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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.

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: 22
Number of Shots: 42

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 a certified medical ethical review board (BEBO, Assen, Netherlands) and conducted according to the Declaration of Helsinki guidelines of 1975 (as amended in Tokyo, Venice, Hong Kong, Somerset West, Edinburgh, Washington, and Seoul), ICH-GCP guidelines, and the laws and regulations of the Netherlands.	Comment by Vipasha Sharma: Author: Is this 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. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.
2. Patient Screening and Preoperative Preparation
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, screen patients aged 18 years or older who are scheduled for open, laparoscopic, or robotic abdominopelvic surgery requiring identification of at least 1 ureter [1]. Confirm that both ureters are present and functional [2].
2.1.1. WIDE: Talent screening patients aged 18 years or older who are scheduled for eligible abdominopelvic surgery
2.1.2. Talent confirming that both ureters are present and functional

2.2. Collect the laboratory parameters, including haematology, biochemistry, coagulation, and urinalysis, along with the electrocardiographic parameters and vital signs [1]. Register the medical history and concomitant medication [2], and determine eligibility for enrolment based on these data [3].
2.2.1. Talent collecting the laboratory parameters, electrocardiographic parameters, and vital signs
2.2.2. Talent registering the medical history and concomitant medication
2.2.3. Talent determining eligibility for enrolment based on the collected data
2.3. At enrolment, randomize the order of assessments during surgery for each subject using the electronic data capture system [1].
2.3.1. SCREEN: The order of assessments during surgery being randomized for a subject using the electronic data capture system

2.4. During surgery, assess the ureter or ureters using both near-infrared and white-light imaging at all predefined time points to evaluate the fluorescence efficacy of nizaracianine [1]. Use the randomized assessment order to minimize first-look bias [2].
2.4.1. Talent assessing the ureter using both near-infrared and white-light imaging
2.4.2. Talent following the randomized assessment order

2.5. Reconstitute each vial containing 2.7 milligrams of lyophilized nizaracianine powder with 2.7 milliliters of 5% dextrose in water [1], and prepare the syringes with the correct dose [2].
2.5.1. Talent reconstituting a vial containing 2.7 milligrams of lyophilized nizaracianine powder with 2.7 milliliters of 5 percent dextrose in water
2.5.2. Talent preparing a syringe with the correct dose
2.6. Wrap the syringes containing 2.7 milliliters of the nizaracia
nine solution in aluminium foil to prevent photo-bleaching and conceal the dose markings from the surgical team [1]. Apply coded labels to further ensure allocation concealment [2].
2.6.1. Talent wrapping a syringe containing 2.7 milliliters of the nizaracianine solution in aluminium foil
2.6.2. Talent applying a coded label to the wrapped syringe

2.7. On the day of surgery, evaluate the vital signs and electrocardiographic function in the operating room after anaesthesia but before tdrug administration [1].
2.7.1. Talent evaluating the vital signs and electrocardiographic function after anaesthesia and before the drug administration

3. NIR Imaging and Intraoperative Ureter Assessment 
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Perform near-infrared fluorescence imaging using the CE (C-E)-certified camera systems to obtain white-light, near-infrared, and overlay images of the ureters [1]. Set the Quest Spectrum systems to auto-colour [2], and Karl Storz systems to 75% white-light intensity, without changing the settings of the Intuitive systems [3].
3.1.1. Talent performing near-infrared fluorescence imaging to obtain white-light, near-infrared, and overlay images of the ureters
3.1.2. Talent setting a Quest Spectrum system to auto-colour
3.1.3. Talent setting a Karl Storz system to 75 percent white-light intensity

3.2. Administer the study drug intravenously at the first incision or trocar placement, whichever occurs first, under the supervision of the research coordinator [1].  Evaluate the vital signs and electrocardiographic function between 1 minute and 5 minutes after the dose administration [2].
3.2.1. Talent administering the study drug intravenously at the first incision or trocar placement under the supervision of the research coordinator
3.2.2. Talent evaluating the vital signs and electrocardiographic function after the dose administration

3.3. Assess each ureter at the first look before dissection of the retroperitoneal fascia [1], after dissection of the retroperitoneal fascia if required [2], and at 58 minutes after the dose administration [3]. If another dose is required after 1 hour, repeat the assessments after 10 minutes and 58 minutes when possible [4]. Before closing, assess the anatomical location of the ureters again [5].
3.3.1. Talent assessing a ureter before dissection of the retroperitoneal fascia
3.3.2. Talent assessing a ureter after dissection of the retroperitoneal fascia
3.3.3. Talent assessing a ureter at 58 minutes after the dose administration
3.3.4. Talent repeating the ureter assessments after an additional dose
3.3.5. Talent assessing the anatomical location of the ureters before closing
Author: Will Statement 4 be performed during the filming?

