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Peroxidase Stain Kit(Benzidin Method)

Cat: G2370
Size:4x10mL/4x20mL
Storage:-20°C, avoid light, valid for 6 months.
Kit Components
Reagent 4x10mL 4x20mL Storage
Reagent (A): BFA Fixative 10mL 20mL 2-8°C, avoid light
Reagent (B): POX B1: DAB Solution 10mL 20mL -20°C, avoid light
Incubation Solution B2: DAB Oxidant 2x100pL 4x100uL  |RT
Mix Blwith B2 as the radio of 1000:1 to form POX Incubation Solution. It is ready to use.
Reagent (C): WG Solution 10mL 20mL RT, avoid light
Reagent (D): WG Buffer 10mL 20mL RT
Introduction

Peroxidase (POX or MPO) is a kind of oxidoreductase produced by microorganisms or plants, which can
catalyze many reactions and catalyze the oxidation of the substrate with hydrogen peroxide as the electron
acceptor. It mainly exists in the peroxisome of cells. With iron porphyrin as the auxiliary group, it can catalyze the
oxidation of phenols and amines by hydrogen peroxide. It has double effects of eliminating the hydrogen peroxide,
phenols and amines toxicity.

Peroxidase Stain Kit (Benzidin Method) is the POX solution recommended by ICSH. Its principle is that the
peroxidase in the cell can transfer the hydrogen atom of the colorless DAB to hydrogen peroxide, so that the
former catalyzes the formation of colored dye and deposits it in the position of pox in the cytoplasm. The dye can
be used for peroxidase staining of blood, bone marrow or cell smear. The active part of pox is brown.

Self Provided Materials
Slide, Microscope.

Protocol(for reference only)

1. Add precooled BFA Fixative onto the blood, bone marrow or cell smear and fix at 4 ‘C for 30-60s , then
wash slightly.

2. Add the prepared POX Incubation Solution and incubate at room temperature (20-25 C) in dark for 10-15
mins, then wash with water for 2 mins.

3.  Add WG Solution and incubate for 30-60s.

4, Add equal amount of WG Buffer directly and dye for 10-15 mins.

5. Wash with water, dry and view under the microscope.

Result

POX Active Site Brown Yellow
Nucleus Blue

In addition to the early neutrophil negative, the positive reaction increases with the maturation of the
well-differentiated cells in the following stages, while the senescent neutrophils decreases, monocyte is weak
positive and lymphocyte is negative. Plasma cells and megakaryocytes are negative. Eosinophils and Auer bodies
show strong positive reaction.
Judgment of positive reaction intensity

Negative No particle

Weakly Positive Small particles with sparse distribution

Positive Coarse particles with dense distribution

Strongly Positive The particles are coarse, blue black and full of cytoplasm.

Clinical significance

1. In the late stage of acute myeloid leukemia, there are few and large granules.

2. Acute monocytic leukemia cells are negative or weakly positive, there are small and sparse granules.
3.  Monocytic acute leukemia is negative or weakly positive.
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4. Acute promyelocytic leukemia is strongly positive, some promyelocytes are positive, and malignant cells are
negative.

5. Acute lymphocytic leukemia is negative.

Note

1. Blood or bone marrow smear should be fresh, thin and appropriate, fix in time, otherwise it will affect
enzyme activity.

2. POX Incubation Solution is easy to lose efficacy or reduce the positive intensity. It is ready to use and not
stored for long time.

3. Do not touch oxidants before the sample is stained to avoid the inhibition of peroxidase in cells.

4. For every staining, the smear of peripheral blood or bone marrow should be taken as negative control.

5. For your safety and health, please wear experimental clothes and disposable gloves.
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