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(54) Title: PROTEOLYTIC INACTIVATION OF SELECT PROTEINS IN BACTERIAL EXTRACTS FOR IMPROVED EX-
PRESSION

(57) Abstract: The present disclosure
provides modified proteins that are capable
of being cleaved by the protease OmpT1.
The proteins can be modified in an exposed
surface motif to incorporate OmpT1 cleav-
age sites. Also provided are nucleic acids
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encoding the modified proteins, bacterial
cells that express the modified proteins,
and cell free synthesis systems containing
moditied RF1. The disclosure further
provides methods for reducing the deleteri-
ous activity of a modified protein in a cell
free synthesis system by contacting the
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moditied protein with OmpTl. Also
provided are methods for reducing RF1
competition at an amber codon in the cell
free synthesis system, and methods for ex-
pressing a protein in the cell free synthesis
system. The modified proteins of the inven-
tion can be used to increase the yield of
proteins having non-natural amino acids in-
corporated at an amber codon.



