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SUPPLEMENTARY METHODS 
Basophil activation test

Heparinized whole blood samples from birch pollen allergic patients and non-allergic control subjects were stimulated with the three classes of extracts defined above at tenfold serial dilutions (2000; 200; 20; 2; 0,2; 0,02 µg/ml) for 15 minutes in RPMI 1640 medium (#FG1215) supplemented with Penicillin and Streptomycin (#A2213) and 10% FCS (#SO113), all from BioChrom, Berlin, Germany. Medium alone served as negative and anti-human IgE (mix of HP6029 #9250-01 and HP6061 #9240-01, both from SouthernBiotech/Biozol, Eching, Germany) instead of allergen as positive control. After stimulation erythrocytes were lysed by adding FACS Lysing Solution (#349202, BD Biosciences, Heidelberg, Germany).

Following fixation, cells were stained with specific antibodies and analyzed on a MacsQuant Flow-cytometer (Miltenyi Biotec, Bergisch Gladbach). Basophils were identified as CD3-negative (#130-094-363 Miltenyi Biotec) and CCR3-positive (#FAB155A, R&D Systems, Wiesbaden, Germany) cells. Basophil activation was determined by measuring expression of CD203c (#IM3575 from Beckman-Coulter, Krefeld, Germany) and CD63 (#557288 from BD Biosciences). Non-specific binding of antibodies was blocked by prior addition of Beriglobin (#17940321T, CSL Behring, Marburg, Germany). Net stimulation was determined by subtracting baseline positivity, and the values obtained for extract-triggered stimulation were normalized to the net positive control (mix of two anti-IgE Abs, see above) to account for differences in basophil stimulability across individual subjects.

PBMC stimulation

PBMCs were isolated by Bicoll (#BCR.L6115, BioChrom) and stimulated for 24, 48 or 72 hours in RPMI 1640 medium/10% FCS with different concentrations (50, 5 or 0.5 µg/ml) of A, A* or the comparator B (at 100000 and 10000 SQ/ml). LPS (at 1 µg/ml and 0,1µg/ml, #L2880, Sigma Aldrich, USA) and PMA (at 20 ng/ml, #P8139, Sigma Aldrich) alone or in combination with Ionomycin calcium salt (at 2x10-7mol/L, #I0634, Sigma Aldrich) served as control.

Flow-cytometry
Cell surface receptors were quantified 48 h post stimulation of PBMC by flow-cytometry. B cells were identified as CD19-positive cells (#130-098-064, Milteny Biotec). Antibodies against (co-)stimulatory receptors were as follows: anti-CD54 (#555511), anti-CD80 (#340294), anti-HLA-DR (#347402), all from BD Biosciences, and anti-CD86 (#130-094-876, Miltenyi Biotec). Non-specific binding of antibodies was blocked by prior addition of Beriglobin, as above.

ELISA

Cytokine levels were measured in PBMC supernatants by ELISA kits according to the manufacturer’s recommendations (IL-6 #DY206, IL-4 #Dy204, IL-10#DY217B, all from R&D Systems).

SUPPLEMENTARY FIGURE LEGEND 

Suppl. Figure 1
No responsiveness of basophils from non-allergic subject to either allergen or allergoid
The basophil activation test was performed as described in Fig. 3 with the only difference that whole blood from non-allergic subjects was used.
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