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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.
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.

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.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, 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 sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length
Number of Steps:  25
Number of Shots:  55

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· 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: What is the scope of your research? What questions are you trying to 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.

What are the most recent developments in your field of research?
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.
What technologies are currently used to advance research in your field?
1.3. 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.
What are the current experimental challenges?
1.4. 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.

What significant findings have you established in your field?
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.

What research gap are you addressing with your protocol?
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.

What advantage does your protocol offer compared to other techniques?
1.7. 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.
How will your findings advance research in your field?
1.8. 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.
What new scientific questions have your results paved the way for?
1.9. 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.
What research questions will your laboratory focus on in the future?
1.10. 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.


Videographer: Obtain headshots for all authors available at the filming location.

Testimonial Questions (OPTIONAL): 

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. 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 50 or fewer words.
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. 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 50 or fewer words.


Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee (IACUC) at Fuwai Hospital, Chinese Academy of Medical Sciences



Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating how the word will be spoken. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 

2. Donor Pig Selection, Surgical Exposure, and Cardioplegia Initiation
Demonstrator: Click here to enter name of demonstrator(s) 

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, match the donor and recipient by comparing ABO blood type and heart size [1]. Determine the blood type using the method reported by Choi and colleagues [2]. Use echocardiography to assess heart size and confirm compatibility [3].
2.1.1. WIDE: Talent reviewing charts of donor and recipient, highlighting ABO blood type and heart dimensions.
2.1.2. Talent performing a blood type test using the Choi et al. method.
2.1.3. Talent conducting an echocardiographic assessment and measuring heart dimensions.

2.2. To perform thoracotomy, use high-frequency electrocautery to make a midline incision on the anesthetized donor pig from the mid-cervical region to below the xiphoid process [1-TXT]. Then, perform a sternal incision and cauterize the sternum [2]. Apply bone wax to the exposed sternum to achieve hemostasis [3].
2.2.1. Talent making a midline incision from the mid-cervical region to below the xiphoid process. TXT: Anesthesia: Ketamine (10 mg/kg) and Midazolam (1 mg/kg) (i.m)
2.2.2. Talent performing a vertical sternal incision and cauterizing the sternum. 
2.2.3. Talent applying bone wax directly to the cut sternum.

2.3. After opening the chest, administer 300 units per kilogram of heparin to achieve systemic anticoagulation and prevent thrombosis [1]. Then use electrocautery to lift the thymus gently and separate it from the pericardium to excise it, ensuring no bleeding occurs [2].
2.3.1. Talent measuring and administering heparin intravenously post-thoracotomy.
2.3.2. Talent using electrocautery to lift and separate the thymus from surrounding tissues.

2.4. Now open the pericardium and clear the connective tissue from the anterior side of the main pulmonary artery [1]. 
2.4.1. Talent making a pericardial incision and clearing the connective tissue from the anterior side of the main pulmonary artery. 
2.5. Use electrocautery to dissect between the ascending aorta and pulmonary artery to expose the great vessels [1]. Then ligate the left hemi-azygous vein [2].
2.5.1. Talent carefully dissecting between the great vessels with electrocautery.
2.5.2. Shot of a ligature being placed on the left hemi-azygous vein.

2.6. Next, use a 5-0 (five-oh) Prolene suture to place a purse-string suture on the adventitia of the proximal ascending aorta and secure it with a tourniquet [1]. Then insert the cardioplegia cannula into the aorta and secure it using the same suture [2].
2.6.1. Talent placing a purse-string suture around the proximal ascending aorta, securing with a tourniquet. 
2.6.2. Talent inserting the cardioplegia cannula and tightening the suture.

2.7. For cardioplegia infusion, apply aortic cross-clamps [1]. Administer 500 milliliters of modified St. Thomas solution and 500 milliliters of UW solution [2-TXT]. 
2.7.1. Talent clamping the aorta.
2.7.2. Talent administering cardioplegic solutions. TXT: Ensure aortic root pressure of 80 - 100  mmHg
2.8. At this point, incise the right atrial appendage for venting [1]. Use additional clamps on the superior and inferior vena cava to collect blood for postoperative transfusion [2]. Collect donor blood from the cut ends of the superior and inferior vena cava for postoperative transfusion [3].
2.8.1. Talent making an incision in the right atrial appendage.
2.8.2. Talent applying clamps on the venae cavae and collecting blood.
2.8.3. Talent holding collection tubes under cut ends of vena cava.

