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Author Questionnaire:

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)    N
2. Does your protocol include software usage? (Y/N)  N
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. 
4.2, 4.3, 4.4, 4.5, 4.6, 4.7
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, 4.6  
5. Will the filming need to take place in multiple locations? (Y/N) 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. Yongchang Zhang: This method helps determine whether tumor cells invade beyond elastic lamina in pT3 gastric cancer. The subserosal elastic lamina invasion is a significant adverse prognostic factor for pT3 gastric cancer [1].
1.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

1.2. Yongchang Zhang: The main advantage of this technique is that it’s a convenient, visualized and accurate approach to identify the subserosal elastic lamina, which makes it more precise for pathologists to evaluate whether tumor cells invade beyond elastic lamina in pT3 gastric cancer [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. Ting Hong: This technique can be extend toward the pathological T stage diagnosis of lung cancer and gastrointestinal cancer [1].
1.3.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

1.4. Ting Hong: This method can also be applied to the TNM stage system of lung cancer and colorectal cancer [1].
1.4.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

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

1.5. Between 1994 and 2005, patient samples were selected by two experienced gastrointestinal pathologists in the Affiliated Cancer Hospital of Xiangya School of Medicine, Central South University, from patients who suffered gastrectomy of stomach neoplasms, with a postoperative pathological diagnosis of gastric cancer at the pT3N0M0 stage (according to the seventh TNM staging). This study was approved by the ethics review committee.
Section - Protocol
2. Sectioning (Author Comment: We had this part ready before shooting, so we didn't shoot it on site)
2.1. [1]. [2]. [3] [4].
2.1.1. MED: Establishing shot of the talent approaching the work area with the paraffin block in hand, and then placing it into the fixed holder of the sledge microtome.
2.1.2. MED: Talent adjusts the angle between the block and the microtome knife.
2.1.3. MED: Talent trims the paraffin block.
2.1.4. CU: Close up of the sections being cut. 
2.2. [1]. [2].
2.2.1. MED: Talent places the paraffin sections into a water bath.
2.2.2. CU: Close up of a section being mounted onto a glass slide.
2.3. [1]. [2], [3].
2.3.1. MED: Talent presses a mounted section against a paper towel.
2.3.2. CU: Close up of the sections air-drying.
2.3.3. MED: Talent transfers the slides to the oven.

3. Deparaffinization and Rehydration of All Slides 
Videographer: There are many jars in this section that the samples are moved between. This could be visually confusing, so please make sure that all jars are clearly labeled at that the labels are clearly visible in each shot.
3.1. First, immerse the slides in xylene in a Coplin jar for 10 minutes [1]. Remove the slides from this jar, and immerse them in fresh xylene in a different Coplin jar for another 10 minutes [2].
3.1.1. MED: Talent places the slides in a Coplin jar filled with xylene.
3.1.2. MED: Talent removes the slides from the first jar, and transfers them to a new jar filled with xylene.
3.2. Immerse the slides in 100 percent ethanol for 5 minutes [1], and then transfer them to fresh 100 percent ethanol for another 5 minutes [2].
3.2.1. CU: Close up of the slides being placed in a jar containing 100% ethanol.
3.2.2. MED: Talent removes the slides from the first jar, and transfers them to a new jar filled with 100% ethanol.
3.3. Next, immerse the slides in 95 percent ethanol for 2 minutes [1]. Transfer the slides to a jar containing 70 percent ethanol for 2 minutes [2].
3.3.1. MED: Talent places the slides into a jar containing 95 percent ethanol.
3.3.2. MED: Talent removes the slides from the jar and transfers them to a new jar filled with 70% ethanol.
3.4. After this, rinse the slides briefly with distilled water in a new Coplin jar [1].
3.4.1. CU: Close up of the slides being rinsed in a jar filled with distilled water.

