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IHC high background staining 
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Blocking serum 
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Substrate 

-.-n The substrate possibly reacts with endogenous 
/.... enzyme 

/ No Staining 

Tissues are possibly bound to ABC reagen t. 

Contaminants in certain grade of BSA probably 
cause background staining 

Nonspecific binding of secondary antibody. 

Secondary antibody may cross-react with 
endogenous immunoglobulins or other tissue 
proteins. 

Use the wrong species of blocking serum. 
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Weak/No signal 

Problem Possible Solution(s) 

。 1 st antibody and 2nd antibody may not match. 0 2nd antibody be against the species in which the 1st was raised. 

。 The antibody may not be suitable for IHC. 0 Test the antibody on a non-denatured and denatured western blot 
to make sure the antibody is recognizing non-denatured antigen 

o Not enough primary antibody. 0 Increase concentration ; incubate for longer at 40 C ; lengthen 
incubation time. 

。 Target protein is not abundantly present in the tissue. 0 Run a positive control. Utilizing an amplification step can assist in 
amplifying the signal. Use a lower dilution of primary antibody 

o Deparafinization may be insufficient. 0 Deparaffinize sections longer. Use freshly p陀pared xylene. 

。 Fixatives (formalin & paraformaldehyde) may be 0 Use antigen retrieval method to unmask the epitope. Fix for less 
modifying the epitope. time 

o Inadequate fixation. 0 Avoid delay of fixation or over-fixation. 

o The protein of interest is a nuclear protein and the 0 To facilitate penetration of the nucleus, add a permeabilizing 
antibody cannot penetrate the nucleus. agent to the blocking buffer and the antibody dilution buffer. 

o Permeabilization has damaged the membrane and 0 Remove permeabilizing agent from your buffers 
removed the membrane protein. 

Signal Amplification 
Polymer HRP Detection System 

Biotin Blocker 

AvidinjBiotin blocking kit 
StreptavidinjBiotin blocking kit 

Labeled StreptAvidin Biotin (LSAB) 
回回k盡量的1m

Streptavidin (HRP) 
Streptavidin (AP) 
Streptavidin (APC) 
Streptavidin (Cy3) 
Streptavidin (FITC) 
Streptavidin (Texas Red™) 
Streptavidin (PE) 

PAP pen 

Counterstain 

Aqueous Hematoxylin 
Nuclear Fast Red 
Light Green counterstain 
|"1ethylene Blue counterstain 

Mounting 

Immuno Mount'M 

FluoroGel mounting medium 
ImmunoHistoMount™ 
Clear Mount mounting medium-general purpose 

(:.fiTi :" .. 
ELISA, IHC, WB 
ELISA, IHC, WB 

FACS, ICCjIF 
FACS, ICCjIF 
FACS, ICCjIF 
FACS, ICCjIF 
FACS, ICCjIF 

IHC 
H, ICCjIF, IHC, IHC-Fr, IHC-P 

IHC 
IHC 

廬山~
GTX85912 
GTX85909 
GTX85908 
GTX85902 
GTX85911 
GTX85907 
GTX85910 
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Poor Morphology 

Problem 

。 Tissue sections falling off slide. 

。 Tissue section appears torn or folded. Air bubbles 
under section. 

o Poor resolution of tissue morphology. 

o Underfixation has physically damaged the tissue 
during the staining process. 

o Antigen retrieval methods are too harsh. 

Antigen Retrieval 
Heat-Induced Epitope Retrieval (HIER) 

Citrate buffer, 10X pH6.0 
EDTA buffer, 10X pH 8.0 
Antigen retrieval solution 

Protease-Induced Epitope Retrieval (PIER) 

Trypsin Antigen Retrieval Kit 
Pepsin Reagent (readγto use) 
Pronase reagent 
Antigen Retrieval Tablets 

ß -Catenin antibody 
(GTX101435) 

PRRG2 antibody (GTXl14668) 

BAK antibody (GTX1 00063) 

GFAP antibody (GTX1 08711) 

Possible Solution(s) 

。 Use freshly p陀pared ， adequately charged slides. 

。 Re-cut sections using a sharp blade, or ignore damaged areas 
when analyzing the results. 

。 Cut thinner tissue sections. 

。 Increase fixation time and/or add a post-fixation step. Increase the 
fixative/tissue ratio. Cut smaller pieces of tissue for more thorough 
immersion fixation 

o Empirically determine the conditions that p陀serve tissue 
morphology while restoring the immunoreactivity of the antigen. 

HJ~ton_e_ l-l~ (k27me3) antibody 
(GTX129774) 

Claudin 1 antibody (GTX15098) 

$Citation 

HPRT antibody (GTXl13466) 

Histone H3S 1 Oph antibody 
(GTX128116) 
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Non-specific staining / High background 

Problem Possible Solution(s) 

。 Fixation procedures (using formalin or paraformaldehyde 0 Formalin/PFA usually autofluorescence in the green spectrum, so 
fixatives) are causing autofluorescence. try a fluoropho的 in the red range. 

。 The concentration of the 1st or 2nd antibody may be 
too high. 

。 Try decreasing the antibody concentration and/or the incubation 
period. 

。 Incubation temperature may be too high. 。 Incubate sections or cells at 40 C. 

。 Endogenous Peroxidases or Alkaline Phosphatase 
Activity. 

。 Use enzyme inhibitors such as H202 (0.3% v/v) for peroxidase or 
Levamisol (2 mM) for alkaline phosphatase 

o Endogenous Biotin. 。 Incubation with avidin e行ectively blocks endogenous biotin. 

o The primary antibody is raised against the same 
species as the tissue stained. 

o Use a primary antibody against a different species than your tissue. 
Conduct staining with Mouse-on-Mouse IHC staining kit (GTX83396). 

Preventing Non-5pecific 5taining 
Blocking Reagent $Citation 

國m胃mmm 自'"且正喧草也啞H grlä , Universal Protein Blocking Reagent (animal serum free) ELISA, ICC/IF, IHC, IHC-P, WB GTX30963 
Blocking Solution with Bovine Serum (ready to use) ELISA, ICC/IF, IHC, WB GTX30970 
Blocking Solution with Chicken Serum (ready to use) ELISA, ICC/IF, IHC, WB GTX30971 
Blocking Solution with Donkey Serum (ready to use) ELISA, ICC/IF, IHC, WB GTX30972 , Blocking Solution with Goat Serum (ready to use) ELISA, ICC/IF, IHC, WB GTX30973 
Blocking Solution with Horse Serum (ready to use) ELISA, ICC/IF, IHC, WB GTX30974 
Blocking Solution with Rabbit Serum (ready to use) ELISA, ICC/IF, IHC, WB GTX30975 
Blocking Solution with Fish Serum (ready to use) ICC/IF, IHC, WB GTX85478 

Endogenous Enzyme Interference $Citation 

kit 

Mouse-on-Mouse IHC Kit 
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Visit our website for more technical tips. 
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