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Neutrophil Alkaline Phosphatase Stain Kit A

Cat: G2430
Size:4x10mL
Storage: -20°C, avoid light, valid for 6 months.

Kit Components
Reagent 4x10mL Storage

Reagent(A): NAP Fixative 10mL RT, avoid light
Reagent(B): B1: AS-BI Solution SmL -20°C, avoid light
NAP Incubation Solution B2: FBB Solution SmL -20°C, avoid light
Before use, mix B1 with B2 in equal amount to form NAP Incubation Solution. It is ready to use.
Reagent(C): Nuclear Fast Red Solution 10mL RT, avoid light
Reagent(D): Methyl Green Solution 10mL RT, avoid light

Introduction

Alkaline phosphatase (ALP or AKP) is a kind of phosphatase, which is widely distributed in mammalian
tissues, and the optimal pH of its activity is 9.2-9.8. This enzyme is mainly found in the active sites of material
exchange (cell membrane), such as the brush border of intestinal epithelium and renal proximal convoluted
tubules, the static cilia of epididymal epithelium, the membrane of bile capillaries of liver, the endothelium of
arterioles and capillaries, and also in the endoplasmic reticulum, golgi complex, swallowing vesicles, lysosomes
of intestinal epithelium, neutrophils of neutrophils, and the membrane of smooth muscle.

This kit is not used to display alkaline phosphatase activity by metal precipitation method, but by azo
coupling method (also known as simultaneous coupling method). Its principle is that under the alkaline condition
of pH 9.2-9.8, alkaline phosphatase in cells can hydrolyze AB-BI phosphate to release phosphoric acid and
naphthol, the latter can generate colored products with coupling diazonium salt, which is located in cytoplasm.
The staining solution is specially used for alkaline phosphatase staining of neutrophils in blood or bone marrow
cell smear, and the result is more reliable than that of metal salt precipitation method.

Self Provided Materials
Slide, Microscope

Protocol(for reference only)
Reagent(C): Nuclear Fast Red Solution may produce suspended solids or a small amount of precipitation due to flocculation. It
is recommended to take supernatant or boil water bath for 5-10min and then air it to 30-40 °C. (see Note 2)

1. Make fresh blood or bone marrow cell smear, fix with NAP Fixative for 30s and wash with water thoroughly.
2. Drop the prepared NAP Incubation Solution and incubate in dark for 15-20min, then wash with water.

3. Re-dyeing with Nuclear Fast Red Solution for 5-8 min or re-dyeing with Methyl Green Solution for 3-5 min.
4.  Wash, dry and view under the microscope.

Result
NAP Positive particles Blue
Nucleus Red or Green

Generally record the result by score and score with 0-4 according to 100 neutrophil positive particles.

Score level Dyeing characteristics
0 No particle
1 A little few particles
2 Medium-degree particles
3 Most particles
4 Full of particles

Clinical significance
1. The score of leukemoid reaction significantly increases and untreated chronic myeloid leukemia significantly
decreases.

2. The score of acute bacterial infection significantly increases and viral infection mostly keep normal or
decrease .
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3. The score of aplastic anemia always increases and the score of PNH and MDS always decrease.

Note

1. The smear of blood or bone marrow cells should be fresh and in appropriate thickness. Fix in time, otherwise
it will affect the activity of enzyme.

2. Reagent(C): Nuclear Fast Red Solution is a colloidal solution, which is stored at low temperature (lower than
25 °C) or stored for a long time. Suspended solids or a small amount of precipitation are generated due to
flocculation, which is a normal phenomenon and generally does not affect the use. If the colloid solution is
evenly dispersed in the boiling bath, tighten the bottle cap for 5-10min to recover the turbid solution.

3. Inthe process of cultured cell staining, the steps of cleaning and staining should be slight to avoid cell
damage or loss.

4. NAP Incubation Solution is easy to lose effect or reduce the positive intensity. It is ready to use, not stored
for long time.

5. Choose one of Nuclear Fast Red Solution and Methyl Green Solution when redyeing.

There should be a positive control section for each staining.

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