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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:  17
Number of Shots:  36 (35 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 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. Data-Independent Acquisition (DIA) Data Analysis Using DIA-NN
Demonstrator: Click here to enter name of demonstrator(s) 


2.1. To begin, download the reference proteome FASTA (fasta) file from the UniProt database [1].
2.1.1. WIDE: Talent seated at a computer station browsing the UniProt website.

2.2. Click on the Add FASTA button to load the reference proteome file into the DIA-NN software [1].
2.2.1. SCREEN: Show the DIA-NN interface and click on the Add FASTA button. Highlight the file selection and upload process.
[bookmark: _Hlk162020732][bookmark: _Hlk203170338][bookmark: _Hlk162020892][bookmark: _Hlk203166143]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 :  https://review.jove.com/account/file-uploader?src=20955683 

2.3. Select the two options FASTA digest for library-free search library generation and Deep learning-based spectra, RTs and IMs prediction under the Precursor ion generation section [1]. Then, click on the Run button to generate a predicted spectral library [2].
2.3.1. SCREEN: Highlight the Precursor ion generation section in DIA-NN and show the user selecting the two specified options.
2.3.2. SCREEN: Show the Run button being clicked and indicate initiation of spectral library generation.

2.4. Unselect the two options under the Precursor ion generation section [1]. Click on the Type button that corresponds to the file format under the Input section to load the DIA data [2].
2.4.1. SCREEN: Show the options in the Precursor ion generation section being unchecked.
2.4.2. SCREEN: Highlight the Input section and demonstrate clicking the appropriate Type button to load DIA data.

2.5. Now, set both Mass Accuracy and MS1 Accuracy to 0 parts per million under the Algorithm section [1].
2.5.1. SCREEN: Show the Algorithm section of the interface and demonstrate adjusting the Mass Accuracy and MS1 Accuracy fields to 0.0 parts per million.

2.6. Adjust the precursor and fragment mass range settings under the Precursor ion generation section according to the experimental setup [1].
2.6.1. SCREEN: Show the Precursor ion generation section and demonstrate modifying the precursor and fragment mass range parameters.

2.7. Keep the other software settings unchanged [1].
2.7.1. SCREEN: Scroll through the remaining settings sections.

2.8. Next, click on the Run button [1]. Wait until Finished is displayed on the operation interface, indicating the analysis is complete [2].
2.8.1. SCREEN: Show the Run button being clicked.
2.8.2. SCREEN: Display the operation interface updating and finally showing Finished as the run completes.




3. Data-Dependent Acquisition (DDA) Data Analysis Using FragPipe
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Click on the FragPipe (frag-pipe) icon located in bin folder after installation [1]. Navigate to the Config tab to view all dependent settings [2]. Check whether MS-Fragger, Ion-Quant, dia-Tracer, DIA-NN, and Python modules are available on your system [3]. If any modules are missing, click on Download/Update (download update) or Download to retrieve them [4].
3.1.1. SCREEN: Talent navigating to the bin folder and clicking on the FragPipe icon.
3.1.2. SCREEN: Show the Config tab being selected and all dependent settings displayed.
3.1.3. SCREEN: cursor hovering over the module list and checkboxes indicating presence or absence of each.
3.1.4. SCREEN: Show the Download/Update or Download button being clicked to fetch missing modules.

3.2. Now, switch to the Workflow tab [1]. Select Default from the workflow dropdown and click on Load workflow [2]. Then, click on Add files to input the file paths [3]. Assign experiment name and biological replicate number under Assign files, or leave it blank [4].
3.2.1. SCREEN: Show the Workflow tab being opened.
3.2.2. SCREEN: Display the Default workflow being selected and Load workflow clicked.
3.2.3. SCREEN: Demonstrate adding file paths through the Add files option.
3.2.4. SCREEN: Highlight the Assign files section and show optional assignment of experiment name and bioreplicate number.

3.3. Next, click on the Database tab to switch to it [1]. Load a FASTA file from disk or download one that corresponds to the sample species [2]. During download, select the options Reviewed sequences only, Add decoys, and Add common contaminants for a simple run [3].
3.3.1. SCREEN: Show the Database tab being opened.
3.3.2. SCREEN: Display selection or download of a FASTA file.
3.3.3. SCREEN: Highlight the three checkboxes being selected before starting the download.

3.4. Click on the MSFragger (M-S-fragger) tab to change the view [1], Select Closed Search default config and click on Load [2].
3.4.1. SCREEN: Show the MSFragger tab being selected.
3.4.2. SCREEN: Demonstrate choosing Closed Search default config and loading it.

3.5. Under Peak Matching settings, retain all default values [1]. For both Calibration and Optimization, select None to reduce processing time [2].
3.5.1. SCREEN: Display the Peak Matching section with all default values visible.
3.5.2. SCREEN: Highlight Calibration and Optimization dropdowns being set to None.

3.6. For protein digestion, adjust the parameters based on your experiment’s requirements [1] and maintain the remaining default settings [2].
3.6.1. SCREEN: Show the protein digestion parameter section being configured according to experimental conditions.
3.6.2. SCREEN: cursor hovering over the default parameters.

3.7. Now, switch to the Validation tab [1]. Uncheck Predict RT and Predict spectra, as these options are intended for data-independent acquisition workflows [2].
3.7.1. SCREEN: Show the Validation tab being selected.
3.7.2. SCREEN: unchecking the Predict RT and Predict spectra boxes.

3.8. Click on the Quant (MS1) (quant-MS-1) tab [1]. Select Run MS1 quant and then click on Load Quant defaults [2]. Choose IonQuant and leave all other settings at default values [3].
3.8.1. SCREEN: Display the Quant (MS1) tab being opened.
3.8.2. SCREEN: Highlight Run MS1 quant and Load Quant defaults being clicked.
3.8.3. SCREEN: Show IonQuant being selected with all other settings unmodified.

