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Measurement of Trypsin Enzyme Activity 

Measurement method :  Trypsin (from bovine pancreas, Wako Pure 
Chemical Industries)

Analyte :  In accordance with Japanese Pharmacopoeia 
15th edition, Crystalline Trypsin for Ulinastatin Assay

Instrument :  U-3900H spectrophotometer

Scan speed :  300 nm/min

Slit :  5 nm

Change over time

Measurement wavelength : 253 nm

Refer to the next page (sheet No. 
UV090015-02).

Trypsin is a kind of digestive enzyme found in pancreas and used for antiflatulents and amino acid sequence analysis. 
The enzyme activity is determined based on the change in the absorbance per time unit when an enzyme decomposes 
a  substrate. The larger the change in the absorbance (slope), the higher the enzyme activity. When the activity of a 
commercially available trypsin was calculated, it was found to be 3700 trypsin unit/mg indicating that the value claimed 
by the manufacturer (3500 trypsin unit/mg or higher) was satisfied. The activity level can be easily calculated by using 
the rate calculation function.  
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Definition of activity: 1 trypsin unit is defined as 
the amount of enzyme which increases the 
absorbance (wavelength: 253 nm) by 0.003 per 
minute at pH 7.6 and 25°C.

Trypsin unit in 1 mg = change in absorbance(60 sec) ×

 

K factor *1

*1 : K factor = (0.003 ×

 

mg count of trypsin in 0.2 mL of sample  
solution）
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(ii)

Solution I (Dissolve 4.54 g of potassium dihydrogen phosphate with purified water and 
make up the volume to 500 mL)

Solution II (Dissolve 4.73 g of anhydrous disodium phosphate with purified water and make up the 
volume to 500 mL) 

80 mL of solution II 

Adjust the pH to 7.6

Diluent

(iii)

Substrate stock solution (Dissolve 0.0857 g of N-α-benzoyl-L-arginine ethyl ester hydrochloride
with purified water and make up the volume to 100 mL)

Make up to 100 mL with 
the diluent

Adjust the Abs to 0.575 to 0.585 using purified water as the control 
(wavelength : 253 nm)

Substrate solution

10 mL of substrate stock solution

(i)

Sample 
solution

(Dilute trypsin with 0.001 mol/l HCl to make the concentration to 10 μg/mL)

( i v )

Substrate solution 3 mL, Maintain at 25 ±

 

0.1°C

Sample solution 0.2 mL

(Measure for 5 min at 253 nm)Measurement 

Mix
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