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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.
	1.4.4
	“Complex the gRNAS with the Cas9 protein, adapted from Kistler et al.22” is included as part of the NOTE.
	Please make this step 5 and what are currently listed as steps 5 and 6 to be 5.1 and 5.2.

	2.
	1.5
	“Testing gRNAs with an in vitro assay”
	Please change to 1.6, based on the above comment.

	3.
	1.5.3
	“bring the total reaction volume to 15 of”
	Change to “bring the total reaction volume to 15 ul”

	4.
	1.6
	Preparing the final injection mix
	Please change to 1.7 based on the change recommended in the first comment.

	5.
	2.2.4
	“After clamping the microcapillary in place, place thumb and forefinger . . .”
	Please change to “After clamping the microcapillary, place thumb and forefinger . . .”

	6.
	2.4.9
	“If the needle has been adequately beveled, air bubbles should flow out from the needle and into the Photo Flo”
	Please change to “f the needle has been adequately beveled, air bubbles should flow out from the needle and into the Photo-Flo.”

	7.
	4.1.1
	“Create a ~20 mm whole near the bottom of the conical tube.”
	Please change to ““Create a ~20 mm hole near the bottom of the conical tube.”

	8.
	5.2.2
	“Then add 50-100 µL of DI water to the filter paper.”
	Please change to “Then add 50-100 µL of DI water to the filter paper containing the egg rafts.”

	9.
	5.4.4
	“Using forceps, remove the strip of medical dressing from the mounting slide.”
	Please change to “Using forceps, remove the paper backing off of the strip of medical dressing on the mounting slide.”

	10.
	6.6.1
	“Make sure to not direct the water stream directly onto the embryos as this may damage or detach them from the Tegederm.”
	Please change to “Make sure to not direct the water stream directly onto the embryos as this may damage or detach them from the medical dressing.”

	11.
	7.4
	“Once the pupae appear,”
	Please change to “Once pupae appear”

	12.
	7.5
	“Once the adult mosquitoes emerge inside their microcentrifuge tubes, release injected female mosquitoes in a cage with virgin wild-type male mosquitoes”
	Please change to” Once the adult mosquitoes emerge inside their microcentrifuge tubes, release injected female mosquitoes into a cage containing virgin wild-type male mosquitoes,

	13.
	7.5
	“Similarly, release injected male mosquitoes in a cage with virgin wild-type females,”
	Please change to “Similarly, release injected male mosquitoes into a cage containing virgin wild-type females,”

	14.
	7.5
	“Therefore, having higher numbers of wild type females that mate with injected males increases the number of F1 progeny that can be produced.”
	Please change to “Therefore, having higher numbers of wild-type females that mate with injected males increases the number of F1 progeny that can be produced.”

	15.
	8.6
	“Label both the tube containing the pupal exuvia and the glass vial containing the adult mosquito to indicate the larval pan sex of the mosquito and the unique identifier for that individual.”
	Please change to “Label both the tube containing the pupal exuvia and the glass vial containing the adult mosquito to indicate the larval pan from which it originated, the sex of the mosquito, and the unique identifier for that individual.

	16.
	8.8.2
	“amplify the fragment around the predicted location of your mutation using the Phire PCR kit in both the wild type and F1 progeny”
	Please change to: “amplify the fragment around the predicted location of your mutation using the Phire PCR kit in both the wild-type and F1 progeny” 

	17
	Discussion paragraph 3
	“Rates of homology directed-repair (HDR), knock-in mutations are generally lower than non-homologous end-joining (NHEJ), knock-out mutations (HDR=0.71%; NHEJ=24.87%;22).”
	Please change to “Rates of knock-in mutations using homology directed-repair (HDR) are generally lower than non-homologous end-joining (NHEJ), knock-out mutations (HDR=0.71%; NHEJ=24.87%;22). 
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