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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
Authors: As these files are necessary for finalizing your script, please create screen capture videos for the shots labeled as SCREEN, create a screenshot summary, and upload all the files to your project page as soon as possible: https://review.jove.com/files_upload.php?src=21530913

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: 15  
Number of Shots: 31 

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 the Institutional Review Board (IRB) or Institutional Research and Research Ethics Committees of the National Medical Center, Instituto de Seguridad y Servicios Sociales de los Trabajadores del Estado (ISSSTE)


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. Echocardiography-Based Assessment of Ventricular Function
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. Begin with an eligible participant with confirmed MASLD (m-a-s-l-d) and let them rest quietly for at least 10 minutes before image acquisition [1]. Position the participant in the left lateral decubitus position [2], and attach electrocardiogram leads for cardiac-cycle synchronization [3].
2.1.1. WIDE: Eligible participant resting quietly before image acquisition. 
2.1.2. WIDE: Talent positioning the participant in the left lateral decubitus position.
2.1.3. CU: Talent attaching the electrocardiogram leads to the participant.

2.2. Set up a high-resolution ultrasound system with a 2- to 5-megahertz phased-array transducer capable of pulsed-wave and tissue Doppler imaging [1]. Use the same equipment, transducer settings, and acquisition parameters throughout the study whenever possible [2].
2.2.1. WIDE: Talent setting up the high-resolution ultrasound system. 
2.2.2. WIDE: Talent confirming the standardized transducer settings and acquisition parameters.

2.3. Acquire images during quiet respiration while minimizing respiratory motion [1]. Obtain parasternal long-axis, parasternal short-axis, apical four-chamber, apical two-chamber, and apical long-axis views [2]. Optimize the gain, depth, sector width, and frame rate before Doppler acquisition [3].
2.3.1. WIDE: Talent acquiring echocardiographic images during quiet respiration.
2.3.2. SCREEN: Standard parasternal and apical echocardiographic views being obtained.
2.3.3. SCREEN: Gain, depth, sector width, and frame rate being optimized before acquisition.

Authors: please create screen capture videos for the shots labeled as SCREEN, and upload all the files to your project page as soon as possible: https://review.jove.com/files_upload.php?src=21530913

2.4. In the apical four-chamber view, position the pulsed-wave Doppler sample volume between the mitral leaflet tips [1]. Record early E and late A trans-mitral inflow velocities for at least three consecutive cardiac cycles [2]. 
2.4.1. SCREEN: Pulsed-wave Doppler sample volume being positioned between the mitral leaflet tips.
2.4.2. SCREEN: Early E and late A trans-mitral inflow velocities being recorded.

2.5. Activate pulsed-wave tissue Doppler imaging in the apical four-chamber view [1]. Position the sample volume sequentially at the septal and lateral mitral annulus while keeping the ultrasound beam as parallel as possible to myocardial motion [2]. Record three consecutive cardiac cycles at each position [3].
2.5.1. SCREEN: Pulsed-wave tissue Doppler imaging being activated in the apical four-chamber view.
2.5.2. SCREEN: Sample volume being positioned at the septal and lateral mitral annulus with the beam aligned to myocardial motion. 
2.5.3. SCREEN: The cardiac cycle being recorded at an annular position.

2.6. Measure the septal and lateral e-prime velocities [1], and average three cardiac cycles for each annular location [2]. Then calculate the mean annular e-prime velocity [3].
2.6.1. SCREEN: Septal and lateral e-prime velocities being measured. 
2.6.2. SCREEN: Both velocities being averaged across three cycles for each annular position.
2.6.3. SCREEN: Mean annular e-prime velocity being calculated.

2.7. Calculate the average E-over-e-prime ratio by dividing the mitral E velocity by the mean annular e-prime velocity [1-TXT].
2.7.1. SCREEN: E-over-e-prime ratios being calculated. TXT- Report septal and lateral E/e-prime ratios separately

3. Carotid Ultrasonography and CIMT Assessment
Demonstrator: Click here to enter name of demonstrator(s)

3.1. Set up a high-resolution ultrasound system with a 7- to 15-megahertz linear-array vascular transducer [1]. Allow the participant to rest in the supine position for at least 10 minutes before image acquisition [2].
3.1.1. WIDE: Talent setting up the vascular ultrasound system. 
3.1.2. WIDE: Participant resting in the supine position. 

