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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: 25
Number of Shots: 50 (26 SC) 

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.
· 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.
Answers will be slightly edited in accordance with the journal guidelines

INTRODUCTION:
REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Enter full 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 full 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 full 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. 
1.1. 
1.2. 
1.3. 
1.4. Enter full 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.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter full 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 full 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 full 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 Research Ethics Committee (REC) for East Midlands – Nottingham 



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. 	Comment by Poornima  G: Authors: Please check all the pronunciation guides written in red italics below and post a comment at the respective guide if any changes are required
· 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. Injecting the Radiotracer into the Patient
Demonstrator: Click here to enter name of demonstrator(s) 

2.1. To begin, confirm the patient's identity by performing a 3-point identification check using the request form [1].
2.1.1. WIDE: Talent checking patient details by reading the referral chart.

2.2. Clearly explain the procedure to the patient, including the purpose of the PET scan, the injection of a radioactive tracer, and any associated radiation risks and safety precautions [1].
2.2.1. Talent speaking to the patient, gesturing to an anatomical poster or diagram while explaining the PET scan and radiation safety.

2.3. Now, using aseptic technique, insert a 22 to 24-gauge intravenous catheter into the median cubital, cephalic, or basilic vein at the antecubital fossa [1]. Flush the catheter with 10 milliliters of sterile saline to confirm vein patency [2].
2.3.1. Talent donning gloves and performing aseptic insertion of an intravenous catheter into the patient's arm, focusing on the antecubital fossa.
2.3.2. Talent attaching a saline syringe to the IV line and flushing it slowly.

2.4. Draw up the calculated activity of the radiotracer according to protocol [1-TXT]. Using a 1, 3, or 5 milliliter plastic syringe with the appropriate syringe shield, draw up the radiotracer dose [2].
2.4.1. Talent drawing up radiotracer from a shielded vial. TXT: 3.5 MBq/kg ± 10% (Do not exceed 400 MBq) 
2.4.2. Talent selecting the correct size plastic syringe, placing it into a syringe shield, and drawing up the radiotracer.

2.5. Measure and record the radioactivity level of the syringe using a dose calibrator [1]. Note the exact time and place the syringe into a lead-shielded syringe carrier [2].
2.5.1. Talent placing the syringe into a dose calibrator and reading the measurement.
2.5.2. Talent writing down the measurement with the time, then placing the syringe into a lead container.

2.6. Slowly inject the radiotracer through the intravenous line [1], followed immediately by a 10-milliliter flush of sterile saline to ensure complete administration [2].
2.6.1. Talent slowly injecting the radiotracer into the IV line while observing the patient.
2.6.2. Talent flushing the IV line with saline from a pre-filled syringe.

2.7. Accurately document the time of injection by checking a calibrated wall clock [1].
2.7.1. Talent checking the time on a clearly visible calibrated wall clock and writing it down on the patient chart.



3. PET-CT Preparation and Imaging
Demonstrator: Click here to enter name of demonstrator(s) 


3.1. After injecting the radiotracer, disconnect the used syringe and place it securely in a lead carrier box [1].
3.1.1. Talent removing the syringe from the IV port and placing it into a lead-lined carrier box.

3.2. Carefully remove the intravenous catheter while following appropriate radiation safety precautions to prevent contamination [1].
3.2.1. Talent wearing gloves and removing the intravenous catheter from the patient’s arm, then discarding it in a clinical waste container.
3.3. Place the used syringe back into the dose calibrator to measure residual radioactivity [1]. Record the measured value and the exact time [2].
3.3.1. Talent placing the used syringe into the dose calibrator and waiting for the reading.
3.3.2. Talent writing down the residual activity value and time on a form or computer.

3.4. Dispose of the used syringe and any radioactive waste in a designated radioactive waste container, following institutional guidelines [1].
3.4.1. Talent disposing of the syringe and associated waste into a clearly labeled radioactive waste bin.

3.5. Instruct the patient to rest quietly in the hot waiting room for 50 minutes to 1 hour to allow for optimal radiotracer uptake [1].
3.5.1. Talent guiding the patient to the hot waiting room and giving verbal instructions to remain seated and rest quietly.

3.6. After the uptake period, escort the patient to the camera room and assist them to lie supine on the PET scanning table [1].
3.6.1. Talent walking the patient into the scanner room and helping them position supine on the scanning table.

3.7. Perform a final patient identification check and confirm the details against the scanner console before proceeding [1]. Once the correct patient is selected on the scanner console, begin the PET-CT scan according to protocol [2].
3.7.1. Talent reading the patient’s identification on the console screen.
3.7.2. Talent activating the scan protocol on the screen.

