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	Reagent
	Time
	Temperature

	Deparaffinization with xylene
	15min*2
	Room temperature (RT)

	Rehydration with ethyl alcohol, 95% ethanol, 90% ethanol, 80% ethanol, 70% ethanol and water 
	5min
	RT

	Antigen retrieval with ethylenediaminetetraacetic acid (EDTA) buffer
	100℃ ,  40℃
	5min     15min

	Cooling down to room temperature naturally, rinsing in phosphate‐buffered saline (PBS) for 5 min*3
	
	

	Blocking endogenous peroxidase with Reagent 1
	15min 
	RT

	Rinsing in PBS for 5 min*3, incubation with primary antibody
	Overnight
	4℃

	Next day, rinsing in PBS for 5 min*3, incubation with Reagent 2 (Reaction enhancer)
	20min
	37℃ 

	Rinsing in PBS for 5 min*3, incubation with Reagent 3 (Enhanced enzyme-labeled goat anti-rabbit IgG polymer)
	20min
	37℃

	Rinsing in PBS for 5 min*3, 3,3′-diaminobenzidine was added for visualization and 10% Mayer’s hematoxylin was used as counter stain
	
	

	Dehydrated, transparent and sealed with neutral balsam
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