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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Abstract
	The sentence “…alleles targeted by Cas9 and traditional recombinases with single-cell specificities.”
	Please correct to: 

“…targeted by Cas9 nuclease.”

	2.
	Introduction
	Paragraph 5 says: “…when fused to Cas9, it induces its rapid degradation but stabilizes it with the highly …”
	Please correct to: “…when fused to Cas9, it induces its rapid degradation. However, it can be rapidly stabilized with a highly selective …”

	3.
	Introduction


	Paragraph 7 says: “…method is that the expression of DD-Cas9 is independent …”
	Please correct to: “…method is that the stabilization of DD-Cas9 is independent…”

	4.
	Protocol step 1.
	The title says: The Cas9 vector
	Please correct to: The DD-Cas9 vector

	5.
	Protocol step 2.1.
	Step says: “Design small guide RNA (sgRNA) and clone it into the DD-Cas9…”
	Please correct to: “Design small guide RNA (sgRNA) that will be cloned into the DD-Cas9…”

	6.
	Protocol step 3.1.1.
	Step says: “…6 µL of buffer (10X), …”
	Please correct to: “…6 µL of digest buffer (10X), …”

	7.
	Protocol step 6.1.1.
	Step says: “Use 15 mL of Glucose Dulbecco’s Modified…”
	Please correct to: “Use 10 mL of Glucose Dulbecco’s Modified…”

	8.
	Protocol step 6.1.3.2.
	Step says: “Meanwhile add a mix of plasmids to tube 2:3.5 µg of DD-Cas9…”
	Please correct to: “Meanwhile prepare a mix of plasmids to tube 2 containing 3.5 µg of DD-Cas9…”

	9.
	Representative results
	Paragraph 3 says: “It is a single-stranded DNA binding complex that plays an important role in DNA replication, recombination, and repair. McJunkin et al. showed that targeting the RPA complex. To validate the use of our system to study essential genes, we targeted the RPA3 gene.”
	Please correct to: “It is a single-stranded DNA binding complex that plays an important role in DNA replication, recombination, and repair. To validate the use of our system to study essential genes, we targeted the RPA3 gene.”

	10.
	Representative results, Table 1
	Description of table 1 says: “The overhangs for BsmBI digestion are shown in red and “N” denotes the different nucleotides present in your sgRNA sequence.”
	Please correct for: “ “N” denotes the different nucleotides present in your sgRNA sequence, the rest are overhangs for BsmBI digestion.”
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