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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.
Y- Gel imager, but we need to find a way to connect it to another computer to capture the image
3. Which steps from the protocol section below are the most important for viewers to see? 
Step 2.2) Pouring gel and gel set-up
Step 2.5) Loading samples 
Step 3.3) Disassembly 
Step 3.3) Staining
Step 4.2) imaging the gel
4. What is the single most difficult aspect of this procedure and what do you do to ensure 
Transfer the gel form the gel casting apparatus to the staining solution and from the staining solution on to the imaging tray. The gel is very fragile and prone to breaking
5. Will the filming need to take place in multiple locations? (Y/N) N
Perhaps, we can probably move the imager into our laboratory and will attempt to do so, otherwise it will be upstairs

Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements: (Said by you on camera)  

1.1. Quiana Ang: The Mango tag gel imaging methodology demonstrated here is robust and is anticipated to be able to be simply extended in terms of sensitivity and specificity [1].

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

1.2. Iqra Yaseen: This would further simplify the routine purification of biologically important RNAs and RNA complexes by the simple expedient of adding a Mango tag to the RNA of interest [1]. 

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

OPTIONAL Interview Statements: (Said by you on camera)

1.3. Quiana Ang: RNAs are being implicated in more and more diseases, therefore this post-staining method is an easy and fast way to be able to track and visualize RNA [1].

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

1.4. Iqra Yaseen: Extra care will be required when transferring the gel from one place to another as the gels are fragile and prone to breaking [1]. 

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




Section - Protocol
2. Preparing and Loading Denaturing Gels
2.1. To prepare a 30-milliliter denaturing gel, first select the polyacrylamide (pronounced: “poly·​acryl·​amide”) percentage with the appropriate Bromophenyl (pronounced: “bro·​mo·phe·nol”) Blue and Xylene (pronounced: “xy·​lene”) Cyanol (pronounced: “sy·​an·ol”) dyes compared to a RNA of interest to ensure high band separation [1]. 
2.1.1. LM:  Table 2. Video editor: Please emphasize the 1st column when VO says: “polyacrylamide percentage”, 2nd column when VO says: “Bromophenyl Blue”, and 3rd column when VO says: “Xylene Cyanol” 
2.2. Then, mix solutions A, B and C according to Table 1 and add APS and TEMED [1]. Immediately, pour the gel solution into an appropriate gel casting apparatus [2-TXT].
2.2.1. MED: Talent mixes solution A, B, and C in a plastic ware, and adds APS and TEMED.
2.2.2. CU: Talent tilts the gel casting apparatus and pours the gel solution. TEXT: Lift one side of the apparatus to avoid air bubbles within the gel
2.3. Insert the desired comb and leave the gel to polymerize for approximately 30 minutes [1]. Meanwhile, make up the gel tank using 1XTBE solution and carefully remove the comb [2]. Using a syringe, aspirate out the wells immediately prior to sample loading [3]. 
2.3.1. MED: Talent inserts the comb and leaves the apparatus at room temperature.
2.3.2. MED: Talent adds the TBE solution and carefully removes the comb. Talent takes apart the apparatus, carefully removes the comb and then adds the TBE solution into the tank.
2.3.3. ECU: Talent aspirates few wells with a syringe. 
2.4. Prepare 1X RNA samples by adding 2X denaturing gel loading solution to the RNA samples of interest [1]. Use a thermocycler to heat the samples at 95 °C for 5 minutes [2-TXT]. 
2.4.1. MED: Talent adds 2X denaturing gel loading solution to few RNA samples.
2.4.2. MED: Talent transfers samples to a thermocycler. TEXT: Alternatively, use a water bath
2.5. Then, load cooled samples to the bottom of each well using gel loading tips [1-TXT], and run the gel at room temperature ensuring that the power is sufficiently low to not crack the glass plate of the gel apparatus [2].
2.5.1. ECU: Talent loads few samples. TEXT: Use round tips for thick gels, and flat tips for thin gels
2.5.2. MED: Talent presses the power button. 
3. Post Gel Staining
3.1. Prepare 1X gel staining solution according to the manuscript in a clean glass container that is wide enough to comfortably fit the gel [1].
3.1.1. MED: Talent does few actions to make the gel staining solution in a wide glass container.
3.2. Add enough 1X gel staining solution to the container so that the gel is completely covered with the solution when it is placed on an orbital rotator [1].
3.2.1. MED: Talent adds the staining solution to the container. and places the container on an orbital rotator.	
3.3. Once the gel finished running, remove the gel from the apparatus and cut off its wells, and a corner of the gel in order to help determine the orientation [1]. Then, carefully transfer the gel into the 1X gel staining solution [2]. 
3.3.1. CU: Talent removes the gel and cuts off its wells and one of its corners.
3.3.2. CU: Talent transfers the gel into the staining solution and places the container on an orbital rotator. 
4. Imaging Mango Tagged RNAs in Gel
4.1. To perform the imaging, carefully decant the staining solution and rinse the gel quickly with water [1]. 
4.1.1. MED: Talent decants the imaging buffer staining solution and rinses the gel with water [1].
4.2. Finally, carefully transfer the gel onto the tray to be placed in the imager [1]. Roll a glass pipette over the gel to remove trapped bubbles and excess liquid [2], and proceed to taking a gel image [3-TXT]
4.2.1. CU: Talent transfers the gel onto the tray for the imager.
4.2.2. CU: Talent uses a glass pipette to roll over the gel. 
4.2.3. SCREEN (to be provided by the authors): Show the gel image. Authors, please upload this screen capture to your project page. TEXT: Ex: 510 nm; Em: 535 nm  



