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NXR	Sperm	Freezing,	Thawing,	and	Storage		
	
Cryoprotectant	
	
0.4M	sucrose………………………….136.92g	 	 40ml	
10mM	NaHCO3………………………..…0.84g				
2mM	pentoxifylline……………………0.56g	
																																																													1000ml	
Vacuum	filter	
																																																																																																														+	
	
Organic	Egg	Yolk…………………….~17.5ml	 			1:1	
MQ	H20……………………..……………~17.5ml			 	 					 									10ml	

												35ml	
	
	
	
																																																																																													 	 					____________	
	
																																																																																																					 									50ml	
	
	
Divide	50ml	into	2	x	25ml	ultracentrifuge	tubes.	Spin	20’	at	10000	g	(Beckman	
centrifuge,	JA-20	rotor)	@	10ºC.	
Pour	supernatant	into	fresh	50mL	falcon,	aliquot	1mL	and	store	at	-20°C	(For	at	
least	2	months)	
	
L-15+calf	serum	
	
L-15…………………….….….……...…900µl	
10%	calf	serum….…………..……..100µl		-	Heat	inactivated	Fetal	Bovine	Serum	store	at	-20ºC	
L-glutamine	200mM………...……..10µl	
																																																											~1ml	
Make	fresh.	Put	on	ice	
	
	
X.tropicalis	
	
Euthanize	a	fresh	male	and	extract	the	testes.	Time	the	procedure	to	be	as	efficient	
as	possible,	ensure	everything	is	thawed/aliquot	before	extracting	testes.		
Use	a	micropestle	to	macerate	both	testes	from	one	frog	in	1
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