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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. 
2.2.2, 3.1.1, 4.4.2, 4.8.2, 4.11.2, 4.12.2

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. 
4.10, 4.11
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) 

1.1. Author Name: In the aim of reducing animal testing and because of the variability of the NIH test, WHO encourages to develop in vitro approaches for evaluating rabies vaccine potency [1].

1.1.1. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera. Vid NOTE: (last one)

1.2. Author Name: This ELISA test shows a good concordance with the classical NIH test in recognizing the immunogenic form of glycoprotein, shows a high sensitivity, and can be performed in only one day [1].

1.2.1. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera. Vid NOTE: (take 3)

OPTIONAL Interview Statements: (Said by you on camera)

1.3. Author Name: Evaluation of rabies vaccine potency in vitro by ELISA is an alternative to the in vivo NIH test, promoted by the manufacturers and National Control Laboratories [1].

1.3.1. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera. Vid NOTE: (last one)

1.4. Author Name: It is critical to distribute precise volumes in duplicate for each dilutions and to well dry the plate on absorbent paper after washes to avoid background [1].

1.4.1. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera. Vid NOTE: (last one)

Introduction of Demonstrator: (Said by you on camera)

1.5. Author Name: Demonstration of the procedure will be performed by Corinne JALLET, a technician from my laboratory with 30 years of professional experience in rabies diagnosis and research [1] [2].  

1.5.1. Interview style: Author saying the above 
1.5.2. The named technician looks up from workbench or desk or microscope and acknowledges the camera.