3.4. Perform each assessment according to the randomisation schedule, using either white-light or near-infrared imaging first [1].
3.4.1. Talent performing the ureter assessment according to the randomized imaging order

3.5. For both white-light and near-infrared imaging, indicate the visible ureter trajectory using the predefined anatomical landmarks [1]. For both white-light and near-infrared imaging, indicate the sufficiency of ureter visualisation as did not meet the need, met the need, or more than needed [2]. Indicate the certainty of visualisation as either equivocal or unequivocal [3].
3.5.1. Talent indicating the visible ureter trajectory using the predefined anatomical landmarks
3.5.2. Talent indicating the sufficiency of ureter visualisation
3.5.3. Talent indicating the certainty of ureter visualisation
Author: The term “surgeon” has been removed from the narration for consistency. We understand that the relevant intraoperative assessments and procedural steps will still be performed by the operating surgeon during filming. Please confirm if this is correct.
4. Ureter Integrity Assessment and Postoperative Surgical Evaluation
Demonstrator: Click here to enter name of demonstrator(s) 
4.1. Before closing, assess for urine leaks, flow, or obstructions using both white-light and near-infrared imaging [1]. Record each assessment as yes, no, or not sure [2].
4.1.1. Talent assessing for urine leaks, flow, or obstructions using white-light and near-infrared imaging
4.1.2. Talent recording the assessment as yes, no, or not sure

4.2. At the end of surgery, document any change in the surgical plan, approach, or instruments and its possible relation to nizaracianine [1]. Indicate whether nizaracianine provided assistance during the surgery [2].
4.2.1. Talent recording any change in the surgical plan, approach, or instruments and its possible relation to nizaracianine
4.2.2. Talent recording whether nizaracianine provided assistance during the surgery

4.3. Record whether the fluorescence provided by nizaracianine confirmed the ureter location and full course [1]. Indicate whether nizaracianine facilitated initial ureter identification without requiring dissection [2].
4.3.1. Talent recording whether the fluorescence provided by nizaracianine confirmed the ureter location and full course
4.3.2. Talent recording whether nizaracianine facilitated initial ureter identification without requiring dissection

4.4. Record whether nizaracianine reduced or eliminated dissection or skeletonization [1] and record the presence of a ureter injury [2]. Indicate whether nizaracianine potentially reduced the injury [3].
4.4.1. Talent recording whether nizaracianine reduced or eliminated dissection or skeletonization
4.4.2. Talent recording the presence of a ureter injury
4.4.3. Talent recording whether nizaracianine potentially reduced the injury

4.5. Document any improvement in the evaluation of ureter integrity and function using near-infrared imaging made possible by nizaracianine [1]. Note the general observations, including tissue disruption and the impact of body mass index on the surgical procedure [2].
4.5.1. Talent recording any improvement in the evaluation of ureter integrity and function using near-infrared imaging
4.5.2. Talent recording the general observations, including tissue disruption and the impact of body mass index on the surgical procedure
Author: Will step 4.5 be performed? Please highlight any shot in the script that can not be filmed 
5. Image Analysis 
Demonstrator: Click here to enter name of demonstrator(s) 
5.1. After completing the surgery, calculate the signal-to-background ratio using the study-specific software application to maintain data consistency throughout the study [1].
5.1.1. SCREEN: The signal-to-background ratio being calculated using the study-specific software application
Authors: Please create a screen capture video of the shots labelled SCREEN and upload them onto your project page: https://review.jove.com/account/file-uploader?src=21976823 
5.2. On the near-infrared image, position a region of interest over the most fluorescent segment of the ureter [1], and position the corresponding background region of interest in the tissue immediately adjacent to the ureteral region of interest [2]. Determine the signal-to-background ratio by dividing the mean fluorescence intensity within the ureteral region of interest by the mean fluorescence intensity of the corresponding background region of interest [3].
5.2.1. SCREEN: A region of interest being drawn over the most fluorescent segment of the ureter on the near-infrared image
5.2.2. SCREEN: A background region of interest being drawn in the tissue immediately adjacent to the ureteral region of interest
5.2.3. SCREEN: The mean fluorescence intensity within the ureteral region of interest being divided by the mean fluorescence intensity of the corresponding background region of interest



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: 90
· Please note that the video cannot include voiceover without an accompanying visual.

6. Results 

6.1. The left ureter was invisible under white light imaging [1], but near-infrared imaging enabled visualization of the ureter through the peritoneum in a more lateral position than anticipated [2]. 

6.1.1.  LAB MEDIA: Figure 2. Video editor: Show the left white-light image where the  ureter is not visible
6.1.2. LAB MEDIA: Figure 2. Video editor: Please highlight the bright green structure in the lower-left area of the near-infrared image in the right image

6.2. After 2 hours of nizaracianine administration, white light imaging enabled only partial visualization of the left ureter [1], whereas near-infrared imaging enabled complete visualization [2].

6.2.1. LAB MEDIA: Figure 3. Video editor: Show the left white-light image and highlight the partially visible ureter
6.2.2. LAB MEDIA: Figure 3. Video editor: Please highlight the bright green ureter along its visible length in the right image

6.3. White light imaging identified the left ureter but did not adequately delineate its course or confirm its integrity and function [1], whereas near-infrared imaging clearly demonstrated its full course, integrity, and function [2].

6.3.1. LAB MEDIA: Figure 4. Video editor: Show the left white-light image and highlight the visible portion of the ureter
6.3.2. LAB MEDIA: Figure 4. Video editor: Please highlight the bright green ureter along its visible length in the right image

Author: Could you please help us identify the exact location of the left ureter in the white-light images of Figures 2, 3, and 4? If possible, please describe what should be highlighted using simple visual cues, such as its position, shape, or nearby structures, so that the video editor can identify it accurately.
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