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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.

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:  22
Number of Shots:  46 

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 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.


Videographer: Obtain headshots for all authors available at the filming location.

Testimonial Questions (OPTIONAL): 

Videographer: Please capture all testimonial shots in a wide-angle format with sufficient headspace, as the final videos will be rendered in a 1:1 aspect ratio. Testimonial statements will be presented live by the authors, sharing their spontaneous perspectives.

· Testimonial statements will not appear in the video but may be featured in the journal’s promotional materials.
· Provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author delivering the testimonial. 
· Please answer the testimonial question live during the shoot, speaking naturally and in your own words in complete sentences.

How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: (authors will present their testimonial statements live)
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. Enter author name, Enter author title: (authors will present their testimonial statements live)


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. Capsule Sterilization and Seed Extraction
Demonstrator: Click here to enter name of demonstrator(s) 

2.1. To begin, place the capsule in a beaker [1]. Add 1 to 2 drops of detergent into the beaker for rinsing [2].
2.1.1. WIDE: Talent placing the capsule into a clean glass beaker.
2.1.2. Talent adding 1 to 2 drops of detergent.

2.2. Wash the capsule under running tap water for 5 minutes [1]. Then, using sterile absorbent paper, absorb the remaining surface water from the capsule [2]. Now, immerse the capsule in 70 percent ethanol for 30 seconds [3].
2.2.1. Talent holding the capsule under a running tap for an extended wash.
2.2.2. Talent gently patting the capsule dry using sterile absorbent paper.
2.2.3. Talent submerging the capsule into a container filled with 70 percent ethanol.

2.3. Sterilize the capsule by immersing it in 50 milliliters of 20 percent sodium hypochlorite solution containing approximately 5 percent available chlorine [1]. Next, add 2 drops of undiluted household dishwashing detergent into the solution and incubate the capsule for 10 to 12 minutes [2].
2.3.1. Talent placing the capsule into a beaker containing 50 milliliters of 20 percent sodium hypochlorite solution.
2.3.2. Talent adding 2 drops of undiluted dishwashing detergent and setting a timer for 12 minutes.
2.4. Rinse the capsule five times with sterile distilled water to remove any residual disinfectant [1]. Then, using a sterile scalpel, remove approximately 1 millimeter from both the apex and the pedicel end of the capsule [1].
2.4.1. Talent pouring sterile distilled water over the capsule.
2.4.2. Talent trimming the top and base of the capsule using a sterile scalpel on a sterile surface.

2.5. Make a small incision at the upper end of the capsule to expose the seeds [1] and place the incised capsule into a sterile Petri dish for seed extraction [2-TXT].
2.5.1. Talent making a small cut at the top of the capsule to reveal seeds inside.
2.5.2. Talent transferring the opened capsule into a sterile Petri dish. TXT: Prepare MS liquid medium with appropriate supplements Authors: I have omitted the steps pertaining to media preparation from the entire script as this is a standard procedure. I have just retained this note saying prepare media with proper supplements



3. Hemipilia cucullata Seed Germination
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Using sterile forceps, evenly disperse approximately 500 to 600 seeds into each culture bottle containing the prepared medium [1]. Allow the seeds to absorb water and settle to the bottom of the liquid medium [2].
3.1.1. Talent using sterile forceps to distribute seeds into culture bottles on a sterile bench.
3.1.2. Close-up shot of seeds slowly settling at the bottom of the medium.

3.2. Maintain the cultures at 25 degrees Celsius with a 12-hour light and dark cycle and a light intensity of 36 micromoles per square meter per second [1].
3.2.1. Shot of bottles being placed inside a controlled growth chamber.

3.3. Observe seed germination weekly [1]. Record any visible morphological changes and photograph the cultures for documentation [2].
3.3.1. Talent examining bottles on a sterile bench.
3.3.2. Talent taking photographs of culture bottles using a digital camera.

