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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?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.

Enter make and model of microscope.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of 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 possible.

3. Filming location: Will the filming need to take place in multiple locations?   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 Protocol section is restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  11
Number of Shots:  28 

Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which authors will memorize and then deliver on camera.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Fill out both required statements, one optional statement may also be selected.
· 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.

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.

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.

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.

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.



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.

1.6. 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.  
1.6.1. INTERVIEW: Author saying the above. 
1.6.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

Ethics Title Card
1.7. Procedures involving animal subjects have been approved by the Guide for the Care and Use of Laboratory Animals issued by the US National Institutes of Health, Bethesda, MD, USA.


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. 
· To ensure that your protocol can be filmed in one day, the protocol is restricted to 25 steps and/or 55 shots. 

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.

2. Rat Model of Cardiac Ischemia/Reperfusion
2.1. To begin, place the anesthetized mouse on the operation table [1-TXT] and remove the fur from the neck to the chest by shaving or using a depilatory cream [2]. 
2.1.1. WIDE: Talent placing the anesthetized mouse on the table TEXT: Anesthesia: IP route - 5% w/v pentobarbital sodium/PBS 
2.1.2. Talent removing the fur from the surgical site.

2.2. After dissecting the intercostal muscles and tearing the pericardium, manipulate the position of the thymus and expose the ascending aorta and left atria gently [1]. Identify and ligate the proximal left anterior descending artery transiently for 45 minutes with a 6-0 polypropylene suture [2].
2.2.1. Talent adjusting the thymus to expose the ascending aorta and left atria.
2.2.2. Talent ligating the proximal LAD artery transiently.

2.3. [bookmark: _Hlk73617622]Inject 10% weight by volume FITC-dextran-saline solution into the femoral vein at 0.15 milliliters per 100 grams body weight [1] and press the femoral vein for 1 minute with sterile cotton balls to stanch the bleeding [2].
2.3.1. Talent injecting FITC-dextran-saline solution into the femoral vein.
2.3.2. Talent pressing the femoral vein with sterile cotton balls.

3. Frozen Tissue Slice Preparation
3.1. Inject 50 milliliters of ice-cold PBS into the vena cava steadily [1], cut the aorta abdominalis to flush blood from the myocardium [2], and harvest the heart [3]. Embed the heart in the molds containing embedding compound [4] and store at minus 80 degrees Celsius [5]. 
3.1.1. Talent injecting ice-cold PBS into the vena cava.
3.1.2. Talent cutting the aorta abdominalis.
3.1.3. Talent harvesting the heart.
3.1.4. Talent embedding the heart in the molds containing embedding compound.
3.1.5. Talent storing the embedded heart containing mold at -80 °C.

3.2. After loading the tissue on a freezing slicer, adjust the slice thickness to 5 to 8-micrometer [1] and slice the tissue at approximately the midpoint of the base-apex axis [2]. Load the sliced tissue on the adhesive microscope slide [3] and seal with one drop of fluorescent mounting medium containing DAPI [4].
3.2.1. Talent adjusting the thickness.
3.2.2. The tissue being sliced.
3.2.3. Talent mounting the tissue slice on the adhesive slide.
3.2.4. Talent adding a drop of fluorescent mounting medium containing DAPI on the slice.
4. Fluorescence Measurement and Data Analysis
4.1. Open the slide scanner software [1] and set up a new exposure protocol by clicking on Edit Protocol and then New…. [2]. Define the Pixel Resolution in the Whole Slide Scan and as 0.25 micrometers and in the Multispectral Regions as 40X [3].
4.1.1. WIDE: Talent at the computer opening the software with monitor visible in the frame.
4.1.2. SCREEN: The new exposure protocol being set.
Authors: Please create screen capture videos of the shots labeled SCREEN and upload them to your project page: https://www.jove.com/account/file-uploader?src=19137578
4.1.3. SCREEN: Pixel resolution being defined.

4.2. [bookmark: _Hlk74081671][bookmark: _Hlk74078712]Click on Edit Filters and Bands... to select the Whole Slide Scan Filters column and the Multispectral Region Bands column [1]. Select the target slot and click the Take overview [2].
4.2.1. SCREEN: Edit Filters and Bands… being clicked and Whole Slide Scan Filters column and the Multispectral Region Bands columns being selected.
4.2.2. SCREEN: Target slot being selected and Take overview being clicked.