3.8. After the scan, escort the patient to the exit area and advise them to resume normal eating and drinking [1].
3.8.1. Talent walking the patient out of the scanning room and explaining they can return to their normal routine.

3.9. Reiterate radiation safety precautions by advising the patient to avoid close contact with children and pregnant women for at least 8 hours after the scan [1-TXT].
3.9.1. Talent speaking to the patient and emphasizing the need to maintain distance from children and pregnant women for the next 8 hours. TXT: Advise the patient to drink plenty of fluids

3.10. Perform PET three-dimensional iterative image reconstruction using the Bayesian penalized likelihood reconstruction algorithm  [1].
3.10.1. Talent taking a seat at the computer table.


4. Quantification of FDG Avid Intra-Thoracic Lymph Node using the 3D Slicer Platform
Demonstrator: Click here to enter name of demonstrator(s) 

4.1. Open the Extensions Manager in 3D Slicer [1]. After installing the required extensions, restart the 3D Slicer software [2].
4.1.1. SCREEN: Show 3D Slicer interface as the user navigates to the Extensions Manager from the main toolbar.
4.1.2. SCREEN: user clicking Restart to relaunch 3D Slicer. TXT: Extensions: PETDICOMExtension; PETTumorSegmentation; PETLiverUptakeMeasurement; PET-IndiC
[bookmark: _Hlk162020732][bookmark: _Hlk203170338][bookmark: _Hlk162020892][bookmark: _Hlk203166143]Authors: Please create screen capture videos of the shots labeled as SCREEN, write a screenshot summary, and upload the files to your project page as soon as possible: 
Please let me know if your institute’s system does not allow you to install the SCREEN recording software

4.2. Upload anonymized PET-CT DICOM images by selecting Add DICOM Data and choosing Import DICOM files [1].
4.2.1. SCREEN: Display the Add DICOM Data window with user browsing and importing anonymized PET-CT DICOM files.

4.3. To perform liver quantification as a reference tissue, go to Quantification and select PET Liver Uptake measurement [1]. In the Input Volume dropdown, choose PET image [2]. In the Output Volume dropdown, select Create New LabelMapVolume [3]. Click Segment Reference Region to generate the region of interest [4]. Now, check the segmented region for correctness [5]. If segmentation fails, use the manual method. Save the mean standardized uptake value and standard deviation under the Measurements section [6].
4.3.1. SCREEN: Show navigation to Quantification > PET Liver Uptake measurement.
4.3.2. SCREEN: Show selection of PET image in the Input Volume dropdown.
4.3.3. SCREEN: Show selection of Create New LabelMapVolume in the Output Volume dropdown.
4.3.4. SCREEN: Show user clicking Segment Reference Region and a liver region being highlighted.
4.3.5. SCREEN: Show the segmented liver region displayed for verification.
4.3.6. SCREEN: Show Measurements panel displaying mean standardized uptake value and standard deviation being saved.

4.4. If automated segmentation fails, proceed with the manual measurement method. To do this, go to Segment Editor [1]. In the Source Volume dropdown, select the PET image [2]. Click Add to create a new segment [3]. Select Paint and choose the Sphere brush to manually draw a volume of interest on a homogeneous region of the liver parenchyma [4]. 
4.4.1. SCREEN: Show user opening Segment Editor module.
4.4.2. SCREEN: Show selection of PET image in the Source Volume dropdown.
4.4.3. SCREEN: Show user clicking Add to create a new segment.
4.4.4. SCREEN: Show Sphere brush selected and user painting a region on the liver.

4.5. Navigate to Quantification > Segment Statistics [1]. In the Scalar Volume dropdown, choose PET image [2]. Under Advanced Options, select PET Volume Statistics or Scalar Volume Statistics, and check Mean and Standard Deviation [3]. Click Apply to generate the statistics [4].
4.5.1. SCREEN: Show navigation to Quantification > Segment Statistics.
4.5.2. SCREEN: Show PET image selected in the Scalar Volume dropdown.
4.5.3. SCREEN: Show user selecting Mean and Standard Deviation under Advanced Options.
4.5.4. SCREEN: Show user clicking Apply and the statistics being generated.

4.6. Create a new segmentation by opening the Segment Editor module [1]. Use the Threshold tool, set the lower limit to the mean standardized uptake value of the liver plus three times its standard deviation, and click Apply to highlight all regions in the body above the threshold [2]. Exclude any highlighted areas that fall outside the intrathoracic lymph nodes [3]. 
4.6.1. SCREEN: Show the Segment Editor module with user creating a new segmentation session.
4.6.2. SCREEN: Show user selecting the Threshold tool, entering the value as “SUVmeanliver + 3 × SDliver,” and clicking Apply, highlighting multiple regions.
4.6.3. SCREEN: Display thresholded image with full-body highlighted areas, focusing on the thoracic region.