4. Staining
Videographer: There are many jars in this section that the samples are moved between. This could be visually confusing, so please make sure that all jars are clearly labeled at that the labels are clearly visible in each shot.
4.1. Frist, use tissue paper to wipe off any excess solution on the slide or around the tissue [1]. Place the slides in conditions that match room temperature and humidity to prevent the tissue from drying on the slide [2].
4.1.1. MED: Talent uses tissue paper to wipe down the slides.
4.1.2. MED: Talent transfers the slides to new conditions. Alternatively, have the talent check the temperature and humidity in the room. Videographer: If there is no visual that matches this voiceover narration, omit it from filming. We can relay this information with a text overlay instead of filming a filler shot. 
4.2. Add a few drops of potassium permanganate to each slide to oxidize them [1] – making sure that the volume added is enough to cover the tissue section on each slide [2]. 
4.2.1. MED: Talent adds a few drops of potassium permanganate to one of the slides.
4.2.2. CU: Close up of the slide, showing that volume of potassium permanganate is enough to cover the tissue on the slide.
4.3. After 5 minutes, rinse the oxidized slides with distilled water in Coplin jars – repeating the rinse 2 – 3 times and using a new jar of water for each rinse [1]. The tissue should have an observable brown color [2].
4.3.1. MED: Talent rinses the slides in jars filled with distilled water as described. Videographer: This can be split into two shots (with the second shot beginning at “…repeating the rinse…”) if needed.
4.3.2. CU: Close up of the tissue on one of the slides, showing that it has a blue color.
4.4. Now, add a few drops of oxalic acid to each slide to each slide to bleach them [1] – making sure that the volume added is enough to cover the tissue section on each slide [2].
4.4.1. MED: Talent adds a few drops of oxalic acid to one of the slides.
4.4.2. CU: Close up of the slide, showing that volume of oxalic acid is enough to cover the tissue on the slide.
4.5. After 5 minutes, rinse the bleached slides with distilled water in Coplin jars – repeating the rinse 2 – 3 times and using a new jar of water for each rinse [1]. Wash the slides briefly in 95 percent alcohol [2]. Immerse the washed slides in elastin solution for 8 – 24 hours [3].
4.5.1. MED: Talent rinses the slides in jars filled with distilled water as described. Videographer: This can be split into two shots (with the second shot beginning at “…repeating the rinse…”) if needed.
4.5.2. MED: Talent washes the slides with 95% alcohol.
4.5.3. CU: Close up of the slides being immersed in elastin solution.
4.6. Then, immerse the slides directly in 95 percent ethanol for 1 – 2 minutes to differentiate each tissue section well [1]. Rinse the slides completely with distilled water [2].
4.6.1. MED: Talent immerses the slides directly in 95% ethanol, and then sets a timer for 1 – 2 minutes.
4.6.2. MED: Talent rinses the slide with distilled water.
4.7. Yongchang Zhang: Check microscopically for blue-black elastic fibers staining and gray background; it is better to slightly under differentiate the tissue, since the subsequent Van Gieson’s counterstain can also somewhat extract the elastic stain [1].

4.7.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
4.8. Counterstain the slides in a Van Gieson’s solution for 1 minute [1] – making sure that the volume used is enough to cover the tissue section on each slide completely [2-TXT].
4.8.1. MED: Talent adds a few drops of Van Gieson’s soluti to one of the slides.
4.8.2. CU: Close up of the slide, showing that volume of Van Gieson’s solute is enough to cover the tissue on the slide. TEXT: Do not rinse slides with water after staining.
4.9. Next, rapidly drop 95 percent ethanol onto the tissue slices for a few seconds to differentiate each tissue section well [1].
4.9.1. MED: Talent rapidly drops 95% ethanol onto the tissue.
5. Dehydration and Mounting
Videographer: There are many jars in this section that the samples are moved between. This could be visually confusing, so please make sure that all jars are clearly labeled at that the labels are clearly visible in each shot.
5.1. To begin, immerse the slides in 95 percent alcohol for 5 minutes to dehydrate them quickly [1]. Transfer the slides to 100 percent alcohol for 5 minutes to continue the dehydration [2]. Then, transfer the slides to fresh 100 percent alcohol for 5 additional minutes [3].
5.1.1. MED: Talent immerses the slides in a jar containing 95% alcohol.
5.1.2. MED: Talent removes the slides from the first jar, and transfers them to a new jar containing 100% alcohol.
5.1.3. CU: Close up of the slides being immersed in a jar containing 100% alcohol.
5.2. Immerse the slides in two different changes of xylene, which each immersion lasting for 3 minutes [1]. After this, add one drop of resinous mounting medium to the slide [2] and place a coverslip on top [3].
5.2.1. MED: Talent immerses the slides in a jar filled with xylene, and then sets a timer for 3 minutes.
5.2.2. MED: Talent adds one drop of resinous mounting medium to a slide.
5.2.3. CU: Close up of a coverslip being placed on top of the slide.
5.3. Using a microscope, observe the tissue sections as outlined in the text protocol [1].
5.3.1. MED: Talent loads a slide into a microscope, and observes the tissue.





