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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:  13
Number of Shots:  26 (25 SC) 

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. Functional Prediction and Formula-Target-Pathway-Syndrome-Disease Network Construction
Demonstrator: Click here to enter name of demonstrator(s) 

2.1. [bookmark: _Hlk199596092]To begin, go to the Functional Enrichment of Common Genes Network Module among Associated Syndromes-Diseases-formulae section on the SoFDA (S-O-F-D-A) platform [1]. Authors, please check if this is correct
2.1.1. WIDE: Talent taking a seat at the desktop.

2.2. Select biological process, cellular component, molecular function, and reactome pathway under Enrichment type [1].
2.2.1. SCREEN: Cursor selecting each of the enrichment types on the SoFDA interface.
[bookmark: _Hlk162020732][bookmark: _Hlk162020892]Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible (download the guidelines from the link given in the email): https://review.jove.com/account/file-uploader?src=20747978 

2.3. Click Submit to obtain the results [1].
2.3.1. SCREEN: Cursor clicking the Submit button and the results loading on the screen.

2.4. Click the ↓ (downward arrow) button on the image to download the spreadsheet files related to biological process, cellular component, molecular function, and reactome pathway [1].
2.4.1. SCREEN: Cursor locating and clicking the ↓ download button; spreadsheet files begin to download.

2.5. After finishing the selection, click Submit to view the Functional Enrichment of Common Genes Network Module among Associated Syndromes-Diseases-formulae module [1]. The data including the graph of biological process, cellular component, molecular function, and reactome pathway will be downloaded [2].
2.5.1. SCREEN: Cursor clicking Submit and the enrichment module data displaying on screen.
2.5.2. SCREEN: Curdoe hovering over the downloaded files appearing in the download bar or folder.

2.6. Next, open the Wei Sheng Xin online website [1] and choose the bar with color gradient column option [2]. Then import the biological process, cellular component, molecular function, and reactome pathway data obtained earlier to generate the bar chart with color gradient [3].
2.6.1. SCREEN: Talent navigating to the Wei Sheng Xin website.
2.6.2. SCREEN: Cursor selecting the bar with color gradient column option.
2.6.3. SCREEN: Importing the downloaded data files and displaying the generated bar chart with gradient.

2.7. Following the earlier step, click Go to Network at the bottom of the first page to enter the second page [1].
2.7.1. SCREEN: Cursor clicking on Go to Network and the new network page loading.

2.8. Choose Yang Deficiency Syndrome and Dampness-Phlegm Syndrome for Syndrome [1]. Select Primary & Secondary Symptom for Symptom and Abdominal Obesity for Disease [2]. Then choose FU LING GUI ZHI BAI ZHU GAN CAN TANG formula 134 for the Formula [3]. Under Show, choose all the Disease, Syndrome, Formula, Symptom, and Reactome pathway options [4].	Comment by Poornima  G: Authors, please specify how would you like this to be pronounced?
2.8.1. SCREEN: Cursor selecting Yang Deficiency Syndrome and Dampness-Phlegm Syndrome.
2.8.2. SCREEN: Selecting Primary & Secondary Symptom for Symptom and Abdominal Obesity for Disease.
2.8.3. SCREEN: Selecting the specified formula.
2.8.4. SCREEN: Checking all the relevant Show options (Disease, Syndrome, Formula, Symptom, and Reactome).

2.9. Then, click Submit to generate the Formula-Target-Pathway-Syndrome-Disease network diagram [1].
2.9.1. SCREEN: Cursor clicking Submit and the network diagram appearing on the screen.

3. Formula-Ingredient-Target-Pathway-Syndrome-Disease Network Construction
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Next, download the network data of Formula-Target-Pathway-Syndrome-Disease from the SoFDA platform generated in the previous section [1] and place it into a spreadsheet [2].
3.1.1. SCREEN: Downloading the network data.
3.1.2. SCREEN: Opening/Copying data to a spreadsheet application.

