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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) Y
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.
2.4, 3.1, 3.6, 4.2, 4.3
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.)
2.4
5. Will the filming need to take place in multiple locations? (Y/N) Y
If yes, how far apart are the locations? Same building and same floor (Lv 7E – Peter Doherty Institute), but different rooms (tissue culture and flow cytometry room).


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. Dr. Georges Khoury: The overall goal of this procedure is to assess in vitro the impact of latency reversing agents on HIV mRNA processing [1].

1.1.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.

1.2. Dr. Georges Khoury: The protocol provides a simple, efficient and reliable method for assessing simultaneously the effect of LRAs on HIV transcription and splicing [1].

1.2.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.


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

1.3. Dr. Georges Khoury or Prof Damian Purcell: This technique provides an insight on the ability of LRAs to induce virus reactivation and clearance of the latent reservoir [1].

1.3.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.







Section - Protocol
2. Transfection of HEK293T Cells with Dual Color Reporter Construct
2.1. After cultivating the cells [1], plate 20,000 of them in 100 microliters of DMEM medium – supplemented with 10 percent FBS and without antibiotics – in the wells of a 96-well flat bottom plate for 24 hours [2].
2.1.1. WIDE: Establishing shot of the talent approaching the lab bench with a vessel of cells in hand. TEXT: See text for details on cultivating cells. Video Editor: Keep this text overlay up for all of 2.1.
2.1.2. MED: Talent plates the cells into the wells of a 96-well plate.
2.2. The next day, dilute the dual color reporter construct, Tat and Rev DNA, 50 microliters of serum free medium, and mix gently [1-TXT].
2.2.1. MED: Talent adds the DNA to the serum free medium, and mixes gently. TEXT: See text for details on experiments without Tat.
2.3. Gently mix the lipid reagent [1], and then dilute 0.65 microliters of it in 50 microliters of serum free medium [2]. Mix gently, and incubate at room temperature for 5 minutes [3].
2.3.1. MED: Talent gently mixes the lipid reagent. [Note to the video editor: Shots 2.3.1, 2.3.2, and 2.3.3 are combined]
2.3.2. MED: Talent dilutes the lipid reagent with serum free medium.
2.3.3. MED: Talent gently mixes the diluted lipid reagent, and the sets it aside to incubate at room temperature.
2.4. Combine the diluted lipid reagent with the diluted DNA and gently mix [1]. Incubate at room temperature for 20 minutes [2]. Then, dispense 100 microliters of this lipid-reagent-DNA complex drop-wise on top of the cells in each well [3].
2.4.1. MED: Talent combines the diluted lipid reagent with the diluted DNA, and mixes. [Note to the video editor: Shots 2.4.1, 2.4.2, 2.4.3 and are combined]
2.4.2. MED: Talent sets the mixture aside, and then sets a timer for 20 minutes.
2.4.3. CU: Close up of the talent dispensing the lipid-reagent-DNA complex drop-wise on top of the cells in a well of the plate.
2.5. Rock the plate gently back and forth to mix [1], and incubate the plate in a humidified incubator at 37 degrees Celsius with 5 percent carbon dioxide for 5 hours [2]. After this, transfect additional wells with 100 nanograms of CMV-driven EGFP (“c-m-v driven E-G-F-P”) and DsRed-Express (“d-s-Red”) DNA plasmid for compensation purposes [3].
2.5.1. MED: Talent rocks the plate gently back and forth.
2.5.2. MED: Talent places the plate into an incubator.
2.5.3. MED: Talent transfects additional wells with EGFP and DsRed-Express DNA plasmid as described.

