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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:  xx
Number of Shots:  xx 

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 Laboratory Animal Welfare and Ethics Committee of the Third Military 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.	Comment by Poornima  G: Authors: Please review the protocol section titles, narration in purple text and the shot descriptions entirely.	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
· 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. Intranasal Bacterial Instillation in Mice
Demonstrator: Click here to enter name of demonstrator(s) 

2.1. To begin, obtain the Klebsiella pneumoniae 43816 (4-3-8-1-6) culture [1] and dilute in 0.9 percent sodium chloride solution to prepare the required bacterial suspension concentrations [2-TXT].
2.1.1. WIDE: Talent placing the bacterial culture in the hood. Videographer: Please obtain CU shot as well for this shot.
2.1.2. Talent adding the culture to tubes containing 09%NaCl. TXT: Bacterial concentrations: 1 × 108 CFU/Ml; 1 × 106 CFU/mL; and 1 × 104 CFU/mL

2.2. Position the C57BL-6 male mouse, aged 8 to 10 weeks, on a clean table [1] and inject 2 percent sodium pentobarbital at a dose of 2 microliters per gram intraperitoneally [2]. 
2.2.1. Talent positioning the mouse on the table for injection. 
2.2.2. Talent administering the intraperitoneal injection to anesthetize the mouse.

2.3. When the mouse exhibits reduced consciousness but retains the swallowing reflex, aspirate 50 microliters of the bacterial suspension or 0.9 percent sodium chloride solution as a control using a micropipette [1].
2.3.1. Talent aspirating 50 microliters of the bacterial suspension or control solution using a micropipette.

2.4. Gently hold the mouse’s neck with the thumb placed on the front of the neck [1] and gently grasp the mouse’s body with the remaining fingers [2]. Tilt the mouse’s head backward [3].
2.4.1. Talent gently holding the mouse’s neck with the thumb placed on the front of the neck.
2.4.2. Talent gently grasping the mouse’s body with the remaining fingers.
2.4.3. Talent tilting the mouse’s head backward.

2.5. Next, slowly instill the bacterial suspension into the mouse’s nostrils, approximately 5 to 10 microliters per drop [1]. Instill 1 drop into 1 nostril at a time [2].
2.5.1. Talent slowly instilling the bacterial suspension into the mouse’s nostril.
2.5.2. Close-up of only 1 drop falling into the other nostril.

2.6. After observing that the mouse has inhaled the suspension [1], quickly lift the mouse upward [2]. Then slowly lower the mouse to promote suspension inhalation into the bronchi [3].
2.6.1. Talent observing as the mouse has inhales the suspension.
2.6.2. Talent quickly lifting the mouse upward.
2.6.3. Talent slowly lowering the mouse.

2.7. Following instillation, position the mouse supine on a mouse board tilted at 60 degrees [1]. If the room temperature is low, turn on the heater to help the mouse recover [2]. Monitor the mouse until it fully recovers from anesthesia [3]. Then, return it to its cage with optimal temperature conditions, sufficient water, and food [4].
2.7.1. Talent fixing the mouse in a supine position on a mouse board tilted at 60 degrees.
2.7.2. Talent turning on a heater to help the mouse recover.
2.7.3. Talent monitoring the mouse during recovery from anesthesia and mouse showing some movements.
2.7.4. Talent returning the recovered mouse to its cage.

Authors: The following are representative shots added to bridge the results to the protocol 
2.8. Use the serum collected after infection to measure the inflammatory and organ damage indicators [1] and monitor clinical symptoms by recording body weight, hair condition, and activity level [2].
2.8.1. Talent processing the vial with blood for obtaining serum.
2.8.2. Talent recording the animal’s weight by placing it on a weighing scale.

2.9. Assess immune cell changes by flow cytometry [1] and monitor survival of the mice among the experimental groups [2].
2.9.1. Talent loading a sample into the flow cytometer.
2.9.2. Talent looking at the animal in the cage and noting the days in a book.


2.9.3. 

