnight culture/treatment/etc.) 
· Each section must contain a minimum of 3 steps (~6 shots), so short sections may be combined.
2. Postconditioning with Lactate-Enriched Blood (PCLeB) Setup
2.1. After pinpointing the occluded lesion by coronary angiography and finishing the wiring procedures [1-TXT], move the balloon catheter forward and place the balloon at the occluded lesion [2].
2.1.1. WIDE: Talent inserting balloon through catheter or similar representative action TEXT: See text for full wiring procedure details
2.1.2. SCREEN: To be provided by Authors: Catheter being moved/placed in occluded lesion	Comment by Bridget Colvin: Authors: Please upload all screen captured files to your project page.
2.2. To determine whether the balloon is appropriately placed at the lesion, deliver contrast medium into the culprit coronary artery [1]. After checking the balloon position, the contrast medium will fill the lumen from the manifold to the tip of the guiding catheter [2].	Comment by 小山 卓史: At this point, the “default set-up” is not yet established. So, more than 4 ml of the contrast medium is usually injected.
2.2.1. CU: Contrast agent being delivered
2.2.2. SCREEN: To be provided by Authors: Shot of balloon/contrast agent at occlusion
2.3. Disconnect the syringe injector from the manifold [1] and connect a 30-milliliter syringe [2].
2.3.1. MED: Syringe injector being disconnected
2.3.2. CU: 30-mL syringe being connected to manifold
2.4. Then aspirate 20-30 mL of lactated Ringer’s solution from a bottle of lactated Ringer’s solution through the line connected to the inlet of the manifold until the syringe is filled [1-TXT].
2.4.1. CU: Solution being aspirated from bottle through tubing into syringe TEXT: Remove syringe to remove air bubbles as necessary
3. PCLeB Procedure
3.1. When the syringe has been filled, inflate the balloon catheter for 20-30 seconds at low pressure [1]. Then deflate the balloon and start the initial 10-second reperfusion [2].
3.1.1. WIDE: Talent inflating balloon, with monitor visible in frame as possible
3.1.2. SCREEN: To be provided by Authors: Shot of inflated balloon, then balloon being deflated and reperfusion beginning
3.2. At the start of the reperfusion, immediately dispense at least 4 milliliters of Ringer’s solution [1] to push all of the contrast medium from the tip of the guiding catheter to visualize whether the coronary flow has been recovered [2].
3.2.1. CU: Ringer’s solution being dispensed
3.2.2. SCREEN: To be provided by Authors: Contrast agent being delivered
3.3. If the coronary flow is recovered, replenish the syringe with the same volume of lactated Ringer’s solution used for pushing out the contrast medium [1] and, keeping the balloon at the occlusion, start the lactated Ringer’s solution injection directly into the culprit coronary artery through the guiding catheter for 5-7 seconds [2].
3.3.1. CU: Syringe being replenished
3.3.2. SCREEN: To be provided by Authors: Solution being injected TEXT: Right coronary artery: 20 mL; left coronary artery: 30 mL
3.4. In the middle of lactated Ringer’s solution injection, have the secondary operator start the balloon inflation so that the inflation is completed a little before the completion of lactated Ringer’s solution injection [1].
3.4.1. SCREEN: To be provided by Authors: Balloon being inflated while solution is being injected
3.5. During the 60-second ischemia period, reload the syringe with 4 milliliters of contrast medium and dispense it to the guiding catheter [1]. Then reload the syringe with 20-30 milliliters of fresh lactated Ringer’s solution [2].
3.5.1. CU: Syringe being loaded with medium
3.5.2. CU: The medium being injected into the guiding catheter
3.5.3. CU: Syringe being loaded with solution
3.6. At the end of the ischemia period, deflate the balloon and start the next reperfusion, dispensing all of the pre-filled contrast medium to re-confirm the coronary flow [1].
3.6.1. SCREEN: To be provided by Authors: Balloon being deflated/medium being injected TEXT: Adjust balloon position to lesion site center as necessary
3.7. Then start the lactated Ringer’s solution injection into the culprit coronary artery through the guiding catheter 4-5 seconds before the end of reperfusion [1], having the secondary operator start the balloon inflation in the middle of the lactated Ringer’s solution injection as just demonstrated [2-TXT].
3.7.1. SCREEN: To be provided by Authors: Solution being injected
3.7.2. SCREEN: To be provided by Authors: Balloon being inflated while solution is being injected TEXT: Perform ischemia/reperfusion 7 times 