3. Treatment of Transfected HEK293T Cells with Latency Reversing Agents and Staining of Transfected Cells with Fixable Viability Dye for Flow Cytometry Analysis
3.1. To begin, dilute each latency reversing agent to the appropriate working condition with growth medium [1-TXT]. Using a multichannel pipette, carefully aspirate the transfection medium and replace it with 100 microliters of medium containing the appropriate latency reversing agent [2].
3.1.1. MED: Talent dilutes the latency reversing agents with growth medium. TEXT: See text for details on reconstituting and storing lyophilized drugs.
3.1.2. MED: Talent aspirates the transfection medium from some wells, and replaces it with medium containing a latency reversing agent.
3.2. Incubate in a humidified incubator at 37 degrees Celsius with 5 percent carbon dioxide for 48 hours [1].
3.2.1. MED: Talent places the plate in an incubator. Reuse 2.5.2.
3.3. To begin staining the cells, use a multichannel pipette to add 100 microliters of PBS to each well [1]. Gently pipette up and down approximately 5 times [2-TXT], while making sure to avoid frothing, to detach the cells into the media [3].
3.3.1. MED: Talent adds PBS to the wells of the plate.
3.3.2. MED: Talent pipettes the mixture in the wells up and down. TEXT: See text for additional details and options for detaching the cells. Video Editor: Keep this text overlay up for 3.3.3.
3.3.3. CU: Close up of the talent pipetting the mixture in the wells up and down.
3.4. Next, transfer the cells into the wells of a 96-well V-bottom plate [1]. Centrifuge at 500 x g and at 4 degrees Celsius for 5 minutes [2]. Aspirate the medium and PBS without touching the cells [3].
3.4.1. MED: Talent transfers the cells from the original plate to the wells of a 96-well V-bottom plate.
3.4.2. MED: Talent places the plate into a centrifuge, closes the centrifuge lid, and then turns the centrifuge on.
3.4.3. MED: Talent aspirates the medium/PBS from the wells of the plate.
3.5. Wash the cells at least once with 200 microliters of protein and serum free PBS [1]. Centrifuge at 500 x g and at 4 degrees Celsius for 5 minutes [2]. Tilt the plate to discard the supernatant and remove the wash buffer without touching the cells [3].
3.5.1. CU: Close up as the talent washes the cells with PBS.
3.5.2. MED: Talent places the plate into a centrifuge and closes the centrifuge lid.
3.5.3. MED: Talent tilts the plate to discard the supernatant.
3.6. After this, dilute the fixable viability dye in protein and serum free PBS at a ratio of 1-to-1000 to prepare a working solution [1-TXT]. Add 50 microliters of the diluted dye to each well, and pipette up and down to mix [2]. 
3.6.1. MED: Talent dilutes the fixable viability dye in PBS as described. TEXT: Prepare 50 μL per well.
3.6.2. MED: Talent adds the diluted dye to the wells of the plate, and pipettes up and down to mix.
3.7. Incubate at 4 degrees Celsius, while protected from light using foil, for 10 – 15 minutes [1]. Then, wash the cells once or twice with 150 microliters of wash buffer [2-TXT].
3.7.1. MED: Talent places the plate into a refrigerator to incubate.
3.7.2. MED: Talent washes the cells with wash buffer. TEXT: See text for buffer composition.
3.8. To fix the cells, add 100 microliters of freshly prepared 1 percent formaldehyde in wash buffer [1], and incubate at 4 degrees Celsius while protected from light for 10 to 15 minutes [2].
3.8.1. MED: Talent adds 1 percent formaldehyde in wash buffer to the wells of the plate.
3.8.2. MED: Talent places the plate into a refrigerator to incubate. Reuse 3.7.1.
3.9. After this, wash the cells once or twice with 100 microliters of wash buffer [1]. Centrifuge at 500 x g and at 4 degrees Celsius for 5 minutes [2]. Discard the supernatant and re-suspend the cell pellet in 70 microliters of wash buffer [3].
3.9.1. MED: Talent washes the cells with wash buffer. Reuse 3.7.1.
3.9.2. MED: Talent places the plate into a centrifuge and closes the centrifuge lid. Reuse 3.7.1. 
3.9.3. Talent re-suspends the cells with wash buffer. The supernatant should be discarded prior to this shot.

