Measurement of GOD enzyme activity in conjugates
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For all labeling purposes, highly purified glucose oxidase preparations from Aspergillus niger
(GOD) are employed. The gquantitative measurement of glucose oxidase follows the principle
described by HU BERGMEYER (Methods of Enzymatic Analysis, Verlag Chemie, Weinheim-
New York 1983). *

Principle

| D-glucose + H,0 + 0, —%22 gluconate + H20;

Il HO,+DH, —* s 2H,0+D
(DH; = Leuco-dye; D = dye)

Assay

Wavelength = 436 nm; light path = 1 cm; final volume = 3.0 mL; blank = phosphate buffer;
temperature = 25°C; & 436 nm = 8.3 [cm?/umole];

Pipette into cuvette:
2.47 mL of o-dianisidine solution (0.066 mg o-dianisidine-HCI/mL 0.1 mol/L phosphate
buffer pH 7.0); buffer previously saturated with O, for 10 min

+ 0.50 mL D-glucose solution (100 mg/mL buffer)

+ 0.01 mL of HRP solution (2 mg HRP RZ 3.0 per mL buffer)

mix and start the reaction by adding of

0.02 mL sample (ca. 0.002 mg GOD/mL)

mix and read change in optical density per min: changes after 1, 2, 3, 4 and 5 min are measured;

calculate A E/min (mean value).

Calculation
. 3.00 :
Volume activity = ————— - A E/min (U/mL sample)
8.3-1.00-0.02
Specific activity = volume activity

concentration

* Chromogens and other chemicals can be toxic. They must be handled with care



Commercially available GOD from Aspergillus niger can possess a range of different specific
activities. For labeling purposes, activities in the order of 210 U/mg are preferred.
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