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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 Intro:

1.1.	Polona Šafarič Tepeš: This method provides fast temporally controlled CRISPR/Cas9 gene editing under Shield-1, offering less off-target effect, lower cell toxicity and higher internally-controlled gene editing compared to constitutive activation of Cas9.  

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

1.2.	Polona Šafarič Tepeš: The main advantage of this protocol is that it can be used for characterization of essential genes as well as tumor survival genes. The stabilization of DD-Cas9 is independent of its expression, allowing the gene of interest to be co-expressed under the same promoter.

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

1.3.	Polona Šafarič Tepeš: This method can be easily applied in in-vivo and in-vitro systems. Shield-1 can also penetrate through the blood-brain barrier, making it easy to study genes involved in brain development.

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

Conclusion:

6.1.	Polona Šafarič Tepeš: The efficient transduction of the cell line with the DD-Cas9 vector is one of the rate-limiting steps where having healthy HEK-293T cells and using low passage number is crucial.

6.1.1.	 INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll 2.1

6.2.	Polona Šafarič Tepeš: Optimization of the ratio between DD-Cas9 plasmid, packaging plasmid, and envelope plasmid is very important for optimal transfection along with the amount of Shield-1 needed to stabilize DD-Cas9 in the target cells. 

6.2.1.	INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll 2.3, 4.6 

6.3.	Polona Šafarič Tepeš: DD-Cas9 with the Cre plasmid can be used to study the genetic interaction in vivo systems based on the Cre-lox system.

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