2.9. Now make a small incision in the lower abdomen of the recipient to expose the bladder wall [1]. Secure the bladder to the incision edges using fine sutures [2]. 
2.9.1. Talent performing a lower abdominal incision.
2.9.2. Talent suturing bladder edges to the incision.
2.10. Incise the bladder wall and insert a urinary catheter, then fix it in place with sutures [1].  Connect the catheter to a collection bag for urine drainage and monitoring [2].
2.10.1. Talent makes an incision on the bladder wall, inserts catheter into bladder and secures it.
2.10.2. Talent connecting catheter to a urine collection bag.

2.11. When core body temperature drops to approximately 30 degrees Celsius, lift the ascending aorta snare and apply a pediatric aortic cross-clamp [1]. 
2.11.1. Talent lifting the snare and applying cross-clamp to the aorta.
2.12. Infuse cold modified St. Thomas solution through the cardioplegia cannula into the aortic root [1-TXT]. Apply ice slush on the cardiac surface to induce rapid cooling and cardioplegia [2].
2.12.1. Talent infusing cold cardioplegic solution into the aortic root. TXT: Cardioplegia: 4 °C, 10 - 15 mL/kg
2.12.2. Talent placing ice slush on the heart.
3. Recipient Heart Excision, Implantation, and Functional Restoration
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Excise the recipient's right atrium after opening the pericardium [1]. Make an incision along the middle of the right atrium, extending it downward to the inferior vena cava and upward to the superior vena cava, while preserving enough wall for later anastomosis [2-TXT]. 

3.1.1. Talent opening the pericardium to access the heart.
3.1.2. Talent making precise incisions on the right atrium, preserving the atrial cuff.TXT: Use a bulldog clamp to isolate the left hemiazygos vein

3.2. Now transect the aorta and pulmonary artery at their roots, preserving adequate length for anastomosis [1]. Incise the left atrium in a circular fashion around the pulmonary vein openings, leaving a sufficient cuff [2]. Then excise the entire recipient heart, ensuring the vessels are of appropriate length for the donor heart [3].
3.2.1. Talent using surgical scissors to transect the aorta and pulmonary artery.
3.2.2. Talent making a circular incision around the pulmonary veins.
3.2.3. Talent lifting and removing the recipient heart.

3.3. To trim the donor heart, dissect the connective tissue between the aorta and pulmonary artery of the donor heart [1]. Trim both vessels to appropriate lengths to avoid twisting or tension after implantation [2].
3.3.1. Talent separating aorta and pulmonary artery with blunt dissection.
3.3.2. Talent trimming vessels for proper fit.

3.4. For the left atrium, merge the pulmonary veins into a single left atrial cuff [1] and trim it to match the recipient's cuff [2].
3.4.1. Talent suturing pulmonary veins together.
3.4.2. Talent trimming the cuff to match recipient.

3.5. For the right atrium, ligate the superior vena cava [1]. Then cut from the right atrial appendage to the inferior vena cava to form a right atrial cuff [2-TXT]. =
3.5.1. Talent tying off the superior vena cava.
3.5.2. Shot of the right atrial appendage being cut till the inferior vena cava. TXT: Trim cuff to align with recipient

3.6. To begin implantation, place the donor heart in the recipient’s mediastinum [1]. Cool it with ice slush to prevent heat transfer to adjacent chest tissue [2]. 
3.6.1. Talent placing the donor heart in the recipient’s mediastinum. 
3.6.2. Shot of ice slush being added to the donor heart. 
3.7. Use the double-needle sliding suture technique to anastomose down to the mid-lower part of the atrial septum [1]. On the other side, suture along the top of the left atria, down to the septum [2]. 
3.7.1. Talent using double-needle sliding to anastomose down to the mid-lower part of the atrial septum.
3.7.2. Shot of the top of the left atria down to the septum being sutured. 
3.8. Constantly assess the size difference between the donor and recipient's left atrium [1] and fold any excess tissue appropriately to complete the anastomosis [2]. After de-airing the left atrium, tie the suture ends tightly [3].  
3.8.1. Talent assessing the size difference between the donor and recipient left atrium. 
3.8.2. Shot of excess tissue being folded. 
3.8.3. Talent ties the suture ends, after de-airing. 

3.9. Adjust the donor heart to near-normal position and begin right atrial anastomosis from the lower end of the right atrial septum [1]. Pass one suture line upwards counterclockwise [2-TXT]. Tie the two suture lines where they meet at the middle of the right atrium’s lateral wall [3].
3.9.1. Talent aligning and beginning suture from right atrial septum.
3.9.2. Shot of 1 suture line going upwards in anti-clockwise direction. TXT: Ensure other line goes downwards along right atrial wall
3.9.3. Shot of the other suture line going downwards. 

