Goal:__ ErbB2 P1248 & P877 Human tumors from Fadi           Date: 1/10/2006
1˚Ab:Neomarkers PN2A phosphor erbB2 1248 1:50 erbB2 P877 (cell signaling) 1:100
2˚Ab: DAKO goat anti-mouse IgG DAKO goat anti-rabbit IgG 

Heat 1mM EDTA  on heat plate setting 4 (2 ml .5M EDTA QS 1L)
CLEAR AND HYDRATE
(tap slides to remove excess liquid between each step, save separate Koplin Jar for Xylene#1, #2,  EtOH; Replace Xylene after about 40 slides)



2x5 min xylene







2x5 min 100% EtOH
***Turn heat plate to high
2x5 min 95% EtOH





5 min dH2O

ANTIGEN RETRIEVAL

1 min boiling (1 mM EDTA pH8.0) covered
15 min sub-boiling (1 mM EDTA pH8.0) remove cover turn heat to 5.5
No cooling necessary

3x3 min TBST
Tap to remove buffer and use ChemWipe to blot off excess.
Circle samples with PAP pen.

BLOCKING

5 min with peroxidase block from kit PLUS 15µl/ml goat serum @ RT
2x5 TBST
Tap to remove buffer and use ChemWipe to blot off excess.
PRIMARY ANTIBODY (dilute antibody in TBST, 5% Goat Serum)

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

2x5 min TBST 
Tap to remove buffer and use ChemWipe to blot off excess.




SECONDARY ANTIBODY Peroxidase Labelled Polymer
Cover section with antibody-polymer from kit.

Incubate 30 min.

2x10 min TBST
Substrate-Chromagen (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.
Rinse specimen with bottle wash of distilled water.

Collect substrate-chromagen waste in hazardous materials container.

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

2x1min
95% EtOH

2x1min  100% EtOH 

2x1min xylene and mount
1( Ab Diluent
	
	1 ml
	X 4
	
	

	TBST
	1 ml
	4
	
	

	Goat serum
	50µl
	200
	
	


EXPERIMENTAL SLIDES

	ID
	Genotype
	Slide 
	Tissue
	SectionA
	SectionB

	1-10A
	
	
	Human amplified
	
	

	1-10N
	
	
	Human non-amplified
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	


