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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:  26
Number of Shots:  56

Introduction 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Answer in full sentences, in a style suitable for being spoken aloud.
· Limit the length of each statement to 30 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: 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 30 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 30 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 30 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 30 or fewer words.

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 30 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 30 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 30 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 30 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 30 or fewer words.
What research questions will your laboratory focus on in the future?
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 30 or fewer words.

Ethics Title Card
This research has been approved by the Local Animal Experiments Ethics Committee at  Erciyes University (HAYDEK)


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. Hypoxia Model Establishment and Behavioral Assessment in Neonatal Mice
[bookmark: _Hlk198658614]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, design the experiment to include four groups made of three hypoxic groups and one sham control group [1]. Mate healthy female mice with healthy male mice to generate pregnant female mice [2].
2.1.1. WIDE: Talent setting up four labeled cages representing each experimental group.
2.1.2. Talent placing male and female mice together in mating cages.

2.2. Transfer the pregnant mice to the hypoxia laboratory 72 hours before embryonic day 21.5 and begin monitoring them [1]. Place the mothers into hypoxia chambers at the time of delivery [2]. Adjust the oxygen levels in each chamber according to the specifications for each group [3].

2.2.1. Talent moving pregnant mice into the hypoxia laboratory and initiating monitoring.
2.2.2. Talent transferring mothers in labor, into hypoxia chambers.
2.2.3. Talent adjusting the oxygen level in the chamber. 
AUTHORS: Please capture the screen of the instrument to show the adjustment of oxygen

2.3. Maintain the neonates in hypoxic conditions for five minutes only [1]. Then, immediately transfer them to standard housing conditions [2]. 
2.3.1. Talent placing neonates into hypoxia chambers.
2.3.2. Talent transferring neonates to standard housing after five minutes.
2.4. Select two neonates from each group to confirm hypoxia-induced damage and determine sex [1]. Keep the remaining pups with their mothers in normal housing conditions until the end of the lactation period for further testing [2].
2.4.1. Talent selecting two neonates from each group for assessment.
2.4.2. Talent returning remaining pups to their mothers in normal housing.
3. Behavioral Assessment in Adult Mice with Induced Neonatal Hypoxia
Demonstrator:

3.1. To perform the novel object recognition test, place a 2-month-old mouse in an arena with two identical objects, allowing it to explore freely [1]. 
3.1.1. Talent placing mouse in arena with two identical objects.
3.2. During the 10-minute session, observe and record the time the mouse spends with each object and the number of interactions [1]. Also, record the number of times the mouse turned toward or interacted with each object [2]. 
3.2.1. Talent recording time and interactions with each object.
3.2.2. Shot of the mouse turning or interacting with the object. 
3.3.  The next day, replace one of the familiar objects with a novel object [1]. Return the mouse to the arena and allow it to explore for another ten minutes [2]. 
3.3.1. Talent replacing one object with a novel object.
3.3.2. Talent returning mouse to arena for second exploration.
3.4. Record the time spent with the familiar and novel objects and the number of interactions [1]. Calculate the discrimination index to assess the mouse's memory and learning abilities [2-TXT].
Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible: https://review.jove.com/account/file-uploader?src=20872723
3.4.1. Talent recording time and interactions with familiar and novel objects.
3.4.2. SCREEN: The DI index is being calculated. TXT: Use DI to objectively assess mouse’s learning and memory abilities


3.5. To perform the tail suspension test, install the camera to clearly monitor the mice [1]. Then set up the appropriate video tracking software [2]. 
3.5.1. Talent setting up camera.
3.5.2. SCREEN: The video tracking software is being seen/installed.
3.6. Prepare the experimental setup to accommodate three mice simultaneously [1]. Use 25-centimeter-high cardboard panels with 20-centimeter intervals to isolate the mice [2]. 
3.6.1. Talent arranging setup for three mice.
3.6.2. Talent placing cardboard panels to isolate mice.
3.7. Then cut 12-centimeter-long strips of tape [1] and attach them to the end of each mouse's tail, positioning the tape 2 centimeters from the tip to suspend the mouse safely [2]. 
3.7.1. Talent cutting 12 cm strips of tape. 
3.7.2. Talent attaching tape to mouse tails for suspension.
3.8. Record the mice for six minutes while suspended [1]. After the test, stop the recording, remove the mice, and return them to their housing cages [2]. Analyze the videos to determine the duration of active movement and immobility [3].
3.8.1. Shot of suspended mice. 
3.8.2. Talent removing mice and returning them to cages.
3.8.3. SCREEN: Video of the suspended mouse is being seen. 

