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Author Questionnaire 

1. Microscopy: Does your protocol demonstrate 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?  N

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: 48


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 animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) 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.
2. Pre-Procedure Preparation
2.1. On the day before the surgery, examine the piglet to ensure fitness for surgery and the absence of signs of illness [1].
2.1.1. WIDE: Talent examining piglet
2.2. [bookmark: _GoBack]After at least three hours of fasting with water access, transfer the piglet to the surgical procedure room [1] and, after confirming the appropriate depth of anesthesia by withdrawal reflex [2-TXT], place the piglet in a supine position [3].
2.2.1. Talent transferring piglet to room
2.2.2. Withdrawal reflex being checked TEXT: Anesthesia: atropine 0.04 mg/kg + midazolam 0.2 mg/kg + ketamine 2 mg/kg i.m. -> 2-5% isoflurane
2.2.3. Talent placing piglet in supine position Videographer: More Talent than piglet in shot
2.3. Apply sterile ophthalmic ointment to both eyes [1] and shave the hair over the surgical site [2].
2.3.1. Ointment being applied
2.3.2. Hair being shaved
2.4. Use sterile gauze to apply 7.5% povidone-iodine disinfectant scrub in a circular motion from the inside to the outside of the chest three times [1], wiping away the excess scrub solution with sterile gauze [2].
2.4.1. Skin being scrubbed
2.4.2. Excess scrub being wiped
2.5. Using aseptic technique, drape the surgical sites and the surrounding area [1] and use a modified Seldinger technique to place a central 3.5-French single lumen catheter in the carotid artery [2-TXT] and a five-six French double catheter in the internal jugular vein for pressure monitoring, blood sampling, and venous access during the procedure [3-TXT].
2.5.1. Talent draping pig Videographer: More Talent than pig in shot
2.5.2. Catheter being placed TEXT: Alternative: Use 24-G i.v. catheter
2.5.3. Catheter being placed TEXT: Alternative: triple lumen catheter

2.6. Then administer an intravenous dose of cefazolin for perioperative sepsis prophylaxis and ranitidine for stress ulcer prophylaxis [1] and initiate intravenous maintenance fluid [2]. 

2.6.1. Cefazolin being administered, with cefazolin and ranitidine containers visible in frame if possible
2.6.2. Fluid being administered

3. Pulmonary Valve Cusp Bioptome Disruption

3.1. After confirmation of the surgical plane [1], perform a left thoracotomy at the third intercostal space to ensure adequate exposure of the main pulmonary artery [2].

3.1.1. WIDE: Talent confirming surgical plane Videographer: More Talent than pig in shot
3.1.2. Incision being made

3.2. Using sterile gel and a sleeve, perform epicardial echocardiography through the left thoracotomy [1] to assess for the presence of atrial septal defect or patent ductus arteriosus [2] and sweep through the pulmonary and tricuspid valves to assess for congenital abnormalities [3].
3.2.1. Probe being placed
3.2.2. LAB MEDIA: To be provided by Authors: Tissue being assessed for septal defect or patent ductus arteriosus	Comment by Bridget Colvin: Authors: Please upload all requested lab media to your project page as soon as reasonably possible.
3.2.3. LAB MEDIA: To be provided by Authors: Valves being assessed

3.3. Place purse-string sutures through the left thoracotomy incision onto the main pulmonary artery [1] and attach the suture to a snare [2].

3.3.1. Sutures being placed
3.3.2. Suture being attached to snare 

3.4. Use a needle introducer to puncture the main pulmonary artery in the middle of the purse-string sutures [1] and advance a wire [2].

3.4.1. Artery being punctured
3.4.2. Wire being advanced

3.5. Advance a custom-designed flanged seven-French catheter sheath over the wire [1] and securely anchor the catheter to the artery surface with the purse-string sutures [2] and tighten the snare [3].

3.5.1. Catheter being advanced over wire
3.5.2. Sutures being tightened
3.5.3. Snare being tightened 

3.6. Introduce a bioptome into the sheath [1] and advance the bioptome to the pulmonary valve under epicardial echocardiographic guidance [2].

3.6.1. Bioptome being introduced
3.6.2. LAB MEDIA: To be provided by Authors: Bioptome being advanced

3.7. Use the bioptome to secure bites in the pulmonary valve cusps, withdrawing the bioptome result in cusp tears [1] and disrupt the pulmonary valve [2-TXT].

3.7.1. LAB MEDIA: To be provided by Authors: Bites and tears being made
3.7.2. LAB MEDIA: To be provided by Authors: Valve being disrupted TEXT: Administer i.v. epinephrine and/or norepinephrine infusions as necessary to maintain 60-80 mmHg MAP 

3.8. When severe pulmonary regurgitation has been achieved as determined by pulse-wave Doppler interrogation of the branch pulmonary arteries [1-TXT], withdraw the bioptome [2].

3.8.1. LAB MEDIA: To be provided by Authors: PW Doppler imaging of arteries/severe regurgitation TEXT: i.e., 0.6-0.7 VTI
3.8.2. Bioptome being withdrawn

4. Pulmonary Artery Band Placement

4.1. For placement of the pulmonary artery band, insert a single lumen five-French umbilical catheter through the previously placed sheath [1] and advance the catheter into the right ventricle for right ventricle pressure monitoring during the band placement [2].

