Protocol for stained clothes

· [bookmark: _GoBack]Incubate the enzyme with a small piece (4 mg) of a stained cloth (e.g. purchased from CFT) in 100 µL of 40 mM pH 7.0 HEPES buffer for 24h 30˚C and 950 rpm.
· The reaction outcome is tested using the NEFA-Kit, following specifications:
· Transfer 10 µL of the reaction solution + 100 µL of NEFA solution 1 to a 96 microplate well. Incubate 6 min at 37˚C.
· Add 50 µL of NEFA solution 2. Incubate 6 min at 30˚C.
· Measure sample’s absorbance at 550nm using a microplate spectrometer (e.g. Synergy HT Multi Mode Microplate Reader, Agilent, Madrid, Spain). 