Section - Protocol
2. Microplate Sensitization
2.1. To begin this procedure, put on adequate Personal Protection Equipment, including disposable coat, gloves, mask, and glasses [1]. Treat the contaminated material by immersing it in a solution of 2.6 percent sodium hypochlorite for 30 minutes for decontamination [2].
2.1.1. MED: Establishing shot of the talent approaching the work area and putting on the mentioned Personal Protection Equipment. Vid NOTE: (take 3)
2.1.2. MED: Talent immerses the contaminated material in a bleach solution.
2.2. Next, set out a 96-well immunoassay plate [1], and add 200 microliters of the monoclonal antibody diluted in the carbonate buffer to each well [2-TXT]. Cover the plate with adhesive film [3] and incubate the microplate at 37 degrees Celsius for 3 hours in a humidified atmosphere [4].
2.2.1. MED: Talent sets a 96-well immunoassay plate onto the lab bench. 
2.2.2. CU: Talent adds the monoclonal antibody diluted in the carbonate buffer to each well. TEXT: See text for buffer composition. Videographer: The authors have noted that this step is important for viewers to see.
2.2.3. MED: Talent covers the plate with adhesive film.
2.2.4. MED: Talent places the plate into an incubator.
2.3. Then, carefully aspirate and transfer the well content into a recipient containing a solution of 2.6 percent sodium hypochlorite [1]. Invert the microplate and let it dry on absorbent paper at room temperature for 5 minutes [2].
2.3.1. MED: Talent transfers the well content into a recipient containing a solution of 2,6% sodium hypochlorite.
2.3.2. CU: Talent inverts the microplate on a piece of absorbent paper.
3. Microplate Passivation
3.1. First, add 300 microliters of the passivation buffer to each well [1-TXT]. Cover the plate with adhesive film [2] and incubate at 37 degrees Celsius for 30 minutes [3]. After this, transfer the contents of the well to one containing a solution of 2.6 percent sodium hypochlorite [4].
3.1.1. MED: Talent adds passivation buffer to each well of the plate. TEXT: See text for buffer composition. Videographer: The authors have noted that this step is important for viewers to see.
3.1.2. CU: Talent covers the plate with adhesive film.
3.1.3. MED: Talent places the microplate into an incubator.
3.1.4. MED: Talent transfers the well contents to a recipient containing a solution of 2,6% sodium hypochlorite.
4. ELISA Assay
4.1. To wash the plate, add 300 microliters of the washing buffer to each well [1-TXT]. Then, aspirate carefully and transfer the well content into a recipient containing a solution of 2.6 percent sodium hypochlorite [2]. Repeat this washing process five more times to extensively wash the sensitized plate [3].
4.1.1. MED: Talent adds washing buffer to each well of the microplate. TEXT: See text for buffer composition.
4.1.2. MED: Talent transfers the well contents to a recipient containing a solution of 2,6% sodium hypochlorite.
4.1.3. MED: Talent washes the microplate again. Any action in the washing process can be filmed for this shot. Do not omit this shot or reuse past shots, as this should be a different shot to emphasize that the wash is being repeated.
4.2. After this, invert the microplate and let it dry on a piece of absorbent paper at room temperature for 1 minutes [1]. Reconstitute the reference vaccine in 1 milliliter of distilled water such that the final concentration of rabies virus glycoprotein is 10 micrograms per milliliter [2].
4.2.1. CU: Talent inverts the microplate over a piece of absorbent paper.
4.2.2. MED: Talent reconstitutes the reference vaccine in distilled water. Vid NOTE: (use 2nd part)
4.3. Prepare a ten-fold dilution of the reconstituted reference vaccine in the diluent to reach a rabies virus glycoprotein concentration of 1 microgram per milliliter [1]. Next, perform 6 serial two-fold dilutions of this reference vaccine in the diluent as outlined in Table 1 of the text protocol [2].
4.3.1. MED: Talent prepares a ten-fold dilution of the reconstituted reference vaccine in the diluent. Any action in the dilution process can be filmed for this shot. Vid NOTE: various scales
4.3.2. MED: Talent prepares a two-fold dilution of the diluted reference vaccine in the diluent. Any action in the dilution process can be filmed for this shot.
4.4. Distribute 200 microliters of the diluent in duplicate wells to serve as a blank control [1], and 200 microliters per well for each reference vaccine dilution in duplicate [2]
4.4.1. MED: Talent distributes the diluent in duplicate wells of the microplate.
4.4.2. CU: Talent distributes the reference vaccine dilutions into the wells of the microplate. Videographer: The authors have noted that this step is important for viewers to see.
4.5. Then, prepare a ten-fold dilution of the tested vaccine in the diluent [1], and prepare 7 two-fold serial dilutions of the tested vaccine in diluent as outlined in Table 2 of the text protocol [2]. Distribute 200 microliters of each tested vaccine dilution in duplicate to each well of the microplate [3].
4.5.1. MED: Talent prepares a ten-fold dilution of the tested vaccine in the diluent. Any action in the dilution process can be filmed for this shot. Vid NOTE: (from 57/55/00)
4.5.2. MED: Talent prepares 7 two-fold dilutions of the tested vaccines in diluent Vid NOTE: (take 1 : add diluent, take 2 : dilution (slated 4.5.3 tk 2) )
4.5.3. MED: Talent distributes the tested vaccine dilutions to the microplate.
4.6. Cover the microplate with adhesive film [1] and incubate at 37 degrees Celsius for 1 hour [2]. After this, remove the film [3]. Aspirate carefully and transfer the contents of each well into a recipient containing a 2.6 percent sodium hypochlorite solution [4].
4.6.1. CU: Talent covers the microplate with adhesive film.
4.6.2. MED: Talent places the microplate into an incubator.
4.6.3. MED: Talent removes the film from the plate.
4.6.4. MED: Talent transfers the contents of each well to a recipient containing a 2,6% sodium hypochlorite solution.
4.7. To wash the plate, add 300 microliters of washing buffer to each well [1]. Aspirate carefully and transfer the contents of each well into a recipient containing a 2.6 percent sodium hypochlorite solution [2]. Repeat this washing process 5 more times to remove the unbound antigen and conserve the G protein trimers bound to the coated antibody [3].
4.7.1. MED: Talent adds washing buffer to the wells of the microplate.
4.7.2. MED: Talent transfers the contents of each well into a recipient containing a 5% sodium hypochlorite solution.
4.7.3. MED: Talent washes the microplate again. Any action in the washing process can be filmed for this shot. Do not omit this shot or reuse past shots, as this should be a different shot to emphasize that the wash is being repeated.
4.8. Invert the washed microplate and let it dry on a piece of absorbent paper at room temperature for 1 minutes [1]. Then, distribute 200 microliters of the recommended dilution of peroxidase-labeled mAb-D1 (“D1 monoclonal antibody”) in diluent to each well [2]. Cover the microplate with adhesive film and incubate at 37 degrees Celsius for 1 hour [3].
4.8.1. MED: Talent inverts the washed microplate on a piece of absorbent paper.
4.8.2. MED: Talent distributes the dilution of peroxidase-labeled mAb-D1 in diluent to the wells of the microplate. Videographer: The authors have noted that this step is important for viewers to see.
4.8.3. MED: Talent places the microplate into an incubator. The plate can be covered with film prior to this shot.
4.9. Next, remove the film, aspirate carefully, and transfer the contents of each well into a recipient containing a 2.6 percent sodium hypochlorite solution [1].
4.9.1. MED: Talent aspirates carefully and transfers the contents of each well into a recipient containing a 2,6 % sodium hypochlorite solution. Any action in this process can be filmed for this shot as these actions have all been shown on-screen before.
4.10. To wash the microplate, add 300 microliters of washing buffer to each well [1]. Aspirate carefully and transfer the contents of each well into a recipient containing a 2.6 percent sodium hypochlorite solution [2]. Repeat this washing process 5 more times to remove the unbound peroxidase-labeled antibody [3].
Videographer: The authors have noted that this step difficult.
4.10.1. MED: Talent adds washing buffer to the wells of the plate. Vid NOTE: (take 2)
4.10.2. CU: Talent transfers the contents of each well into a recipient containing a 2,6 % sodium hypochlorite solution.
4.10.3. MED: Talent washes the microplate again. Any action in the washing process can be filmed for this shot. Do not omit this shot or reuse past shots, as this should be a different shot to emphasize that the wash is being repeated.
4.11. Invert the washed microplate and let it dry on a piece of absorbent paper at room temperature for 1 minutes [1]. Next, distribute 200 microliters of substrate-chromogen solution into each well [2].
Videographer: The authors have noted that this step difficult.
4.11.1. MED: Talent inverts the microplate onto a piece of absorbent paper.
4.11.2. MED: Talent distributes the substrate-chromogen solution into the wells of the microplate. Videographer: The authors have noted that this step is important for viewers to see.
4.12. Seal the microplate with film and incubate at room temperature in the dark for 30 minutes [1]. Then, add 50 microliters of stopping solution into each well to stop the reaction [2].
4.12.1. MED: Talent seals the microplate and put it in the dark. The plate can be covered in adhesive prior to this shot.
4.12.2. MED: Talent adds stopping to solution to the wells of the microplate. Videographer: The authors have noted that this step is important for viewers to see. Vid NOTE: (MED + CU)
4.13. Carefully wipe the bottom of the microplate [1] and place it in a spectrophotometer [2]. Determine the optical density at 492 nanometers for all of the wells used [3].
4.13.1. MED: Talent carefully wipes the bottom of the microplate.
4.13.2. MED: Talent places the microplate into a spectrophotometer.
4.13.3. MED: Talent, at the spectrophotometer, determines the optical density at 492 nanometers.
4.14. Collect this data in a spreadsheet file for analysis [1]. After this, create plots for both the reference vaccine curve and the optical density values as outlined in the text protocol [2].
4.14.1. MED: Talent, at a workstation computer, collects the data in a spreadsheet.
4.14.2. MED: Talent, at a workstation computer, creates one of the mentioned plots.



