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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
Authors: Please create screen capture videos for the shots labeled as SCREEN, create a screenshot summary, and upload all the files to your project page as soon as possible: https://review.jove.com/files_upload.php?src=22116513

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.

4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.

If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position

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: 58  

Interviews
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.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context

INTRODUCTION:

REQUIRED: Summarize your research focus and the main questions it aims 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 20 or fewer words.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
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 20 or fewer words.
Describe the research contexts or systems in which this protocol can be applied.
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 20 or fewer words.
CONCLUSION:
What does this protocol allow researchers to study or measure?
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 20 or fewer words.

Describe the most important consideration or challenge when performing this protocol.
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 20 or fewer words.

Are there any additional methods or analyses that can be performed following this procedure?
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 20 or fewer words.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
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 20 or fewer words.


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

Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee (IACUC) at University of Missouri-Columbia


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.) with purple font 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. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.
2. Animal Preparation and Anesthesia
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. Begin after confirming that the surgical instruments are sterilized and the animal has been fasted for at least 12 hours [1]. Prepare a warm recovery area with vital-monitoring equipment [2].
2.1.1. WIDE: Talent monitoring a fasted animal after arranging sterilized surgical and medical instruments for the procedure.
2.1.2. WIDE: A recovery area prepared with heat support and vital-monitoring equipment. 

2.2. Sedate the animal by intravenous injection into an ear vein with an 18-gauge winged infusion set [1-TXT]. Transfer the animal to the operating table and provide heat support with heating pads [2].
2.2.1. CU: Talent administering the sedative mixture into an ear vein using an 18-gauge winged infusion set. TXT: Sedation – Ketamine 1 - 4.5 mg/Kg; Xylazine 1-2 mg/Kg
2.2.2. WIDE: Talent transferring the animal to the operating table and positioning it over heating pads.

2.3. Place an endotracheal tube with an internal diameter of 8 to 10.5 millimeters in the airway [1]. Inflate the cuff and connect the tube to the oxygen and gas-anesthesia supply [2]. Maintain a surgical plane of general anesthesia [3-TXT].
2.3.1. CU: Talent placing an appropriately sized endotracheal tube in the animal's airway.
2.3.2. CU: Talent inflating the cuff and connecting the endotracheal tube to the anesthesia circuit.
2.3.3. WIDE: The animal connected to the gas-anesthesia supply. TXT: Anesthesia -  3-5 % Isoflurane in 100 % oxygen

2.4. Position the animal in dorsal recumbency and secure the limbs in an extended position [1]. Shave the abdomen from the costal ridge to the pubis and each inguinal fold [2]. Perform an antiseptic scrub by alternating 10 percent povidone-iodine with 70 percent isopropyl alcohol [3], then cover the animal with a large sterile drape [4].
2.4.1. WIDE: The animal positioned in dorsal recumbency with the limbs secured in an extended position.
2.4.2. WIDE: Talent shaving the abdominal surgical field. 
2.4.3. CU: Talent performing the abdominal antiseptic scrub with alternating solutions.
2.4.4. WIDE: Talent covering the prepared animal with a large sterile drape.

3. Intraoperative Monitoring and Equipment Preparation
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Throughout the procedure, monitor and record heart rate, respiratory rate, peripheral oxygen saturation, and body temperature, and confirm adequate anesthetic depth by the absence of palpebral and paw-withdrawal reflexes [1]. At the start of surgery, administer analgesic and antibiotic intramuscularly [2-TXT].
3.1.1. WIDE: Talent monitoring the animal and recording the physiological parameters. 
3.1.2. CU: Talent administering the analgesic and antibiotic intramuscularly. TXT: Flunixin meglumine - 2.2 mg/Kg; Ceftiofur crystalline free acid – 5 mg/Kg

3.2. Have the surgeon and assistants perform surgical hand antisepsis and don sterile gowns and gloves [1]. Arrange the surgical and laparoscopic instruments on a sterile-draped table [2]. Transfer the laparoscope camera, rigid laparoscope, light cable, and insufflator tubing to the sterile field, connect the components, turn on the light source, and white balance the camera [3].
3.2.1. WIDE: The surgical team completing hand antisepsis and donning sterile gowns and gloves.
3.2.2. WIDE: Talent arranging the surgical and laparoscopic instruments arranged on the sterile-draped table.
3.2.3. WIDE: The laparoscopic system being connected and the camera being turned on and adjusted.

3.3. Connect the monopolar and bipolar cables to their respective forceps and the electrosurgical unit [1]. Verify proper function by briefly activating the cautery while touching the forceps to wet gauze [2]. Place the suction-irrigation tubing and probe on the sterile field and connect them to the system supplied with 0.9 percent sodium chloride [3].
3.3.1. CU: Talent connecting the monopolar and bipolar forceps to the electrosurgical unit.
3.3.2. CU: Talent briefly testing the cautery against wet gauze.
3.3.3. WIDE: Talent arranging and connecting the suction-irrigation tubing and probe.

