
The protocols of antigen retrieval 
 (formallin-fixed, paraffin-embedded tissue sections) 

 
 

1. High temperature methods. You may use ei ther one of the methods below.  

Method 1:  Pressure Cooker   

Hea t  the  bu f fe r  (1mM EDTA,  pH 8 .0  o r  0 .01M sod ium c i t ra te  bu f fe r ,  pH 6 .0)  to  

boi l ing by using a sta in less steal  pressure cooker.  Do not  lock l id at  th is 

moment .  When the  bu f fe r  bo i l s ,  pu t  a  meta l  rack  w i th  a r ray  s l ides  in to  

pressure cooker  and make sure ar ray s l ides are wel l  immersed in  buf fer  for  5  

min ,  then  lock the l id  and put  the smal l  va lve in  open pos i t ion,  bo i l ing ar ray 

s l ide  for  another  10 min .  Remove pressure  cooker  f rom heat  source and coo l  

i t  down under  co ld  runn ing water .  When the smal l  va lve s inks,  open the l id  

and remove ar ray s l ides.  Th is  method can be used for  the ant igens such as 

nuclear ant igens that  are di f f icul t  to be examined later  due to formal in- f ixat ion 

process. 

Method 2:  Boi l ing Bath 

Heat  the  bu f fe r  (1mM EDTA,  pH 8 .0  o r  0 .01M sod ium c i t ra te  bu f fe r ,  pH 6 .0 )  to  

about 95°C, and then put arra y sl ides in the buffer for 10~15 min. 

Method 3:  Microwave Oven 

Heat  the  bu f fe r  (1mM EDTA,  pH 8 .0  o r  0 .01M sod ium c i t ra te  bu f fe r ,  pH 6 .0 )  to  

boi l ing,  then put  the array s l ide in  the buf fer  and repeat  boi l ing process in  the 

microwave oven.  Th is  method is  su i table for the fol lowing ant igen retr ieval :  

AR,  Bax,  Bc l -2, C - fos, X - jun, C -kit, C -m y c ,  E-cadher in ,  Chromogran in  A ,  

Cyc l in ,  ER,  Heat  shock prote in ,  HPV,  K i-67 ,  MDMZ,  p53,  p34 ,  p16 ,  p15  ,  P-

glycoprotein,  PKC, PR, PCNA, ras, Rb, and Topoismerase I I ,  et  al .  

2 . Enzyme digest ion method  

 

Use e i ther  0 .1% t ryps in  or  and 0.4% peps in .  Put  the ar ray s l ide in to  t ryps in  

solut ion and heat  at  37°C for  30 min.  This method is  sui table for  the fo l lowing 



ant igen ret r ieva ls :  Col lagen,  Complement ,  Cytokerat in ,  C-erB -2 ,  G F A P ,  L C A  

and LN, et al.   


