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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol include software usage? N
3. Which steps from the protocol section below are the most important for viewers to see?
2.2., 2.7., 3.2.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.2., 2.3.
5. Will the filming need to take place in multiple locations? Y, different rooms same building


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

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

1.1. Claudia Burrello: This automated protocol allows the histopathological preparation of murine tissues with robotic systems routinely used for processing and embedding human samples, greatly increasing the quality of the samples.

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

1.2. Claudia Burrello: The main advantages of this technique are that it reduces the number of methodological variables and improves the standardization of the procedural steps. 

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

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

Introduction of Demonstrator (Said by you on camera):

1.3. Stefano Ferrero: Demonstrating the procedure will be Francesca Boggio, a pathologist working in my laboratory.

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
1.3.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.

Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.4. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at European Institute of Oncology, Milan.


Section - Protocol
2. Colon Section Preparation and Processing
2.1. Begin by using small tweezers to transfer the fixed murine colon tissue samples from the neutral buffered formalin [1] onto a sectioning work plate in a Petri dish [2].  – 
2.1.0 (Added Shot): Talent enter in the lab holding the sample 
2.1.1. WIDE: Talent removing tissue from formalin. combined with 2.1.2.
2.1.2. CU: Tissue being placed onto work plate (Shot INCLUDED IN 2.1.1)
2.2. Use a sterile scalpel to cut the colon into 0.2-0.3-centrimeter fragments [1] and use the tweezers to place one segment into each of three non-adjacent plastic protruding tips of an orientated paraffin embedding cassette [2].
2.2.1. CU: Colon being cut
2.2.2. CU: Segment being placed into cassette
2.3. Carefully push the four edges to tightly-close the cassette [1-TXT] and insert the grid into a plastic supporting frame [2].
2.3.1. MED: Talent closing cassette TEXT: Avoid squeezing tissue/tissue damage
2.3.2. CU: Cassette being inserted into grid
2.4. Then label the supporting frame to identify the sample [1-TXT] and transfer the cassette into the grid. 
2.4.1. MED: Talent labeling frame TEXT: Repeat for each sample
2.4.2. (Added Shot): Talent transfer the cassette into the grid
2.5. One hour before processing, turn the automated processor [1]. When the instrument indicates that the paraffin has melted [2], manually insert the metal basket in the automated processor. When all of the cassettes have been inserted, close the basket and open the lid of the retort. Insert the basket into the dedicated housing of the processor and close the retort lid [2] [3].
2.6. 
2.6.1. MED: Talent turning on processor
2.6.2. CU: Shot of “ready” indicator
2.6.3. MED: Talent inserting cassette into basket the basket in the automatic processor (Shots from 2.7 to 2.8 ALL INCLUDED IN 2.5.3)
2.7. When all of the cassettes have been inserted [1], close the basket [2] and open the lid of the retort [3].
2.7.1. CU: Shot of cassettes inserted close together
2.7.2. MED: Talent closing basket
2.7.3. MED: Talent opening lid
2.8. Insert the basket into the dedicated housing of the processor [1] and close the retort lid [2].
2.8.1. CU: Basket being inserted
2.8.2. CU: Lid being closed (Shots from 2.7 to 2.8 ALL INCLUDED IN 2.5.3)
2.9. Use the touch screen on the instrument computer to define the working protocol [1-MED], selecting the sequence of the solutions, timing, and temperature to be implemented according to the scheme provided in the Table [2].
2.9.1. MED-over the shoulder: Talent setting protocol 
2.9.2. LAB MEDIA: Table 1
2.10. Click on the dedicated computer icon to assign the protocol to the retort containing the cassette basket [1] and click the Start button [2].
2.10.1. CU: Icon being clicked
2.10.2. CU: Start button being clicked
2.11. When the instrument confirms the end of the protocol with a dedicated icon and an alarm tone [1], open the retort lid [2] … and remove the basket from the processor [3].
2.11.1. CU: Shot of icon Videographer: If possible, capture alarm tone; Video Editor: If possible, please include alarm tone Comment: it was not possible since the sound is too low and starts suddenly without any countdown 
2.11.2. MED: Talent opening lid
2.11.3. MED: Talent removing basket
3. Tissue Embedding 
3.1. An hour before the tissue embedding, turn on the automated embedder [1] and wait until the paraffin is completely melted as indicated by the paraffin bath thermometer on the instrument [2].
3.1.1. WIDE: Talent turning on embedder
3.1.2. ECU: Shot of paraffin bath thermometer read out 
3.2. Manually transfer up to 32 processed cassettes from the processor basket to the embedder rack [1] and open the main embedder lid [2].
3.2.1. MED: Talent adding cassettes to basket the rack
3.2.2. MED: Talent opening lid
3.3. Use the touch screen to signal to the robotic system that a rack is being inserted [1] and open the inlet housing lid [2].
3.3.1. MED-over the shoulder: Talent signaling rack insertion
3.3.2. MED: Talent opening lid
3.4. Insert up to 4 racks into the inlet housing [1] and close the inlet housing lid [2].
3.4.1. CU: Rack(s) being inserted – 
added shot: 3.4.1.B. (CLOSE UP EXTREME)
3.4.2. CU: Lid being closed (Shot INCLUDED AT THE END OF 3.4.1)
3.5. Then use the touch screen to start the embedding procedure as indicated in the Table [1].
3.5.1. LAB MEDIA: Table 2
3.6. When the instrument confirms the end of the protocol with the dedicated icon [1], remove the outlet rack [2] and close the main embedder lid [3]. 
3.6.1. CU: Shot of dedicated icon
3.6.2. MED: Removing rack
3.6.3. MED: Talent closing lid
3.7. Then transfer the embedded blocks from the rack into a storage box [1].
3.7.1. MED: Talent placing blocks into storage box

