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Interview Statement Summary
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

Authors, these headshots will be used for the JoVE Dedicated Author Webpage. Here is one example if you wish to take a look.


REQUIRED Interview Statements:

1.1.	Shenglong Zhang: This protocol covers all essential steps needed when using the new method that we developed to directly sequence RNA; regardless if the RNA sample is single-stranded, mixed, or modified.

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

1.2.	Shenglong Zhang: The method is not affected by enzymatic error or base complementarity. It provides a direct workflow and general solution that makes it possible to sequence different RNA modifications simultaneously, rather than one specific modification at a time. 

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

OPTIONAL Interview Statements:

1.3.	Shenglong Zhang: This technology can be developed into a diagnostic tool to determine signature RNA segments related to human diseases, and an accurate tool to study RNA modifications at the epitranscriptomic level.

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

1.4.	Shenglong Zhang: The method does not rely on any previous sequencing method. Instead, it is a completely new approach, and we aim to make it the go-to method for sequencing any modified RNA.

1.4.1.	INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Videographer: This statement is optional. If there is no time, don’t film it. 

1.5.	Ning Zhang: Some parts of this protocol contain critical aspects that can be conveyed more accurately by visual demonstration, such as labeling the 3´-end of RNA, LC-MS data acquisition, and data analysis by the MassHunter software.

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


Introduction of Demonstrator:

1.6.	Shenglong Zhang: Helping to demonstrate this procedure will be Dr. Barney Yoo, who will help to set up LC-MS and measure our RNA samples. 
1.6.1.	INTERVIEW: Author saying the above. 
1.6.2.	The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

Critical Step Statement:

2.2.	Ning Zhang: The maximum starting amount of RNA is 150 pmol per reaction. Add parallel reactions if you need to scale up the starting amount. The best strategy is to prepare a master solution containing all the reaction components and divide it into parallel reaction tubes.

2.2.1.	INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Videographer: This statement is optional. If there is no time, don’t film it.

Conclusion Interview Statements:

5.1.	Ning Zhang: When attempting this procedure, set up the labeling reaction carefully to obtain a high yield of labeled RNA samples. Also, carefully monitor the degradation time to create reliable mass ladders and collect the maximum amount of dried samples with 20 μL H2O.

[bookmark: _GoBack]5.1.1.	INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll: 2.1.2 for reaction setup, 2.4.2 and 2.5.1 for the degradation reaction, 2.6.2 for resuspending sample. 

5.2.	Shenglong Zhang: A question that can be asked after performing this protocol is how to increase the read length and throughput of the sequencing method. A better algorithm and more advanced instrument with higher resolution and sensitivity can help.

5.2.1.	INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Videographer: This statement is optional. If there is no time, don’t film it.

5.3.	Shenglong Zhang: After the development of this protocol, it became possible to directly sequence a broader range of RNA samples containing both canonical and modified nucleotides without any error related to cDNA-based RNA sequencing.

5.3.1.	INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Videographer: This statement is optional. If there is no time, don’t film it.
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