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Author Questionnaire:

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? N  
Can you record movies/images using your own microscope camera? Y

2. Does your protocol include software usage? 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. (You do not need to include steps that will be screen captured. Please do not list entire sections.) 3.2, 3.4.1, 4.1.3

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.)
This procedure is overall very easy. Most difficult aspects are:
-step 3.2: Immersion of the slide rack in the boiling TRR: it must be done slowly and carefully so as to avoid tissue damage and burning injuries.
-step 3.4: The hydrophobic barrier must be drawn carefully so as to avoid any leakage of the reagents
-to never let slide dry out during the procedure, unless otherwise specified. (no specific step)

5. Will the filming need to take place in multiple locations? 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.



1.1. Sophie OUTH-GAUER: HPV RNA CISH is useful for the detection of an active Human Papillomavirus infection [1]. 
1.1.1. Interview


1.2. Jérémy AUGUSTIN: Since the in-situ hybridization targets HPV RNA, this technique allows the visualization of an active transcription of the virus. It has a precise spatial resolution and good diagnosis performances [1]. 
1.2.1. Interview (last one)



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


1.3. Cecile BADOUAL: The detection of HPV may support the diagnosis of several HPV-related lesions, such as oropharyngeal squamous cell carcinoma or cervical neoplasia. It may also have an influence on the prognosis [1].
1.3.1. Interview (take 2)







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


1.4. The protocol follows ethical guidelines and was approved by the Ethical Committee (Comité-de-Protection-des-Personnes Ile-de-France-II, #2015-09-04). 

Section - Protocol
2. Preparation of 1x Target Retrieval Reagent
2.1. After preparing buffers and counterstaining reagents, prepare 1x target retrieval reagent in a large beaker by adding 70 mL of 10x target retrieval reagent to 630 mL of distilled water [1-TXT].
2.1.1. MED: Establishing shot: Talent adding 10x target retrieval reagent to a beaker with distilled water. Video editor, show this text when the VO says 1x target retrieval reagent. TEXT: 1x TRR
2.2. Place the beaker on a heating plate with a magnetic stirrer and cover it with aluminum foil [1].
2.1.2. MED: Talent placing a beaker on a heating plate and covers it.
2.3. Boil its contents at 100 °C for 10–15 min, making sure not to boil it for longer than 30 min [1]. 
2.1.1. MED: Talent starts the boiling. (slated 2.1.3)

3. Tissue Pretreatment 
3.1. To block peroxidase activity on slides with tissue sections previously deparaffinized and placed in a slide rack [1], add 4 to 6 drops, just enough to cover the sample, of hydrogen peroxide to each slide and incubate them for 10 min at room temperature [2]. Wash the slides two times for 2 min in distilled water at room temperature [3].
3.1.1. MED: Talent taking the rack with slides 
3.1.2. CU: Talent starts adding drops of hydrogen peroxide to one slide. (take 2)
3.1.3. CU: Talent starts washing in water.
3.2. To break RNA/tissue bounds in the tissue sections, first remove the aluminum foil from the boiling 1x TRR using a claw and stop stirring [1]. Immerse the slide rack slowly and very carefully [2]. Cover the beaker again with the aluminum foil and incubate for 15 min [3].
3.2.1. MED: Talent removing aluminum foil from the beaker.
3.2.2. MED: Talent immersing slide rack in.
3.2.3. MED: Talent covering the beaker.
3.3. Use the claw to immediately transfer the hot slide rack to a distilled water bath and wash it for 2 min [1]. Wash the slides then in fresh 100% ethanol for 2 min and let them dry at room temperature for 2 min [2].
3.3.1. MED: Talent transferring the hot slide rack to a distilled water bath. (2sd part)
3.3.2. MED: Talent removing slide rack from ethanol and then leaves it out to dry.
3.4. Next, use a hydrophobic barrier pen to draw a barrier around each sample and let it dry out at for least 5 min [1]. 
3.4.1. CU: Talent using a hydrophobic barrier pen to draw a barrier around a few samples.
3.5. For protease digestion, place the slides in the humidity control tray [1] and add approximately 4 drops of Protease Plus per sample [2]. Cover the tray with a lid and insert it into the hybridization oven for 30 min at 40 °C [3]. 
3.5.1. MED: Talent placing the slides in the tray.
3.5.2. CU: talent adding drops of Protease Plus on one sample (take 1 :add drops , take 2 : spread them)
3.5.3. MED: Talent covering the tray with a lid and insert it into the hybridization oven
3.6. Remove the tray from the oven and remove the slide rack [1]. Working one slide at a time, quickly remove any excess liquid [2] and place the slide in a slide rack submerged in a staining dish filled with distilled water [3]. Wash the slides 2 times for 2 min in distilled water at room temperature with constant agitation [4].
3.6.1. MED: talent removing the tray from the oven and removing the slide rack
3.6.2. CU: talent removing excess liquid from one slide
3.6.3. CU: talent placing that slide in a slide rack submerged in a staining dish filled with distilled water
3.6.4. MED: Talent washing the slides with water placing the dish for agitation (CU at the end)

