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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:  23
Number of Shots:  07

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.

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement. Add your title (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) as this will included in the promotional materials.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.
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: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.


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 the videographer will capture. 

2. Predicting 3D Structure Using I-TASSER and trRosetta
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, visit the I-TASSER (eye-Tass-er) server for protein structure and function prediction [1]. Submit the molecular target or designed sequence as a FASTA (fast-uh) format file, a text file, or by pasting it directly into the input field [2]. Assign a unique name to the sequence [3] and click Submit to allow the program to analyze the sequence, providing an estimated processing time [4].

2.1.1. WIDE: Talent opening a web browser and navigating to the I-TASSER server.
2.1.2. SCREEN: To be provided by authors: Submitting the molecular target or designed sequence.
2.1.3. SCREEN: To be provided by authors: A name being assigned to the sequence.
2.1.4. SCREEN: To be provided by authors: The Submit button being clicked and the estimated time displayed.
Authors: Filming a computer screen sometimes produces low-quality images. So, please record the screen for the SCREEN shots directly from your computer following our guidelines and upload them along with a summary to your project page: https://review.jove.com/account/file-uploader?src=20740963 

2.2. To predict the 3D structure using trRosetta (tee-are roh-zet-uh), access the trRosetta server [1]. Enter the target receptor sequence as a FASTA format file, a text file, an MSA (M-S-A) format file, or paste it directly into the input field on the server [2]. Register using an institutional email to access the tool [3]. Assign a name to the structurally predicted protein [4-TXT].

2.2.1. SCREEN: To be provided by authors: Navigating to the trRosetta web server on a browser.
2.2.2. SCREEN: To be provided by authors: Entering the target receptor sequence.
2.2.3. SCREEN: To be provided by authors: Registering using an institutional email address.
2.2.4. SCREEN: To be provided by authors: The name field being filled for the structurally predicted protein. TXT: A confirmation email will be sent upon successful submission

2.3. Click Submit, ensuring the option to exclude templates is selected [1]. Choose trRosettaX-single homologs (tee-are roh-zet-uh Ex-Single Homologs) to initiate the prediction process [2].

2.3.1. SCREEN: To be provided by authors: The Submit button being clicked with “exclude templates” checked.
2.3.2. SCREEN: To be provided by authors: trRosettaX-single homologs being selected and the prediction process starting.

2.4. In the prediction result, verify that the TM-score is a measure of model quality [1]. Then, examine contact maps [2], distance maps per amino acid [3], and rotation maps for alpha and beta carbons at angles omega, theta, and phi [4].

2.4.1. SCREEN: To be provided by authors: In the prediction result, the TM-score value is highlighted and indicating a measure of model quality.
2.4.2. SCREEN: To be provided by authors: An image of the contact map being shown.
2.4.3. SCREEN: To be provided by authors: An image of the distance map per amino acid being shown.
2.4.4. SCREEN: To be provided by authors: An image of the rotation maps for alpha and beta carbons at angles omega, theta, and phi being shown.

3. Molecular Docking and Interaction Analysis Using HADDOCK
Demonstrator: Click here to enter name of demonstrator(s)

3.1. Upload Molecules for Docking [1]. Then, upload the receptor and ligand PDB structures to the docking server [2]. Select protein-ligand docking for both molecules [3-TXT]. After submitting the ligand, select all chains, and keep the default settings unchanged [4].

3.1.1. SCREEN: To be provided by authors: Uploading molecules for Docking.
3.1.2. SCREEN: To be provided by authors: Uploading PDB files for receptor and ligand to the docking server.
3.1.3. SCREEN: To be provided by authors: Selecting protein-ligand docking for the molecule. TXT: Repeat the steps for ligand submission
3.1.4. SCREEN: To be provided by authors: all chains being selected and default options left unchanged.

3.2. Click Next for the subsequent submission step [1]. Click Next again to retain default docking parameters [2]. Click Submit to begin the docking process [3].

3.2.1. SCREEN: To be provided by authors: The Next button being clicked to proceed.
3.2.2. SCREEN: To be provided by authors: Next button being clicked again to retain default docking parameters.
3.2.3. SCREEN: To be provided by authors: The Submit button being clicked, and docking begins.

3.3. Review the docking results [1] and analyze amino acid interactions using structural visualization software such as PyMOL (Py-Mol) or UCSF Chimera [2].

3.3.1. SCREEN: To be provided by authors: The docking results being shown.
3.3.2. SCREEN: To be provided by authors: Visualization of receptor-ligand complex with highlighted interaction residues using PyMOL or UCSF Chimera.
3.4. 

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: 133.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. The trRosetta model of the Sodium-hydrogen antiporter revealed a highly ordered tertiary structure composed primarily of alpha helices, forming a tightly packed transmembrane bundle [1]. This suggests the protein's functional role as a membrane-embedded ion transporter [2]. 
4.1.1. LAB MEDIA: Figure 2. Video Editor: Only show the left image.
4.1.2. LAB MEDIA: Figure 2. Video Editor: Only show the left image.
4.2. The model’s reliability is supported by high Local Difference Test values above 80% across the central region [1], with reduced confidence at both termini [2], indicating possible flexibility [3].
4.2.1. LAB MEDIA: Figure 2. Video Editor: Highlight the entire middle portion of the blue plot (including the dips) where the curve stays high and nearly flat. Make sure the start and end points of this highlighted part are above 80 LDDT, showing good prediction accuracy.
4.2.2. LAB MEDIA: Figure 2. Video Editor: Highlight the rest of the portion of the blue plot (the left and right ends that are below 80 LDDT).
4.2.3. LAB MEDIA: Figure 2.
4.3. Contact and distance maps confirm stable folding, with consistent diagonal and clustered patterns [1].
4.3.1. LAB MEDIA: Figure 3.
4.4. Molecular docking of the designed antifungal peptide into the receptor's extracellular domain results in a stable complex [1], as evidenced by a favorable HADDOCK score of minus 73 and a low root-mean-square deviation of 0.7 angstroms [2]. Authors: How do you want to pronounce HADDOCK? “Haddock” or “H-A-D-D-O-C-K”?
4.4.1. LAB MEDIA: Figure 5. Video Editor: Highlight the colorful chemical structure inside the dotted red box (not the blue ribbon-like structure).
4.4.2. LAB MEDIA: Figure 5. Video Editor: Highlight “HADDOCK score”, “-73”, “RMSD”, and “0.7” from the table.
4.5. Measured distances confirm close contacts between specific amino acids [1], with the shortest observed between tyrosine 407 (four-oh-seven) and cysteine 13 (thirteen) [2].
4.5.1. LAB MEDIA: Figure 6. Video Editor: Highlight the entire Distances column from the table, the green dotted lines, and the corresponding numbers in the image indicating distances.
4.5.2. LAB MEDIA: Figure 6. Video Editor: Highlight row 1 from the table and the green dotted line that corresponds to 5.866 A in the image.
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