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Author Questionnaire:

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (N)

2. Does your protocol include software usage? (Y)
If yes, we will need you to record using screen recording software to capture the steps. If you use a Mac, QuickTime X also has the ability to record the steps.

3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot. 

4.1, 4.2, 4.3, 4.4, 4.5, 4.6 
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. 
4.5
5. Will the filming need to take place in multiple locations? (N)
Section - Introduction

Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.
1. REQUIRED Interview Statements: (Said by you on camera)  - All interview statements may be edited for length and clarity.

1.1. Prof. Hao-yu Lin: Here, we present a protocol to explore the biomarker and survival predictor of breast cancer based on analysis of a variety of publicly accessible databases. This method can improve the credibility and representativeness of the conclusions, thereby, present informative perspective on a gene of interest [1].

1.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

1.2. Dr. Min-na Chen: The advantage of this method is that it allows for the rapid visualization and interpretation of a gene’s potential role in breast cancer. Moreover, all the results obtained through this procedure can be immediately tested and repeated by simply querying the corresponding websites [1].

1.2.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

OPTIONAL Interview Statements: (Said by you on camera)  - All interview statements may be edited for length and clarity.

1.3. He-jia Wang: We chose breast cancer in the study to test the feasibility of this method because breast cancer is a heterogeneous disease. The diagnosis, treatment and prognosis of different molecular subtypes of breast cancer may vary. Therefore, it is particularly important to find efficient on-line tool or database with information to reflect the disparate subtypes of breast cancer [1].

1.3.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

Section - Protocol
2. Expression Pattern Analysis

2.1. To begin this procedure, go to the ONCOMINE web interface [1-TXT]. 

2.1.1. MED: Talent approaches the workstation computer and loads up the ONCOMINE (“on-com-ine”) web interface. TEXT: oncomine.org.

2.2. Type ID1 into the Search Box to obtain the relative expression levels of gene ID1 in various types of malignancies [1]. 

2.2.1. SCREEN: *To be provided by authors: Type ID1 into the Search Box. Authors: Please upload all screen capture videos to your project page.
2.3. In the Primary Filters menu, select Analysis Type. Then, select Cancer vs. Normal Analysis [1].

2.3.1. SCREEN: *To be provided by authors: In the Primary Filters menu, select Analysis Type. Then, select Cancer vs. Normal Analysis, Breast Cancer vs. Normal Analysis. Authors: Please upload all screen capture videos to your project page. (Author Comment: 2.3.1 and 2.4.1 combined) [Shots 2.3.1 and 2.4.1 combined]
2.4. In the Other Views menu, select Gene Summary View. Set the threshold of P-value at 0.01 set the threshold of Fold Change to “2”, set the threshold of Gene Rank to “all”, set the Data Type to “all”. Download the figures [1].

2.4.1. SCREEN: *To be provided by authors: In the Other Views menu, select Gene Summary View. Set the threshold of P-value at 0.01, set the threshold of Fold Change to “2”, set the threshold of Gene Rank to “all”, set the Data Type to “all”. Show the figures being downloaded. Authors: Please upload all screen capture videos to your project page.
3. Expression Correlation Analysis

3.1. First, go to the bc-GenExMiner ("BC-gene-expression-miner") web interface [1-TXT].

3.1.1. MED: Talent, at the workstation computer, loads up the bc-GenExMiner web interface. TEXT: bcgenex.centregauducheau.fr/BC-GEM/GEM-requete.php.

3.2. In the Analysis menu, select Correlation and then press the Exhaustive button. Type ID1 into the search box, and press the Submit button and the Start analysis button [1].

3.2.1. SCREEN: *To be provided by authors: In the Analysis menu, select Correlation and then press the Exhaustive button. Type ID1 into the search box, and press the Submit button and the Start analysis button. Authors: Please upload all screen capture videos to your project page.
4. Subgroup Analysis

4.1. For subgroup analysis in the bc-GenExMiner, go to the bc-GenExMiner interface [1-TXT].

4.1.1. MED: Talent, at the workstation computer, loads up the bc-GenExMiner web interface. TEXT: bcgenex.centregauducheau.fr.

4.2. In the Analysis menu, select Expression and press the Exhaustive button. Type ID1 into the search box and press the Submit button and the Start analysis button [1]. 