Section – Results
5. Results: Post-gel Staining Method to Image RNAs Tagged with RNA Mango Aptamers 
5.1. Mango aptamers I, II, III, and IV were substantially resistant to denaturation up to approximately 1 molar urea concentration [1].
5.1.1. LM: Fig_2A: Video editor: Please emphasize the region with the x-axis ([Urea]) within “0 to 1” when VO says: “up to approximately 1 molar urea concentration”.
5.2. 20 to 40 minutes staining time was sufficient for maximum gel florescence [1]. Longer time was not suitable for small RNAs used in this study as they started to diffuse out of the gel [2].
5.2.1. LM: Fig_2B: Video editor: Please emphasize the “20” and “40” gel images when VO says: “maximum gel florescence”. 
5.2.2. LM: Fig_2B: Video editor: Please emphasize the “80” gel image when VO says: “Longer time was not suitable for small RNAs”. 
5.3. Fluorometer analysis showed that Mango aptamers I, II and III in the presence of urea could fold more rapidly than aptamer IV [1]. In the absence of urea folding was much more rapid as was expected [2].
5.3.1. LM: Fig_3A: Video editor: Please emphasize “orange, green and purple curves” when VO says: “aptamers I, II and III in the presence of urea”. Pleas emphasize “blue curve” when VO says: “than aptamer IV”. 
5.3.2. LM: Fig_3B.
5.4. The sensitivity of the post staining method was shown by single bands corresponding to well-folded RNAs for each of the Mango variants in native and denaturing gels, with a slightly less sensitivity for the latter one [1]. 
5.4.1. LM: Fig_4A, 4C (left panels). Video editor: Please emphasize Fig_4A when VO says: “ in native” and Fig_4B when VO says: “and denaturing gels”. 
5.5. Quantification of native gels was log linear over about 1 orders of magnitude with Mango I, II and IV behaving in a more linear fashion than Mango III [1].
5.5.1. LM: Fig_4B Video editor: Please emphasize the regions of the “orange, green, and blue” curves with the x-axis (pMole RNA) more than “1” when VO says: “Mango I, II and IV”.  Please emphasize the region of the purple curve with the x-axis (pMole RNA) more than “1” when VO says: “Mango III”. 
5.6. Quantification of denaturing gels were more linear, suggesting that the presence of urea in the denaturing gel might provide a more homogenous way to fold the aptamers once they are placed in the TO1- (pronounced: “t.o.one”) Biotin staining solution [1]. 
5.6.1. LM: Fig_4D.
5.7. Mango tagged RNAs can be detected in the presence of total RNA using TO1-Biotin staining compared to SG staining [1].  
5.7.1. LM: Fig_6. Video editor: Please emphasize the “M” lane of the right panel (TO1-B) when VO says: “using TO1-Biotin staining”. Please emphasize the “M” lane of the left panel (SG) when VO says: “SG staining”.


Section - Conclusion
6. Conclusion Interview Statements: (Said by you on camera) 
6.1. Iqra Yaseen: Remember to make sure that the gel staining container is large enough to fit the gel otherwise the gel may fold onto itself. The RNA samples will transfer from one place to another [1]. 
6.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
6.2. [bookmark: _GoBack]Quiana Ang: Similar to the denaturing gels, this method can be performed for a native gel. Run the gel in a cold room at a lower wattage to maintain native conditions [1].
6.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
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