4.1.1. WIDE: Talent placing catheter Videographer: More Talent than pig in shot
4.1.2. LAB MEDIA: To be provided by Authors: Catheter being advanced

4.2. Weave a silk or synthetic, braided non-absorbable suture through the middle of a silastic band for reinforcement and strength [1] and wrap the band around the main pulmonary artery between the pulmonary valve and proximal to the catheter puncture site [2].

4.2.1. Braid being weaved around band
4.2.2. Band being wrapped around artery

4.3. Through direct right ventricle pressure measurement, tighten the pulmonary artery band [1] and use a vascular clip to adjust the systemic right ventricle systolic pressure to 60% or greater [2].

4.3.1. Band being tightened
4.3.2. Clip being applied/pressure being adjusted

4.4. Once the desired pressure is reached, secure the pulmonary artery band with sutures [1] and advance the umbilical catheter across the band and the distal main pulmonary artery for a pull-back pulmonary artery band gradient [2].

4.4.1. Band being secured
4.4.2. Catheter being advanced

4.5. Remove the umbilical catheter and sheath [1] and tie off the purse-string suture to close the main pulmonary artery puncture site [2].

4.5.1. Catheter and/or sheath being removed 
4.5.2. Sutures being tied

4.6. Use nonabsorbable sutures to close the first layer of the left thoracotomy incision [1] and absorbable sutures to close the muscle layers [2].
4.6.1. Non-absorbable sutures being placed
4.6.2. Absorbable sutures being placed

4.7.  Apply skin staples to close the skin layer [1] and remove both the arterial and venous central lines [2-TXT].

4.7.1. Staple(s) being applied
4.7.2. Line(s) being removed TEXT: See text for local and postoperative analgesia administration details

4.8. Tie off the vessels to ensure hemostasis [1] and apply 1% chlorhexidine to the incisions [2].

4.8.1. Vessels being tied off
4.8.2. Chlorhexidine being applied

4.9. Then secure a bandage dressing over the incision [1] and turn off the inhaled isoflurane to allow the piglet to begin breathing on its own before extubation [2-TXT].

4.9.1. Bandage being secured
4.9.2. Talent turning off isoflurane TEXT: Incisional infection prophylaxis: 5d oral cephalexin (30 mg/kg) course
 



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: 208. (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.

5. Results: Representative Tricuspid Valve (TV) Function Analysis

5.1. Severe pulmonary regurgitation is still observed in the intervention group piglets four weeks after the procedure [1].

5.1.1. LAB MEDIA: Table 1
5.1.2. LAB MEDIA: Table 1 Video Editor: please emphasize 3.0 (2.0, 3.6) data cell

5.2. The right ventricle is dilated in these animals, as demonstrated by a larger right ventricle end-diastolic area [1], and the median right ventricle systolic pressure is increased [2].

5.2.1. LAB MEDIA: Table 1 Video Editor: please emphasize 20.3 (16.2, 23.8) data cell
5.2.2. LAB MEDIA: Table 1 Video Editor: please emphasize 10.8 (7.9, 12.1) data cell

5.3. Upon visual examination [1], the intervention piglets exhibit a thicker right ventricle free wall and anterior papillary muscle [2] and a more severe tricuspid valve regurgitation [3].

5.3.1. LAB MEDIA: Figure 4
5.3.2. LAB MEDIA: Figure 4 Video Editor: please emphasize Figure 4B
5.3.3. LAB MEDIA: Table 1 Video Editor: please emphasize 4.0 (3.4., 4.0)

5.4. The total tricuspid leaflet area [1] is also significantly greater in the intervention group piglets [2], with subjectively more opaque tricuspid valve leaflets [3] with thicker chordae tendineae observed [4].

5.4.1. LAB MEDIA: Table 2
5.4.2. LAB MEDIA: Table 2 Video Editor: please emphasize 5.1 (4.1., 5.5.) data cells
5.4.3. LAB MEDIA: Figure 6
5.4.4. LAB MEDIA: Figure 6 Video Editor: please emphasize opaque white/pink tissue in Figure 6B

5.5. In this analysis of tricuspid valve parameters from eight piglet 3D echocardiographic datasets [1], nine radial planes were obtained through the center of the tricuspid valve annulus [2] and the annulus was delineated at the leaflet hinge points in mid-systole [3].

5.5.1. LAB MEDIA: Figures 5A and 5B
5.5.2. LAB MEDIA: Figures 5A and 5B Video Editor: please emphasize red lines
5.5.3. LAB MEDIA: Figures 5A and 5B Video Editor: please emphasize yellow dots

5.6. To delineate the 3D surface of the leaflets, coordinating points were placed along the leaflet from annulus to annulus on each plane [1].

5.6.1. LAB MEDIA: Figures 5A and 5B Video Editor: please emphasize red line

5.7. Using the extracted x, y, and z spatial coordinates [1], one surface was fit to the tricuspid valve leaflets [2] and one fit to the annulus were defined [3].

5.7.1. LAB MEDIA: Figure 5C
5.7.2. LAB MEDIA: Figure 5C Video Editor: please emphasize blue region
5.7.3. LAB MEDIA: Figure 5C Video Editor: please emphasize yellow region

5.8. The annular points in each of these sections can then be fit with a plane [1], from which the bending angle is measured as the angle between the normal lines for each plane [2].

5.8.1. LAB MEDIA: Figure 5D Video Editor: please emphasize black line
5.8.2. LAB MEDIA: Figure 5D Video Editor: please emphasize red theta and arrow






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. 
· 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 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: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.[1].

6.1.1. 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?
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. [1].

6.2.1. 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?
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. [1].

6.3.1. 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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