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2, Materials

2.1 Construction of on-bead libraries
by the solid-phase peptide syntheses
2.2 Analytical instruments

2.3 Liberation of peptides from
OPOB gel bead

2.4 Purification and fractionation of
liberated peptides from OPOB gel
bead

2.5 Bioassays for screening

2.6 Screening with cells

2.7 Peptide Vehicle construction

2.8 Preparation of affinity columns

Cell

3. Methods

Standard solid phase peptide synthesis following the Fmoc-strategy is applied in a
simultaneous multiple manner (see 2.1, Fig.) using for example an apparatus such as the
PetiSyzer® in a manual mode. Before coupling reactions at positions of diversity, peptidyl
resins are equally divided into as many reactors as the number of different building blocks
applied. Use for each acylation the double-coupling mode. After completion of the
coupling reactions, combine all resin parts in a larger bottle. Repeat these operations for
all diversity positions in the library.
3.1 Construction of on-bead libraries with 24 building blocks (CP240B) by the Split &
Combine method
3.2 Construction of the Library with 12 Building Blocks (diversity about 3 million)
3.3 Liberation of peptide from beads by NTCB reaction for sequence determination
3.4 Liberation of peptides from a single bead using CNBr for sequence determination
3.5 On-Bead Protein-Screening
3.6 Cell Screening
3.7 Construction of peptide-vehicles
3.8 Target Protein purification using affinity columns

Protein

Picking up one bead by aspiration using a micropipette
and observation by a digital microscope (EVOS®
System, Advanced Microscopy Group Inc., WA, USA)
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