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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:  20
Number of Shots:  39 (12 Scope) 

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): 

Videographer: Please capture all testimonial shots in a wide-angle format with sufficient headspace, as the final videos will be rendered in a 1:1 aspect ratio. Testimonial statements will be presented live by the authors, sharing their spontaneous perspectives.

· Testimonial statements will not appear in the video but may be featured in the journal’s promotional materials.
· Provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author delivering the testimonial. 
· Please answer the testimonial question live during the shoot, speaking naturally and in your own words in complete sentences.

How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: (authors will present their testimonial statements live)
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, Enter author title: (authors will present their testimonial statements live)


Ethics Title Card
This research has been approved by Yale University’s Institutional Animal Care and Use Committee
Authors, please check if the above statement is correct



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. 

2. Surgical Preparation and Left Renal Lymphadenectomy
Demonstrator: Click here to enter name of demonstrator(s) 


2.1. To begin, place the anesthetized animal on the operating table [1-TXT]. Use tape to secure the animal’s left arm in a superior direction [2] and the tail in an inferior direction to create a relaxed but elongated posture [3].
2.1.1. WIDE: Talent placing the anesthetized animal on the operating table. TXT: 2 - 3% Isoflurane + suitable local anesthetic 
2.1.2. Talent gently taping the animal’s left arm superiorly on the surgical platform.
2.1.3. Talent taping the tail inferiorly on the surgical platform.

2.2. Optionally, prepare 10 to 20 microliters of sterile injection containing filtered 5 percent Evans Blue dye in PBS [1] and inject into both hindfoot pads to assist with visualization of the renal lymph nodes through drainage along the iliac lymphatic tract [2].
2.2.1. Talent loading the dye into a syringe.
2.2.2. Talent injecting Evans Blue solution into a hindfoot pad.

2.3. Now, make a 1-centimeter oblique incision through the skin just below the spleen, approximately 1 centimeter inferior to the last rib [1]. Using blunt dissection, separate the skin from the abdominal and chest wall [2] and identify the spleen within the abdomen [3].
2.3.1. Talent making a 1 centimeter oblique skin incision with a scalpel.
2.3.2. Talent using blunt forceps to gently dissect the skin.
2.3.3. Talent pointing to the revealed spleen.

2.4. Then, make a 1 centimeter incision through the abdominal wall musculature just inferior to the spleen to enter the peritoneal cavity [1].
2.4.1. Talent incising the abdominal wall musculature with surgical scissors.

2.5. Identify the left kidney as a smooth organ located along the posterior abdominal wall, just beneath the spleen [1]. Using two angled forceps, bluntly dissect behind the left kidney to access the retroperitoneum [2].
2.5.1. Talent identifying and pointing to the left kidney.
2.5.2. Talent using angled forceps to carefully dissect posterior to the kidney.

2.6. Now, gently reflect the left kidney in an anteromedial direction [1].
2.6.1. Talent using forceps to gently reposition the left kidney anteromedially.

2.7. Under a dissecting microscope, locate the adipose tissue pad surrounding the left renal lymph node, which lies posterior to the kidney and superior to the renal vessels [1]. Identify and avoid the adrenal gland located superiorly, the aorta posteriorly, and the cisterna chyli anteromedially [2].
2.7.1. SCOPE: pointing to the adipose pad surrounding the lymph node beneath the microscope.
2.7.2. SCOPE: pointing to adrenal gland, aorta, and cisterna chyli near the lymph node.

2.8. Using a fine-tipped forceps, bluntly dissect around the lymph node capsule to separate it from adjacent vessels while providing gentle counter tension with an angled forceps [1].
2.8.1. SCOPE: Fine-tipped and angled forceps manipulating the lymph node and surrounding tissue.

2.9. Use fine-tipped straight forceps to retract the lymph node upward [1], then use fine-point scissors to sharply cut the posteromedial attachments [2].
2.9.1. SCOPE: fine-tipped straight forceps retracting the lymph node upward.
2.9.2. SCOPE: Fine-point scissors incising posteromedial attachments.

2.10. Examine the area to confirm hemostasis [1].
2.10.1. SCOPE: Clear surgical field showing absence of bleeding.

2.11. Next, return the kidney to its normal anatomical position [1]. Close the abdominal wall and then the skin using 6-0 (6-oh) monofilament polypropylene suture in a running stitch [2]. Apply sterile surgical glue to seal the wound [3].
2.11.1. Talent repositioning the kidney back into place.
2.11.2. Talent suturing the abdominal wall and skin layers sequentially.
2.11.3. Talent applying surgical glue along the closed incision line.






