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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. https://review.jove.com/account/file-uploader?src=20916643

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:  11
Number of Shots:  26 

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 the Urology Department of Peking University First Hospital and conducted following the Helsinki Declaration



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. Renal Artery Isolation for Functional Assessment
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, ensure the kidney tissue remains fully submerged in liquid during transport to maintain tissue viability and structural integrity [1-TXT].
2.1.1. Establishing shot of the talent with kidney placed in a transport container filled with liquid. TXT: Kidney tissue was obtained from renal carcinoma patients

2.2. Visually identify the coronal plane by locating the renal hilum and aligning the cut to pass through both the renal pelvis and the lateral convex border [1]. Using a sterile scalpel, bisect the kidney along this coronal plane to create two symmetrical halves [2] and expose internal structures such as the renal pyramids and columns [3].
2.2.1. Talent pointing to the renal hilum and aligning the coronal plane.
2.2.2. Talent using a sterile scalpel to cut the kidney along the identified coronal plane.
2.2.3. Talent exposes the internal structures such as the renal pyramids and columns.

2.3. Under a stereomicroscope, use micro-dissection scissors and forceps to meticulously separate the interlobar, arcuate, and interlobular arteries in a 10-centimeter black-bottomed culture dish [1].
2.3.1. SCOPE: View of talent dissecting the kidney and separating arteries under the stereomicroscope.

2.4. Gently remove any surrounding tissue and fat from the dissected arteries in the same 10-centimeter black-bottomed culture dish to clean them thoroughly [1]. 
2.4.1. Talent carefully trimming fat and connective tissue from the arteries using forceps.

3. Arterial Ring Mounting
Demonstrator: Click here to enter name of demonstrator(s)
3.1. Using micro-dissection scissors, section the cleaned arteries into rings approximately 2 millimeters in length for vascular function studies [1].
3.1.1. Talent using micro-dissection scissors to cut the arteries into 2-millimeter-long rings.

3.2. Before fixing the arterial ring on the sample holder, record the vessel length [1]. Place the ring between the two holders and read the micrometer scale, where 1 scale division equals 10 micrometers [2]. Subtract the initial scale value measured when the holders just touch each other to calculate the arterial ring's length and width [3].	Comment by Pallavi  Sharma: Authors: I have moved this step before fixation procedure. Please check if this is correct. If not, we can move it back to its original position
3.2.1. Talent noting the arterial ring's initial placement and preparing to measure.
3.2.2. Talent positioning the ring between the holders and reading the micrometer scale.
3.2.3. Talent subtracting the initial value to determine vessel dimensions.

3.3. Carefully insert the first guide wire into an arterial ring in the dish [1]. Bend one side of the guide wire at a 90-degree angle [2]. Transfer the arterial ring with the wire into the chamber [3] and fix it onto the clamp-type sample holder using the instrument-provided screws, tightening them in a clockwise direction [4].
3.3.1. Talent inserting a guide wire into the arterial ring inside the dish.
3.3.2. Talent bending one side of the guide wire at a 90-degree angle.
3.3.3. Talent placing the ring onto the chamber.
3.3.4. Talent tightening the screws clockwise.

3.4. Then, thread a second guide wire through the arterial ring [1]. Wind the wire clockwise around the fixing screws on both ends, securing it tightly to the surface of the sample holder [2].
3.4.1. Talent inserting the second guide wire through the arterial ring.
3.4.2. Talent winding the guide wire around the screws on both ends and securing it.