Section – Results
4. Results: Representative Murine Colon Sample Processing Analyses  

4.1. Colon shortening [1] and colonic expression of pro-inflammatory genes [2] are widely-used parameters for scoring the presence of dextran sodium sulfate, or DSS, -induced inflammation [3].

4.1.1. LAB MEDIA: Figure 1A and 1B: JoVE Video Editor: please emphasize grey data bar in Figure 1A graph
4.1.2. LAB MEDIA: Figure 1A and 1B: JoVE Video Editor: please emphasize black data bars in Figure 1B
LAB MEDIA: Figure 1A and 1B

4.2. The infiltration of inflammatory cells into the intestinal lamina propria is also greatly enhanced by DSS treatment [1].

4.2.1.  LAB MEDIA: Figure 1: JoVE Video Editor: please show just the graphs from Figure 1C and emphasize the grey Ly6G+Cd11b+, F480+ and CD4+ data bars

4.3. H&E staining of untreated samples processed by automation as demonstrated [1] reveals fewer infiltrating inflammatory cells, epithelial alterations, and changes in the mucosal architecture [2] compared to samples from DSS-treated animals [3].

4.3.1. LAB MEDIA: Figure 6: JoVE Video Editor: please show just the images from Figure 6A and 6B 
4.3.2. LAB MEDIA: Figure 6: JoVE Video Editor: please show just the images from Figure 6A and 6B and emphasize the image(s) from Figure 6A
4.3.3. LAB MEDIA: Figure 6: JoVE Video Editor: please show just the images from Figure 6A and 6B and emphasize the image(s) from Figure 6B

4.4. The quality of the murine tissue preparation and embedding performed by the automated instruments [1] can be additionally confirmed by immunohistochemical staining for CD20 [2] and Mallory trichrome staining [3].

4.4.1. LAB MEDIA: Figure 7: JoVE Video Editor: please show images with “Untreated” label over left column of images and “DSS-treated” over right column of images
4.4.2. LAB MEDIA: Figure 7: JoVE Video Editor: please show images with “Untreated” label over left column of images and “DSS-treated” over right column of images and emphasize top row of images
4.4.3. LAB MEDIA: Figure 7: JoVE Video Editor: please show images with “Untreated” label over left column of images and “DSS-treated” over right column of images and emphasize bottom row of images

4.5. Notably, automated sample processing [1] consistently allows the evaluation of a higher proportion of histological parameters than do samples processed by the manual method [2].

4.5.1. LAB MEDIA: Figure 8: JoVE Video Editor: please show just the graph from Figure 8A and emphasize magenta data bar 
4.5.2. LAB MEDIA: Figure 8: JoVE Video Editor: please show just the graph from Figure 8A and emphasize white data bar 



Section - Conclusion
5. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
5.1. Stefano Ferrero: Take care to correctly insert the tissue into the cassettes grid, to wait for the automated processor to be ready, and to wait for the Paraffin to be completely melted.
5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera 
5.2. Stefano Ferrero: This method can be used to perform histological analyses of any murine tissue with the quality of human histopathological samples, which will be useful in murine models of human pathologies.
5.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
5.3. [bookmark: _GoBack]Stefano Ferrero: This technique has already been successfully used to study murine models of intestinal inflammation and will be used for future studies of murine models of colorectal cancer.
5.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
5.4. Stefano Ferrero: As some reagents used in this protocol are hazardous, remember to always wear protective gloves, goggles, and a lab coat when performing these procedures. 

5.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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