OPTIONAL – Critical Step Statement:
· An OPTIONAL brief statement may be submitted for further elaboration of the best way to perform the required technique for the single most critical step of this procedure. 
· If there is no single critical step, then there is no need to fill out this statement.
· This will be an interview style shot interjected after the relevant step within the Protocol section of the video. 
· This statement is limited to 30 words or less. 
· Please indicate the full name of the Author who will give this statement and the step of the protocol to which the statement pertains using the step numbers from the Protocol section (above).
Fill in the details below based on the instructions above for the “Critical Step Statement”
Author name, Step            :           (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
Section – Results
The Results section is restricted to 200 words of narrative. Please read through the results as presented to make sure that it accurately represents your findings. If you would like to highlight other data, please revise this section accordingly, keeping in mind the word count restriction. Please note that we cannot include narrative without an accompanying visual. 

4. Results: Representative ST-Segment Precordial Lead Alleviation 

4.1. Here electrocardiography data from a 48-year-old man presenting with prolonged chest pain revealed marked ST-segment elevation in precordial leads [1], resulting in an anterior ST-segment elevation myocardial infarction diagnosis, are shown [2].

4.1.1. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize V1-V6 peaks in right of figure
4.1.2. LAB MEDIA: Figure 3

4.2. The patient experienced frequent ventricular fibrillation before reperfusion therapy [1].

4.2.1. LAB MEDIA: Figure 4: JoVE Video Editor please emphasize sections in graphs with multiple large peaks

4.3. Coronary angiography revealed a proximal occlusion of the left anterior descending artery with a thrombolysis-in-myocardial-infarction flow grade one [1].

4.3.1. LAB MEDIA: Figure 5A: JoVE Video Editor please emphasize occlusion visible in middle of bottom vessel at top of image

4.4. At this time, the aortic systolic pressure was approximately 70 millimeters of mercury [1].

4.4.1. LAB MEDIA: Figure 6A: JoVE Video Editor please emphasizes Aortic pressure data line

4.5. Reperfusion using PCLeB was started 60 minutes after symptom onset [1]. The aortic systolic pressure increased to approximately 75 millimeters of mercury at the end of PCLeB [2] and to 80 millimeters of mercury after the percutaneous coronary intervention [3].

4.5.1. LAB MEDIA: Figures 6B and 6C
4.5.2. LAB MEIDA: Figures 6B and 6C: JoVE Video Editor please emphasizes Aortic pressure data line in Figure 6B
4.5.3. LAB MEIDA: Figures 6B and 6C: JoVE Video Editor please emphasizes Aortic pressure data line in Figure 6C

4.6. Thrombolysis-in-myocardial-infarction flow grade three was achieved after PCLeB and was still observed after stenting and percutaneous coronary intervention [1].

4.6.1. LAB MEDIA: Figure 5B

4.7. Electrocardiography recorded upon admission to the intensive care unit revealed complete ST resolution [1] and resting thallium scintigraphy before discharge revealed a well-preserved myocardial viability [2]. 

4.7.1. LAB MEDIA: Figure 7: JoVE Video Editor please emphasizes V1-V6 wave forms
4.7.2. LAB MEDIA: Figure 8


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

· Below are questions for statements that can be used to further emphasize the significance of your protocol. At least one statement is required.
· Each statement is limited to 30 words.
· Answer the questions in full sentences, as you will be expected to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give each Conclusion Interview statement. 
· Each author may give two Conclusion statements maximum.
What is most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section this advice correlates to.
5.1. Takashi Koyama: Trapping a larger amount of lactated Ringer’s solution inside the ischemic myocardium in a less diluted form during each brief repetitive ischemic period is most important. (Step: 3.3., 3.4.) (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
5.2. Takashi Koyama: Stenting can be performed safely with no fear of the no-reflow phenomenon. Against the generally believed idea, distal emboli may not be responsible for the no-reflow phenomenon. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
5.2.1. 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?
5.3. Author Name: (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
5.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
Are any of the reagents or instruments hazardous? If so, please use this interview statement to remind viewers of what precautions they should take.
5.4. Author Name: (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
5.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Thank you for following the instructions and addressing our questions. We will incorporate your answers/suggestions and send you the finalized script before your shoot. You will also receive detailed shoot preparation instructions in the email accompanying the finalized script.
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