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Introduction N

Sortase A (SrtA) and some variants thereof have been used in a wide range of applications including fluorescent labeling, protein cyclization and immobilization due to their
mild reaction conditions and high specificity.ll However, SrtA-catalyzed transpeptidation suffers the inherent limitation of being a reversible process which therefore requires
an excessive amount of substrate to drive the reaction towards completion. Such an issue can prove prohibitive, especially in the case of high value-added substrate
molecules.[2 3] | .
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Proof-of concept ~ Optimization N
The model peptide 1 containing an Arg-rich positively charged module is incubated 1) Influence of the number of positive charges in the Arg-rich module

with the nucleophilic peptide 2 (1.2 equiv.) for 30 minutes. Thioester 3 equipped with
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We have developed a straightforward method to significantly improve the efficiency of SrtA-mediated ligation by incorporating an electrostatically-assisted aminolysis to
inactivate the reaction byproduct. Since positively charged sequences can be easily programmed into recombinant protein, this strategy enables efficient preparation of proteins
with various modifications. The approach is currently being further developed and applied on protein models.
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