Frozen  section 3-step  IHC with Alkaline Phosphatase label

Tissues used 

1: Spleen #

             
Do not use Alkaline phosphatase label with GI or GU tract tissues

2: Tonsil #
Goal: To check expression of Anti-siglec 5,9  formalin in human tissues 
Washing Buffer: 0.05M Tris, 150 mM NaCl 0.01% Tween -TBST 
Diluting Buffer: 1% Bovine Serum Albumin (BSA) in TBST
 CryoSection, dip X1 100 % ethanol and Air dry slides:  30 min or Overnight
Blocking: 

1. Endogenous Collagen Binding block Cat.# (Sigma) A4503-50G 
· 1% BSA/TBST – 5min.– Tap off
2. Endogenous Biotin block: 



Cat. #: SP2001 (Vector)
· Overlay with 0.1% Avidin – 15 min. ( followed by buffer rinses – 3x

· Overlay with 0.01% Biotin – 15 min.  ( followed by buffer rinses – 3x         
Fix samples: 1. Formalin fix(30 min Cat #: SF93-4(Fisher)(buffer rinses3x( 1% BSA/PBS – 5min.– Tap off   
Primary Reagents:      Use at 5 micrograms/ milliliter 


Incubation:

	Mouse IgG Cat N1698 Lot 10059827 Exp date:
	30 min RT



	Mouse Anti Vimentin Cat N1521 lot 10066173 Exp date
Mouse Anti Human Siglec 5/14  Clone 
	

	M.Anti Hu Siglec 9  Clone191240 Cat MAB1139 Lot 
	

	 
	

	
	

	
	


· 3x Buffer Rinses

Secondary Reagent: 
5 micrograms/ millititer

Incubation Time:
	Biotinylated donkey anti-mouse IgG

(Jackson) 715-065-151 Lot 104569
 Expiry date

	30 min. RT


· 3x Buffer Rinses 

Tertiary Reagent: 






Incubation Time:

	AP-Strep

(Jackson) 016-030-084 Lot102865 expiry date
	30 min. RT


· 3x Buffer Rinses 

Chromagen:  Vector Blue SK 4200 (Vector)   (Make just before using)      
Incubation Time: 
· Vector Blue Buffer: 45 ml MilliQ H20 + 5 ml 1MTrisHCl+10 drops Levamisol+50ul Tween 20. 

· Add reagents 1-3 per directions just befor adding to tissue. 

· Cover, incubate, watch Control slides for color development, 3x Buffer Rinses 
Counterstain:  Nuclear Fast Red for 5 minutes  Incubation Time: 

3x Buffer Rinses, 95% Ethanal Rinse X3, 100% Ethanol 10 dips X3, air dry, 
Next Day Gel Mount H5000 (Vector)  (Vectamount)    This is not Aqueous. CoverSlip

Results:  
Date:  
    









  Operator