Results
Please review this section to make sure that it accurately reflects your findings.	Comment by Poornima  G: Authors: Please check if the narration is correct and if the figures and areas being highlighted match with the narration
· 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: XXX.
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 

3.1. At 12 hours after intranasal instillation, the serum interleukin-6 level was significantly increased in the 1 × 10⁸ Klebsiella pneumoniae or the KP group [1].
3.1.1. LAB MEDIA: Figure 2A. Video editor: Highlight the bar labeled 1 × 10⁸ KP.

3.2. At 24 hours after intranasal instillation, the serum alanine aminotransferase, aspartate aminotransferase, creatine kinase, and blood urea nitrogen levels were significantly higher in the 1 × 10⁸ KP [1] group than in the control group [2].
3.2.1. LAB MEDIA: Figures 2B–E. Video editor: Highlight the bars labeled 1 × 10⁸ KP.
3.2.2. LAB MEDIA: Figures 2B–E. Video editor: Highlight the bars labeled control.


3.3. On day 3 after intranasal instillation, body weights significantly decreased in mice from the 1 × 10⁶ [1] and the 1 × 10⁸ KP group [2].
3.3.1. LAB MEDIA: Figure 2F. Video editor: Highlight the day 3 point for the line labeled 1 × 10⁶ KP.
3.3.2. LAB MEDIA: Figure 2F. Video editor: Highlight the day 3 point for the line labeled 1 × 10⁸ KP.

3.4. On day 7 after intranasal instillation, the 1 × 10⁸ KP group showed a significantly decreased lymphocyte percentage [1] and a significantly decreased proportion of monocytes expressing major histocompatibility complex class II (2) [2] compared with the control group [3].
3.4.1. LAB MEDIA: Figure 3A. Video editor: Highlight the bar labeled 1 × 10⁸ KP.
3.4.2. LAB MEDIA: Figure 3B. Video editor: Highlight the bar labeled 1 × 10⁸ KP.
3.4.3. LAB MEDIA: Figure 3AB. Video editor: Highlight the control bars.


3.5. The mean fluorescence intensities of interleukin-10 [1] and transforming growth factor beta 1 in cluster of differentiation 4-positive T cells were significantly increased in the 1 × 10⁸ KP group [2].
3.5.1. LAB MEDIA: Figure 4A. Video editor: Highlight the bar labeled 1 × 10⁸ KP.
3.5.2. LAB MEDIA: Figure 4C. Video editor: Highlight the bar labeled 1 × 10⁸ KP.

3.6. At 24 hours after secondary infection with Pseudomonas aeruginosa, the bacterial load in bronchoalveolar lavage fluid was significantly increased in mice from the 1 × 10⁸ KP group [1].
3.6.1. LAB MEDIA: Figure 4B. Video editor: Highlight the bar labeled 1 × 10⁸ KP.

3.7. Within 7 days after intranasal instillation, mortality rates were significantly increased in mice from the 1 × 10⁶ KP group [1] and the 1 × 10⁸ KP group [2].
3.7.1. LAB MEDIA: Figure 4D. Video editor: Highlight the survival line labeled 1 × 10⁶ KP.
3.7.2. LAB MEDIA: Figure 4D. Video editor: Highlight the survival line labeled 1 × 10⁸ KP.

3.8. Within 7 days after secondary infection with Pseudomonas aeruginosa, mortality rates were significantly increased in mice from the 1 × 10⁶ KP group [1] and the 1 × 10⁸ KP group [2].
3.8.1. LAB MEDIA: Figure 4D. Video editor: Highlight the survival line labeled 1 × 10⁶ KP.
3.8.2. LAB MEDIA: Figure 4D. Video editor: Highlight the survival line labeled 1 × 10⁸ KP.
[bookmark: _Hlk201588971]
NOTE to Authors: Please consider the following key points for shots involving live
animals/survival surgery (as applicable) to avoid raising concerns by JoVE’s veterinary
reviewers.
· If lifting the animal by the tail, hold it close to the tail base, not far from it.
· Shave 150% of the area surrounding a surgical site (preferably using a depilatory
· cream). Ensure that there are no skin injuries and no fur in the surgical field.
· Prep the surgical site with both iodine-based scrubs and alcohol.
· Use sterile gloves only for surgery (not examination or non-sterile gloves).
· Make skin incisions with a surgical blade, not scissors.
· Avoid using silk thread for closing skin incisions in survival surgeries.
Please point out the organs before dissecting
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