Supplementary material
Salivary assessment
After thawing, Salivettes® were centrifuged for 2 minutes at 1000 x g. Saliva samples were always kept on ice and immediately subjected to both cortisol and amylase activity assays. Free cortisol was analyzed using a commercially available TR-FRET-based, in-house adopted immunoassay (Cisbio International, Codolet, France), which was performed in principle according to the manufacturer’s instructions. In brief, 2 parts of sample were subjected to a fluorescence microtiter plate and 1 part of D2-conjugated cortisol was added immediately thereafter. Both components (saliva and D2-conjugate) were thoroughly mixed using a multi-channel pipette and centrifuged for 2 minutes at 1000 x g using a microtiter plate centrifuge (Heraeus Biofuge, Thermo Fisher Scientific, Braunschweig, Germany). After centrifugation, 1 part of Europium-cryptate-labelled anti-cortisol antibody was added, again thoroughly mixed, centrifuged (2 minutes at 1000 x g), and allowed to incubate for at least 2h. Appropriate authentic standards, negative, positive, and blank controls were included according to the manufacturer’s instructions. After incubation, time-resolved fluorescence was measured at 620 nm and 665 nm using a Clariostar multimode plate reader (BMG Labtech, Ortenberg, Germany). Increase in fluorescence at 665 nm (acceptor fluorescence) was normalized to fluorescence at 620 nm (donor fluorescence) to account for differences in plating volumes or micro bubbles, and calculated as relative increase in fluorescence over cryptate-only containing blanks. Inter- and intraassay coefficients of variation were below 12%. All samples and standards were measured in duplicates.

Alpha-amylase activity was determined using a modified protocol of a previously published direct alpha-amylase assay (Lorentz et al., Clin Chem Lab Med 1999; 37(11/12):1053–1062). The assay principle follows an IFCC method using 2-chloro-4-nitro-phenyl-a-D-maltotrioside (CNPG) as the chromogenic substrate and was adapted to be run at room temperature using six authentic alpha-amylase standards (Sigma-Aldrich, Taufkirchen, Germany) for absolute quantification. In brief, samples and standards were diluted 1:200 and 1 part of sample/standard was subjected to a clear microtiter plate. Plates were subsequently allowed to equilibrate to 20 °C inside the temperature-controlled multimode plate-reader and 20 parts of CNPG-containing chromogenic substrate (substrate start procedure) were injected in a time-controlled manner. Following each automated injection, the plate was shaken and an increase in absorbance was read at 405 nm periodically after exactly 2, 4, 6, and 8 minutes in each well. A linear increase in absorbance was assured for all samples and average increase in absorbance per minute (delta OD405 / min) was calculated for all samples and standards. Absolute quantification of alpha-amylase activity in samples was realized by 4-parameter nonlinear regression analysis of the calibration standards (r2 > 0,998). Inter- and intraassay coefficients of variation were both lower than 10 % for alpha-amylase activity. All samples and standards were measured in triplicates.

