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Process limitations of a whole-cell P450 catalyzed reaction using a CYP153A-CPR fusion construct expressed in
Escherichia coli

Cytochrome P450s are interesting biocatalysts due to their ability to hydroxylate non-activated hydrocarbons in a selective
manner. However, to date only a few P450-catalyzed processes have been implemented in industry due to the difficulty of
developing economically feasible processes. In this study, we have used the CYP153A heme domain from Marinobacter
aquaeolei fused to the reductase domain of CYP102A1 from Bacillus megaterium (BM3) expressed in Escherichia coli.
This self-sufficient protein chimera CYP153A-CPRBM3 G307A mutant is able to selectively hydroxylate medium and long
chain length fatty acids at the terminal position. w-Hydroxylated fatty acids can be used in the field of high-end polymers
and in the cosmetic and fragrance industry. Here, we have identified the limitations for implementation of a whole-cell
P450-catalyzed reaction by characterizing the chosen biocatalyst as well as the reaction system. Despite a well-studied
whole-cell P450 catalyst, low activity and poor stability of the artificial fusion construct are the main identified limitations to
reach sufficient biocatalyst yield (mass of product/mass of biocatalyst) and space-time yield (volumetric productivity)
essential for an economically feasible process. Substrate and product inhibition are also challenges that need to be
addressed, and the application of solid substrate is shown to be a promising option to improve the process.
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