4.7. Use Method I for manual cleanup by selecting the Scissors tool and choosing either Erase Inside or Erase Outside to remove unwanted regions [1]. Alternatively, use Method II by applying the Islands effect. Then use Split Islands to Segments to separate disconnected regions, and delete those not corresponding to lymph nodes. Clean up any small noise regions as needed [2].
4.7.1. SCREEN: Show user activating the Scissors tool in Erase Outside mode and removing highlighted areas not in the chest.
4.7.2. SCREEN: Show user applying the Islands effect, using Split Islands to Segments, and deleting non-thoracic and noise segments.

4.8. Finally, to quantify the segmented lymph nodes, go to Quantification > Segment Statistics [1]. In the Scalar Volume dropdown menu, select the PET image [2]. Under Advanced Options, choose PET Volume Statistics or Scalar Volume Statistics and select the desired measurements [3]. Total lesion glycolysis must be calculated manually by multiplying the mean standardized uptake value and metabolic volume using the displayed results. Click Apply to generate the statistics [4].
4.8.1. SCREEN: Show navigation to the Segment Statistics module under Quantification.
4.8.2. SCREEN: Show selection of PET image from the Scalar Volume dropdown.
4.8.3. SCREEN: Show user enabling PET Volume Statistics and selecting Mean and Metabolic Volume.
4.8.4. SCREEN: Show generated statistics displayed and user manually calculating total lesion glycolysis using a calculator or spreadsheet.




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: 141.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 	Comment by Poornima  G: Authors: Please check if the narration is correct and if the figures and areas being highlighted match with the narration
	Comment by Poornima  G: Only some representative results are shown here

5.1. Bland–Altman analysis demonstrated strong agreement between clinical and research platforms for all PET-derived parameters, with liver mean standardized uptake value or SUV and volumetric parameters showing minimal bias and narrow limits of agreement [1].
5.1.1. LAB MEDIA: Table 1. Video editor: Highlight the rows for “Liver SUVmean”, “MV”, and “TLG” in the column showing mean difference and Concordance correlation coefficient.

5.2. In two participants treated for tuberculosis, SUVmax, SUVmean, metabolic volume, and total lesion glycolysis increased between baseline and follow-up after 3 months [1].
5.2.1. LAB MEDIA: Figure 1. Video editor: Highlight the red lines corresponding to “Treated for TB” in A1, B1, C1, D1 graphs.

5.3. The participant diagnosed with tuberculosis at 2 years showed decreasing SUVmax, SUVmean, and total lesion glycolysis between baseline and 3 months [1], while metabolic volume remained stable [2].
5.3.1. LAB MEDIA: Figure 1. Video editor: Highlight the orange lines corresponding to “TB Diagnosed at 2 years”  in A1, B1 and D1.
5.3.2. LAB MEDIA: Figure 1. Video editor: Highlight the orange line corresponding to “TB Diagnosed at 2 years”  in C1

5.4. After normalizing PET (Pet) parameters to liver uptake, SUVRmax increased in the individual diagnosed with tuberculosis at 2 years [1].
5.4.1. LAB MEDIA: Figure 1-A2. Video editor: Highlight the orange line showing increased SUVRmax between baseline and 3 months in A2.

5.5. Participants who remained disease-free showed decreases in SUVmax, SUVmean, metabolic volume, and total lesion glycolysis from baseline to 3 months [1].
5.5.1. LAB MEDIA: Figure 1. Video editor: Highlight the BLUE lines corresponding to “remained healthy” in A1, B1, C1, D1 graphs.


NOTE to the Authors:

You have two options for filming and submitting the SCREEN footage:

Option 1: Uploading Separate Clips (Highly Recommended)

Please upload a separate video file for each SCREEN shot (tagged as SCREEN), naming the file according to the shot number (e.g., 2.4.3, 1.5.1, 3.2.1, 3.1.3, etc.).

- Each clip must be a maximum of 20 to 25 seconds to match the voice narration.
- If an action takes longer, provide only the best, most representative 20-25 second segment.



Option 2: Uploading a Single Continuous Video

If you prefer to record all steps together and upload a single video file, that is acceptable. In this case, you must write the precise timestamp for each shot within the script.

For example, if the action described in shot 2.1.2 is present in the file xxx.mp4 and occurs between timestamps 00:30 and 00:45 , then write the following in the script after each shot description or as a comment bubble.
(write the file name and timestamp after each shot): [File name] [Start Time]-[End Time]
 

- Example 	2.1.2  SCREEN: performing ...........action. xxx.mp4 00:30-00:45
1.2.2 SCREEN: cutting the…..........action. xxx.mp4 01:10-01:20

- The duration between the start and end times for each shot must be limited to 20 to 25 seconds
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