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Antigen retrieval

FEECTENEALRBEL (cross-linking: methylere bridges) » ik i B & {i I R #I
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IHC for PDGFR beta in human kidney labeled anti-ZO1 tight junction protein [EPR19945-296] (ab221547). Heat mediated
antigen retrieval was performed using Tris/EDTA buffer, pH 9.0 (ab93684).

Heat-induced epitope retrieval Proteolytic-induced epitope retrieval
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4+ MmEAZEA (bovine serm albumin, BSA) 5B ZEH (casein)
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When using horseradish peroxidase (HRP)-conjugated antibodies for detection, non-specific or

high background staining may occur due to endogenous peroxidase activity. Incubate tissues with
3,3-diaminobenzidine (DAB) substrate before primary antibody incubation to check for endogenous
peroxidase activity.

If the tissues turn brown, endogenous peroxidase (found in red blood cells, for example) is present and you
require a blocking step. Hydrogen peroxide (H202) is the most common peroxidase blocking agent.

Endogenous alkaline phosphatase (AP) can produce high background when using an AP-conjugated
antibody for detection. Tissue can be tested for endogenous AP by incubating with 5-bromo-4-chloro-3-
indolyl phosphate/nitro blue tetrazolium chloride (BCIP/NBT); if a blue color appears, then endogenous AP is
present, and blocking is necessary.

There are several AP inhibitors available, including levamisole hydrochloride and tetramisole hydrochloride.



Chromogenic vs fluorescent detection
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Fluorescent IHC image of NeuN in paraffin-embedded mouse cerebellum tissue sections. Green is anti-NeuN [EPR12763]
(ab177487), with goat anti-rabbit IgG conjugated to Alexa Fluor® 488 (ab150097), red is anti-GFAP (ab4674), with goat
anti-chicken IgY conjugated to Alexa Fluor® 594 (ab150176). Image by Carl Hobbs, Kings's College London, UK.
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