3. Right Renal Lymphadenectomy
Demonstrator: Click here to enter name of demonstrator(s) 
3.1. Reposition the animal into the left lateral decubitus position with the left side facing down [1]. Use tape to secure the animal’s right arm in a superior direction [2] and the tail in an inferior direction to maintain a relaxed but elongated posture [3].
3.1.1. Talent gently turning the animal onto its left side on the surgical platform.
3.1.2. Talent taping the right arm into the surgical board.
3.1.3. Talent taping the tail into position.

3.2. Now, make a 1-centimeter oblique skin incision just beneath the last rib, which will be positioned slightly higher than on the left side [1]. Using blunt dissection, separate the skin from the abdominal and chest wall [2]. Then, make a 1-centimeter incision through the abdominal wall musculature to access the peritoneal cavity [3].
3.2.1. Talent performing the oblique skin incision using a scalpel.
3.2.2. Talent using blunt forceps to dissect the skin from the underlying wall.
3.2.3. Talent incising the abdominal musculature with scissors.

3.3. Identify the right kidney, which is a smooth organ located along the posterior abdominal wall and just beneath the liver [1]. Using two angled forceps, bluntly dissect behind the right kidney to gain entry to the retroperitoneal space [2].
3.3.1. Talent identifying and pointing to the right kidney.
3.3.2. Talent using angled forceps to dissect posterior to the right kidney.

3.4. Then, reflect the right kidney in an anteromedial direction [1].
3.4.1. Talent gently repositioning the right kidney using forceps.

3.5. Under the dissecting microscope, identify the adipose tissue pad surrounding the right renal lymph node, which lies posterior to the kidney and superior to the renal vessels [1]. Identify and avoid the adrenal gland located superior to the lymph node [2].
3.5.1. SCOPE: pointing to the adipose tissue enveloping the lymph node under the microscope.
3.5.2. SCOPE: pointing to the adrenal gland relative to the lymph node.

3.6. Now, using a fine-tipped forceps or fine-point scissors, bluntly dissect around the capsule of the lymph node to separate it from nearby vessels, while applying gentle countertraction with an angled forceps [1].
3.6.1. SCOPE: Fine-tipped forceps and angled forceps bluntly dissecting around the capsule of the lymph node to separate it from nearby vessels.

3.7. Then, with fine-tipped straight forceps, pull the lymph node upward [1] and sharply cut the posteromedial attachments with fine-point scissors [2].
3.7.1. SCOPE: Lymph node being elevated by fine-tipped straight forceps.
3.7.2. SCOPE: attachments being incised cleanly with fine-point scissors.

3.8. Inspect the area to ensure hemostasis [1].
3.8.1. SCOPE: Bloodless surgical field shown under the microscope.

3.9. Finally, return the right kidney to its anatomical position [1]. Close the abdominal wall and skin in two layers using 6-0 monofilament polypropylene suture in a running pattern [2] and apply sterile surgical glue over the incision site [3].
3.9.1. Talent placing the kidney back in position inside the abdomen.
3.9.2. Talent suturing the muscle and skin layers sequentially.
3.9.3. Talent applying surgical glue to the closed incision.



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: 70.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. Flow cytometry confirmed successful lymph node extraction in all 5 left and 5 right renal lymphadenectomy samples, each showing over 50% CD45-positive live cells [1], compared to less than 2% in visceral adipose controls [2].
4.1.1. LAB MEDIA: Figure 4A. Video editor: Highlight the black boxes inside panels labeled “L rLAD” and “R rLAD” 
4.1.2. LAB MEDIA: Figure 4A. Video editor: Highlight the black box inside panel “Visc Adip”.

4.2. Quantification of CD45-positive cells showed a highly significant difference between both left and right renal lymphadenectomy [1] samples compared to visceral adipose tissue [2], with no significant difference between the left and right sides [3].
4.2.1. LAB MEDIA: Figure 4B. Video editor: Highlight the two leftmost bars labeled “L rLAD” and “R rLAD” 
4.2.2. LAB MEDIA: Figure 4B. Video editor: Highlight the rightmost bar labeled “Visc Adip” showing a large drop.
4.2.3. LAB MEDIA: Figure 4B. Video editor: Emphasize the statistical comparison markers above “L rLAD” and “R rLAD” labeled “ns”.
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