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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:  14
Number of Shots:  31

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 ensure that all testimonial shots are captured in a wide-angle format, while also maintaining sufficient headspace, given that the final videos will be rendered in a 1:1 aspect ratio.
· Also, kindly note that testimonial statements will be presented live by the authors, offering their spontaneous perspectives.

· Note: Testimonial statements will not appear in the video but may be featured in our 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. This will appear in our journal’s promotional materials.
· During the shoot, the author should speak naturally in their own words, using complete sentences and a conversational tone—no script will be provided.

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. Fabrication of PDMS mold from a Silicon Mold
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, mix a solution of hexane and OTS (O-T-S) in a 40 to 1 volume ratio using a clean glass beaker and a stirring rod [1-TXT]. Cover the beaker with aluminum foil to minimize evaporation [2].
2.1.1. WIDE: Talent mixing hexane and octadecyltrichlorosilane in a clean glass beaker using a stirring rod. TXT: OTS: Octadecyltrichlorosilane
2.1.2. Talent covering the glass beaker with aluminum foil.
2.2. Sonicate the sealed glass beaker into a room-temperature ultrasonic bath filled with water [1-TXT]. Then immerse the pre-etched silicon mold with a hole array into the prepared hexane-OTS solution [2].
2.2.1. Talent placing the covered glass beaker into an ultrasonic bath. TXT: Sonication: 40 kHz, 135 W, 5 min
2.2.2. Talent placing the silicon mold vertically into the solution using tweezers.
2.3. Now use clean tweezers to gently lift the entire silicon mold vertically out of the solution [1]. Immediately transfer it to a fresh beaker containing neat hexane [2]. Then rinse by gently agitating it back and forth 5 to 10 times [3].
2.3.1. Talent lifting the silicon mold from the beaker using tweezers.
2.3.2. Talent transferring the mold to a fresh beaker with neat hexane.
2.3.3. Talent rinsing the mold in neat hexane by moving it gently back and forth.
2.4. Gently dry the mold using a nitrogen blower held approximately 3 centimeters away for 6 to 10 seconds until no visible moisture remains [1].
2.4.1. Talent drying the mold using a nitrogen blower from a short distance.
2.5. Next, mix the PDMS (P-D-M-S) base and curing agent in a 10 to 1 weight ratio in a clean plastic Petri dish [1-TXT]. Place the mixture into a chamber and degas at 160 torr [2].
2.5.1. Talent mixing the polydimethylsiloxane base and curing agent in a Petri dish. TXT: PDMS: Polydimethylsiloxane
2.5.2. Talent placing the Petri dish into a vacuum chamber for degassing.
2.6. Lightly coat a clean plastic Petri dish with silicone oil of 100 centistokes viscosity using a lint-free wiper pre-soaked with the oil [1]. Then place the OTS-coated silicon mold face-up in the centre of the coated Petri dish [2].
2.6.1. Talent wiping the surface of the Petri dish using an oil-soaked lint-free wiper.
2.6.2. Talent positioning the coated silicon mold in the Petri dish.
2.7. Slowly pour the degassed PDMS mixture over the mold until it is fully covered [1]. Degas the filled mold again in the vacuum bubble remover until no visible bubbles remain [2].
2.7.1. Talent pouring the polydimethylsiloxane mixture over the mold.
2.7.2. Talent placing the Petri dish back into the vacuum chamber.
2.8. Now, place the Petri dish on a preheated hot plate set to 90 degrees Celsius to cure the PDMS [1]. Once cured, gently peel the PDMS mold from the silicon mold, ensuring the microstructure remains intact [2].
2.8.1. Talent placing the Petri dish on the hot plate.
2.8.2. Talent carefully peeling the cured polydimethylsiloxane mold from the silicon mold.
3. Fabrication of PDMS Product from PDMS Mold
Demonstrator: Click here to enter name of demonstrator(s) 
3.1. Place the fabricated PDMS mold on a hot plate set to 150 degrees Celsius [1]. After 3 days of thermal aging, immerse the mold in silicone oil of 100 centistokes viscosity [2].
3.1.1. Talent placing the polydimethylsiloxane mold onto a hot plate.
3.1.2. Talent submerging the mold in silicone oil.
3.2. Degas the oil-immersed mold under vacuum at 160 torr for 10 to 15 minutes [1]. Then, remove the mold using tweezers [2] and gently wipe the surface 3 to 5 times with a clean lint-free wiper to leave a uniform thin film of oil [3].
3.2.1. Talent placing the mold in a vacuum chamber for degassing.
3.2.2. Talent removing the mold with tweezers. 
3.2.3. Talent wiping the mold with a lint-free wiper.
3.3. Next, prepare a PDMS mixture at a 10 to 1 base to curing agent weight ratio, using the same mixing and degassing method as before [1]. Gently pour the degassed mixture onto the treated mold, allowing it to spread and reach at least halfway up the micropillars [2].
3.3.1. Talent preparing and degassing the polydimethylsiloxane mixture.
3.3.2. Talent pouring the mixture over the mold, showing it rising along the micropillars.
3.4. Secure a 0.5-micrometre nylon thread under gentle tension [1]. Swipe the thread once or twice across the PDMS surface in one direction to reduce excess oil between micropillars [2]. Then degas the mold with the thin PDMS layer in a vacuum chamber until no air bubbles remain [3].
3.4.1. Talent securing the nylon thread under tension.
3.4.2. Talent swiping the thread across the mold surface.
3.4.3. Talent placing the mold into a vacuum chamber.
3.5. To fabricate a hole-array pattern PDMS product, lightly coat a clean plastic Petri dish with silicone oil [1]. Place the PDMS mold into the coated Petri dish [2] and pour the degassed PDMS mixture over it until the desired height is reached [3].
3.5.1. Talent coating the Petri dish with silicone oil.
3.5.2. Talent placing the mold in the dish.
3.5.3. Talent pouring the polydimethylsiloxane mixture.
3.6. Degas the mold assembly once more to eliminate any trapped air bubbles [1]. Then place the Petri dish on a preheated hot plate set to 110 degrees Celsius and cure until fully solidified [2].
3.6.1. Talent placing the Petri dish into the vacuum chamber.
3.6.2. Talent placing the Petri dish on a hot plate.

