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Introduction

High-level production of high-quality recombinant proteins is a prerequisite for 2007) and site-specific recombination systems are of great interest (reviewed In
crystallographic studies. In particular, when expressing challenging mammalian Oumard et al., 2006). Therefore, the aim of this study was the application of FACS
proteins, the widely used bacterial, yeast and insect cell systems can fail. In this and Flp recombination systems to create CHO Lec3.2.8.1 cell lines producing
case, mammalian cells are required, since they ensure the correct post- proteins that are suitable for crystallisation. We have established production cell
translational modifications and folding of the desired protein. Due to the time and lines for human hepatocyte growth factor with mutations preventing the naturally
effort of establishing stable mammalian production cell lines, new strategies occurring cleavage into two chains (single chain HGF, scHGF). scHGF will allow
Involving fluorescence activated cell sorting (FACS) (reviewed in Browne et al., studying the structural consequences of HGF cleavage into two chains.

Establishing stable cell lines by FACS Recombinase-mediated cassette exchange

Reporter gene excision
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Depending on the cell-clone intracellular eGFP levels between
10 and 30 mg/ | were available in one month. The combination of
this cell sorting technigue and a site-specific recombination
system is a powerful tool to express predictable levels of any
desired protein.

A small-scale expression test determined the highest producing

‘ an .GIcNAc .GaINAc sCHGF cell clone. In a 25 lire perfusion fermentation process
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RMCE with selection trap Expression of scHGF
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Conclusion

Stable CHO Lec3.2.8.1 cell lines were generated for two recombination systems. The only have to be established once. Further evaluation of the recombination systems as well as
combination of FACS and site-specific recombination reduced the time for cloning of production establishment of production cell lines expressing interesting proteins for structural biology are
cell lines considerably and lead to completely stable and well-producing cell lines. RMCE with In progress.

selection trap is superior to reporter excision, since RMCE master cell lines are universal and
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