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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: 23
Number of Shots: 51

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 up to 2 introduction and up to 3 conclusion 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.
· Answer in full sentences, the questions will not be displayed in the video. 
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

INTRODUCTION:

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 20 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 20 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 20 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 20 or fewer words.

CONCLUSION:

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 20 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 20 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 20 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 20 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 20 or fewer words.
What questions will future research focus on?
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 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 Animal Research Committee at Southwest Medical University



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. Subcutaneous Pump Placement and Long-Term Angiotensin II Infusion in Mice
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, use a razor or depilatory cream to remove the hair from the dorsal skin of an anesthetised mouse, extending from the tail base to the mid-dorsal region [1-TXT]. Disinfect the shaved area three times with 70 percent ethanol [2].	Comment by Sulakshana Karkala: AUTHORS: Please note that as per JoVE’s guidelines, the demonstration of anesthesia cannot be shown. 

2.1.1. Talent gently shaving the specified dorsal region of the mouse using a razor or applying depilatory cream and wiping off hair. TXT: Anesthesia: Sodium pentobarbital (80 mg/kg)
2.1.2. Talent wiping the shaved skin area with 70 percent ethanol swabs three times.
2.2. With a scalpel, make a 0.5 centimeter subcutaneous incision within the disinfected dorsal area [1]. Through the incision, use forceps to bluntly separate the subcutaneous tissue towards the posterior neck to create a pocket [2].
2.2.1. Talent carefully making a small incision in the center of the disinfected area with a scalpel.
2.2.2. Talent inserting forceps into the incision and spreading the tissue to create a subcutaneous pocket.
2.3. Orient the pump body so that its catheter tip points toward the mouse's head [1]. Then clamp the tip with hemostatic forceps and insert the pump into the pocket [2].
2.3.1. Talent positioning the osmotic pump with the catheter facing forward.
2.3.2. Talent inserting the pump subcutaneously using hemostatic forceps.
2.4. After implantation, suture the subcutaneous tissue using interrupted 6-0 (Six-zero) absorbable sutures and close the skin incision with surgical sutures [1]. Then, place the mouse on a thermal mat preheated to 37 degrees Celsius until it fully recovers from anesthesia, which takes approximately 5 to 10 minutes [2].
2.4.1. Talent suturing the tissue and closing the skin with surgical stitches.
2.4.2. Talent placing the mouse on a warming mat and monitoring recovery.
2.5. Infuse the prepared Angiotensin II (two) solution at a dose of 1.46 milligrams per kilogram per day via the osmotic pumps continuously for 28 days [1-TXT].
2.5.1. Talent injecting Ang II solution into a mouse. TXT: Collect experimental data after 28 days
3. Blood Pressure Tracking and Heart Tissue Evaluation in Angiotensin II-Treated Mice
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. For blood pressure measurement, set the heating platform to 37 to 38 degrees Celsius to dilate tail blood vessels [1]. Gently place the mouse in a restraint holder with the tail protruding [2]  and clean the tail using an alcohol-soaked cotton ball [3].
3.1.1. Talent sets the heating platform to 37 °C. 
3.1.2. Talent securing the mouse in the holder 
3.1.3. Talent cleaning the tail of the mouse with a alcohol-soaked cotton ball.
3.2. Attach an inflatable cuff at the tail base [1]. Then position the pulse sensor 5 to 10 millimeters distal on the mid-to-lower tail [2].
3.2.1. Talent placing an inflatable cuff at the tail base. 
3.2.2. Talent adjusting the sensor on the mouse’s tail.
3.3. Activate the device and wait until the pulse waveform stabilizes [1]. Now, start the measurement cycle [2-TXT] . 
3.3.1. Shot of the pulse waveform stabilizing on the instrument screen.
3.3.2. Shot of the BP measurement on the instrument screen. TXT: SBP Measurement: 7 day for 5 sessions;
Perform 3 readings at 2 min intervals
3.3.3. chart with data input for five sessions and three readings per mouse.
3.4. Return the mouse to its cage with access to food and water, after measurement [1]. Clean the holder and tail sleeve thoroughly to avoid contamination [2].
3.4.1. Shot of the mouse in a clean cage with food and water access. 
3.4.2. Talent cleaning equipment thoroughly.