4. Hybridization
4.1. To start hybridization, tap and flick the slides to remove any excess liquid [1] and place them back in the slide rack [2]. Remove pre-warmed HPV probe from the oven [3] and add approximately 4 drops to entirely cover each section [4]. Cover the tray with a lid and insert it into the oven for 2 h at 40 °C [5].
4.1.1. CU: Talent tapping and flicking one slide
4.1.2. MED: Talent placing the slide back.
4.1.3. MED: Talent getting the pre-heated probe from the oven.
4.1.4. CU: Talent adding drops of HPV probe to one section.
4.1.5. MED: Talent covering the tray with a lid and inserting it into the oven.
4.2. After completed incubation, remove the tray from the oven and remove the slide rack [1]. One slide at a time, quickly remove any excess liquid [2] and place the slide in a slide rack submerged in a staining dish filled with 1x wash buffer [3] washing the slides for 2 min at room temperature with constant agitation and repeat with fresh 1x wash buffer [4].
4.2.1. MED: Talent removing the tray from the oven and removing the slide rack
4.2.2. CU: Talent remove excess liquid from one slide
4.2.3. MED: Talent placing the slide in a slide rack submerged in a staining dish filled with 1x wash buffer
4.2.4. MED: Talent washing the slides placing the dish for agitation
4.3. Tap and flick to remove any excess liquid from the slides and place them in the slide rack again [1]. Add approximately 4 drops of room temperature AMP1 per section to entirely cover each section [2]. Cover the tray with a lid and insert it into the oven for 30 min at 40 °C [3].
4.3.1. CU: Talent tapping and flicking one slide
4.3.2. CU: Talent adding drops of AMP1 on one section
4.3.3. MED: Talent covering the tray with a lid and inserting it into the oven
4.4. After removing the tray from the oven, remove the slide rack [1] Working one slide at a time, quickly remove any excess liquid [2] and place the slide in a slide rack submerged in a staining dish filled with 1x wash buffer [3] washing for 2 min at room temperature with constant agitation and repeat with fresh 1x wash buffer [4-TXT].
4.4.1. MED: Talent removing the slide rack
4.4.2. CU: Talent removing excess liquid from one slide
4.4.3. MED: Talent placing the slide in a slide rack submerged in a staining dish filled with 1x wash buffer
4.4.4. MED: Talent washing, placing the dish for agitation. TEXT: Repeat hybridization with AMP2, 3, 4, 5 and 6
5. Signal Detection with 3,3'-diaminobenzidine
5.1. Dispense the same number of drops of each DAB-A [1] and DAB-B solution in an appropriately sized tube [2] to make approximately 120 microliters of DAB substrate per section and vortex [3].
5.1.1. CU: Talent adding drops of DAB-A to a tube
5.1.2. CU: Talent adding drops of DAB-B to the same tube
5.1.3. MED: Talent finishes adding the solutions and mixing the final solution.
5.2. Take each slide, one at a time, from the slide rack and tap and flick to remove the excess liquid [1] and place it back in the slide rack [2].
5.2.1. CU: Talent removing excess liquid from one slide
5.2.2. B MED: Talent placing the slide back in the slide rack
5.3. Pipette approximately 120 microliters of DAB mixture onto each tissue section [1], making sure that the sections are covered [2], incubate for 10 min at room temperature and proceed with counterstaining and evaluation as described in the manuscript [3].
5.3.1. CU: Talent pipetting DAB mixture onto one tissue section (slated 5.2.2 cut before the last one)
5.3.2. ECU: Zoom onto a covered tissue section.
5.3.3. MED: Talent placing the slide on the side to incubate and starts the timer.
5.4. [bookmark: _GoBack]Place one drop of mounting medium per glass slat [2] and then place the slats on the slides and let them air dry [3].
5.4.1. Talent removing liquid from one slide.
5.4.2. Talent placing one drop of mounting medium on a glass slat
5.4.3. Talent putting the slat on the slide (	with 5.4.2)







Section – Results

5. Results: “Low” and “High” RNA CISH Staining
5.1. As described here in head and neck squamous cell cancer, presence of brown punctiform staining in the cytoplasm or in the nuclei of tumor cells defined a positive case. The results were divided into two scores: RNA CISH (pronounce seesh, short e) “high” and “low” score as observed with a 20x objective [1]. 
5.1.1. Figure 1 Video editor emphasize C and D when high is mentioned, and A and B when low is mentioned.
5.2. RNA CISH score staining is considered “low” when observed in under 50% of the tumor cells and covers less than 80% of the cell surface [1].
5.2.1. Figure 1A and B 
5.3. On the other hand, RNA CISH score is “high” when observed in more than 50% of stained cancer cells or with the staining surface exceeding 80% in more than 30% of the tumor cells [1]. 
5.3.1. Figure 1C and D


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

6.1. Charles LEPINE: One should never let the slides dry out [1]. For hybridization, do not forget to pre-heat the probe [2]. For each sample, perform positive and negative controls in order to assess the quality of the RNA [3].
6.1.1. Interview
6.1.2. Use 4.1.3.
6.1.3. Interview


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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