4. Vessel-Specific Normalization for Optimal Initial Tension Determination
Demonstrator: Click here to enter name of demonstrator(s)
4.1. Select Normalization Settings from the DMT (D-M-T) menu and set the Eyepiece calibration as 1 millimeter per division, target pressure as 13.3 kilopascal, IC1/IC100 (I-C-One-By-I-C-Hundred) as 0.9, online averaging time as 3 seconds, and delay time as 60 seconds [1].
4.1.1. SCREEN: Show the DMT software interface as the talent selects Normalization Settings, then enters the specific parameter values in each corresponding field.
Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible: https://review.jove.com/account/file-uploader?src=20916643

4.2. Select the channel corresponding to the target artery and open the Normalization screen from the DMT menu [1]. In the appropriate fields, enter the tissue endpoints as a1 equals 0 and a2 equals the measured vessel length in millimeters [2]. Input the wire diameter as 40 micrometers and enter the micrometer reading from the scale [3]. Click Add point to save the data [4].
4.2.1. SCREEN: Show talent selecting the correct channel and opening the Normalization screen from the DMT menu.
4.2.2. SCREEN: Talent entering tissue endpoints: a1 = 0 and a2 = vessel length.
4.2.3. SCREEN: Talent inputting the wire diameter and micrometer scale reading.
4.2.4. SCREEN: Talent clicking Add point to record the data.

4.3. Now apply passive stretch and wait for 3 minutes [1]. Enter the new micrometer reading as the next point and click Add point [2]. Add 5 milliliters of 60 potassium ion solution to the chamber to induce a potassium-mediated contraction of the vessel [3]. To wash out the 60-potassium ion solution, add 5 milliliters of Krebs solution three times [4]. Finally, add 5 microliters of phenylephrine stock solution to the chamber containing 5 milliliters of Krebs buffer [5].
4.3.1. Talent initiating passive stretch and setting a timer for 3 minutes.
4.3.2. SCREEN: Talent entering the updated micrometer reading and clicking Add point.
4.3.3. Talent pipetting 5 milliliters of 60K+ solution into the chamber.
4.3.4. Talent washing out the chamber by pipetting and discarding 5 milliliters of Krebs solution three times.
4.3.5. Talent adding 5 microliters of phenylephrine stock into the Krebs buffer-filled chamber.

4.3.6. 

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: 154.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 
5.1. The interlobar artery was successfully dissected from the renal medulla, showing a thick vascular wall and surrounding adipose tissue that required careful removal to preserve structural integrity [1]. The arcuate artery was isolated at the corticomedullary junction, displaying a thinner vascular wall and an arched trajectory [2].
5.1.1. LAB MEDIA: Figure 1C. Video editor: Highlight the thick white artery running vertically, labelled as the interlobar artery 
5.1.2. LAB MEDIA: Figure 1C. Video editor: Highlight the arch-shaped vessel branching horizontally, labelled as the arcuate artery

5.2. The interlobular artery was identified running linearly through the renal cortex with a very thin wall and tightly integrated with cortical tissue [1].
5.2.1. LAB MEDIA: Figure 1C. Video editor: Highlight the thin vertical artery labelled as the interlobular artery

5.3. Histological analysis revealed that the interlobar artery had the thickest vascular wall with a distinct adventitia [1], while arcuate and interlobular arteries exhibited progressively thinner walls and fewer smooth muscle layers [2].
5.3.1. LAB MEDIA: Figure 2. Video editor: Highlight the largest pink-stained circular structure labeled “Interlobar artery” at the left. 
5.3.2. LAB MEDIA: Figure 2. Video editor: Highlight the images labelled as “Arcuate artery” and “Interlobular artery”.

5.4. Arterial normalization involved repeated mechanical stretching and potassium-induced stimulation, establishing stable baseline tension conditions across samples [1].
5.4.1. LAB MEDIA: Figure 5. 

5.5. Cumulative addition of phenylephrine from 10-9 to 10-4 molar concentrations induced progressively stronger contractions in arterial rings in a dose-dependent manner [1]. In phenylephrine-precontracted arteries, increasing concentrations of acetylcholine from 10-8 to 3×10-5 molar produced concentration-dependent vasodilation [2].
5.5.1. LAB MEDIA: Figure 6. Video editor: Trace the rising trend of the line graph as each concentration (from left to right) is added.
5.5.2. LAB MEDIA: Figure 7. Video editor: Highlight the declining slope of the graph as concentration of acetylcholine increases, beginning at the leftmost arrow.
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