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ABSTRACT RESULTS

« High pAzF dosage had a negative impact on canonical Vy4H yield
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Plate scale ncAA VH testing: (Left) Soluble titers of V,H from plate scale expression as Binding profiles of Y84 WT V,;H and conjugated Y84pAzF VH scaffold

determined by SDS-CGE (n=4). Of the substitutions that produced soluble VH, the to target GPCR
M ETH 0 DS production ranged from 58-84% of the canonical (+) control. (Right) Representative gel-like
image generated from SDS-CGE.

| ti £ th | . I-tRNA * V4H binding to the target GPCR receptor was confirmed by
ncorporation of an orthogonal amino acyi- flow cytometry for both wild-type Y84 protein and the Y84pAz

synthetase/tRNA pair in P. fluorescens Fermentation Optimization conjugated to Alexa Fluor™ 488
« Wild-type Y84 protein and SPAAC conjugated Y84pAzF-

Orthogonal Target HOW mUCh pAZF ShOUId be added? ™ . . ..
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An amber suppression system for incorporating pAzF into
recombinant proteins was adapted to Pseudomonas fluorescens,
the expression host of the Pfenex platform. In addition,
production of a single pAzF substituted V4H therapeutic
candidate was demonstrated in this host strain. Expression was
optimized at fermentation scale: production closely mirrored
canonical V4H titer (~15 g/L) and pAzF utilization efficiency was
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V,H substitution site selection

« Avoided side chains facing hydrophobic centers : 1 4 increased to 46%. The ability to conjugate via pAzF was confirmed
« Avoided positions that may interfere with antigen binding and conjugated Vy4H was shown to maintain binding activity. Next
« Favored positions with lower steric hindrance for conjugation steps are to generate the drug conjugate candidate and perform
- further in vitro and in vivo analysis. These results demonstrate the
T 6 N z robust capabilities of the Pfenex platform and how it can help
overcome some of the major hurdles to commercialization and
High Cell Density Fermentation: Titer assessed by SDS-CGE (triplicate samples) scale-up of genetic code expansion technology in therapeutic
following VH expression induction. proteins.

Condition
Continuous pAzF with continuous feed
Continuous pAzF with DO stat

- High pAzF with continuous feed

== = High pAzF with DO stat Contact Us:

Low pAzF with continuous feed iaff . bi
= No pAzF with continuous feed Jeff@primrosebio.com

Selected substitutions for testing: www.primrosebio.com
Y64pAzF, Y84pAzF, Y98pAzF, and T99pAzF
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