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Complete online electrochemical disulfide bond reduction of antibodies
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Overview—Electrochemical reduction (EC) of antibodies results in cleavage of all inter— and intra-chain
disulfide bonds. The online EC reduction included a solvent switching step allowing both EC reduction

and LC-MS analysis to be carried out under optimal conditions.
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Methodology— Integrated online LC-MS EC reduction of Abs. Intact Ab (A) is introduced via a Vanquish Dual Pump F system (B). A discrete EC solvent
flows into the ROXY' " Exceed potentiostat (C), through the p-PrepCell SS where EC reduction occurs producing subunits (D). Switching valve setup in 1:6
position (E) traps the subunits onto a short trapping column, before switching positions (F) to backflush the trap with LC-MS compatible solvents onto the
LC/MS HRAM Orbitrap

(A)

setup (G).

®)

Electrode
Coqtact

Introduction—Middle-down MS methods require com-
plete reduction of the inter— and intra-chain disulfide
bonds present in antibodies. Reducing the antibody to
the subunit level allows easier analytical separation,
HRMS, and tandem MS methods to be used. Electro-
chemical reduction of disulfide bonds in proteins using
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