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Abstract Results and Discussion
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Conclusion: The preliminary results from our optimization studies A-alternata, Greer, ATCC 11680, Lot: 3628981 A-alternata, AllerMed, Lot: Sm12011702 Translational machinery including ribosomal proteins, translation initiation factors, elongation factors and signal
lay the groundwork to perform In-depth comparative proteomic 30 - + . . recognition particle subunits were consistently upregulated in hyphae (highlighted in red). Mitochondrial
analyses using data independent acquisition liquid chromatography 50 Figure 3. Western blots of lab-made A. alternata hyphae sample (1), lab-made A. brassicicola hyphae extract (2), and proteins representing all 5 ETC complexes were upregulated in the hyphae (highlighted in blue).
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Introduction

Figure 1: A. brassicicola and A. alternata spores and hyphae were

Alternaria alternata, a ubiquitous fungus, can elicit immunoglobulin extracted overnight using acetonitrile/2.5% trifluoroacetic acid. The
E (IgE)-mediated respiratory diseases. Licensed commercial extracts supernatant was collected, dried and washed using 90% acetone. Post- Figure _6. Becausc_e allergens are more prevalent in A. glternata spores (see Figure_ 4)., we perform(_ed a gene
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Alternaria allergy. The life cycle of molds is complex and represented metabolite interconversion enzymes (represented by the red sectors). Many of these enzymes
understanding the. appearance of different allergenic proteins in (B) Include proteins responsible for regulating cellular stress and maintaining cellular homeostasis.
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M ater | al S an d M et h 0O d S i . . inor alergen At a7 % Preliminary data show that spore and hyphae proteomes in A. alternata are distinct ( Figure 4A).
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determined using 2D quant assay (Cytiva), and the extracts were 15 1 - - P value £ 0.05 The allergen Alt a 1 ** A large proportion of proteins upregulated or specific to spores are involved in responding to
analyzed by SDS-PAGE and 2D electrophoresis. IgE immunoblotting o . ae 75 ) was only identified cellular stress and maintaining cellular homeostasis; many of the allergens linked to Alternaria
was performed after transfer to PVDF using pooled sera from . Altaqs  Alta? in spore samples. alternata are in this category.
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guantitative proteomic experiment, an Orbitrap Lumos Tribrid mass Figure 2. SDS PAGE comparing lab-made extracts to A. alternata translational modification and biological pathway regulation.
spectrometer (Thermo) was utilized to perform data independent commercial extracts. From left: protein ladder, lab-made A. alternata “* Multiple Reaction Monitoring assays using a Xevo TQ XS mass spectrometer (Waters) will be
acquisition (DIA) analysis (in triplicate) on trypsinized A. brassicicola hyphae IEthadC_t (PIDbbFOtQ), Iab-rbnade. A. Ialternata hyphae extract Figure 4. Proteome study employing 3 biological replicates from A. alternata spores and hyphae. (A) Venn Diagram performed to quantify absolute concentration of allergens to better elucidate differences in the
spore and hyphae peptides (n=1) and A. alternata spore and hyphae '(A\mlrluma mzllla)’ C?A:mla e A rcc';lzsulzll_coass.por'ea\s Iextract, Greer representing A. alternata proteome results. (B) Volcano plot of 1348 proteins identified in both samples, showing allergenlc pro_flles of spores and hypha_e. _ _ _ _
(n=3). A. alternata data were searched against the complete Uniprot A. Na ternhata, erme . fter:nata_, ar;]. oflister-stier, A.alternata e’(;tra_CtH allergen profile comparisons. Upper right quadrant represent spore upregulated proteins and upper left quadrant < The information from these studies will ultimately be important toward improving allergen extract
alternata database using the software Protalizer (Vulcan Analytical). (Note that spores and hyphae, in this experiment, were extracted wit represent  hyphae upregulated proteins. A. alternata allergens are  highlighted (WHO/IACUC). quality and standardization.

conventional aqueous buffer).
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