4.2.1. SCREEN: *To be provided by authors: In the Analysis menu, select Expression and press the Exhaustive button. Type ID1 into the search box and press the Submit button and the Start analysis button. Authors: Please upload all screen capture videos to your project page. [Shots 4.2.1 and 4.3.1 combined]
4.3. Click the Nodal status and Scarff Bloom & Richardson grade status thumbnails to view full images. In the Scarff Bloom & Richardson images, press the button below to visualize the P-values of the figures. Then, download the figures [1].
4.3.1. SCREEN: *To be provided by authors: Click either or both of the Nodal status and Scarff Bloom & Richardson grade status thumbnails to give an example of a full image. In a Scarff Bloom & Richardson image, press the button below to show the P-value. Show the figures being downloaded. Authors: Please upload all screen capture videos to your project page.
4.4. For subgroup analysis via Gene expression-based Outcome for Breast Cancer Online, go to the GOBO ("G-O-B-O") web interface [1-TXT].

4.4.1. MED: Talent, at the workstation computer, loads up the GOBO web interface. TEXT: http://co.bmc.lu.se/gobo/gsa.pl.

Question: How should “GOBO” be pronounced in the voiceover narration?
4.5. Type ID1 for the gene symbol of interest, and upload the gene set. Set the search range for Define gene/probe identifiers to Gene Symbol. Set All in Tumor selection, and select Node status and Grade stratified in the Multivariate parameters [1]. 

4.5.1. SCREEN: *To be provided by authors: Type ID1 for the gene symbol of interest, and upload the gene set. Set the search range for Define gene/probe identifiers to Gene Symbol. Set All in Tumor selection, and select Node status and Grade stratified in the Multivariate parameters. Authors: Please upload all screen capture videos to your project page. [Shots 4.5.1 and 4.6.1 combined]
4.6. The other items remain default. Now, submit the inquiry and download the figures [1].

4.6.1. SCREEN: *To be provided by authors: Show the other items remaining at the default. Then, submit the inquiry and download the figures. Authors: Please upload all screen capture videos to your project page.
5. Survival Analysis
5.1. For survival analysis in bc-GenExMiner, go to the bc-GenExMiner web interface [1-TXT].

5.1.1. MED: Talent, at the workstation computer, loads up the bc-GenExMiner web interface. TEXT: bcgenex.centregauducheau.fr.

5.2. In the Analysis menu, select Prognostic and then press the Exhaustive button. Type ID1 into the search box, and press the Submit button and then the Start analysis button [1].

5.2.1. SCREEN: *To be provided by authors: In the Analysis menu, select Prognostic and then press the Exhaustive button. Type ID1 into the search box, and press the Submit button and then the Start analysis button. Authors: Please upload all screen capture videos to your project page. [Shots 5.2.1 and 5.3.1 combined]
5.3. In the Exhaustive prognostic analysis, select Nm, ERm, MR in the Population and event criteria and press the Submit button to obtain more information. After this, click the Kaplan-Meier curve thumbnails to export the full graphs [1].

5.3.1. SCREEN: *To be provided by authors: In the Exhaustive prognostic analysis, select Nm, ERm, MR in the Population and event criteria and press the Submit button. Show a Kaplan-Meier curve thumbnail being clicked and a graphic being exported. Authors: Please upload all screen capture videos to your project page.
5.4. For survival analysis in The Human Protein Atlas, go to the Human Protein Atlas web interface [1-TXT].

5.4.1. MED: Talent, at the workstation computer, loads up the Human Protein Atlas web interface. TEXT: proteinatlas.org.

5.5. Type ID1 to the search box and click the Search button. Next, select the Pathology sub-atlas [1].

5.5.1. SCREEN: *To be provided by authors: Type ID1 to the search box and click the Search button. Select the Pathology sub-atlas. Authors: Please upload all screen capture videos to your project page. [Shots 5.5.1 and 5.6.1 combined]
5.6. Click the label for Breast Cancer and a detailed page will appear showing an interactive survival scatter plot and survival analysis. Download these figures [1].

5.6.1. SCREEN: *To be provided by authors: Click the label for Breast Cancer. Show the detailed page with the interactive survival scatter plot and survival analysis. Show the figure being downloaded. Authors: Please upload all screen capture videos to your project page.
5.7. For survival analysis in The Kaplan-Meier Plotter Survival, go to the Kaplan-Meier Plotter web interface [1-TXT].

