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PLEASE READ THE INSTRUCTIONS IN THE GRAY BOXES CAREFULLY AND USE TRACK CHANGES WHILE MAKING ANY EDITS TO THE DOCUMENT. 
This document has several sections on separate pages, so take care to view each page.


Author Questionnaire:
Authors, please fill out the unanswered questions below.  

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)    N
Can you record movies/images using your own microscope camera? (Y/N)  N
If no, JoVE will need to record the microscope images using our scope kit (through a camera port or one of the oculars). Please list the make and model of your microscope.

2. Does your protocol include software usage? (Y/N)  N
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. (You do not need to include steps that will be screen captured. Please do not list entire sections.)
4.2, 4.3, 4.4, 4.5, 4.6, 4.7
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.

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. (Please do not list entire sections.)
   4.5, 4.6  
Firstly, Elastin solution is volatile, and staining time is relatively long, so it is best to immerse slices with elastic staining in a sealed container. Secondly, After elastin solution staining, samples should not be washed with distilled water, so as to avoid any difficulty in differentiation. Check microscopically, as necessary, 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.
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.
5. Will the filming need to take place in multiple locations? (Y/N) N
If yes, how far apart are the locations? 


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.

· The total introduction length (i.e., Required and Optional Interview Statements) cannot exceed 150 words. 
· Restrict the length of each statement to no more than 30 words.
· Please answer the questions below in full sentences to highlight the significance of your protocol. You will be expected to memorize and deliver these sentences as spoken interview statements during filming. 
· Indicate the full name of each author who will give each statement. If only one author is giving the REQUIRED statements, the same author may speak both statements.

Why is your protocol significant? OR What key questions can this method help answer? 

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. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).


What is the main advantage of this technique?

1.2. Yongchang Zhang: 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.  (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


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

· The following OPTIONAL questions may be answered to provide additional introductory information about your protocol. 
· These OPTIONAL statements must be spoken by different authors than those who gave the Required Interview Statements.
· The length of each OPTIONAL statement is restricted to no more than 30 words and contributes to the total introduction length, which cannot exceed 150 words. 
· Indicate the full name of each author who will give each OPTIONAL statement. 

Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?

1.3. Ting Hong: It can be extend toward the pathological T stage diagnosis of lung cancer and gastrointestinal cancer. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).

Are there any specific areas of research that this method could provide insight into? 

Can this method be applied to any other systems?

1.4. Ting Hong: Yes, It can be applied to the TNM stage system of lung cancer and colorectal cancer. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


How would you expect an individual who has never performed this technique to struggle? 

Do you have any advice to offer to somebody who is trying this technique for the first time?

1.5. Ting Hong: Strictly perform standard operation according to this protocol. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


Why is visual demonstration of this method critical?

1.6. Ting Hong: There are some important steps such as the details of elastic staining and the degree of alcohol differentiation, which need to be visual, demonstrate so that individual can performed this technique well. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


Introduction of Demonstrator: (Said by you on camera)

· Please use this statement ONLY if any of the individuals who will be demonstrating the procedure on camera have not given a required or optional Introduction interview statement already.
· Include the full name(s) of the person(s) demonstrating the experiment followed by their title (e.g., technician, post doc, grad student, clinician, etc.) 
· Also indicate the full name of the author who will introduce the demonstrator(s). 

1.7. Author Name: Demonstrating the procedure will be _________ (name of the person or persons), a _________ (technician, post doc, grad student) from my laboratory. (Add additional mention of demonstrators as necessary).  
1.7.1. Interview style: Author saying the above 
1.7.2. 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)

1.8. 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.
1.9. 

Section - Protocol
· Read through the entire protocol carefully to understand what you will need on the filming day and prepare accordingly. 
· The two-digit numbers (e.g. 2.1., 2.2.) represent the “steps” of you protocol and will be read by a professional voiceover talent. 
· The three-digit numbers (e.g. 2.1.1., 2.2.2.) represent the “shots” that our videographer will capture at your lab. 
· To ensure that your protocol can be filmed in a single work day, the protocol is restricted to 30 steps and/or 60 shots.
· It is critical for a smooth and organized shoot that all materials and work spaces are prepared and labeled (if applicable) in advance.   
· Any specimens/samples that require long or overnight incubation steps should be prepared in advance. (i.e. day 0 sample preparation will be filmed on the day of the shoot; day 1 samples should be prepared the day before the shoot so their processing can be filmed on the day of the shoot/after their overnight culture/treatment/etc.) 
2. Sectioning
2.1. To begin, place the paraffin block into the fixed holder of the sledge microtome [1]. Adjust the optimal angle between the block and the microtome knife [2]. Trim the block as necessary [3] and then cut it into 5 micrometer thick cross sections [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. Next, place the paraffin sections in a water bath at 40 – 45 degrees Celsius [1]. Mount each section from the water onto a separate glass slide [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. Carefully press the mounted section against a paper towel to remove any residual water or potential air bubbles [1]. Let the sections air-dry for 30 minutes [2], and then bake them in an oven at 45 – 50 degrees Celsius for 2 hours [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 blue 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. 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].
4.7.1. MED: Talent adds a few drops of Van Gieson’s soluti to one of the slides.
4.7.2. 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.
4.8. Next, rapidly drop 95 percent ethanol onto the tissue slices for a few seconds to differentiate each tissue section well [1].
4.8.1. 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.


OPTIONAL – Critical Step Statement:
· An OPTIONAL brief statement may be submitted for further elaboration of the best way to perform the required technique for the single most critical step of this procedure. 
· If there is no single critical step, then there is no need to fill out this statement.
· This will be an interview style shot interjected after the relevant step within the Protocol section of the video. 
· This statement is limited to 30 words or less. 
· Please indicate the full name of the Author who will give this statement and the step of the protocol to which the statement pertains using the step numbers from the Protocol section (above).
Fill in the details below based on the instructions above for the “Critical Step Statement”
Yongchang Zhang, Step 4.6: 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. (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

Section – Results
The Results section is restricted to 200 words of narrative. Please read through the results as presented to make sure that it accurately represents your findings. If you would like to highlight other data, please revise this section accordingly, keeping in mind the word count restriction. Please note that we cannot include narrative without an accompanying visual. 

6. 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”.
Question: Can you provide a version of Figure 1 without the arrows or letters “S” and “T”?
Yes, I will provide you the version without letters.
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.
Question: Can you provide a version of Figure 2 without the arrows or letters “S” and “T”?
Yes, I will provide you the version without letters.
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.

· Below are questions for statements that can be used to further emphasize the significance of your protocol. At least one statement is required.
· Each statement is limited to 30 words.
· Answer the questions in full sentences, as you will be expected to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give each Conclusion Interview statement. 
What is most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section this advice correlates to.
7.1. [bookmark: _GoBack]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. (Step: 4.5) (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
7.2. Author Name: ____ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
7.3. Author Name: ____ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
Are any of the reagents or instruments hazardous? If so, please use this interview statement to remind viewers of what precautions they should take.
7.4. Author Name: ___(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)

Thank you for following the instructions and addressing our questions. We will incorporate your answers/suggestions and send you the finalized script before your shoot. You will also receive detailed shoot preparation instructions in the email accompanying the finalized script.
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