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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?  Yes  
If Yes, can you record movies/images using your own microscope camera?
No  
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. 
Zeiss Surgical GmbH, Opmi Pico. We do have an attachable tube, which functions as a third eye-piece. A camera can be mounted here. 
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.).
2.1.2., 2.4.1., 2.4.2., 2.5.1, 2.5.2., 2.5.3., 2.6.2., 2.7.1., 2.7.2., 2.7.3., 2.8.1., 2.8.2., 2.9.1., 2.9.2., 2.9.3
Videographer: Please use the SCOPE kit to record the above SCOPE shots.
2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  No

3. Filming location: Will the filming need to take place in multiple locations?   No


Current Protocol Length

Number of Steps:  10
Number of Shots:  23 

Interviews 
1. Video 1: Author Spotlight: Investigating the Underlying Mechanisms of Right Ventricular Failure in Pulmonary Hypertension

Ethics Title Card
This research has been approved by the Danish Animal Experiments Inspectorate and performed in accordance with the national laboratory animal legislation

Videographer: Obtain headshots for all authors. 
Videographer: Please note the names of the authors delivering each statement.

REQUIRED: What is the scope of your research? What questions are you trying to answer?	Comment by Sritama  Bose: Authors: The statements were edited for length.	Comment by Sritama  Bose: Authors: Please mention the names of the authors delivering the statements.
1.1. Janne Schwab: This method can be used to study the underlying mechanisms of right ventricular failure, identify new drug targets, and investigate the effect of potential therapeutic agents for the treatment of right ventricular failure.
1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-rolls: 2.4

What are the current experimental challenges?
1.2. Anders Hammer Nielsen-Kudsk: A major challenge in models of pulmonary trunk banding is to induce different stages of right ventricular pathology. Especially the early stages of right ventricular remodelling with mild hypertrophy have been overlooked in published protocols. 
1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. 

What research gap are you addressing with your protocol?
1.3. Julie Sørensen Axelsen: The underlying mechanisms of right ventricular failure in pulmonary hypertension remain inadequately understood. We investigate the initial molecular changes in mild right ventricular pathology that might offer greater reversibility than later stages. in mild right ventricular pathology.
1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-rolls: 2.6

What advantage does your protocol offer compared to other techniques?
1.4. Asger Andersen: The method enables us to evaluate right ventricular function independently from the pulmonary vasculature. Thus, we can investigate the direct effects of new therapeutic compounds on the right ventricle.
1.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. 
How will your findings advance research in your field?
1.5. Anders Hammer Nielsen-Kudsk: This may increase our understanding of the underlying molecular pathways in the development of right ventricular failure, and thereby, lead to the discovery of new therapeutic strategies for treating RV failure in patients with pulmonary hypertension patients.
1.5.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-rolls: 2.7

Videographer: Obtain headshots for all authors.



Protocol Videos 

Video 2: Surgery for Pulmonary Trunk Banding to Create a Murine Model of Pressure Overload-Induced Right Ventricular Hypertrophy and Failure
Demonstrator: Janne Schwab
Ethics Title Card
Procedures involving animal subjects have been approved by the Danish Animal Experiments Inspectorate and performed in accordance with the national laboratory animal legislation

