Date:_______________________
Study:_______________________ Name:_____________________


SOLUTIONS

Antibody Staining Procedure for Free Floating Sections

PBS (Store in refrigerator up to one month.)

	Total Volume
	1000ml
	2000ml

	dH2O
	1000ml
	2000ml

	NaCl
	9.0g
	18g

	NaH2PO4H2O (monobasic)
	3.85g
	7.7g

	Na2HPO4
(Dibasic)
	10.23g
	20.46g


3% H2O2/PBS  (Mix immediately before use.)
4 parts PBS

1 part 3% H2O2 (purchased at this concentration)

Need ~300-600ul per well.

	Amount per well
	x
	# Wells
	x
	# Trays
	=
	Total Volume needed

	300ul
	
	24
	
	1
	
	7200ul

	
	
	
	
	
	
	


	Total Volume
	10ml
	20ml
	40ml
	50ml
	100ml
	200ml

	PBS
	8ml
	16ml
	32ml
	40ml
	80ml
	160ml

	3% H2O2
	2ml
	4ml
	8ml
	10ml
	20ml
	40ml


PBST (0.3%)  (Can keep refrigerated for ~2 weeks.)
100ml PBS

300ul Triton-X

Need ~300-600ul per well.

	Amount per well
	x
	# Wells
	x
	# Trays
	=
	Total Volume needed

	300ul
	
	24
	
	1
	
	7200ul

	
	
	
	
	
	
	


	Total Volume
	50ml
	100ml
	150ml
	200ml
	350ml
	400ml

	PBS
	50ul
	100ml
	150ml
	200ml
	350ml
	400ml

	Triton-X
	150ul
	300ul
	450ul
	600ul
	1050ul (1.05ml)
	1200ul
(1.2ml)


10% NGS  (Can keep refrigerated for ~1 week. NGS should be aliquotted and frozen for storage.)
18ml PBST

2ml Normal Goat Serum (NGS)
Need ~300-600ul per well.

	Amount per well
	x
	# Wells
	x
	# Trays
	=
	Total Volume needed

	300ul
	
	24
	
	1
	
	7200ul

	
	
	
	
	
	
	


	Total Volume
	10ml
	20ml
	40ml
	50ml
	100ml
	200ml

	PBST
	9ml
	18ml
	36ml
	45ml
	90ml
	180ml

	NGS
	1ml
	2ml
	4ml
	5ml
	10ml
	20ml


Avidin-Biotin Complex (ABC)  (Mix 30 minutes prior to use!)
Need ~300-600ul per well.

	Amount per well
	x
	# Wells
	x
	# Trays
	=
	Total Volume needed

	300ul
	
	24
	
	1
	
	7200ul

	
	
	
	
	
	
	


	Total Volume
	10ml
	20ml
	30ml
	40ml
	50ml

	A
	1 drop

(50ul)
	2 drops

(100ul)
	3 drops

(150ul)
	4 drops

(200ul)
	5 drops

(250ul)

	PBS
	10ml
	20ml
	30ml
	40ml
	50ml

	B
	1 drop

(50ul)
	2 drops

(100ul)
	3 drops

(150ul)
	4 drops

(200ul)
	5 drops

(250ul)


DAB KIT (Mix immediately before use!)
Need ~300-600ul per well.

	Amount per well
	x
	# Wells
	x
	# Trays
	=
	Total Volume needed

	300ul
	
	24
	
	1
	
	7200ul

	
	
	
	
	
	
	


	Total Volume
	5ml
	10ml
	20ml
	30ml
	40ml
	50ml

	dH2O
	5ml
	10ml
	20ml
	30ml
	40ml
	50ml

	Buffer Stock Solution
	2 drops
	4 drops
(200ul)
	8 drops

(400ul)
	12 drops
(600ul)
	16 drops

(800ul)
	20 drops
(1ml)

	DAB Stock Solution
	4 drops


	8 drops
(400ul)
	16 drops
(800ul)
	24 drops
(1200ul)
	32 drops
(1600ul)
	40 drops
(2ml)

	Hydrogen Peroxide Solution
	2 drops
	4 drops

(200ul)
	8 drops

(400ul)
	12 drops

(600ul)
	16 drops

(800ul)
	20 drops

(1ml)

	Nickel Solution

(Optional)
	2 drops
	4 drops

(200ul)
	8 drops

(400ul)
	12 drops

(600ul)
	16 drops

(800ul)
	20 drops

(1ml)


Bleach Solution (for anything that comes in contact with DAB and/or nickel solution.)
75% water

25% bleach