5.7.1. MED: Talent, at the workstation computer, loads up the Kaplan-Meier Plotter web interface. TEXT: http://kmplot.com/analysis.

5.8. In the mRNA gene chip zone, click Start KM plotter for breast cancer. Type ID1 into the search bar, and select the green item in the candidate menu [1].

5.8.1. SCREEN: *To be provided by authors: In the mRNA gene chip zone, click Start KM plotter for breast cancer. Type ID1 into the search bar, and select the green item in the candidate menu. Authors: Please upload all screen capture videos to your project page. [Shots 5.8.1 and 5.9.1 combined]
5.9. Then, select RFS as the survival type and leave the other items at their default settings. Click Draw Kaplan-Meier plot and download the figures [1].

5.9.1. SCREEN: *To be provided by authors: Select RFS as the survival type and leave the other items at their default settings. Click Draw Kaplan-Meier plot and download the figures. Authors: Please upload all screen capture videos to your project page.
Section – Results

6. Results: Data Mining and Integrative Analysis using Multiple Publicly Accessible Databases
6.1. In this study, a representative result for the data mining and integrative analysis of a breast cancer biomarker is performed using ID1 – one of the inhibitors DNA-binding family members [1]. The differences of ID1 mRNA expression between tumor and normal tissues are first analyzed using the ONCOMINE database, which contains a total of 445 unique analyses [2].

6.1.1. LAB MEDIA: Figure 2. Video Editor: For the results, the only part of the image that needs to be shown are: The header “Disease Summary of ID1”, the four left-most column groupings (those with the title cells reading “Analysis type by cancer”, “Cancer vs Normal”, and the two groupings under “Cancer vs Cancer”) and the colored legend at the bottom that intercepts what the colors mean in terms of percentage).
6.1.2. LAB MEDIA: Figure 2. Video Editor: Still show the section of this figure shown in 6.1.1.
6.2. There are only 5 studies revealing an mRNA expression level of ID1 that is significantly higher in normal tissues than in breast cancer tissues, which indicates that there is expression dysregulation of ID1 in breast cancer [1].

6.2.1. LAB MEDIA: Figure 2. Video Editor: Still show the section of this figure shown in 6.1.1. Emphasize the cell for Breast Cancer under the header “Cancer vs Normal”. The cell is blue in color.
6.3. The bc-GenExMiner is then used to identify the correlation between mRNA expression of ID1 and the clinicopathological parameters of breast cancer patients [1]. 

6.3.1. LAB MEDIA: Figure 3.

6.3.2. The mRNA levels of ID1 are seen to be [1] significantly increased in breast cancer patients without lymph node metastasis [2] compared to those with lymph node metastasis [3].

6.3.3. LAB MEDIA: Figure 4.

6.3.4. LAB MEDIA: Figure 4. Video Editor: Emphasize the blue data column.
6.3.5. LAB MEDIA: Figure 4. Video Editor: Emphasize the orange data column.
6.4. The analysis in GOBO demonstrates that increased mRNA levels of ID1 correlate to lower tumor grade [1]. These results imply that increased expression of ID1 is linked to lower metastatic potential and lower pathological grade in breast cancer [2].

6.4.1. LAB MEDIA: Figure 5.

6.4.2. LAB MEDIA: Figure 5.

6.5. The analysis from the bc-GenExMiner database indicates that higher mRNA levels of ID1 is correlated to longer distant metastasis-free survival in breast cancer patients [1].

6.5.1. LAB MEDIA: Figure 6.

6.6. The analysis from The Human Protein Atlas also suggests that elevated protein levels of ID1 is associated with better survival outcome in breast cancer patients [1]. The survival analysis from the Kaplan-Meier Plotter is consistent with these findings, and shows that higher mRNA levels of ID1 expression predicts better recurrence-free survival in breast cancer patients [2].

6.6.1. LAB MEDIA: Figure 7.

6.6.2. LAB MEDIA: Figure 8.

Section - Conclusion

7. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.

7.1. Zheng Li: More and more online databases will be available and accessible for researchers. The protocol might provide an efficient method for researchers to identify potential target genes and associated signaling pathway [1].

7.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
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