3.9. For the marble burying test, fill an empty cage with a 5-centimeter layer of corn cob bedding [1]. Arrange 20 marbles in five rows of four on the bedding surface [2]. 
3.9.1. Talent filling cage with corn cob bedding.
3.9.2. Talent arranging marbles on bedding surface.
3.10. Place the subject mouse in a corner of the cage, allowing free access to the entire area [1]. Allow the mouse to explore for 20 minutes, during which it may bury marbles [2]. 
3.10.1. Talent placing mouse in cage corner.
3.10.2. Shot of the mouse exploring the cage and burying marbles. 
3.11. After 20 minutes, remove the mouse [1] and count the number of marbles buried under the bedding [2]. Record the total number of marbles buried to assess anxiety-related behaviors and compulsive tendencies [3].
3.11.1. Talent removing mouse from the setup. 
3.11.2. Talent counting buried marbles.
3.11.3. SCREEN: Display recorded number of marbles buried for behavioral assessment.

3.12. Next, perform the social interaction test. Install the camera to clearly monitor the mice [1] and connect it to the computer with appropriate video tracking software [2]. 

3.12.1. Talent setting up camera.
3.12.2. Talent connecting the camera to the computer with video tracking software.
3.13. Set up a rectangular box with two walls containing two doors to create three chambers [1]. Place a cage containing a mouse that is familiar with the experimental setup in one chamber [2] and another cage with a mouse that had no previous experience, in another chamber [3]. 
3.13.1. Shot of the rectangular box with 3 chambers. 
3.13.2. Talent placing labeled cage with familiar mouse in one chamber. 
3.13.3. Talent placing labeled cage with unfamiliar mouse in 2nd chamber. 
3.14. Start recording and place the subject mouse in the middle compartment, allowing it to explore for five minutes [1]. Return the mouse to its housing cage after the session [2]. 
3.14.1. Talent recording subject mouse exploring for five minutes.
3.14.2. Talent removing subject mouse after session.
3.15. Use the social interaction test software to analyze the time spent interacting with each mouse and compare results with the sham control group [1].
3.15.1. SCREEN: The interaction time is being analyzed and compared with sham control group. 

3.16. To perform the open field test, position the camera and connect it to the computer [1]. Then set up the test arena and divide it with imaginary lines to create 16 squares [2]. 
3.16.1. Talent setting up camera and video tracking software.
3.16.2. Talent arranging test arena with 16 imaginary squares.
3.17. Start recording and carefully place the mouse in the center of the arena, observing its behavior for five minutes [1]. After the session, stop the recording, remove the mouse, and return it to its housing cage [2]. 
3.17.1. Talent placing mouse in center and recording behavior.
3.17.2. Talent removing mouse after five minutes.
3.18. Use the tracking software to measure behaviors to assess anxiety levels, locomotor activity, exploratory behavior, and emotional responses [1].
3.18.1. SCREEN: Display analysis of recorded behaviors for assessment.
AND
TEXT ON PLAIN BACKGROUND:
Measure the following behaviors:

Walking 
Climbing 
Escape Attempts 
Grooming Immobility 
Total Crossings 
Defecation 
Urination

3.19. To perform the Morris water maze test, prepare a water maze in a stable position within a behavioral laboratory [1-TXT]. Hang distinct visual cues at the center of four imaginary quadrants of the maze wall, approximately 20 centimeters from the base [2]. 
3.19.1. Talent setting up water maze in behavioral laboratory. TXT: Maze dimensions: 120 cm (diameter), 60 cm (depth); Maintain lab at 23 ± 1 °C
3.19.2. Talent hanging visual cues in each quadrant.
3.20. Next, position a platform measuring 17 centimeters in length and 10 centimeters in diameter about 20 centimeters from the wall [1]. Fill the maze with water at a temperature between 21 and 26 degrees Celsius to a level 1 centimeter below the platform [2].  Stain it with a black multi-surface acrylic dye [3]. 
3.20.1. Talent positioning platform in maze.
3.20.2. Talent filling maze with appropriately tempered water.
3.20.3. Talent adding black dye to the water.
3.21. Place the camera to capture the full maze [1]. Connect it to the Morris water maze software on the computer [2]. 
3.21.1. Talent setting up camera.
3.21.2. Talent connecting to software.
3.22. Begin recording and place the subject mouse in a different quadrant for the first four days, with its face directed toward the tank wall [1]. Assign the platform location in the day five test schedule [2]. On the fifth day, remove the platform  [3] and carefully place the mice in a square of the maze as demonstrated earlier [4].
3.22.1. Talent placing mouse in different quadrant each day and recording.
3.22.2. Talent assigning platform location for day five.
3.22.3. Talent removing platform on day five.
3.22.4. Talent placing the mice in a maze square. 