3.4. After approximately 12 weeks, count the number of germinated seeds and calculate the germination rate [1]. Use a sterile inoculation loop to randomly collect one loopful of liquid medium containing seeds [2]. Transfer the collected seeds to a Petri dish or glass slide [3] and observe them under a stereomicroscope [4].
3.4.1. Talent looking at the bottle and writing down something in a notebook.
3.4.2. Talent using a sterile inoculation loop to collect liquid medium containing seeds.
3.4.3. Talent placing the seeds on a dish.
3.4.4. Talent placing the seed dish under a stereomicroscope.

3.5. Count the number of seeds that have formed protocorms and consider them as germinated [1-TXT]. Calculate the germination rate using the formula [2].
3.5.1. SCOPE: Shot of seeds that have formed protocorms.
3.5.2. TEXT ON PLIAN BACKGROUND:
Germination rate (%) = (Number of germinated seeds/Total number of seeds in sample) × 100

4. Protocorm Subculture and Proliferation
Demonstrator: Click here to enter name of demonstrator(s) 

4.1. Prepare the B5 proliferation medium with supplements including coconut water, 6-benzylaminopurine, and alpha-naphthaleneacetic acid or NAA [1]. After adding sucrose, adjust the pH of the media to 5.8 [2].
4.1.1. Talent measuring and combining all medium components.
4.1.2. Talent using a pH meter to adjust the solution to pH 5.8.

4.2. Boil the proliferation medium [1] and immediately dispense it into 250 milliliter culture bottles [2]. 
4.2.1. Talent placing the prepared medium on a hotplate.
4.2.2. Talent filling 250 milliliter culture bottles with hot medium.

4.3. Then, place the filled bottles into an autoclave and sterilize at 121 degrees Celsius for 20 minutes [1]. After sterilization, remove the bottles and allow them to cool to room temperature before use [2].
4.3.1. Talent loading bottles into an autoclave and setting sterilization parameters.
4.3.2. Talent unloading sterilized bottles and placing them on a rack.

4.4. Now, aseptically transfer 10 to 15 germinated protocorms, each 0.3 to 1 centimeter in size, per bottle onto the prepared culture medium [1].
4.4.1. Talent using sterile tools to place 10 to 15 protocorms into each bottle.

4.5. After 5 weeks of cultivation, assess the proliferation status of the protocorms [1]. Record the number of newly formed protocorms in each bottle [2].
4.5.1. Talent removing the bottles from the incubator.
4.5.2. Talent examining the bottle and recording data in a lab notebook.

4.6. Continue culturing the proliferated protocorms for an additional 4 to 6 weeks [1] to allow development into plantlets with visible shoot apices and rhizoid-like structures [2].
4.6.1. Talent placing the bottles back into the incubator.
4.6.2. Shot of the developed plantlets with visible shoot apices and rhizoid-like structurs.




5. Shoot Elongation and Induction of Protocorm-Like Bodies (PLBs) from Leaf Explants
Demonstrator: Click here to enter name of demonstrator(s) 

5.1. Select healthy plantlets, 1 to 2 centimeters in size, without visible blackening or complete yellowing, for shoot elongation [1]. Using sterilized and cooled forceps, aseptically transfer 8 to 12 plantlets into each bottle containing the freshly prepared shoot elongation medium [2]. Evenly distribute the plantlets within each bottle [3-TXT].
5.1.1. Shot of pointing to a healthy plantlet.
5.1.2. Talent using sterilized forceps to transfer the plantlets into bottles.
5.1.3. Talent adjusting the position of each plantlet inside the bottle for uniform spacing. TXT: Incubation: 25 °C; 12 h light/dark cycle; Light intensity: 36 μmol·m⁻²·s⁻¹

5.2. After 5 weeks of shoot elongation, select plantlets with fully developed shoots and healthy leaves for leaf explant sampling [1].
5.2.1. Talent pointing to the plantlets with well-formed shoots and vibrant leaves.

