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AMP Buffer, IFCC 
Orthophosphoric Monoester 
Phosphohydrolase 
(EC 3.1.3.1) 
Package Size 

[REF] 12117 10 x 10 ml  Complete test kit 

[IVD] 

Method1 

Method according to the recommendations of the IFCC (International 
Federation of Clinical Chemistry). 

Reaction Principle 

    AP 
p-Nitrophenyl phosphate + AMP    AMP-PO4 + p-nitrophenol 
    Mg2+ 

Contents 

[BUF] 10 x 8 ml Buffer 

 2-Amino-2-methyl-1-propanol (AMP) (pH 10.4) 435 mmol/l 
 Magnesium acetate  2.5 mmol/l 
 Zinc sulphate  1.2 mmol/l 
 Sodium azide  0.095 % 

[SUB] 2 x 10 ml Substrate  

 p-Nitrophenyl phosphate  60 mmol/l 
 Sodium azide  0.095 % 

Reagent Preparation and Stability 

Procedure 1 with Reagent Start 

The reagents are ready for use. 

The reagents are stable after opening up to 28 days when stored at 
2...8°C. [SUB] must be kept light protected. Contamination of the reagents 
must be avoided! 

Procedure 2 with Sample Start 

Pipette 2 ml from bottle [SUB] into one bottle [BUF] mix thoroughly. 

The working reagent is stable for 2 weeks at 2...8°C and 5 days at 
15...25°C. The working reagent must be kept light protected.  

Specimen 

Serum, heparin plasma 

Loss of activity after 7 days: at 4°C  0% 

    at 20...25°C 10% 

No interference of triglycerides up to 2,000 mg/dl, hemoglobin up to 
250 mg/dl, and bilirubin up to 40 mg/dl. 

Assay 

Wavelength: Hg 405 nm, 400-420 nm 

Optical path: 1 cm 

Temperature: 30°C, 37°C 

Measurement: against air (increasing absorbance) 

Warm reagents and cuvettes up to the desired temperature. 
Temperature must be kept constant ( 0.5°C) for the duration of the 
test. 

Procedure 1 * 

Pipette into cuvettes 30°C, 37°C 

Sample 
[BUF] 

20 µl 
1000 µl 

Mix, incubate for 1 min at 30°C or 37°C 

[SUB] 250 µl 

Mix, read the absorbance after 1 minute and at the same time start 
the stop watch. Read the absorbance again exactly after 1, 2 and 3 
minutes. 

Procedure 2 * 

Pipette into cuvettes  30°C, 37°C 

Sample 20 µl 

Working reagent 1000 µl 

Mix, read the absorbance after 1 minute and at the same time start 
the stop watch. Read the absorbance again exactly after 1, 2 and 3 
minutes. 

* Semi micro method; for macro methods double the volumes. 

Calculation 

From the readings, calculate the mean absorbance change per minute 
(A/min). 

Calculate the alkaline phosphatase activity in the sample using the 
following factors:  

U/l = A/min x 405 nm 

Reagent start 3433 

Sample start 2757 

Conversion factor from traditional units (U/l) in SI-units (kat/l): 

 1 U/l  = 16.67 x 10-3 µkat/l 

 1 µkat/l  = 60 U/l 

Performance Characteristics 

Linearity 

If the absorbance change per minute (A/min) exceeds 0.250 or if the 
activity is higher than 700 U/l, dilute 0.1 ml of sample with 0.5 ml of 
physiological saline (0.9%) and repeat the assay. Multiply the result by 6. 

Typical performance data can be found in the Verification Report, 
accessible via: 

www.human.de/data/gb/vr/en-apam1.pdf  

www.human-de.com/data/gb/vr/en-apam1.pdf  

Reference Values2 

Serum values [U/l]   IFCC 

Temperature  30°C 37°C 37°C 

Women 
Men 

28 - 78 
38 - 94 

42 - 98 
53 - 128 

35 - 104 
40 - 129 

Quality Control 

All control sera with alkaline phosphatase values determined by this 
method can be employed. 

We recommend to use our animal serum based Huma Trol quality control 
sera or our human serum based SERODOS. 

Automation 

Proposals to apply the reagents on analysers are available on request. 
Each laboratory has to validate the application in its own responsibility. 

Notes 

1. [BUF] and [SUB] contain sodium azide (0.095%) as a preservative. Do 
not swallow. Avoid contact with skin and mucous membranes! 

2. During the reaction p-nitrophenol is produced. This is poisonous when 
inhaled, swallowed or when absorbed through the skin. If the reagents 
come into contact with skin or mucous membranes, wash copiously 
with water! Contact a doctor if you feel unwell. 
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