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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: 09
Number of Shots: 22

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.
· 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 full 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.
1.1.1. INTERVIEW: Named Talent says the statement above in an interview-style shot, looking slightly off-camera.


Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Enter full 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 full 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. 
1.1. 
1.2. 
1.3. 
1.4. Enter full 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.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter full 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 full 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 full 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) at the University of South Carolina



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. Isolation and Size-Based Sorting of Early Embryonic Blastomeres from Xenopus laevis Embryos
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, add 20 milliliters of CMFM to a new 60-millimeter Petri dish coated with 1.5 percent agarose gel [1-TXT]. Using a plastic transfer pipette, transfer 10 to 100 Xenopus laevis embryos into the dish [2]. Place the dish under a stereomicroscope [3].
2.1.1. WIDE: Talent pouring CMFM into a 60-millimeter agarose-coated Petri dish on the bench. TXT: CMFM: Calcium and Magnesium-Free Medium
2.1.2. Talent using a plastic transfer pipette to move embryos into the prepared dish.
2.1.3. Talent positioning the Petri dish under a stereomicroscope and adjusting it into view.
2.2. Carefully catch the vitelline membrane on the surface of the embryos with a tweezer [1]. Peel off the membrane with another tweezer [2-TXT]. 
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=21542198
2.2.1. SCOPE: The vitelline membrane on the embryo surface is being held with tweezers.
2.2.2. SCOPE: The membrane is being gently peeled away with the second tweezer.
TXT: Avoid damage to the embryos
2.3. Incubate the devitellined embryos in CMFM for 30 minutes at room temperature [1]. Gently shake the dish every 5 minutes to facilitate cell dissociation [2]. Check regularly until no piles of blastomeres are visible [3].
2.3.1. Talent placing the Petri dish containing embryos on the bench for incubation at room temperature.
2.3.2. Talent gently shaking the dish by hand.
2.3.3. SCOPE: View under the stereomicroscope showing dissociated blastomeres with no visible piles.
2.4. During blastomere dissociation, submerge the 40-micrometer, 70-micrometer, and 100-micrometer cell strainers in individual Petri dishes filled with CMFM [1]. Arrange the dishes from left to right in the indicated order [2]. Place two additional CMFM-filled dishes between the groups for brief washing of the strainers during sorting [3].
2.4.1. Talent placing three cell strainers labeled 40 micrometer, 70 micrometer, and 100 micrometer into separate CMFM-filled Petri dishes.
2.4.2. Shot of the dishes arranged from left to right in increasing mesh size order.
2.4.3. Talent positioning two additional CMFM-filled dishes between the groups for washing.
2.5. Now gently swirl the dish containing the isolated single blastomeres to enrich them at the center [1]. Then carefully transfer the blastomeres into the 40-micrometer strainer submerged in CMFM [2].
2.5.1. Talent gently swirling the dish to concentrate blastomeres in the center.
2.5.2. Talent transferring the blastomere suspension into the 40-micrometer strainer.
2.6. Gently shake the strainer a few times to allow blastomeres smaller than 40 micrometers to pass through [1]. Quickly move the strainer to a CMFM-filled dish for brief washing [2]. Then carefully transfer the blastomeres retained in the strainer into the 70-micrometer strainer [3].
2.6.1. Talent gently shaking the 40 micrometer strainer over the dish.
2.6.2. Talent transferring the 40-micrometer strainer into a washing dish containing CMFM.
2.6.3. Shot of the retained blastomeres being transferred into the 70 micrometer strainer.
2.7. Repeat the sorting procedure using progressively larger strainers until the blastomeres are collected in the 100 micrometer strainer [1].
2.7.1. Talent sequentially transferring blastomeres through the 70 micrometer and then the 100 micrometer strainers.
2.8. Gently swirl each dish containing sorted blastomeres to enrich them at the center [1]. Then carefully transfer approximately 4 milliliters of blastomeres [2] onto the top of 0.5 milliliters of 15 percent density gradient medium in a fluorescence-activated cell sorting tube without mixing [3].
2.8.1. Talent swirling a dish with sorted blastomeres.
2.8.2. Talent pipetting out 4 mL of the blastomeres suspension.
2.8.3. Talent slowly layering the blastomere suspension over the density gradient medium in a fluorescence-activated cell sorting tube.
2.9. After 10 minutes, the intact blastomeres will settle to the bottom by gravity [1], separating them from yolk globules derived from burst blastomeres [2].
2.9.1. Shot of the tube showing settled intact blastomeres at the bottom.
2.9.2. Talent pointing to the layer of separated yolk globules above the intact blastomeres.

2.9.3. 

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: 83
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 

3.1. The unsorted control and size-sorted single blastomeres were fixed and imaged under a bright-field microscope [1].
3.1.1. LAB MEDIA: Figure 4A. 
3.2. The sorted blastomeres showed narrow size distributions within their respective expected ranges [1], relative to the control unsorted blastomeres [2].
3.2.1. LAB MEDIA: Figure 4C. 	Video editor: Highlight each sorted group “< 40 micrometer,” “40–70 micrometer,” and “> 70 micrometer” and show their tighter clusters along the diameter axis.
3.2.2. LAB MEDIA: Figure 4B.	 Video editor: Highlight the “Control” group on the y-axis 

3.3. The less than 40 micrometers group showed a mean diameter of approximately 33 micrometers[1]. The 40 to 70 micrometers group showed a mean diameter of approximately 55 micrometers [2]. while the larger than 70-micrometers group showed a mean diameter of approximately 91 micrometers [3].
3.3.1. LAB MEDIA: Figure 4A. Video editor: Zoom in on the image labeled “< 40 micrometer” and display the text “33 ± 5.3 micrometer.”
3.3.2. LAB MEDIA: Figure 4A. Video editor: Zoom in on the image labeled “40–70 micrometer” and display the text “55 ± 11 micrometer.”
3.3.3. LAB MEDIA: Figure 4A. Video editor: Zoom in on the image labeled “> 70 micrometer” and display the text “91 ± 17 micrometer.”
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