5.3. [bookmark: _Hlk205301441]Next, prepare the protocorm-like body or PLB induction medium and adjust the pH to 5.8 [2].
5.3.1. Talent placing the bottles containing medium on the bench.

5.4. Excise fully expanded sterile leaves from a healthy plantlet using sterile scissors [1]. Remove the apical region and leaf margins [2], then cut each leaf into approximately 0.5 by 0.5-centimeter segments using a sterile scalpel under aseptic conditions [3].
5.4.1. Talent trimming off fully expanded leaves with sterile scissors.
5.4.2. Talent cutting away the tips and margins of the leaves.
5.4.3. Talent slicing the trimmed leaves into uniform square segments with a scalpel.

5.5. Place 10 leaf segments onto the PLB induction medium with the abaxial surface facing upward [1]. Ensure that each segment is in firm contact with the medium’s surface and culture for 5 weeks [2].
5.5.1. Talent placing the leaf segments carefully onto the medium inside the bottle with the abaxial surface up.
5.5.2. Close-up shot of the segments placed on the medium.

5.6. Finally, assess the number of successfully induced PLBs and calculate the induction rate as a percentage [1]. Record the average bud height in centimeters and count the number of buds formed per explant [2].
5.6.1. Talent examining the PLBs and recording data in a lab notebook.
5.6.2. Talent measuring bud height with a ruler.


5.6.3. 

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: 200.
· Please note that the video cannot include voiceover without an accompanying visual.

6. Results 

6.1. Seed germination in liquid medium was visibly characterized by the emergence of green embryos from the seed coat at around 60 days [1], which subsequently formed spherical protocorms by 80 to 85 days [2].
6.1.1. LAB MEDIA: Figure 1C. 
6.1.2. LAB MEDIA: Figure 1E. 

6.2. The highest germination rate of 72% was achieved in liquid medium supplemented with 0.5 milligrams per liter NAA [1].
6.2.1. LAB MEDIA: Table 1. Video editor: Highlight the row for “Liquid Medium – NAA (0.5)” showing 72.0 ± 6.0

6.3. B5 medium containing 0.5 milligrams per liter benzyladenine and 0.2 milligrams per liter NAA yielded the highest protocorm proliferation rate, averaging 5.3 newly formed protocorms per explant [1].
6.3.1. LAB MEDIA: Table 2. Video editor: Highlight the row for “B5 + BA (0.5) + NAA (0.2)” showing 5.3 ± 0.5

6.4. Protocorms cultured in B5 medium with the optimized growth regulator combination displayed vigorous growth and healthy green pigmentation [1], outperforming those grown on MS medium under the same conditions [2].
6.4.1. LAB MEDIA: Figure 2A. 
6.4.2. LAB MEDIA: Figure 2B. 

6.5. The highest number of branches per plantlet, averaging 4, was observed with 1 milligram per liter of each benzyladenine and NAA [1], followed closely by NAA alone at 0.5 milligram per liter [2].
6.5.1. LAB MEDIA: Table 3. Video editor: Highlight the row for “BA (1.0) + NAA (1.0)” showing 4.0 ± 0.7
6.5.2. LAB MEDIA: Table 3. Video editor: Highlight the row for “NAA (0.5)” showing 3.9 ± 0.7

6.6. Shoot elongation was most enhanced with the combination of 0.5 milligrams per liter benzyladenine and 1 milligram per liter NAA, resulting in an average plantlet height of 4.8 centimeters [1].
6.6.1. LAB MEDIA: Figure 2D.

6.7. The highest induction rate of protocorm-like bodies, 44.3%, was achieved using 3 milligrams per liter benzyladenine with 0.2 milligrams per liter NAA [1].
6.7.1. LAB MEDIA: Table 4. Video editor: Highlight the row for “BA (3.0) + NAA (0.2)” showing “44.3 ± 5.1” in the induction rate column
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