4. Laparoscopic Partial Hysterectomy
Demonstrator: Click here to enter name of demonstrator(s)  
4.1. Using scissors, create a 20-by-30-centimeter rectangular opening in the surgical drape [1] and secure the drape with four Backhaus clamps [2].
4.1.1. WIDE: Talent creating the rectangular opening in the surgical drape. 
4.1.2. Talent securing the drape with four Backhaus clamps. 

4.2. For the first camera port A, place two towel clamps approximately 1 centimeter lateral to each side of the umbilicus and elevate the abdominal wall [1]. Make a 10-millimeter midline umbilical incision using a number 22 scalpel blade and bluntly dissect the subcutaneous tissue [2]. While maintaining elevation, insert the trocar and cannula until the peritoneal cavity is entered [3], then remove the trocar and insert the rigid telescope through the cannula [4].
4.2.1. WIDE: Talent using two towel clamps to elevate the abdominal wall beside the umbilicus.
4.2.2. CU: Talent making the midline umbilical incision and bluntly dissecting the subcutaneous tissue.
4.2.3. CU: Talent advancing the trocar and cannula while maintaining elevation of the abdominal wall.
4.2.4. CU: Talent removing the trocar and inserting the rigid telescope through the cannula.

4.3. After confirming entry into the peritoneal cavity, connect the insufflator tubing to the cannula, open the stopcock, and insufflate the abdomen with carbon dioxide [1-TXT]. Once adequate insufflation is achieved, tilt the table and animal into the Trendelenburg position, with the head approximately 20 degrees below the sacrum [2].
4.3.1. CU: Talent connecting the insufflator and initiating abdominal insufflation. TXT: Maximum pressure of CO2 - 12 mm of Hg
4.3.2. WIDE: The table and animal being tilted into the Trendelenburg position. 

4.4. With the laparoscopic camera inserted through port A, scan the abdominal viscera for pre-existing conditions or bleeding [1].
4.4.1. SCREEN: A systematic laparoscopic scan of the abdominal viscera being conducted.

4.5. Make 5- and 10-millimeter incisions lateral to the midline for ports B and C, respectively [1]. Under laparoscopic guidance, insert the trocars while avoiding organ perforation [2]. Repeat the procedure to insert trocar D [3].
4.5.1. WIDE: Talent making the lateral incisions for port B and C.
4.5.2. SCREEN: Trocars B and C being inserted under internal laparoscopic visualization.
4.5.3. WIDE: Talent inserting trocar D using the same technique.

4.6. Insert atraumatic long-jaw graspers through ports B, C, and D to manipulate the uterine horns and locate the ovaries [1]. Identify and record the ovarian structures present, including preovulatory follicles, corpora hemorrhagica, and corpora lutea [2].
4.6.1. SCREEN: Atraumatic graspers being used to manipulate the uterine horns to locate the ovaries.
4.6.2. SCREEN: Representative ovarian structures being visualized and recorded.

Authors: Please create screen capture videos for the shots labeled as SCREEN, create a screenshot summary, and upload all the files to your project page as soon as possible: https://review.jove.com/files_upload.php?src=22116513

4.7. After locating the right ovary, identify the oviduct and the tip of the uterine horn [1]. Grasp the uterine horn approximately 20 centimeters from the utero-tubal junction using one or two atraumatic graspers introduced through ports C and D [2].
4.7.1. SCREEN: The right ovary, oviduct, and tip of the uterine horn being identified.
4.7.2. SCREEN: The uterine horn being grasped with atraumatic graspers. 

4.8. Insert the bipolar cautery forceps through port B and cauterize the uterine horn at the resection site [1]. Use monopolar cutting-cautery scissors to cut the uterine horn while maintaining hemostasis [2].
4.8.1. SCREEN: Bipolar cautery being applied to the uterine horn at the resection site.
4.8.2. SCREEN: Monopolar cutting-cautery scissors transecting the cauterized uterine horn.

4.9. Grasp the uterine horn approximately 6 to 10 centimeters from the first resection site toward the utero-tubal junction [1]. Repeat the cauterization and cut until the horn is cross-sectioned [2]. Cauterize and cut the mesometrium at the junction of the two resection sites [3].
4.9.1. SCREEN: The second resection site being grasped. 
4.9.2. SCREEN: The second site being cauterized and cut until the horn is cross-sectioned.
4.9.3. SCREEN: The mesometrium between the resection sites being cauterized and cut.

4.10. Examine the resected areas for hemorrhage using laparoscopic visualization [1].
4.10.1. SCREEN: The resected areas being inspected for hemorrhage.