3.6.3. 

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: 204.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. The silicon mold featured a dense array of circular holes measuring 143 micrometers in diameter with 150 micrometer spacing [1], and a depth of 284 micrometers, yielding a 2 to 1 aspect ratio [2].
4.1.1. LAB MEDIA: Figure 3A. 
4.1.2. LAB MEDIA: Figure 3B. 
4.2. The PDMS mold replicated from the silicon template produced micropillars measuring 142 micrometers in diameter [1] and 283 micrometers in height closely matching the original dimensions[2].
4.2.1. LAB MEDIA: Figure 4A. 
4.2.2. LAB MEDIA: Figure 4B. 
4.3. The PDMS replica aged 1 day showed severe tearing and disintegration of wall structures during demolding [1]. After 2 days of aging, distinct pillar outlines became visible, but the walls remained heavily damaged due to insufficient release [2].
4.3.1. LAB MEDIA: Figure 5A. 
4.3.2. LAB MEDIA: Figure 5B. 
4.4. With 3 days of aging and no oil layer, cross-linking between cured and uncured PDMS resulted in recombined structures [1]. Using low-viscosity MR-100  (M-R-One-Hundred) oil after 3 days of aging led to poor coverage and tearing, as the oil drained off vertical sidewalls [2]. High-viscosity oil formed a thick coating, preventing mold filling and causing the final product to appear wavy and malformed [3].
4.4.1. LAB MEDIA: Figure 5C.
4.4.2. LAB MEDIA: Figure 5D. 
4.4.3. LAB MEDIA: Figure 5E. 
4.5. Under optimized conditions of 3 days thermal aging and 100 centistokes silicone oil coating, the final replica preserved hole-patterned microstructures with 148 micrometers diameter [1] and 280 micrometers height, showing minor dimensional variation but intact structure [2].
4.5.1. LAB MEDIA: Figure 6A. 
4.5.2. LAB MEDIA: Figure 6B. 
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