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SUPPLEMENTAL MATERIAL AND METHODS 

Cell culture and transient transfection 

For determination of cell surface expression, COS-7 cells were cultured in Dulbecco´s Modified Eagle  

Medium (DMEM) (Biochrom AG, Berlin, Germany) supplemented with 5 % FBS (Biochrom AG,  

Berlin, Germany), 2 mM L-gluthamine (Invitrogen, Carlsbad, CA), 100 U/mL penicillin and 100  

µg/mL streptomycin (Biochrom AG, Berlin, Germany). For measurement of putative receptor  

signaling with the EPIC technology, HEK293 cells (500,000 cells/well) were seeded in poly-L-lysine-  

coated 50 mL cell culture flasks. Following 24 hours, cells were transiently transfected using  

LipofectamineTM 2000 (Life Technologies, Darmstadt, Germany) in serum-reduced Opti-MEM  

(GIBCO, Life Technologies GmbH, Darmstadt, Germany). For measurement of sandwich-ELISA  

approach COS-7 cells (1x106 cells/6cm dishes) were seeded and transiently transfected with  

Metafektene (Biontex, Munich, Germany) according to the manufactures protocol. For determination of cell 

surface expression COS-7 cells were seeded in 48 well plates (5x104 cells per well) and transiently 

transfected using Metafektene. 

  

 EPIC technology (measurement of dynamic mass redistribution) 



 For label-free measurement of general receptor activation, a dynamic mass redistribution assay  

(Corning Epic® Biosensor Measurements) was performed as previously described. In short, the  

Corning® Epic® system detects potential cell signaling mechanisms by biosensorical measurement of  

cellular mass redistributions during the signaling process in living cells. Thereby, the wavelength shift  of 

reflected light indicates relocation of intracellular components triggered in response to potential  receptor 

activation. Magnitude, direction and resulting pattern over time of the wavelength may be 34 indicative for 

differences in activation of potential signaling pathways (Schroder, et al. 2010). In a pre- 35 screening, the 

label-free high-throughput EPIC technology (Corning® Epic® system) was used to 36 determine whether 

there are direct effects of 3-T1AM on ADRA2A or modulatory effects following 37 co-stimulation with 

NorEpi. HEK293 cells transiently transfected with LipofectamineTM 2000 (Life 38 Technologies, 

Darmstadt, Germany) in serum-reduced Opti-MEM (GIBCO, Life Technologies 39 GmbH, 

Darmstadt, Germany). were detached using Versene solution (Life Technologies GmbH, 40 Darmstadt, 

Germany) one day post-transfection and were then transferred into fibronectin-coated 41 biosensor 384-

well micro-titer plates at a density of 15,000 cells/well and cultured for 24 hours at 37 42 °C with 5 % CO2.  
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