3.5. For cardiac function measurement , on day 28, place a anesthetized mouse supine on a constant-temperature platform [1]. Attach the limbs of the mouse to electrodes for monitoring ECG signals [2].
3.5.1. Talent positioning mouse correctly on the heated imaging platform.
3.5.2. Talent applying ECG leads and operating the ultrasound system.
3.6. Acquire short-axis images at the level of the mammary muscle using M-mode ultrasound [1]. Capture three images per mouse for analysis of left ventricular dimensions and function [2].
Authors: Please create videos of the shots labeled as SCOPE/SCREEN, and upload the files to your project page as soon as possible: https://review.jove.com/account/file-uploader?src=21169793
3.6.1. SCREEN/SCOPE: Show M-mode ultrasound capturing heart short-axis .
3.6.2. SCREEN: Show 3 images per mouse. 
3.7. Next, make a 1.5-centimeter longitudinal incision in the thoracic cavity using scissors [1]. Ligate major cardiac vessels and excise the heart quickly [2].
3.7.1. Talent making thoracic incision with scissors.
3.7.2. Talent ligating major cardiac vessels, and removing heart.
3.8. Immediately rinse the heart with cold PBS to remove blood [1]. Blot the heart dry with filter paper to remove excess moisture [2].  Then slice transversely along the papillary muscle to obtain a 3 millimeter section [3].
3.8.1. Shot of the heart being placed in ice cold PBS. 
3.8.2. Talent blotting the heart with filter paper. 
3.8.3. Shot of the heart being sliced into 3 mm transverse sections. 
3.9. Now fix the tissue slice in 4% paraformaldehyde for over 48 hours, maintaining a 1 to 10 tissue-to-fixative ratio [1]. Once fixation is complete, move the tissue into a fume hood [2].  Thinly slice the tissue to 4 micrometers thickness with a surgical knife [3]. Then transfer the slices into a dehydration cassette [4].
3.9.1. Talent immersing heart tissue in a fixative-filled container.
3.9.2. Talent removing the tissue from the fixative in a fume hood. 
3.9.3. Talent slicing thin tissue sections using a surgical knife. 
3.9.4. Talent loading the slices into a dehydrating cassette.
3.10. Load the cassette into a dehydrator [1].  Run sequential dehydration using increasing concentrations of ethanol and xylene [2]. 
3.10.1. Talent placing the cassette into a dehydrator. 
3.10.2. Talent placing the slides in dehydrating solutions. 
AND
TEXT ON PLAIN BACKGROUND:
Dehydration Protocol:
70% ethanol: 1 h
80% ethanol: 1 h
95% ethanol : 1 h
100% ethanol I & II : 45 min each
xylene I & II : 30 min each
3.11. When dehydration is complete, embed tissue in paraffin [1].  Solidify the blocks on a pre-cooled minus 20 degree Celsius plate [2].
3.11.1. Talent placing the dehydrated tissues into liquid paraffin.
3.11.2. Shot of the blocks being placed on a pre-cooled – 20 °C cold plate. 
3.12. Now, use a paraffin microtome to cut 4 micrometer-thick sections [1]. Deparaffinize the sections by immersing slides in xylene I and II [2], then rehydrate through graded ethanol to distilled water [3-TXT].
3.12.1. Talent using microtome to slice sections.
3.12.2. Shot of the slides being immersed in labelled bottles of xylene I and II. 
3.12.3. Shot of the slides being immersed in ethanol. TXT: Use absolute ethanol to 70% ethanol 
3.13. Stain sections with Weigert's iron hematoxylin for 8 minutes [1]. Rinse repeatedly in distilled water to removed excess stain [2].  Then differentiate with acidic ethanol for 5 seconds [3] followed by Masson's bluing solution for 5 minutes before rinsing again [4].
3.13.1. Talent immersing the sections in Weigert's iron hematoxylin stain.
3.13.2. Shot of distilled water being pipetted over the sections. 
3.13.3. Shot of the sections being dipped in acidic ethanol. 
3.13.4. Shot of the sections being transferred into Masson’s bluing solution. 
3.14. Apply 200 to 300 microliters of carmine red over each slide for 10 minutes [1], then rinse with 0.2 percent glacial acetic acid for 1 minute [2].
3.14.1. Talent applying 200 – 300 µL of carmine stain over a slide. 
3.14.2. Shot of the slides being dipped in 0.2% glacial acetic acid.
3.15. Treat slides with phosphomolybdic acid until muscle fibers turn red [1]. Then, stain with 200 to 300 microliters of aniline blue for 5 minutes [2] before rinsing in 0.2 percent glacial acetic acid [3].
3.15.1. Shot of slides being dipped in phosphomolybdic acid. 
3.15.2. Talent pipetting aniline blue over the stained sections. 
3.15.3. Talent dipping the slides in 0.2% glacial acetic acid. 
3.16. Now, dehydrate the stained tissue through graded ethanol [1] and clear with xylene using three immersions of 1 to 2 minutes each [2].
3.16.1. Shot of the slides being transferred from different ethanol concentrations. 
AUTHORS: Please perform only 1 representative action
3.16.2. Talent immersing slides in xylene.
3.17. Mount the sections by applying neutral resin [1] and covering with a coverslip [2].
3.17.1. Talent pipetting resin and placing coverslip on stained tissue.
3.18. Observe the stained tissue under a microscope and photograph each slide [1-TXT].
3.18.1. Talent looking at the screen with microscope images. TXT: Photograph images at 10X, 20X and 40X

