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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: 11
Number of Shots: 28

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 Institutional Animal Care and Use Committee (IACUC) or equivalent body at (insert Institutional Name)
AUTHORS: Please provide the details of Ethics Title card in the given format



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. Thawing, Dilution, and Preparation of Cryopreserved Equine Semen for Somatic Cell Isolation
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, remove the equine semen straws from the liquid nitrogen tank [1].  Expose them to air for 10 seconds [2], and thaw them in a water bath at 37 degrees Celsius for 30 seconds [3].
2.1.1. WIDE: Talent opening the liquid nitrogen tank and removing semen straws using protective gloves.
2.1.2. Talent holding the straws in ambient air for 10 seconds.
2.1.3. Talent placing the straws into a 37 degrees Celsius water bath.
2.2. Take 250 microliters sample of the thawed semen [1]. Dilute it with 1 milliliter of supplemented DMEM/F12 (D-M-E-M-F-Twelve) medium [2-TXT]. Incubate the semen mixture at 37 degrees Celsius for 30 minutes [3].
2.2.1. Talent pipetting 250 microliters of thawed semen into a tube.
2.2.2. Talent pipetting 1 milliliter of supplemented DMEM/F12 medium. TXT: DMEM-F12 supplementation : 10% FBS , 0.1 mg/mL BSA, 12.5 µM β-mercaptoethanol, 1% antibiotic-antimycotic
2.2.3. Talent placing the tube containing the semen dilution into a 37 degrees Celsius incubator.
2.3. Pipette out 25 microliters from the incubated dilution into a tube [1] and dilute it in 975 microliters of DPBS supplemented with 0.1 milligram per milliliter polyvinyl alcohol or polyvinylpyrrolidone [2]. Deposit this mixture into a 1.5-milliliter microcentrifuge tube [3] and mix gently [4].
2.3.1. Talent pipetting 25 microliters from the first dilution into a fresh tube.
2.3.2. Talent pipetting 975 microliters of DPBS with PVA or PVP into the sample aliquot.
2.3.3. Talent transferring the mixture into a 1.5 mL microcentrifuge tube. 
2.3.4. Talent gently mixing the contents in the microcentrifuge tube.
2.4. Maintain the diluted semen mixture at 37 degrees Celsius throughout the entire cell collection process [1].
2.4.1. Talent placing the tube containing the final dilution into a 37 degrees Celsius warming block.
3. Micromanipulation and Washing of Somatic Cells Isolated from Cryopreserved Equine Semen
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Place a Petri dish lid containing diluted equine semen on the microscope stage to prepare for somatic cell collection [1]. Select a micropipette of suitable diameter for somatic cell collection and connect it to the mechanical aspiration system [2].
3.1.1. Talent positioning the labeled lid onto the microscope stage.
3.1.2. Talent selecting a micropipette and attaching it to the aspiration setup.
3.2. Carefully insert the micropipette into the microdrop and align it with the dish lid base [1]. Once the pipette aspirates culture medium [2], begin individual capture of somatic cells [3].
Authors: Please create scope videos of the shots labeled as SCOPE and upload the files to your project page as soon as possible: https://review.jove.com/account/file-uploader?src=21168268
3.2.1. Talent inserting the micropipette into the microdrop and adjusting its position near the bottom of the lid.
3.2.2. Shot of the pipette aspirating the culture medium.
3.2.3. SCOPE/SCREEN: Shot of the somatic cells
3.3. Focus on the bottom of the microdrop where various cell morphologies are visible [1]. Position the micropipette tip next to each somatic cell [2] and aspirate under negative pressure [3]. Collect all round and elongated cells regardless of size [4].
3.3.1. SCOPE/SCREEN: Shot showing different cell morphologies within the microdrop.
3.3.2. SCOPE/SCREEN: Shot of the micropipette tip being positioned next to an individual cell.
3.3.3. SCOPE/SCREEN:  Shot of the cell being aspirated. 
3.3.4. SCOPE/SCREEN: Shot of aspiration of both round and elongated cells into the micropipette.
3.4. After collecting 10 cells, deposit them into a 10 microliter microdrop located on the upper surface of the dish lid [1-TXT]. Retain all collected somatic cells within this microdrop during the entire collection process [2].
3.4.1. Talent releasing 10 collected cells into the designated microdrop.TXT: Repeat until required number of cells for cloning is obtained 	Comment by Sulakshana Karkala: AUTHORS: Please confirm If microscope or software is used for this. 
3.4.2. CU: Shot of the microdrop
3.5. Once the desired number of somatic cells is collected, perform a simple washing procedure using microdrops to remove sperm, debris, and microbial contaminants [1]. Using a second dish lid, perform a sequential three-step washing of somatic cells [2].
3.5.1. Talent preparing for washing by arranging microdrops for sequential cleaning.
3.5.2. Talent placing a new lid onto the microscope stage with three microdrops arranged.
3.6. Use a micropipette to transfer the somatic cells into the first drop and allow them to settle for 3 to 5 minutes [1]. Transfer the cells from the first drop to the second drop using the same procedure [2]. Repeat the transfer once more and place the somatic cells into the third drop [3].
3.6.1. Talent transferring somatic cells into the first drop and observing settling under the microscope.
3.6.2. Talent aspirating cells from the first drop and releasing them into the second drop.
3.6.3. Talent moving somatic cells from the second drop into the third drop.
3.7. Finally, deposit the isolated somatic cells into a prepared microdrop designated for somatic cell nuclear transfer [1].
3.7.1. Talent releasing the fully washed somatic cells into the final microdrop for nuclear transfer use.

3.7.2. 

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:49
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. The microaspiration technique successfully recovered somatic cells from cryopreserved equine semen, with capture rates ranging from 317.7 to 424.7 cells per hour across three stallions [1]. Stallion number 3 showing the highest yield [2].
4.1.1. LAB MEDIA: Table 1. Video editor: Highlight the entire “Average of somatic cells capture/hour” column for stallions #01, #02, and #03.
4.1.2. LAB MEDIA: Table 1. Video editor: Highlight the row for stallion #03
4.2. Five distinct somatic cell types were identified based on size and morphology [1]. 
4.2.1. LAB MEDIA: Figure 3 Video Editor: Please sequentially show A to D panels
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