3.2. Add the active ingredients of Lingguizhugan decoction that were screened in the earlier section into this spreadsheet [1]. Rename this spreadsheet as Network [2] and create another new spreadsheet named type to save the node types produced in the earlier section [3].	Comment by Poornima  G: Authors, please specify how would you like this to be pronounced?
3.2.1. SCREEN: Copying and pasting the active ingredient data into the spreadsheet.
3.2.2. SCREEN: Renaming the file to Network.
3.2.3. SCREEN: Creating a new spreadsheet, entering node types, and saving as type.

3.3. Now, open the Cytoscape software version 3.9.1 [1]. Click Import Network from file to load the network file [2], then click Import Table from file to load the type file [3]. Then, click the Style button [4] to adjust and modify the Formula-Ingredient-Target-Pathway-Syndrome-Disease network [5].
3.3.1. SCREEN: Talent launching the Cytoscape software.
3.3.2. SCREEN: Navigating to and selecting Import Network from file.
3.3.3. SCREEN: Navigating to and selecting Import Table from file.
3.3.4. SCREEN: Clicking on the Style button.
3.3.5. SCREEN: adjusting the network visualization.

3.4. Finally, click the Export with image file button to generate the Formula-Ingredient-Target-Pathway-Syndrome-Disease network [1].
3.4.1. SCREEN: Cursor selecting Export with image file, final network appearing.

3.4.2. 

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: 205.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. Four Chinese herbs with 103 active ingredients were selected for the Lingguizhugan decoction. The decoction was associated with both Yang Deficiency Syndrome and Dampness-Phlegm Syndrome, with scores between 0.251 and 0.252 [1].
4.1.1. LAB MEDIA: Figure 1. 

4.2. A total of 328 targets were identified for Abdominal Obesity with Yang Deficiency Syndrome [1], and 64 targets for Dampness-Phlegm Syndrome, indicating broader molecular involvement in the diseases [2].
4.2.1. LAB MEDIA: Figure 2A. 
4.2.2. LAB MEDIA: Figure 2B. 

4.3. Enrichment analysis of 392 targets revealed 390 significant pathways, including 279 biological processes, 35 molecular functions and 32 cellular components [1]. Biological processes focused on glucose metabolism, phosphorylation, and homeostasis [2]. Molecular functions involved lipid binding, protein kinase activity and so on [3], while cellular components comprised of membrane and plasma membrane regions [4].
4.3.1. LAB MEDIA: Figure 3B
4.3.2. LAB MEDIA: Figure 3B. Video editor: Highlight the bars for “glucose homeostasis, glucose metabolic process, and phosphorylation”.
4.3.3. LAB MEDIA: Figure 3B. Video editor: Highlight the bars for “lipid binding and protein kinase binding”.
4.3.4. LAB MEDIA: Figure 3B. Video editor: Highlight the long bars “membrane and plasma membrane”.

4.4. The top 12 enriched KEGG pathways included PI3K-AKT signalling and nuclear receptor transcription pathways among others [1].
4.4.1. LAB MEDIA: Figure 3A. Video editor: Highlight the blue bar labeled “PI3K/AKT signaling” at the bottom, along with the purple bar in the top region labeled “nuclear receptor transcription pathway”.

4.5. After importing the ingredients of Lingguizhugan decoction, the network was obtained, which included 165 targets and 618 edges. Quercetin, kaempferol, and naringenin were the main active ingredients of the decoction [1].
4.5.1. LAB MEDIA: Figure 5. 

4.6. Through network topology analysis, the nodes closest to the network center were identified as core targets such as RPL5, RPL10, and RPS7 [1]. The key pathways were automatically generated by the SoFDA platform. The FOXO-mediated transcription of oxidative stress and the citric acid cycle were the key signalling pathways [2].	Comment by Poornima  G: Authors, this should be RPS10 right as seen in the network on figure 5?
4.6.1. LAB MEDIA: Figure 5. Video editor: Zoom in on the blue circles labeled “RPL5”, “RPS10”, and “RPS7” .
4.6.2. LAB MEDIA: Figure 5. Video editor: Zoom in on the PINK SQUARED BOX labeled “FOXO-mediated transcription of oxidative stress, metabolic and neuronal genes” .



 2025, Journal of Visualized Experiments		Page 9 of 9
image1.png