[bookmark: _Hlk164261745]NOTE to Authors: Please consider the following key points for shots involving live animals/survival surgery (as applicable) to avoid raising concerns by JoVE’s veterinary reviewers.
· If lifting the animal by the tail, hold it close to the tail base, not far from it.
· Shave 150% of the area surrounding a surgical site (preferably using a depilatory cream). Ensure that there are no skin injuries and no fur in the surgical field.
· Prep the surgical site with both iodine-based scrubs and alcohol.
· Use sterile gloves only for surgery (not examination or non-sterile gloves).
· Make skin incisions with a surgical blade, not scissors.
· Avoid using silk thread for closing skin incisions in survival surgeries.
Protocol
Begin by intubating the anesthetized mouse with a 22-gauge IV catheter [1-TXT]. Perform the intubation under visual guidance using a surgical microscope and an intubation stand, allowing proper alignment for visualization of the vocal cords [2]. Ensure continuous delivery of inhalant anesthetics on a nasal tube [3].
1.5.2. WIDE: An establishing shot of talent standing/sitting in front of the surgical microscope holding the catheter with the anesthetized animal kept ready for intubation. TXT: Anesthesia: 7% sevoflurane in 0.6 L/min 100% O2 (Induction), 3.5% sevoflurane in 0.6 L/min 100% O2 (Maintenance) 
Videographer: Please take a still image of talent performing this action. Make sure that it is at least a half-body shot with the talent's face visible and zoom out so we have room for cropping.
1.5.3. SCOPE: The intubation being performed.
1.5.4. Talent connecting the inhalant anesthesia to the endotracheal tube.
Ventilate the mouse at 175 strokes per minute and a tidal volume of 300 microliter per stroke [1]. Confirm proper placement of the endotracheal tube by observing symmetrical movement of the chest [2].
Shot of the animal being ventilated in the intubation device..
Shot of the animal’s chest showing symmetrical movement.	Comment by Sritama  Bose: Authors: This shot was added as per the added narration. Please let us know in case you cannot film it.	Comment by Anders Hammer Nielsen-Kudsk: May be deleted as shot 2.2.1. and 2.3.2 show symmetrical movement of the chest.
Before beginning the surgery, subcutaneously administer analgesics for peri- and postoperative analgesia and saline to compensate for perioperative fluid loss [1-TXT].
Talent administering analgesic injection to the animal. TXT: Analgesia: Buprenorphine (0.1 mg/kg) + carprofen (5 mg/kg)	Comment by Sritama  Bose: Authors: We cannot just add the narration, Thus, a shot was added. Let us know if you cannot perform it.
SCOPE: Shot of the animal’s chest showing symmetrical movement
To perform the surgery, use a scalpel to make a 10-millimeter incision in the skin above the second intercostal space from the sternal angle to the left anterior axillary line [1]. Then, using forceps, bluntly dissect the major and minor pectoral muscles and identify the second and third costae [2].
SCOPE: Talent making the incision in the skin above the second intercostal space from the sternal angle to the left anterior axillary line using a scalpel. 
SCOPE: Talent using forceps to split the major and minor pectoral muscles.
Place the custom-made thoracic retractor under the pectoral muscles [1]. Cut the intercostal muscles in the second intercostal space [21]. and bluntly dissect the thymus to expose the heart, pulmonary trunk, and aorta [2]. RepositionPlace the custom-made thoracic retractor toin the intercostal space to keep the operating field accessible [3].
SCOPE: Talent placing a thoracic retractor under the pectoral muscles.
SCOPE: Talent cutting the intercostal muscle in the second intercostal space.
SCOPE: Talent placing a thoracic retractor in the intercostal space.
SCOPE: Talent dissecting the thymus and the heart, pulmonary trunk, and aorta are exposed.	Comment by Janne Schwab: I 1. video er der fint billede af aorta og PT i fokus ca. minut 20:40.
SCOPE: Talent placing a thoracic retractor in the intercostal space.
Rotate the mouse's lower body to improve the exposure of the pulmonary trunk [1-TXT]. Bluntly dissect the thymus to expose the heart, pulmonary trunk, and aorta [2]. Using microscopic forceps, carefully remove the connective tissue between the vessels to separate the pulmonary trunk from the ascending aorta [32].
The mouse’s lower body is rotated. TXT: Keep left leg over right leg
SCOPE: Talent dissecting the thymus and the heart, pulmonary trunk, and aorta are exposed.	Comment by Janne Schwab: If possible, please label the anatomic structures as shown in the still image in the end of the script. If this is not possible, please include the still image_1 provided after SCOPE 2.6.2.
SCOPE: The pulmonary trunk is separated from the ascending aorta by bluntly removing the connective tissue between the vessels with microscopic forceps.
Pass the guidance cannula through the transverse pericardial sinus posteriorly of the pulmonary trunk [1]. Use forceps to grasp the knot on the tip of the guidance cannula and pull the suture through the cannula [2]. Carefully remove the guidance cannula while the suture stays in place around the pulmonary trunk [3].
SCOPE: The guidance cannula is passed through the transverse pericardial sinus posteriorly of the pulmonary trunk.
SCOPE: The knot on the tip of the guidance cannula is grasped using forceps, and the suture is pulled through the cannula.
SCOPE: The guidance cannula is removed without disturbing the suture around the pulmonary trunk.
Load the ligating clip applier and use the suture to guide the pulmonary trunk into the jaws of the ligating clip and compress the clip [1-TXT]. Release the suture immediately after placement of the clip and observe the filling of the pulmonary trunk [2]. 
SCOPE: The ligating clip applier is loaded.
, SCOPE: Tthe pulmonary trunk is guided into the jaws of the ligating clip, and the clip is compressed. TXT: Skip placing the ligating clip for the sham group
SCOPE: The suture is released immediately after placing the clip, and the pulmonary trunk gets filled. 
SCOPE: The clip is correctly placed.
Place a 6-0 monofilament absorbable suture around the second and third costae and close the intercostal space [1]. Evacuate as much air as possible from the thoracic cavity by applying gentle pressure to the chest while tightening the suture [2].  Lastly, suture the pectoral muscles and skin with a 6-0 monofilament absorbable suture [3].
SCOPE: Talent suturing the region around the second and third costae and close to the intercostal space.
SCOPE: Talent applying gentle pressure on the chest while tightening the suture.
SCOPE: Talent suturing the pectoral muscles.
SCOPE: Talent suturing the skin with the monofilament absorbable suture.
To ensure adequate postoperative analgesia, add analgesic to the drinking water [1-TXT] as well as administer it by subcutaneous injections for the first three days after surgery [2-TXT]. 
Talent adding analgesic to the container of drinking water. TXT: Add buprenorphine (7.5 mg/L) to the drinking water	Comment by Sritama  Bose: Authors: We cannot just add the narration. Thus, shots 2.10.1 and 2.10.2 were added. Let us know if you cannot demonstrate it.	Comment by Janne Schwab: We have demonstrated it. Daniel will send the files. 
Talent administering subcutaneous injection of analgesic to the animal. TXT: Subcutaneous analgesia: Carprofen (5 mg/kg)
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