3.10. For aorta anastomosis, perform end-to-end anastomosis using the sliding technique, starting from the posterior wall of the vessel [1] and completing the anastomosis from the donor to recipient pulmonary arteries [2]. Finally, tie the suture tightly at the front wall [3-TXT].
3.10.1. Talent starting aortic anastomosis from the posterior wall of the vessel. 
3.10.2. Talent suturing anterior wall of the aorta.
3.10.3. Shot of the suture being tied at the front wall. TXT: Use same technique for pulmonary artery anastomosis after rewarming recipient
3.11. After completing the pulmonary artery anastomosis, insert an air venting needle into the root of the ascending aorta [1]. Remove the aortic cross-clamp to allow heart resuscitation [2-TXT]. 
3.11.1. Talent inserting air venting needle into the root of the ascending aorta. 
3.11.2. Talent removing cross-clamp.TXT: Let an anesthetist assist with lung inflation

3.12. When the heart restarts, support initial cardiac function using extracorporeal circulation [1-TXT]. Place a temporary pacemaker then remove extracorporeal circulation and withdraw the cannulas [2].
3.12.1. Talent adjusting extracorporeal flow after heart restart.TXT:Check all anastomoses for bleeding and ensure hemostasis
3.12.2. Shot of a temporary pacemaker being placed, extracorporeal circulation and cannulas being removed.
3.13. Place a temporary epicardial pacemaker wire on the right atrium and right ventricle surface Then place drainage tubes in the mediastinum and thoracic cavity [1]. Finally, close the midline incision using standard techniques [2]. 
3.13.1. Talent placing a temporary epicardial pacemaker wire on the right atrium and right ventricle surface and placing drainage tubes. 
3.13.2. Talent closing incision with sutures.

3.13.3. 

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 159
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. Central venous pressure was significantly higher in the bicaval group than in the biatrial group at 12 hours post-operation [1], and this difference remained highly significant at 48 hours post-operation [2].
4.1.1. LAB MEDIA: Figure 2E.  Video editor: Show the left graph labeled "12h post-op", highlighting the higher cluster of circular data points under "Bi-caval" and the lower square data points under "Bi-atrial".
4.1.2. LAB MEDIA: Figure 2F.	Video editor: Show the right graph labeled "48h post-op", again highlighting the distinct vertical separation between the elevated "Bi-caval" data points and the lower "Bi-atrial" data points.

4.2. ICU monitor readings showed that at 12 hours post-operation, the bicaval group had a central venous pressure of 24.2 millimeters of mercury [1], whereas the biatrial group showed a markedly lower value of 10.6 millimeters of mercury [2].
4.2.1. LAB MEDIA: Figure 2A.		Video editor: Focus on the blue CVP value "24.2" in the middle-right portion of the monitor screen labeled "Bi-caval 12h post-op".
4.2.2. LAB MEDIA: Figure 2C. Video editor: Focus on the blue CVP value "10.6" on the screen labeled "Bi-atrial 12h post-op".
4.3. At 48 hours post-operation, the bicaval group continued to show elevated central venous pressure at 30.3 millimeters of mercury [1], in contrast to the biatrial group which maintained a lower value of 11.8 millimeters of mercury [2].
4.3.1. LAB MEDIA: Figure 2B.  Video editor: Highlight the blue CVP value "30.3" on the monitor labeled "Bi-caval 48h post-op".
4.3.2. LAB MEDIA: Figure 2D.	Video editor: Highlight the blue CVP value "11.8" on the monitor labeled "Bi-atrial 48h post-op".

4.4. Arterial blood gas analysis during cardiopulmonary bypass revealed a rise in pH to 7.699 [1] and a drop in carbon dioxide partial pressure to 22.2 millimeters of mercury [2]. 
4.4.1.  LAB MEDIA: Table 1. Video editor: Zoom in on the “pH” row to show the increase from “Baseline” to “CPB” (from 7.475 to 7.699).
4.4.2. LAB MEDIA: Table 1.  Video editor: Highlight the “PCO₂” row where the value drops from 37.8 to 22.2 millimeters of mercury from “Baseline” to “CPB”.

4.5. After heart resuscitation, arterial oxygen partial pressure peaked at 425 millimeters of mercury [1]. 
4.5.1. LAB MEDIA: Table 1.	Video editor: Highlight the “PO₂” row and focus on the spike to “425” under the “Heart resuscitation” column.
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