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« Acetone precipita Y } is the op Ynal strategy to purify proteinsin high yields
followingextr Y }in 2% SDSFgure 8).
« Sampls are incubded at room temperature in 80% acetone, with 100 mM

call on more robug assays for protein content in foods. Fraudulent claimsof speaesorigin are
alo of concan. For example, cheaper speciesof .+ Zmay be unknowingly sdd to the
consumer. The useof massspectometry to iden Y¥ speciesby pep Y& markers are a reliable
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XG digesYon. Mogt pep es elute in the 20% acetonitrile of 20%acdonitrile frac ¥n.

cartridge ©aclad

3 . ; . _ NaCl(5 min) to precipitate the proteins. QuanYa Y'e recovery is obtained. frac ¥n.
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APPROACH

» Ou goalisto develop an approachto rapidlyandreliablyisdate pep Y markersthat canbe
usedto authenYaeate .  Bpecieghroughtandemmass spectometry:.

» Asemndary objec Yeisto developarobug assay to asses total protein content in food .

« Ou strategy .rst involvesextr Y } of total protein from homogenized . « Znuscle(Figue 2)
into high concentra 'Y } vef SDSor cold formic acid, followed by acetone precpita Y } vn the
ProTrap XGto recover %o U CE protein.s

» The protein is resdubilizzd and digesed with trypsin. Pep Yesare fr Y } vad throughthe
ProTrap XG SPEartridge andandyzed by MS(directinfusion).
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POV KEIPRVB1 GADCH B L QA AR AL ST KA CDEDBOEDERVTLVIA 109  As an example, Parvalbumin 1 is abundantly observed, but is highly conseved across mul Y %o 0
Fiure 16: PepYie a®©ibuted to parvalbumin (Atlan ¥ speciesincludng Rainlow trout, Atlan Y saimon, Atlan Y cod, and Haddck (Hgure 16).

sdmon); seguence alignment revealsthis protein to be
highlyconsernved.

A) Pacific B} Haddock C) Atlantic D) Cod

% SDS % Formic Aﬂid Salmon Salmon
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Figue 10: While 24 hou digesYon with
trypsin shows complete digesYon of
intact proteins,mul Yle digesYon
productsare Msiblein 5 min.
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Table 1: Quan Yying the % potein digesed digesY } products (Fgure 10).

Rapd Extr Y } of Total Protein

« BExhausYe extr Y }\48 hrs) provides near
quanYaYe recovery of total protein in the
presance of 2% SDYHgure 4), or 80% formic
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Figue 2: The bur .sh speciesusedin this workup. work ®w” J Proteomics2015 118, pp 140-150