Section – Results
6. [bookmark: _GoBack]Results: Analysis of Elastic Staining on Paraffin-embedded Slides
6.1. In this study, elastic staining is utilized to visually identify subserosal elastic lamina [1]. A representative successful staining reveals that – after elastin solution straining but before Can Gieson’s counterstaining [2] – the elastic lamina can be clearly seen in the form of filaments that are stained blue-black [3]. 
6.1.1. LAB MEDIA: Figure 1.
6.1.2. LAB MEDIA: Figure 1.
6.1.3. LAB MEDIA: Figure 1. Video Editor: Emphasize the elastic lamina (a blue-black line of filaments in the bottom 25A% of the figure). In the original Figure 1, the elastic lamina is marked by arrows, the tumor cells are marked with a “T”, and the direction of the serosal membrane is marked with an “S”.
6.2. They are close to the serosal mesothelial cells [1], and a certain amount of distance is still seen between the elastic lamina and the tumor cells [2].
6.2.1. LAB MEDIA: Figure 1. Video Editor: Emphasize the serosal mesothelial cells, which are the cells below the elastic lamina (The bottom boarder of these cells is marked with an “S”, so this area is between the S and the elastic lamina)
6.2.2. LAB MEDIA: Figure 1. Video Editor: Emphasize the elastic lamina and the tumor cells as each is mentioned in the voiceover narration. The tumor cells all have a similar shape/texture, and are in the upper third of the figure. (They are marked with a “T”)
6.3. Typical elastic stainings with Van Gieson’s counterstain [1] demonstrate that the elastic lamina is stained blue-black [2], the collagen fibers are stained red [3], and the muscle fibers and cancer cells are stained yellow [4].
6.3.1. LAB MEDIA: Figure 2.
6.3.2. LAB MEDIA: Figure 2. Video Editor: Emphasize the elastic lamina in each subfigure. In the original Figure 2, the elastic lamina is marked by arrows and is a blue-black band of filaments.
6.3.3. LAB MEDIA: Figure 2. Video Editor: Emphasize the collagen fibers in each subfigure. These are the sections that are red.
6.3.4. LAB MEDIA: Figure 2. Video Editor: Emphasize the muscle fibers and cancer cells in each subfigure. These are the sections that are yellow/green.
6.4. Cancer cells penetrating the elastic lamina is considered “elastic lamina invasion” [1], whereas cancer cells being close to, but not invading, the elastic lamina is considered “elastic lamina non-invasion” [2].
6.4.1. LAB MEDIA: Figure 2. Video Editor: Show only Figure 2B
6.4.2. LAB MEDIA: Figure 2. Video Editor: Show only Figure 2A
6.5. If the staining reveals a repetitive structure indicative of multiple layers of elastic lamina [1], and the tumor does not invade beyond the outermost layer, the sample should be diagnosed as “elastic lamina non-invasion” [2].
6.5.1. LAB MEDIA: Figure 2. Video Editor: Show only Figure 2C.
6.5.2. LAB MEDIA: Figure 2. Video Editor: Still show only Figure 2C. Emphasize the elastic lamina (designated by the arrows)


Section - Conclusion
7. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
7.1. Ting Hong: Elastin solution is volatile, and staining time is relatively long, so it is best to immerse slices with elastin staining in a sealed container. After elastin solution staining, samples should not be washed with distilled water [1] [2]. 
7.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
7.1.2. Use 4.5.3 
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