
Editorial	comments:	
	
1.	Please	keep	manuscript	formatted	per	JoVE	guidelines	(see	attached	manuscript)–letter	(8.5”	
x	11”)	paper	size,	1-inch	margins,	12	pt	Calibri	font	throughout,	all	text	aligned	to	the	left	
margin,	single	spacing	within	paragraphs,	and	spaces	between	all	paragraphs	and	protocol	
steps/substeps.	
	
	 Response:	To	the	best	of	our	knowledge,	this	draft	now	follows	the	JoVE	formatting	

guidelines.	
	
2.	Protocol:	This	may	be	a	general	procedure,	but	we	need	specific	examples	for	ease	of	
scripting/filming	and	for	readers	to	follow	along	with	the	protocol.	Please	include	specific	DNA	
sequences,	mice	strains,	etc.,	that	you	used	for,	e.g.,	Dnmt1.	
	
	 Response:	We	have	now	included	a	supplementary	data	file	that	contains	an	annotated	

murine	Dnmt1	sequence	as	an	example	of	steps	1.1-1.3	and	1.5.1.	It	highlights	regions	
of	intron	1	that	should	be	avoided	for	insertion	of	the	landing	pad	based	on	
bioinformatic	analysis	of	the	region.	Further,	it	shows	a	possible	sgRNA	to	use	for	
landing	pad	insertion,	as	well	as	PCR	primers	for	assessing	insertion.	Additionally,	we	
have	added	Supplementary	Figure	1	to	aid	visualization	of	steps	1.3	and	1.5.1,	as	
described	further	in	our	response	to	item	3	below.	Regarding	the	mouse	strain,	we	have	
added	our	recommendation	of	using	embryos	from	B6C3F1/J	mice	within	the	protocol	
(steps	1.4	and	2.4),	as	well	as	listed	this	strain	in	the	Table	of	Materials.	

	
3.	1.3/1.5.1:	Note	that	these	steps	cannot	be	filmed	without	more	details.	
	

Response:	We	have	added	Supplementary	Figures	1A-B	to	demonstrate	step	1.3.	
Supplementary	Figure	1B	shows	a	specific	example	of	a	DNA	template	designed	for	the	
Dnmt1	gene.	We	have	removed	step	1.5.1	from	the	film,	as	detailed	PCR	primer	design	
is	beyond	the	scope	of	this	protocol.	However,	we	have	added	Supplementary	Figure	1C	
to	demonstrate	primer	design	for	the	Dnmt1	example.	

	
4.	1.4/1.6/2.4:	Please	provide	a	reference	for	materials	prep	and	microinjection.	
	

Response:	Thank	you	for	pointing	this	out.	We	have	added	references	to	steps	1.4/2.41,2	
and	1.63-5.	These	references	include	detailed	instructions	on	how	to	prepare	materials	
for	and	conduct	microinjections.	

	
5.	Please	remove	‘Figure	1’/’Figure	2’/etc.	from	the	Figures	themselves.	
	
	 Response:	The	figure	titles	have	been	removed	from	the	figures	themselves.	
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