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ethylbenzothiazoline-6-sulphonic acid) diammonium salt (Sigma-Aldrich). Absorbance was 

measured with a PHERAstar FS microplate reader (BMG LABTECH) at a wavelength of 415 

nm. Data from variants were expressed relative to WT signal and plotted using Prism 9.  
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Domain Missense mutation Position at C2 domain Secretion Luciferase Notch1 activation CHO-YFP Notch1 activation 

C2 F35L beta sheet 1 X n/a n/a 

C2 G47R loop1-2 X n/a n/a 

C2 A58V loop1-2 �7 no effect no effect 

C2 D72N loop1-2 �7  no effect*  no effect* 

C2 V86F loop2-3 �7 low1 low2 

C2 G89E loop2-3 �7 intermediate1 intermediate2 

C2 G114D loop3-4 �7 intermediate1 no effect 

C2 T133R beta sheet 5 X n/a n/a 

C2 L135F beta sheet 5 �7 intermediate1 no effect 

C2 S142N loop5-6 �7 no effect  intermediate2 

C2 T145N loop5-6 �7 low1 low2 

C2 W139S beta sheet 5 X n/a n/a 

DSL E228K n/a �7 low1 low2 
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