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Preparation of powder from allergen-derived foods
Crushing
Degreasing with Acetone
Drying
Sieving
Extraction of proteins

Ultrafiltration
l Concentration of solutions
Measurement of total protein concentration

Protein quantification using the BCA method

l Extraction with food allergen extraction reagents (SAIKA)
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Spiking with standards
l Spiked to concentrations of 1, 5, and 10 mg/kg
Extraction of proteins

Reduction and alkylation

Disulfide bond reduction using DTT

Alkylation of cysteine residues using IAA
Enzymatic digestion

Trypsin digestion into peptides
Purification and concentration

Removal of extraction reagents

Purification using a solid-phase extraction columns

Concentration using a centrifugal evaporator
Volume Adjustment (Reconstitution)

l Extraction with food allergen extraction reagents (SAIKA)
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Acquisition of Amino Acid Sequence Information
(FASTA files) for Allergenic Foods
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Trypsin Digestion of Allergen Standards
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DDA Data Acquisition Using Q-TOF
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Peptide Identification using MS Amanda and
Export of Detected Transitions
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MRM Optimization and Selection of Quantitative
Transitions Using TQ
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! Allergen Analysis in Processed Foods Using the ]
Analysis Optimized Method :
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Peptide sequence Rating ‘ Milk | Buckwheat | Wheat | Peanut | Crustaceans | Soybeans | Egg | Walnut | Pecan | Almond | Cashew | Macadamia | Banana G;ﬁ:in ?(?‘L? Orange | Peach | Apple
SPDQSYLR Good
Walnut DLPNECGISSQR Unacceptable | ++ + + + +
LVALEPSNR Unacceptable ++
ATLTLVSQETR Acceptable +
ADFYNPQGGR Acceptable + + +
Almond ALPDEVLQNAFR Good
TEENAFINTLAGR Acceptable +
VTGINALR Unacceptable ++ + + ++ +++ ++ ++ +++ ++
ADIYTPEVGR Unacceptable + + ++
ELYETASELPR Good
Cashew nut GQVQVVDNFGNR Good
IDYPPLEK Acceptable + + + +
WLQLSVEK Acceptable +
EGVIIR Unacceptable ++++ ++++
EILEAALNTQTER Good
Macadamia nut ESYNLECGDVIR Good
FLQTISTPGQYK Acceptable +
GPYNLFNK Good
QSDNPYYFDER Good
ATFEIVNR Good
Banana NSNIQVLLDVPR Unacceptable + + + + + ++
CSYTVWAAAVPGGGR | Unacceptable”
TGCSFDGSGR Good
VWDECDSR Good
Kiwifruit IVALSTGWYNGGSR Acceptable +
SAGAVVDIK Good
DECPCYR Unacceptable ++ ++ ++ ++ ++++ |+t
QOrange AATEAIK Unacceptable + ++ ++++ + +++ + ++ +++ ++++ + — ++ ++
NVWDGSTTFK Unacceptable ++++ +++ ++ ++
NVNNLAR Good
Peach IAPQAIK Unacceptable + + + +H++
AFVLDADNLVPK Acceptable +
IAPQAVK Unacceptable ++
TINGLAR Good
Apple LVASGSGSIIK Good
VCPAPLQVK Unacceptable + ++ + + + + + + + + ++
ILTDYIK or LIESYLK Good
AFVLDADNLIPK Good
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