3.2. Position the participant's neck in slight extension and rotate the head approximately 30 to 45 degrees away from the side being examined, avoiding excessive rotation [1]. Use the same ultrasound system, transducer, acquisition settings, and analysis software for all participants whenever possible [2].
3.2.1. WIDE: Talent positioning the participant's neck and rotating the head away from the examined side.
3.2.2. SCREEN: Standardized vascular-ultrasound acquisition and analysis settings being confirmed.

3.3. Examine the right and left carotid arteries independently [1]. In the transverse plane, identify the common carotid artery, carotid bulb, and internal and external carotid arteries [2].
3.3.1. SCREEN: The right and left carotid arteries being examined independently.
3.3.2. SCREEN: Common carotid artery, carotid bulb, and internal and external carotid arteries identified in the transverse plane.
3.4. Rotate the transducer to obtain a longitudinal image with clearly defined lumen-intima and media-adventitia interfaces [1]. Optimize the image depth, focal zone, and overall gain before measurement [2].
3.4.1. SCREEN: Transducer being rotated to obtain longitudinal image with clearly defined lumen-intima and media-adventitia interfaces.
3.4.2. SCREEN: The image depth, focal zone, and overall gain being optimized before actual measurement.

3.5. Define carotid intima-media thickness, or CIMT (c-i-m-t), as the distance between the leading edges of the lumen-intima and media-adventitia interfaces [1]. Select a plaque-free far-wall segment of the distal common carotid artery approximately 10 millimeters proximal to the carotid bulb [2].
3.5.1. SCREEN: CIMT boundaries being indicated between the lumen-intima and media-adventitia interfaces.
3.5.2. SCREEN: Plaque-free far-wall segment being selected approximately 10 mm proximal to the carotid bulb.

3.6. Obtain at least three measurements from each carotid artery [1] and calculate the mean CIMT for the right and left sides separately [2]. Calculate the overall mean CIMT from the right and left mean values [3] and record the maximum plaque-free CIMT on each side as a secondary descriptive variable [4].
3.6.1. SCREEN: Multiple measurements being obtained from each carotid artery. 
3.6.2. SCREEN: The mean CIMT  being calculated for the right and left sides separately.
3.6.3. SCREEN: Overall mean CIMT calculated from the right and left mean values.
3.6.4. SCREEN: Maximum plaque-free CIMT recorded for each side.


3.6.5. 

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: 78.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. A higher Dietary Inflammatory Index was associated with an increased E by e-prime ratio, indicating a positive relationship between dietary inflammatory potential and left ventricular filling pressure [1]. A higher Dietary Inflammatory Index was also associated with greater carotid intima-media thickness when CIMT was analyzed as a continuous variable [2].
4.1.1. LAB MEDIA: Figure 1. Video Editor: In Panel A at the top, please highlight the orange data points and trace the upward-sloping trend line showing the positive relationship between the DII and the E/e′ ratio.
4.1.2. LAB MEDIA: Figure 1. Video Editor: In Panel B at the bottom, please highlight the orange data points and trace the upward-sloping trend line showing the positive relationship between the DII and carotid intima-media thickness.

4.2. Weight, body mass index, and waist circumference were broadly comparable between participants with early and increased subclinical atherosclerosis [1]. In contrast, MASLD was more prevalent among participants with increased subclinical atherosclerosis [2].
4.2.1. LAB MEDIA: Table 2. Video Editor: Please highlight the weight, BMI, and waist-circumference rows across the Early atherogenesis and Advanced atherogenesis columns.
4.2.2. LAB MEDIA: Table 2. Video Editor: Please highlight the MASLD row and emphasize the higher prevalence in the Advanced atherogenesis group. 
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