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Figure S1: Amino acid sequence of the Equ c 1 allergen. The secondary structure elements [3-
strands (—>) and a-helices (===) are indicated above the sequence. The published T-cell epitope
region is underlined. Amino acid residues targeted to mutagenesis are bolded and colored, IgE-
epitope residues in blue and monomer residues in red.
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Figure S2: The high resolution mass spectra for Triple 2 in denatured (A) and native form (B).
Numbers refer to the charge states. Native spectra were measured at 40 uM protein concentrations

and monomeric and dimeric peaks are labelled (M or D).
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Figure S3: Coomassie stained 15% SDS-PAGE analysis of the purified Equ ¢ 1 wt, Triple 2 and 3
in (A) reducing conditions and (B) non-reducing conditions. Samples containing 1.5 pg of Equ c 1
wt, triple 2 and Triple 3 were loaded in the slots. Lane 1: Molecular weight marker: Precision Plus
Protein Dual Color Standards (BioRad), Lane 2: Equ ¢ 1 wt, Lane 3: Triple 2 and Lane 4: Triple 3.
The pictures of the Coomassie stained gels were taken with a GelDoc™ XR+ Imaging System
(BioRad).

In the reducing conditions Equ c 1 allergens (wt, Triple 2 and 3) migrate with a molecular weight of
~ 22 kDa (Fig. S3 A). In the non-reducing conditions Equ ¢ 1 allergens migrate with a molecular
weight of ~15 kDa (Fig. S3 B). In the non-reducing conditions the disulphide bridge of Equ ¢ 1
allergens is intact and thus folding is more compact resulting in faster migration in the 15% SDS-
PAGE compared to reduced Equ ¢ 1 allergens. In the non-reduced Equ c 1 allergens dimeric forms
are not observed due to SDS in the polyacrylamide gel.

Similar difference in the migration rate in the SDS-PAGE analysis of reduced and non-reduced of
Equ ¢ 1 wt allergen has earlier been observed also by Botros et al. 2001."!



