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Overall aim:

Development of a cell-based display method for high-throughput discovery of
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Phage Yeast Staphylococci  E. coli mRNA /ribosome

E. coli
* Very large libraries
* Well investigated organism — large ““toolbox’

* Option to use both FACS and MACS

YarFisoDyY 0 cytiva



G coninov  Dieced vlotonnd micrbil il

Surface display via an
AIDA-1 autotransporter system

Library of E. coli cells
- Each displaying a protein library member

Extracellular space
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Enrichment of target binding clones
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Magnetic-Activated Cell Fluorescence-Activated Cell
Sorting (MACS) Sorting (FACS)




0. CellNova
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" Super avidity

MACS

* Capture of low affinity binders

High throughput
Low "resolution”

FACS

Lower throughput

Very high “resolution”
Isolation of highest affinity
binders

Selection of target-bi

Different selection schemes possible
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* MACS in round 1 is "mandatory”
* FACS of 10'! cells would take ca. 1 000 hr



0 CellNova
MACS 1 : 1,000,000 (Pos : background). 10" cells in 100 ml

Before MACS
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* Very efficient enrichment after
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Optimization of MA

After 1 round of MACS
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240 000-fold enrichment
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0. CellNova Efficient display of anti

EPEA VHH on JK321 Tau Sequesterin on BL21
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* E. coli strain (JK231) identified that efficiently displays disulfide containing antibody fragments
* Established display of dimeric affibody Tau sequesterin on BL21



