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ALPHA AMYLASE

Kinetic method - GALG2-CNP.

Kit for measurement of alpha amylase concentration in serum, plasma and urin[image: image3.png]
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e.

PRINCIPLE OF THE METHOD

Alpha amylase catalyzes the hydrolysis of 2-chloro-4-nitrophenyl-1-galactopyranosyl-maltoside (GALG2-CNP) to glucose polymers and p-nitrophenyl oligosaccaride  at  short chain producing  2-chloro-4-nitrophenol (CNP). 

The increased extintion can be measured by spectrophotometry at 405nm and risults proportional at the activity of  alpha amylase present in the samle.

METROLOGICAL CHARACTERISTICS

 INTERFERENCES


Doesn't interfere until the concentration of:

Bilirubin conjugated
20
mg/dL

Bilirubin free
20
mg/dL

Hemoglobin
500
mg/dL

NaF
500
mg/dL

Ascorbic acid
500
mg/dL

Glucose
5,0
g/dL

Maltose
5,0
g/dL

 INTRA-ASSAY  PRECISION

Control:
Low
High


n:
20
20


MEAN:
131
180
U/L

D.S.:
1.89
2.54


C.V.(%):
1.45
1.41


 INTER-ASSAY  PRECISION

Control:
Low
High


n:
20
20


MEAN:
129
180
U/L

D.S.:
3.09
3.38


C.V.(%):
2.39
1.88


CORRELATION

Results obtained on the same samples with an equivalent method have done the following data:

y
= 0,9348x + 3,9668

R2
= 0,9795

n
= 20

LINEARITY:
1500
U/L

SENSITIVITY:
2
U/L

MEASURED RANGE:
2 - 1500
U/L

SAMPLE 

Serum, eparinized plasma. 

Urine.

· Notes:

· Saliva and skin contain alpha amylase: never  pipette by mouth and avoid skin contact with the reagents (use gloves).

· Avoid use of hemolyzed samples.

· The activity of alpha amylase in serum or plasma is stable for 7 days at +2-8°C, one month at –20°C. 

  REFERENCE VALUES 


37°C


SERUM-PLASMA:
fino a 90
U/L

URINE:
fino a 480
U/L

Every laboratory is advised to establish the refernce interval in relation to its own geographic area. 

REAGENTS- INITIAL CONCENTRATION

Reagent 1
Goods Buffer 50 mmol/L pH 6,0

GALG2-CNP 2.65 mmol/L

Sodium chloride 300 mmol/L

Calcium chloride 5 mmol/L

Potassium thiocyanate 140 mmol/L

EDTA 0,2 mmol/L

REAGENTS  - STORAGE AND STABILITY

Kit:
Store at +2-8°C. Do not refrigerate.

Stable until the expiry date shown on the label.

Opened reagents:
Reagent 1 is stable after opening until the expiry date shown on the bottle if it's closed immediately after the take of the sample and protected from direct light and stored at the reported temperature. 

REAGENTS  - PREPARATION

The reagent 1 is stable liquid ready to use.

REAGENTS  - PRECAUTION AND WARNING

· The present method descrives the manual use of this kit. For use with automatic analyzer see the specific applicatons.

· Presence of particulate material indicates deterioration of the reagent.

· If the absorbance of the reagent is > 0.400 at 405 nm must be wanted to value carefully the results of the examing samples. 

· Quality control data sheet of the reagent are available upon request. Refer to the batch number on the label.

ADDITIONAL EQUIPMENT 

Pipettes

Spectrophotometer

Cuvette (Lightpath = 1cm).

Thermostatic water at 37°C

SAFETY PRECAUTIONS  
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Reagent 1


Harmful

Contain: 
- potassium thiocyanate
Risk phrases 
- Harmful if swallowed (R 22)

Safety phrases 
- Wear suitable protective clothing (S 36)

WASTE MANAGEMENT

Please refer to local legal requirements.

ANALYTICAL PROCEDURE

Wavelength
405 nm

Lightpath
1 cm

Temperature
37°C

Measurement
Against reagent blank

Reaction
Kinetic (increase)

Allow reagents to reach working temperature before using.


BLANK
SAMPLE


Reagent 1
1000
1000
L

Distilled water
25
-
L

Sample
-
25
L

Mix thoroughly and incubate for 1 minutes at 37°C.

Record initial absorbance and at 1 minute intervals thereafter for 3 minutes against reagent blank.

Calculate the difference between consecutive absorbances, and the average absorbance difference per minute (E/min).

CALCULATIONS
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The factor of 3060 at (37°C) is calculated:

where:

Vc=volume of sample (mL);

Vr=volume of reagent (mL);

Vd=volume diluent ( automatic instruments) (mL);

=molar absorbance of CNP at 405 nm ( 405nm=13,4);

c=lightpath (cm)

QUALITY CONTROL

Each laboratory should establish its own internal Quality Control scheme and procedures for corrective action if controls do not recover within the acceptable tolerances. 
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Batch number








Vial content








Store at +15-25°C





Store at +2-8°C
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Catalogue number








CE mark declaring compliance with the In Vitro Diagnostics Medical Device Directive, 98/79/EC








Size/number of tests








In Vitro Diagnostic Medical Device








Read use istruction





Manufactured by








10x6 mL
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