Section – Results
5. Results: Analysis of the ELISA Test
5.1. In this study, an in vitro ELISA test is used to evaluate rabies vaccine potency [1]. Representative optical density values from a typical experiment are shown here [2]. 
5.1.1. LAB MEDIA: Table 3.
5.2. These values are used to draw the reference vaccine curve by plotting the mean optical density for the different dilutions of the reference vaccine on the vertical axis, and the concentration of the glycoprotein on the horizontal axis [1].
5.2.1. LAB MEDIA: Figure 1.
5.3. The glycoprotein content of the tested vaccine is then estimated using this curve [1]. The evaluation is precise for dilutions that have a mean optical density value in the linear area of the reference vaccine curve [2].
5.3.1. LAB MEDIA: Figure 1.
5.3.2. LAB MEDIA: Figure 1. Video Editor: Emphasize the linear area of the plot, which is from approximately OD 1 to OD 2.
5.4. Taking into account the dilution of 1-to-40, the vertical projection of OD 1,534 on the x axis corresponds to 500 nanograms per milliliter, so the tested vaccine is estimated to 20 micrograms per milliliter of glycoprotein [1]. When the in vitro potency is established, it is necessary to compare the tested vaccine to the reference 6th WHO International Standard calibrated in international units [2].
5.4.1. LAB MEDIA: Figure 1.
5.4.2. LAB MEDIA: Figure 1.


Section - Conclusion
6. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
6.1. Author Name: The same method can be used with other antibodies or by mixing different antibodies to enlarge detection to more strains vaccine. Antibodies can be used in competition for titration of equine sera [1].
6.1.1. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera.
6.2. Author Name: This method utilized a more “generic” antibody or cocktail of antibodies that can recognize all vaccines strains, including those used in veterinary vaccines, which makes it classically more variable [1].
6.2.1. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera. Vid NOTE: (take 2 , slated twice 6.1 tk1)
6.3. Author Name: Precautions must be taken with vaccines that are not inactivated or with viruses. Be sure to use personal protective equipment, wear gloves, and decontaminate everything properly. Also, be careful with tablets of OPD, as they are carcinogenic, and the acidic sodium hypochlorite solution [1].
6.4. INTERVIEW: Named author says the statement above in an interview-style statement while looking slightly off-camera. Vid NOTE: (last one)
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