4.11. Insert a laparoscopic specimen-retrieval bag through port C and place the resected uterine tissue into the pouch [1]. Cinch the drawstring, bring the bag neck through the trocar port without the cannula, and carefully exteriorize the tissue using small hemostats [2]. Transfer the uterine tissue to a sterile beaker and proceed with tissue mincing [3].
4.11.1. SCREEN: The resected uterine tissue being placed into a laparoscopic specimen-retrieval bag.
4.11.2. WIDE: Talent withdrawing the bag and carefully exteriorizing the uterine tissue with small hemostats.
4.11.3. CU: Talent transferring the retrieved uterine tissue to a sterile beaker.

5. Endometrial Fragment Preparation
Demonstrator: Click here to enter name of demonstrator(s)

5.1. Using sterile instruments in a Petri dish, separate the endometrium from the myometrium until approximately 5 grams of endometrial tissue is obtained [1]. Mince the endometrial tissue into fragments of approximately 1 cubic millimeter using surgical scissors [2].
5.1.1. CU: Talent separating the endometrium from the myometrium in a sterile Petri dish. 
5.1.2. CU: Talent mincing the endometrial tissue with surgical scissors. 

5.2. After completing any optional ex vivo labeling described in the manuscript, transfer the tissue suspension to a 50-milliliter conical tube [1]. Transport the tube to the operating room for inoculation [2].
5.2.1. CU: Talent transferring the prepared tissue suspension into a 50-milliliter conical tube.
5.2.2. WIDE: Talent transporting the labeled tube being to the operating room.

6. Autologous Inoculation and Surgical Closure
Demonstrator: Click here to enter name of demonstrator(s)

6.1. Using a 5-millimeter sump cannula and a sterile 60-milliliter syringe, aspirate the endometrial-fragment suspension from the conical tube and inoculate it into the pelvic area, including the bladder and uterine horns, through port D [1]. Visualize the inoculation site laparoscopically to confirm complete delivery [2].
6.1.1. CU: Talent aspirating the endometrial-fragment suspension and introducing it through port D. 
6.1.2. SCREEN: The tissue suspension being delivered into the pelvic area under laparoscopic visualization.

6.2. Before closure, turn off the insufflator and remove the trocar cannulas [1]. Manually compress the abdomen to release carbon dioxide through the incision sites and prevent excessive bloating [2].
6.2.1. WIDE: Talent turning off the insufflator and removing the trocar cannulas.
6.2.2. WIDE: Talent manually compressing the abdomen to release the remaining carbon dioxide.

6.3. Close each 10-millimeter incision with one or two simple interrupted sutures in the abdominal fascia [1]. Approximate the subcutaneous tissue of the 10- and 5-millimeter incisions with one or two buried sutures [2], then apply skin glue to fully close the skin [3].
6.3.1. CU: Talent closing each 10-millimeter incision with one or two simple interrupted sutures in the abdominal fascia.
6.3.2. CU: Talent closing the tissue beneath the 10- and 5-millimeter incisions with one or two buried sutures.
6.3.3. CU: Talent applying skin glue to complete skin closure.

6.4. At selected follow-up  time points, repeat the animal preparation and trocar placement procedures described earlier [1]. Systematically inspect the pelvic and abdominal cavities to identify and document endometriotic lesions [2]. If tissue collection is required, obtain representative lesion biopsies, confirm hemostasis, and close the incisions as previously described [3].
6.4.1. 
Talent inserting the trocar at appropriate positions in the prepared animal. (Representative shot)
6.4.2. Talent identifying endometrial lesions during laparoscopic examination. (Representative shot)
6.4.3. Talent closing the incisions after tissue collection. (Representative shot)











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: 56.
· Please note that the video cannot include voiceover without an accompanying visual.

7. Results 

7.1. Laparoscopic surveillance identified representative endometriotic lesions on the uterine serosa [1], peritoneal wall [2], and bladder serosa [3]. 
7.1.1. LAB MEDIA: Figure 4A. Video Editor: In Panel A, please highlight the lesions on the uterine serosa indicated by the red arrows.
7.1.2. LAB MEDIA: Figure 4B. Video Editor: In Panel B, please highlight the raised lesion on the peritoneal wall indicated by the red arrow.
7.1.3. LAB MEDIA: Figure 4C-D. Video Editor: In Panels C and D, please highlight the lesions on the bladder serosa indicated by the red arrows.

7.2. The lesions showed varied gross morphologies, ranging from small, flat, discolored foci to raised nodular lesions [1]. Their presence across multiple pelvic serosal surfaces and their heterogeneous appearances demonstrated that the swine model reproduced key anatomical and morphological characteristics of human endometriosis [2].
7.2.1. LAB MEDIA: Figure 4. Video Editor:  Please sequentially highlight the flat, discolored lesions in Panels A and C and then the raised nodular lesions in Panels B and D.
7.2.2. LAB MEDIA: Figure 4. Video Editor: Please highlight all lesions across Panels A–D at the same time, to emphasize their distribution across multiple pelvic serosal surfaces.
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