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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol demonstrate software usage? N
3. Which steps from the protocol section below are the most visually important? 
3.1., 3.2.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.1.
5. Will the filming need to take place in multiple locations (greater than walking distance)? 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. Laurent Dacheux: This protocol can be used for the postmortem diagnosis of animal rabies - from the initial virus detection in the field to the molecular confirmation in a centralized laboratory [1].

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

1.2. Laurent Dacheux: Rapid immunochromatographic diagnostic testing is a useful alternative for rural and remote regions in Asia and Africa in which reference methods for rabies diagnosis are not available [1].

1.2.1. [bookmark: _GoBack]INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera Videographer NOTE: last one

Introduction of Demonstrator (Said by you on camera):

1.3. Laurent Dacheux: Demonstrating the procedure will be Ibrahima Dicko, a technician from the Laboratoire Central Vétérinaire, and Simon Bonas, a technician from my laboratory [1][2]. 

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


Section - Protocol
2. Sample Collection and Modified Rabies Rapid Immunochromatographic Diagnostic (RIDT) Execution
2.1. To access the foramen magnum, use a knife to remove the animal head before the first cervical vertebra [1-TXT] and use an appropriate tool to collect a brainstem sample [2-TXT].
2.1.1. LAB MEDIA: 293_0019_01: 00:58-01:08 TEXT: Here a dog is shown
2.1.2. LAB MEDIA: P1060137: 00:03-00:25 TEXT: Collect sample w/ disposable pipette, drinking straw, clamp, or dropper
2.2. Laurent Dacheux: For an accurate rabies diagnosis, it is critical to collect the brainstem, which contains the medulla oblongata, during the sample collection [1].

2.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
2.3. Then gently deposit the 0.5-2-gram brain sample into the cap of a 50-milliliter collection tube [1].
2.3.1. [bookmark: _Hlk24380132]LAB MEDIA: P1060137: 00:30-00:40
2.4. After applying the sample to a test kit, wait 1-5 minutes to allow a complete sample migration before reading the test device [1-TXT].
2.4.1. LAB MEDIA: P1060142 00:00-00:10 TEXT: Read w/in 5-10 min and ≤20 min after end of migration
2.5. A sample is considered positive for rabies when two lines are visible [1], negative if only the control line is present [2], and invalid if only the test line or no lines are visible [3].
2.5.1. LAB MEDIA: Figure 5A Video Editor: please emphasize both lines
2.5.2. LAB MEDIA: Figure 5B Video Editor: please emphasize control line
2.5.3. LAB MEDIA: Figure 5C Video Editor: please emphasize test line area
3. RNA Extraction and Detection 
3.1. To extract the RNA from a device sample, carefully open the device [1] and remove the filter paper [2].
3.1.1. WIDE: Talent opening device Videographer: Important step
3.1.2. Talent removing paper Videographer: Important step
3.2. Collect the deposit area of the sample [1] and place the sample into 1 milliliter of Tri-Reagent LS (L-S) [2].
3.2.1. Sample area being cut from filter Videographer: Important step
3.2.2. Talent placing sample into tube, with Tri-Reagent LS container visible in frame Videographer: Important step
3.3. After 1 hour at room temperature with regular, gentle, manual agitation [1], extract the RNA from the tube supernatant according to standard RNA extraction protocols [2], adding 2 microliters of glycogen to facilitate the RNA precipitation according to the manufacturer’s recommendations [3].
3.3.1. Talent picking up tube and agitating
3.3.2. Talent opening RNA extraction kit, with sample tube visible in frame
3.3.2B added shot: gradient and pipetting a phase
3.3.3. Glycogen being added to tube, with glycogen container visible in frame (take 3)
3.4. Adjust the final volume of the RNA resuspension to 50 microliters with nuclease-free water [1] and prepare the master mix reaction solution for the three different reverse transcriptase-quantitative PCR assays according to the Table [2] using the primers and probes as indicated in the Table [3].
3.4.1. Talent adding water to tube, with water container visible in frame Videographer NOTE: take 2
3.4.2. LAB MEDIA: Table 1 Video Editor: please sequentially emphasize each Reagent section of table
3.4.3. LAB MEDIA: Table 2 Video Editor: please emphasize Sequence column
3.5. Add 5 microliters of the diluted RNA samples [1] (and 15 microliters of master mix to each of the three different assays in duplicate in the appropriate 96-well reaction plates [2-TXT]. NOTE: place this step after 3.6.1
3.5.1. Talent adding RNA to plate, with sample tube visible in frame
3.5.2. Talent adding master mix to plate, with master mix container visible in frame TEXT: pan-RABV RT-qPCR and eGFP RT-qPCR assays can cycle in same plate Videographer NOTE: take 2  NOTE: place this step after 3.6.1
3.6. Add the appropriate positive and negative controls for each assay to each plate in duplicate [1].
3.6.1. Positive or negative control being added to plate, with positive and negative control containers visible in frame
3.7. Then run the different assays following the thermal cycling conditions as indicated in the Table [1].
3.7.1. LAB MEDIA: Table 3 Video Editor: please emphasize Cycle, Temp, Time columns
3.8. The results can be analyzed as outlined in the Table [1].
3.8.1. LAB MEDIA: Table 4 Video Editor: please sequentially emphasize eGFP, pan-RABV, and pan-lyssa rows


Section – Results
4. Results: Representative RIDT Testing

4.1. The collection of a brain biopsy is as simple as possible to guarantee the collection of high-quality samples [1].

4.1.1. LAB MEDIA: Figures2A-2D Video Editor: please sequentially add/emphasize images from A-D

4.2. Compared to the reference technique [1], the sensitivity and specificity of the rapid immunochromatographic diagnostic test was high in all of the laboratories using these protocols [2].

4.2.1. LAB MEDIA: Table 7 Video Editor: please emphasize DFAT columns
4.2.2. LAB MEDIA: Table 7 Video Editor: please emphasize RIDT columns

4.3. Based on the cumulative number of tested samples [1], the overall sensitivity and specificity were over 95% [2].

4.3.1. LAB MEDIA: Table 7
4.3.2. LAB MEDIA: Table 7 Video Editor: please emphasize 98.2% and 95.8% data cells

4.4. The rapid immunochromatographic diagnostic test is suitable for detecting lyssavirus in brain biopsies from infected animal, as the level of lyssavirus antigens is important for rabies diagnosis [1]. However, the limit of the detection remains high when testing titrated virus suspensions [2].

4.4.1. LAB MEDIA: Table 8
4.4.2. LAB MEDIA: Table 8 Video Editor: please emphasize Limit of detection column

4.5. In these representative results obtained after RNA detection by dual combined pan-lyssavirus reverse transcriptase-quantitative PCR targeting of the viral polymerase of lyssavirus [1], a panel of 51 positive rapid immunochromatographic diagnostic tests were performed [2].

4.5.1. LAB MEDIA: Table 9
4.5.2. LAB MEDIA: Table 9 Video Editor: please emphasize Positive data row

4.6. In addition, genotyping could be performed for 14 of the samples using the hemi-nested PCR targeting the partial nucleoprotein gene [1].

4.6.1. LAB MEDIA: Table 9


Section - Conclusion
5. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
5.1. Laurent Dacheux: RNA can be extracted from the test strip for genotyping by Sanger sequencing after RT-PCR or by direct next-generation sequencing for additional downstream analysis [1].
5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
5.2. Laurent Dacheux: The rapid immunochromatographic diagnostic test can provide a quick and accurate rabies diagnosis, which is crucial to maintaining well-functioning, continuous rabies surveillance and control systems and minimizing human death [1].
5.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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