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Author Questionnaire 
1. We have marked your project as author-provided footage, meaning you film the video yourself and provide JoVE with the footage to edit. JoVE will not send the videographer. Please confirm that this is correct. 
☐ Correct 
☐ Incorrect 

 2. 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 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.

3. 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.

[bookmark: Text5]4. Proposed filming date: To help JoVE process and publish your video in a timely manner, please indicate the proposed date that your group will film here: MM/DD/YYYY

DO NOT use this draft script for filming. Please wait until your script is finalized to begin the filming process. 

When you are ready to submit your video files, please contact our Content Manager, Utkarsh Khare

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:  09
Number of Shots:  19

Introduction 

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.

Ethics Title Card
This research has been approved by the Institutional Animal Ethics Committee at CSIR-Indian Institute of Integrative Medicine




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.) 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 you/your videographer will capture. 

2. Preparation and Endotracheal Instillation of LPS 
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, weigh each animal using a calibrated balance [1].
2.1.1. WIDE: Talent placing a mouse on a digital balance and recording the weight.

2.2. Prepare the lipopolysaccharide solution by diluting the lyophilized Escherichia coli lipopolysaccharide in sterile PBS to achieve the desired concentration [1].
2.2.1. Talent adding PBS into a vial containing lyophilized Escherichia coli lipopolysaccharide.

2.3. After anesthetizing the mouse, check the depth of anesthesia [1-TXT] and position the mouse in a semi-recumbent position with its incisors suspended on a solid supporting platform [2].
2.3.1. Talent pinching the mouse’s toe gently with forceps to check for reflex. TXT: Anaesthesia: ketamine-xylazine cocktail 
2.3.2. Talent placing the anaesthetized mouse with its incisors hooked over a bar in a semi-recumbent posture.
2.4. Then, open the mouth of the anaesthetized animal [1], gently grasp the tongue using forceps [2], and carefully insert the laryngoscope [3], aligning it precisely for optimal visualization of the tracheal opening [4].
2.4.1. Talent opening the mouth of the anaesthetized mouse.
2.4.2. Talent holding the tongue with forceps, pulling it forward gently.
2.4.3. Talent inserting the laryngoscope carefully into the oral cavity.
2.4.4. Talent adjusting the angle of the laryngoscope for clear visualization of the tracheal opening.

2.5. Using curved, blunt-ended forceps, delicately grasp the tongue and gently retract it in an upward and lateral direction [1].
2.5.1. Talent holding the tongue with curved, blunt-ended forceps and carefully pulling it upward and to the side.

2.6. Now, draw 100 microliters of lipopolysaccharide solution into a syringe and attach it to a 16-gauge rat endotracheal tube [1]. Administer the lipopolysaccharide solution near the tracheal opening [2]. Immediately after instillation, gently occlude the nostrils using blunt-ended forceps for 2 to 4 seconds to promote aspiration of the solution into the lungs through the trachea [3].
2.6.1. Talent drawing 100 microliters of lipopolysaccharide solution into the syringe and attaching it to a 16-gauge endotracheal tube.
2.6.2. Talent placing the tube near the tracheal opening and delivering the solution.
2.6.3. Talent closing the animal's nostrils with blunt-ended forceps for a few seconds.

2.7. Then, carefully reposition the tongue to its normal anatomical orientation following lipopolysaccharide delivery [1]. Transfer the animal back to its cage and closely monitor for any signs of respiratory compromise or choking for at least 1 minute [2].
2.7.1. Talent repositioning the tongue inside the mouth to its natural resting position.
2.7.2. Talent placing the animal into its cage.

2.8. After performing bronchoalveolar lavage and tracheotomy [1], gently infuse 2 milliliters of cold PBS into the lungs and retrieve the fluid carefully [2].
2.8.1. Shot of the animal after performing tracheotomy.
2.8.2. Talent slowly injecting 2 milliliters of cold PBS into the lungs and collecting the lavage fluid.

2.9. Centrifuge the collected lavage fluid at 5000 g for 5 minutes at 4 degrees Celsius [1]. Use the supernatant to detect inflammatory markers [2]. Collect the lungs for histopathological examination or homogenize them for myeloperoxidase activity [3].
2.9.1. Talent placing the lavage sample into the centrifuge.
2.9.2. Talent collecting the supernatant after centrifugation.
2.9.3. Talent removing the lungs from the animal and placing them into labeled containers for histopathology or homogenization.



Results
Please review this section to make sure that it accurately reflects your findings.
· You/Your videographer does not have to record this section. 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.

3. Results 

3.1. Compared to the control group, the group euthanized 24 hours after lipopolysaccharide instillation showed a significant increase in interleukin-1 beta levels [1], elevated myeloperoxidase activity [2], and higher total protein content [3]. At 120 hours post-lipopolysaccharide instillation, interleukin-1 beta, myeloperoxidase activity, and total protein levels had returned to near-baseline values [4].
3.1.1. LAB MEDIA: Figure 1A. Video editor: Highlight the bar for “LPS 24 h,” which is visibly higher than the “Control” bar.
3.1.2. LAB MEDIA: Figure 1B. Video editor: Highlight the bar for “LPS 24 h,” which is visibly higher than the “Control” bar.
3.1.3. LAB MEDIA: Figure 1C. Video editor: Highlight the bar for “LPS 24 h,” which is visibly higher than the “Control” bar.
3.1.4. LAB MEDIA: Figure 1A–C. Video editor: Highlight the bars for “LPS 120 h,” which are close to the “Control” bars

3.2. Lung histopathology at 24 hours demonstrated disintegrated alveolar structure, swelling of the alveolar wall, hemolysis, and severe neutrophil infiltration [1].
3.2.1. LAB MEDIA: Figure 2. Video editor: Highlight the “LPS 24 h” panel.

3.3. Lung architecture was restored at 120 hours post-lipopolysaccharide instillation [1].
3.3.1. LAB MEDIA: Figure 2. Video editor: Highlight the “LPS 120 h” 
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