SUPPLEMENTARY MATERIAL
Material and Methods
Antibody Purification of pAb-E6/7 and pAb-Ara h 6
For purity determination of the IgG of pAb-E6/7 and pAb-Ara h 6 the respective collected fractions were investigated by means of sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-PAGE) according to Laemmli et al. [1] under non-reducing conditions and Coomassie stained. Thereafter, pure IgG-fractions were pooled. IgG concentration was determined for pAb-E6/7 as 0.95 mg/mL and for pAb-Ara h 6 as 1.76 mg/mL by A280 spectrophotometry on a NanoDrop 1000 spectrophotometer (Thermo Fisher Scientific). For conjugation of both purified antisera with biotin, the buffer was adjusted to 0.1 M sodium phosphate, 0.15 M NaCl, and 0.05% sodium azide (pH 7.2) using a centrifugal filter (Amicon Ultra 3 kDa, Merck Millipore, Cork, IRL).  
Antibody Screening
Ara h 2 ELISA Two polystyrene microtiter plates (MaxiSorp F96, Nunc, Roskilde, Denmark), four wells each, were coated with 100 µL/well of the in-house (pAb-E6/7, pAb-E3, pAb-<20, pAb-PE) or commercially available (PA-AH2, MA-1C4) polyclonal and monoclonal antisera and incubated overnight at 4°C. As tested in optimization experiments, the in-house antisera were diluted 1:100 and commercial antibodies 1:500 in carbonate-bicarbonate buffer (15 mM Na2CO3, 29 mM NaHCO3, pH 9.6). For each of the capture antibodies four uncoated wells with carbonate-bicarbonate buffer were tested for non-specific binding. After three washing steps, remaining binding sites were blocked with 200 µL/well of blocking solution (PBS, pH 7.4 containing 0.05% (v/v) Tween-20 and 1% (w/v) bovine serum albumin (BSA)) for 1 h at room temperature (RT). The washing steps were performed between every step of the antibody screening. A 100 ng/mL standard solution was prepared by diluting Ara h 2 standard (NA-AH2-1) in blocking solution. Two of each of the coated and uncoated wells were incubated with 100 µL/well of the 100 ng/mL Ara h 2 standard and with 100 µL/well of a 0 ng/mL Ara h 2 standard (blocking solution) respectively for 2 h at RT. After washing, the wells were incubated with different concentrations of the two biotinylated detection antibodies (BI-1C4, pAb-E6/7) for 2 h at RT. The biotinylated monoclonal antibody BI-1C4 was diluted two-fold from 1:500 to 1:4000 and the biotinylated polyclonal antibody pAb-E6/7 three-fold from 1:100 to 1:2700 in blocking solution. Then, 100 µL/well POD-streptavidin conjugate (1:50,000 in blocking solution) (SIGMA-ALDRICH, Steinheim, Germany) was added. The enzymatic reaction was performed by adding 100 µL/well of TMB (Tetramethyl-benzidine) (SIGMA-ALDRICH) and was stopped after 10 to 15 min by adding 100 µL/well 1 M H2SO4. Absorbance values at 450 nm were measured with 620 nm as reference wavelength using a Tecan Infinite 200 microplate reader (Männedorf, Switzerland).
Ara h 6 ELISA The Ara h 6 ELISA was developed similarly. The concentration of the pAb-Ara h 6 and mAb MA-3B8 were optimized using different antigen concentrations keeping the unspecific binding low and the sensitivity of the assay high. The pAb-Ara h 6 was diluted 1:100, 1:1,000 and 1:5,000 in blocking solution, the mAb MA-3B8 1:500 and 1,000.
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