
IMMUNOCYTOCHEhfISTRY PROTOCOL 
BUFFERS FORJMMUNOSTAINLNG APAAPAIU?) ABC 

BUFFERS FOR IMMUNOSTAINING ABC 
Tris buffered saline ITBS) :  

100 ml Tris base 0.5 M pH 7.6 
60.7 g Trizma base (Sigma T #1503) in 800 ml dd H 2 0  water. pH with 

12 M HCL and adjust volume to 1000 ml with water 

100 ml 1.5 M Sodium chloride (BDH Merck #10241) 
87.66 g NaCl made up to 1000 rnl in ddH20. 

800 ml distilled water 

Substrate for alkaline phosphatase: 

20 mg Napthol AS-MX phosphate (Sisma N $4875) 

2 m l  Dimethylformamide (BDH #28425) 
Mix together in a glass container 
then add: 

98 ml Tris bufier 0.1 M pH 8.3. 
12.1 1 g Trizma base in 800 ml .pH with 12 b1 HCL 
Make up to 1000 ml 

100 p1 1M Levamisole (Sigma L #9756) 
0.1205 Levamisole made up to 500 p1 and stored in diquors at - 20 "C 

This p r e ~ a r e d  substrate can be stored at 4 "C up to 2 weeks beforc uss 

Just before use add 1 mg/ml Fast red (Sigma F #2768) to substrate and mix to dissolve. 
TO USE: Filter through a 0.2 - 1  syringe filter onto the tissue. 

ABC Substrates & Chromazens: ( ~ o t  applicable for .APAAP) 

HRF (horse radish peroxidsse): use Peroxiduse Slnbili:ing Bllffcr 4 0 3  100s (D.4KO 
Diasnostics Can1 to dilute the perosidase cornpicx. 

D m :  use D h B  substrate ht nYD1300A 8: B (DAKO Diagnostics Can) 
Just before use mix equd pans A 6: B together. 

.4EC: use . C C  1 step chrcrnagen D1002S (DAKO Diagnostics C a r )  
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BUFFERS FORJMl'ViUNOSTAINING APAAPAND ABC 

BUFFERS FOR IMMUNOSTAINING ABC 
Tris buffered saline ITBS): 

100 ml Tris base 0.5 M pH 7.6 
60.7 g Trizma base (Sigma T #I5031 in 800 ml dd H?O water. pH with 

12 M HCL and adjust volume to 1000 ml with water 

I00 ml 1.5 M Sodium chloride (BDH Merck #10241) 
87.66 g NaCl made up to 1000 ml in ddH2O 

800 ml distilled water 

Substrate for alkaline phosphatase: 

20 rng Napthol AS-MX phosphate (Sigma N #4875) 

2 n d  Dimethylformamide (BDH $28425) 
Mix together in a glass container 
then add: 

98 ml Tris buffer 0.1 M pH 8.2 
12.11 g Trizma base in 800 ml .pH with 12 Erl HCL 
Make up to 1000 ml 

100 p1 I M  Levamisole (Sigma L #9756) 
0.1203 p Le\rmisole made up ro 500 p1 and stored in alrquots JI - 20 "C 

Thls prenared substrate can be s~ored at il "C up to 2 wecks before use. 

Just before use add 1 rngiml Fast red (Sigma F #2768) to substrate and mix to dissol\'e 
TO USE: Filter through a 0.2 .I syrinze filter onto the tissue. 

ABC Substrates & Chromaeens:  NO^ applicable for APAAP) 

HRP (horse radish peroxidase): use Peroniduse S!ahili:i~ig B~r,fer . . #D2 1 OOS (DAKO 
Diayostics Can) to dilute the perosrdase complex. 

DAB: use DAB substrate lilt nYD1300A 9r B (DAKO Diagnosrlcs Can I 

Just before usr mix equd p m s  A & B tozether. 

. C C :  use AEC I step chromazcn D 1002S (DAKO Diagnostics Can) 



IMMUNOCYTOCHEILIISTRY PROTOCOL 
BUFFERS FOR.IMMUNOSTAINING APAAPAhi ABC 

BUFFERS FOR IhfMUNOSTAINING ABC 
Tris buffered saline fTBS): 

100 ml Tris base 0.5 M pH 7.6 
60.7 g Trizma base (Sigma T #1503) in 800 rnl dd H 2 0  water. pH with 

12 M HCL and adjust volume to 1000 ml with water 

100 ml 1.5 M Sodium chloride (BDH Merck #10241) 
87.66 g NaCl made up to 1000 ml in ddH2O. 

800 ml distilled water 

Substrate for alkaline phosphatase: 

20 rng Napthol AS-MX phosphate (Sigma N #4875j 

2 m l  Dimethylformamide (BDH #2847-5) 
&fix together in a glass container 
then add: 

98 ml Tris buffer 0.1 M pH 8.2 
12.1 1 g Trlzma base in 800 ml .pH with 12 Ivl HCL 
Make up to 1000 ml 

100 p1 1M Levamisole (Sizma L #9756) 
0.1205 g Levamisole made up to 500 pi and stored in aliquots at - 20 "C 

This pre~ared substrate can be stored at 1 'Cup to 2 wefks before use. 

Just before use add 1 rnglml Fast red (Sigma F #2768) to substrate and mix to dissolve 
TO USE: Filter through a 0.1 .I syringe filter onto the tissue. 

ABC Substrates & Chromaoens: (Not applicable for # A M )  

HRP (horse radish peroxidase): use Peroxidase Stclhiiizirlg B ~ i f e r  #D3lOOS (DAKO 
Diagnostics Can1 to dilute the peroxidase complex. 

DAB: use D M  substrate ht ,"D1300h & B (DAKO Diagnostics Can) - 

Just before use mix equal pans A & B together. 

.4EC: use AEC 1 step chromagcn D 1002s (DAKO Diag~losrics Can) 