4. EGFP and DsRed Measurements by Flow Cytometry and Data Analysis
4.1. After checking the cytometer settings, performance and sensitivity [1-TXT], adjust the forward and side scatter voltages with unstained sample so that the main population is on-screen and clearly discernable [2].
4.1.1. MED: Talent reviews the cytometer settings. This shot is representative, and can show any action in the checking process. TEXT: See text for details on checking cytometer performance and sensitivity.
4.1.2. SCREEN: Checking the cytometer performance and sensitivity by running calibration or rainbow beads. Authors: Please upload this screen capture to your upload link.
4.1.3. Adjust the forward (FSC-A) and side (SSC-A) scatter voltages with unstained sample. Authors: Please upload this screen capture to your upload link.
4.2. Perform manual or automatic compensation by using the single-stained samples – ensuring minimal spillover of EGFP+ population into the DsRed detector and vice-versa [1].
4.2.1. SCREEN: Performs a compensation and ensures minimal spillover of the populations. Authors: Please upload this screen capture to your upload link.
4.3. Using the fluorescence minus one controls, create plots and set the gates. Acquire and record a minimum of 10,000 viable cell events per sample [1].
4.3.1. SCREEN: Create plots and sets the gates, then record a viable cell example. Authors: Please upload this screen capture to your upload link.
4.4. After this, use flow cytometry data analysis software to analyze the data as outlined in the text protocol [1].
4.4.1. MED: Talent, at the workstation computer, analyzes the data. Alternatively, the talent can review previously gathered/analyzed data.









Section – Results
5. Results: Assessment of Latency Reversing Agents on HIV Transcription and Splicing
5.1. Representative results for the expression of HIV-1 unspliced and spliced products – after treatment with the bromodomain inhibitor JQ1 [1] – show that both JQ1(+) and Tat significantly increase the percentage of cells expressing EGFP, which is indicative of unspliced transcripts [2]. 
5.1.1. LAB MEDIA: Figure 5. TEXT: Unspliced product: EGFP; Spliced product: DsRed. Video Editor: Keep this text overlay up for the entire results section.
5.1.2. LAB MEDIA: Figure 5. Video Editor: In Figure 5B, in the left most image (“Cells expressing EGFP”) emphasize the data columns for Tat and JQ1(+).
5.2. JQ1(+) is also seen to significantly increases the percentage of cells expressing DsRed [1], and increase the proportion of spliced product [2], to similar levels as Tat [3]. This confirms the ability of JQ1(+) to turn on HIV transcription and splicing [4].
5.2.1. LAB MEDIA: Figure 5. Video Editor: In Figure 5B, in the middle image (“Cells expressing DsRed”), emphasize the JQ1(+) data column. Hold this emphasis for 5.2.2.
5.2.2. LAB MEDIA: Figure 5. Video Editor: Hold the emphasis from 5.2.1. Also, in Figure 5B in the right-most image (“% spliced product”) emphasize the JQ1(+) data column. Hold all of this emphasis (including the emphasis held from 5.2.1) for 5.2.3.
5.2.3. LAB MEDIA: Figure 5. Video Editor: Hold the emphasis from 5.2.2. In Figure 5B, in both the middle and right-most images (“Cells expressing DsRed” and (“% spliced product”) emphasize the data columns for Tat.
5.2.4. LAB MEDIA: Figure 5. Video Editor: Remove all emphasis and hold on the image for the remaining voiceover narration.
5.3. However, treatment with the stereoisomer control JQ1(-) abolishes the JQ1(+) effect on HIV transcription and splicing [1]. 
5.3.1. LAB MEDIA: Figure 5. . Video Editor: In Figure 5B in all three images, emphasize the data columns for JQ1(-).


Section - Conclusion
6. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
6.1. Dr. Georges Khoury or Prof Damian Purcell: Once mastered, this method can be carried out using drugs individually or in combination, thus testing for their ability to synergize efficiently, which would lead to a lower dose levels and toxicity of these drugs [1].

6.1.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.
6.2. Dr. Georges Khoury: After its development, this technique paved the way for testing efficient drug combinations in primary models of latency and in ex vivo patient samples [1].

6.2.1. [bookmark: _GoBack]INTERVIEW: Named author says the statement above while looking slightly off-camera.
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