Goal: Repeating pSmad2 staining in Neu tumor mice treated w/ Follistatin  (Received new antibody (Lot 5, same lot as before)  Date:4/21/05
1˚Ab:__________________ Dilution_______2˚Ab: _____________Dilution_____


CLEAR AND HYDRATE





2x5 min xylene







2x5 min 100% EtOH





2x5 min 95% EtOH





5 min PBS

ANTIGEN RETRIEVAL

10min boiling 10mM citrate buffer pH 6.0

15-20min cool

3x3 min PBS
BLOCKING

1 hour with block from kit PLUS 15µl/ml goat serum

2x5 min PBST
PRIMARY ANTIBODY (dilute pSmad2 in BSA blocking buffer)



100-200µl antibody/section. Incubate O/N at 4˚

2x5 min PBS wash






SECONDARY ANTIBODY

Cover section with antibody-polymer form kit.

Incubate at 37˚C 1 hour.

2x10min PBS wash

DAB DEVELOPMENT (use kit components: 1ml Dab buffer+1drop Dab reagent)
~100µl DAB solution per section

Incubate ~2min.  Watch closely so as not to over-develop

Drop slides in water to stop reaction

COUNTERSTAIN

15sec Hematoxylin (Gill’s III) at 1:10 dilution

Dump stain and run slides under water until water is clear.

2min Scott’s Bluing Solution

5 min PBS wash

DEHYDRATE AND MOUNT

5 min 
95% EtOH

5 min  100% EtOH 

2x5 min xylene and mount
SOLUTIONS
BLOCK

	
	1 ml
	x

	Dako kit block
	1 ml
	

	Goat serum
	15µl
	


Primary Antibody buffer


x
	PBS
	1 ml
	

	BSA
	0.05g
	

	Goat serum
	15µl
	


EXPERIMENTAL SLIDES

	
	ID
	Gntype
	Slide 
	Tissue

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	


Immunostaining with the Dako Envision Plus kit.


