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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol include software usage? N
3. Which steps from the protocol section below are the most important for viewers to see?
2.3., 2.4., 2.5.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.3. The intracerebral injection is the single most difficult aspect of this procedure. We ensure the success by monitoring the disease scoring (step 2.5.).
5. Will the filming need to take place in multiple locations? 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. Chiou-Feng Lin: This protocol of a disease model using Dengue virus infection in the brain may become an in vivo platform for screening viral and host factors associated with neuropathogenesis [1].

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

1.2. Chiou-Feng Lin: Unlike previous models, our model uses two-routes of infection with a low viral titer to infect immunocompetent Institute of Cancer Research suckling mice for encephalitis-like disease progression induction [1].

1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Introduction of Demonstrator (Said by you on camera):

1.3. Chiou-Feng Lin: Demonstrating the procedure will be Ting-Jing Shen, a PhD candidate from my laboratory [1][2].  

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
1.3.2. 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)

1.4. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at National Defense Medical Center, Taiwan.


Section - Protocol
2. Infection Procedure and Disease Scoring
2.1. Before initiating the infection procedure, dilute non-adapted Dengue virus-2 stock to a 1 x 106 plaque forming units/40 microliters of RPMI 1640 (R-P-M-I-sixteen-forty) medium concentration [1]. 
2.1.1. WIDE: Talent adding virus to medium, with stock and medium containers visible in frame
2.2. Next, load one 0.3-milliliter syringe equipped with a 30-gauge needle with 10 microliters of diluted virus [2] and one 0.3-milliliter syringe equipped with a 30-gauge needle with 30 microliters of virus per animal [3].
2.2.1. MED: Talent loading syringes with virus, with virus container visible in frame (Editor: Not sure this shot needs to be shown as the specific syringe types are included in the other shots)
2.2.2. CU: Syringe being loaded 10 microliters of diluted virus, with virus container label with dilution visible in frame
2.2.3. [Added shot]: CU: Syringe being loaded with 30 microliters of diluted virus.
2.3. For intracerebral delivery of the virus, press the auricle between the thumb and index finger to gently restrain a 7-day-old, suckling Institute of Cancer Research mouse in a prone position [1] and inject the 10-microliter volume of diluted virus into the lambda area at the intersection of the sagittal and lambdoid suture [2].
2.3.1. CU: Mouse being grasped/turned into prone position, cleaning the target area with an alcohol wipe.
2.3.2. CU: Virus being injected
2.4. After the intracerebral injection, use the thumb and index finger to hold the mouse in a supine position [1] and gently intraperitoneally inject the 30-microliter volume of diluted virus into the murine abdomen [2-TXT].
2.4.1. CU: Mouse being turned to/held in supine position, cleaning the target area with an alcohol wipe.
2.4.2. [bookmark: _GoBack]CU: Abdomen being injected TEXT: Repeat for each mouse
2.5. For scoring of the disease progression, assign a score of 0-5 to each inoculated mouse daily according to the grade of acute viral encephalitis-like illnesses [1-TXT] and plot the scores for each day as a curve-based figure using the mean plus and minus the standard deviation of the daily test scores in each group [2].
2.5.1. MED: Talent looking at cage of mice, with lab notebook in hand, writing scores into notebook TEXT: See text for disease grade scoring details
2.5.2. LAB MEDIA: Figure 3




Section – Results
3. Results: Representative Establishment of Mouse Dengue Virus-Induced Acute Viral Encephalitis-Like Disease 

3.1. Compared with the body weight changes measured in mock, medium only-inoculated mice [1], Dengue virus-inoculated animals exhibit a decrease in body weight at every time point during the trial [2].

3.1.1. LAB MEDIA: Figure 2: JoVE Video Editor: please emphasize black data line
3.1.2. LAB MEDIA: Figure 2: JoVE Video Editor: please emphasize white data line

3.2. In addition, Dengue virus-infected animals demonstrate a significant increase in hunchback postures, limbic seizures, limbic weakness, paralysis, and death [1] compared to the symptoms displayed by mock-inoculated animals [2].

3.2.1. LAB MEDIA: Figure 3: JoVE Video Editor: please emphasize white data line
3.2.2. LAB MEDIA: Figure 3: JoVE Video Editor: please emphasize black data line

3.3. Indeed, Dengue-infected mice exhibit a time-dependent reduction in survival rates [1] that is not observed in mock-inoculated animals [2], confirming the establishment of an infectious model of Dengue virus within the central nervous system that demonstrates the progression of acute viral encephalitis-like illnesses in mice [3].

3.3.1. LAB MEDIA: Figure 4: JoVE Video Editor: please emphasize white data line
3.3.2. LAB MEDIA: Figure 4: JoVE Video Editor: please emphasize black data line
3.3.3. LAB MEDIA: Figure 4



Section - Conclusion
4. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
4.1. Ting-Jing Shen: Puncture of the wrong site may result in needle blockage by the skull and overflow of the viral solution outside the head, resulting in a failed injection and failed infection (Step: 2.3.) [1].
4.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
4.2. Ting-Jing Shen: Following the procedure, brain samples can be harvested for pathological damage, immune cell infiltration, and viral replication analyses by hematoxylin and eosin staining, flow cytometry, and plaque formation assay, respectively [1].
4.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
4.3. Ting-Jing Shen: Our immunocompetent murine model provides a platform for exploring the pathogenic mechanisms of Dengue virus infection for the development of Dengue virus vaccines or anti-Dengue virus drugs [1].
4.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
4.4. Ting-Jing Shen: Dengue virus is a Biosafety Level 2 pathogen and, as such, all experiments with this virus should be completed in a qualified Animal Biosafety Level 2 laboratory [1].
4.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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