3.9. Finally, click on the Run tab to proceed [1]. Select the desired output directory [2] and click on RUN to begin analyzing the data [3].
3.9.1. SCREEN: Show the Run tab being opened.
3.9.2. SCREEN: Demonstrate browsing and selecting an output folder.
3.9.3. SCREEN: Display the RUN button being clicked and the process starting.



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.

4. Results 

4.1. In patients with pancreatic ductal adenocarcinoma or PDAC (P-D-A-C), SERPINA5 (serpin-A-5) and HPSE (H-P-S-E) showed significantly reduced expression [1], while SPARC (spark), CRISP3 (crisp-3), and FGB displayed increased expression in serum compared to normal individuals [2].
4.1.1. LAB MEDIA: Figure 7A. Video editor: Highlight the DATA labels "SERPINA5" and "HPSE" on the left side of the volcano plot.
4.1.2. LAB MEDIA: Figure 7A. Video editor: Highlight the data labels "CRISP3", and "FGB" on the right side of the volcano plot.	Comment by Poornima  G: Authors, can you please specify where is the SPARC data point in figure 7A?

4.2. In hepatocellular carcinoma tumor samples, ENO3 (eno-3), PLS3 (P-L-S-3), MTAP (M-tap), SERPINB9 (serpin-B-9), and ITPR2 (I-T-P-R-2) showed reduced expression relative to paired tissues [1], whereas ME1 (M-E-1), CYP27A1 (C-Y-P-27-A-1), RPS16 (R-P-S-16), and ATP5PF (A-T-P-5-P-F) were significantly increased [2].
4.2.1. LAB MEDIA: Figure 7B. Video editor: Highlight the data labels "ENO3", "PLS3", "MTAP", "SERPINB9", and "ITPR2" on the left side of the volcano plot.
4.2.2. LAB MEDIA: Figure 7B. Video editor: Highlight the data labels "ME1", "CYP27A1", "RPS16", and "ATP5PF" on the right side of the volcano plot.

4.3. Heatmap visualization revealed consistently elevated protein expression in the serum of PDAC patients compared to normal individuals [1].
4.3.1. LAB MEDIA: Figure 8A. Video editor: Highlight the right three columns labeled “PDAC_Serum_8696,” “PDAC_Serum_8568,” and “PDAC_Serum_8526” .

4.4. Gene Ontology enrichment analysis of PDAC serum revealed significant upregulation of processes related to coagulation and hemostasis [1].
4.4.1. LAB MEDIA: Figure 8C. Video editor: Highlight the “regulation of blood coagulation,” “ regulation of hemostasis,” and “ regulation of coagulation” on the y-axis.

4.5. GO analysis of hepatocellular carcinoma tumors identified enrichment in nucleotide and metabolic processes, including purine nucleotide metabolism and NAD metabolic pathways [1].
4.5.1. LAB MEDIA: Figure 8D. Video editor: Highlight the “purine nucleotide metabolic process,” “nucleotide metabolic process,” and “NAD metabolic process.”

4.6. KEGG (Keg) pathway enrichment analysis of PDAC serum revealed significant activation of the complement and coagulation cascades pathway, along with glycosaminoglycan degradation [1].
4.6.1. LAB MEDIA: Figure 8E. Video editor: Highlight the “Complement and coagulation cascades” and “Glycosaminoglycan degradation.”

4.7. KEGG analysis in hepatocellular carcinoma tumor samples identified enrichment in PPAR (P-P-A-R) signaling, carbon metabolism, and neurodegenerative disease pathways, though with lower statistical significance [1].
4.7.1. LAB MEDIA: Figure 8F. Video editor: Highlight the lower right data points labeled “PPAR signaling pathway,” “Carbon metabolism,” “Parkinson disease”, “Huntington Disease” “prion disease”” “Alzheimer disease.”

4.8. The protein-protein interaction network for upregulated PDAC serum proteins revealed a central cluster involving coagulation factor XI (eleven), fibrinogen beta chain, and plasma serine protease inhibitor [1], as well as several isolated proteins including HPSE, CD5 antigen-like, and CRISP3 [2].
4.8.1. LAB MEDIA: Figure 8G. Video editor: Emphasize the central triangle formed by nodes “P03951,” “P02675,” and “P05154.”
4.8.2. LAB MEDIA: Figure 8G. Video editor: Highlight the circles “Q9Y251,” “O43866,” and “P54108” placed away from the central cluster.


[bookmark: _Hlk203169093]NOTE to Authors: 
It's better if you upload each screen recording after naming each file according to the corresponding shot number (3-digit bullet, e.g, 2.2.1, 2.1.3, etc). 

But if you prefer to record all the steps together and upload a single screen capture file, that is okay.
In this case, you need to indicate the corresponding timestamp against each shot.
For example if the action described in shot 2.1.2 is present in the file name xxx.mp4 and is in between timestamp 00:30 to 00:45 then write as following in script above (shown in red font below). 
Example, shot 2.1.2 SCREEN: performing ........... action.   xxx.mp4 00:30-00:45.
                        2.2.2 SCREEN: clicking on.................button... xxx.mp4 01:00-01:25

Please note that every shot (3-digit step) should have the best corresponding video clip of only 20 to 25 seconds and not more than that, so that the voice narration can match the duration.

If a particular shot takes minutes to complete, we can choose timestamps at the beginning and end of the process so that the total time is again within the 25-second limit.
Example: 3.1.1 SCREEN: Clicking on the 'analyze and plot' button, analysis in progress and the graph being plotted.  xxx.mp4 00:00-00:10 and 02:30-02:40
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