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: 243.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 
AUTHORS: Please note that since the results section is limited to 200 words, only the behavioral results were scripted as they are more relevant to the demonstrated protocol
4.1. In the novel object recognition test, mice exposed to 8%, 10%, and 12% hypoxic oxygen conditions during birth showed significantly greater exploration of the novel object [1].
4.1.1. LAB MEDIA: Figure 5A. Video editor: Highlight the blue, red, and green bars in the “Novel Object” section that are visibly taller than their “Familiar Object” counterparts.
4.2. Total distance traveled was significantly reduced in the 8%, 10%, and 12% oxygen groups compared to the 21% oxygen group [1] with a corresponding significant reduction in velocity [2].
4.2.1. LAB MEDIA: Figure 5D. Video editor: Highlight the shorter bars for 8%, 10%, and 12% oxygen compared to the purple bar at 21% oxygen.
4.2.2. LAB MEDIA: Figure 5F. Video editor: Emphasize the lower velocity bars in the 8%, 10%, and 12% oxygen groups.

4.3. Discrimination index scores were significantly higher in the 10% and 12% oxygen groups, indicating increased novelty preference [1]. The percentage of novel object discovery was significantly reduced in the 10% and 12% oxygen groups [2].
4.3.1. LAB MEDIA: Figure 5H. Video editor: Highlight the red and green bars showing clear elevation above the purple control bar.
4.3.2. LAB MEDIA: Figure 5J. Video editor: Highlight the red and green bars which are shorter than the purple bar in the “Novel Object Discovery” graph.

4.4. Marble burying behavior was significantly reduced in the 8%, 10%, and 12% oxygen groups, with the most pronounced decrease observed in the 10% oxygen group [1].
4.4.1. LAB MEDIA: Figure 7A. Video editor: Highlight the blue, red, and green bars that are visibly lower than the purple bar representing the 21% oxygen group, with special focus on the red 10% oxygen bar showing the lowest level.
4.5. In the SIT (S-I-T) , male mice of the 21% group showed a significantly greater preference for the cage [1]. Distance traveled significantly decreased in the 10% and 12% oxygen groups [2]. Only the female mice of the 21% group traveled more than males [3].
4.5.1. LAB MEDIA: Figure 8B. Video editor: Highlight the taller male bar compared to the female bar in the 21% oxygen group.
4.5.2. LAB MEDIA: Figure 8C. Video editor: Highlight the shorter bars for 10% and 12% oxygen groups compared to the 21% oxygen group.
4.5.3. LAB MEDIA: Figure 8D. Video editor: Emphasize the taller female bar compared to the male bar in the 21% oxygen group.

4.6. Movement speed during the was significantly lower in the 10% and 12% oxygen groups [1]. Female mice in the 21% oxygen group moved significantly faster than males [2].
4.6.1. LAB MEDIA: Figure 8E. Video editor: Highlight the shorter bars for 10% and 12% oxygen in the speed panel.
4.6.2. LAB MEDIA: Figure 8F. Video editor: Highlight the taller female bar in the 21% oxygen group.

4.7. In the Morris Water Maze test, interest in the platform decreased from day 1 to day 5 in all groups, indicating memory decline [1]. In the open field test, all groups spent more time in the peripheral area than in the central area, suggesting anxiety-related behavior [2].
4.7.1. LAB MEDIA: Figure 9. Video editor: Show the line graph or bars showing a downward trend in platform interest from day 1 to day 5.
4.7.2. LAB MEDIA: Figure 10A. Video editor: Highlight the peripheral area bars that are taller than central area bars for all groups.
4.8. Significant sex-based differences were observed across all groups, though no differences were found between sexes within individual groups [1]. All oxygen groups showed increased total movements[2].
4.8.1. LAB MEDIA: Figure 10B. Video editor: Show overall comparison with clear sex-based trends, keeping male/female within groups similar.
4.8.2.  LAB MEDIA: Figure 10E. Video editor: Highlight all tall bars for 8%, 10%, 12%, and 21% oxygen groups compared to the control bar.
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