3.18.2. 

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: 180.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. Systolic blood pressure in the model group exceeded 160 millimeters of mercury at day 7 and remained elevated through days 14, 21, and 28 [1], while the sham group maintained normal levels throughout the experiment [2].
4.1.1. LAB MEDIA: Figure 1A. Video editor: Highlight the curve labeled “Model” 
4.1.2. LAB MEDIA: Figure 1A. Video editor: Highlight the curve labeled “Sham” 
4.2. Echocardiography on day 28 showed the model group had ventricular wall thinning, thickening of the posterior wall, and reduced anterior wall motion [1].
4.2.1. LAB MEDIA: Figure 1B. Video editor: Please highlight the “Model” panel
4.3. The left ventricular ejection fraction and left ventricular fractional shortening were significantly decreased in the model group compared with the sham group [1]. Left ventricular internal diameter at end-diastole was significantly increased in the model group compared with the sham group [2].
4.3.1. LAB MEDIA: Figure 1C and D. Video editor: Highlight the lower dot plot for “Model” in both graphs
4.3.2. LAB MEDIA: Figure 1E. Video editor: Highlight the higher dot plot for “Model” 
4.4. Left ventricular internal diameter at end-systole was also significantly increased in the model group compared with the sham group [1].
4.4.1. LAB MEDIA: Figure 1F. Video editor: Highlight the higher dot plot values under “Model” 
4.5. Masson staining revealed that the model group had increased network-like blue-stained collagen fibers in the myocardial interstitium and perivascular regions, while no such staining was present in the sham group [1].
4.5.1. LAB MEDIA: Figure 1G. Video editor: Please emphasize the Model images
4.6. The proportion of fibrotic area in the atrial myocardium was significantly higher in the model group compared with the sham group [1].
4.6.1. LAB MEDIA: Figure 1H. Video editor: Highlight the higher dot plot values under “Model” 
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