4.3. Select the target slide, adjust the Stage Height to approximately minus 50 micrometers, and click the Auto Focus [1]. Click on Whole Scan Exposure(ms)-DAPI and then select Autoexpose [2]. Click on Whole Scan Exposure(ms)-FITC and select Autoexpose [3]. Authors: How would you like JoVE’s voiceover talent to pronounce Exposure(ms)-FITC? Are you setting the stage height at -50 micrometers here?
4.3.1. SCREEN: Target slide being selected, stage height being adjusted, and autofocus being clicked.
4.3.2. SCREEN: Whole Scan Exposure(ms)-DAPI being clicked and Autoexpose being selected.
4.3.3. SCREEN: Whole Scan Exposure(ms)-FITC being clicked and Autoexpose being selected.

4.4. Open the image in the slide viewer software for scanning, take a snapshot, and save the image as .tiff (Dot-T-I-F-F) [1]. Open the image analysis software, click on Analyze, and select the Set Measurement [2-TXT]. 
4.4.1. SCREEN: The images being opened in the slide viewer software, snapshot being taken and saved as .tiff file. 
4.4.2. SCREEN: ImageJ being opened, analyze being clicked, and set measurement being selected. TEXT: ImageJ is used here.

4.5. Open the image in the FITC channel, click on Analyze, record the appeared numerical value of integrated density, and close the FITC image [1]. 
4.5.1. SCREEN: The images being opened in the FITC channel, analyze being clicked, numerical value of integrated density appearing on screen, and FITC image being closed.

4.6. Open the image in the DAPI channel, outline a cross-section of the myocardium, click on Analyze and collect the Area data [1]. Calculate the ratios of integrated density by area for each heart [2].
4.6.1. SCREEN: The images being opened in the DAPI channel, a cross-section of the myocardium being outlined, analyze being clicked, area data being collected.
4.6.2. SCREEN: The ratios of integrated density by area for each heart being calculated.


Protocol Script Questions
Authors: Please use the step and shot numbers from the script above (not step numbers from the manuscript) when answering the questions below. Do not include steps that will be screen-captured and do not list entire sections.

1) Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps (steps are indicated with the 2-digit numbers, like 2.1, 2.2, etc.). 

[bookmark: Text1]Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

2) If a dissection or stereo microscope is required for your protocol, please list all shots that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).

[bookmark: Text3][bookmark: Text2]Click here to list microscope shots, using the shot 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: 110. (Voiceover is the text that follows the two-digit numbers)
· Please note that the video cannot include voiceover without an accompanying visual. 

5. Results: Assessment of Mean Fluorescence Intensity After FITC-Dextran Staining
5.1. The mean fluorescence intensity after FITC-dextran staining was calculated [1]. The relative cross-sectional area among all the groups, sham control, ischemia-reperfusion group, and ischemia-reperfusion-plus-Tongxinluo group, was similar [2].
5.1.1. LAB MEDIA: Figure 4
5.1.2. LAB MEDIA: Figure 4A

5.2. The mean fluorescence intensity in the whole sections from the sham rats was extremely low [1]. In contrast, the fluorescence emitted by extravasated FITC-dextran increased markedly in the ischemia-reperfusion group, normalized to the sham group [2].
5.2.1. LAB MEDIA: Figure 4B Video editor: Please emphasize the bar of Sham in the graph.
5.2.2. LAB MEDIA: Figure 4B Video editor: Please emphasize the bar of I/R in the graph.

5.3. Furthermore, Tongxinluo superfine powder, known to protect the cardiac microvascular endothelium, remarkably reversed the higher fluorescence intensity induced by the ischemia-reperfusion [1].
5.3.1. LAB MEDIA: Figure 4B Video editor: Please emphasize the bar of I/R+TXL in the graph.

5.4. The representative images of the regional myocardium indicated that FITC-dextran overwhelmingly accumulated in the extracellular matrix but not in the micro-vessels [1] and that Tongxinluo improved the endothelial barrier function [2].
5.4.1. LAB MEDIA: Figure 5 Video editor: Please emphasize the images in the I/R row.
5.4.2. LAB MEDIA: Figure 5 Video editor: Please emphasize the images in the I/R+TXL row.



Conclusion
6. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Answer one or two of the prompts below.
· Limit the statements to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the interview statements during filming. 
· Indicate the full name of the author who will deliver each 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.
6.1. Enter author name: (Enter step numbers referred to.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
6.2. 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.
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
6.3. 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.


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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