3 days

8-10 days

3-4 days

3-4 days

Vector amplification and purification (1 ug DNA)

v

In vitro protein expression (50 ul RTS reaction)
GFP yield 10 ug and Trx 5 ug

\

Protein purification
(40 ul RTS + 50 pl Talon Dynabeads)

10 ul RTS for Coomassie Blue
staining and western blot analysis

v 1 x 10 pl for elution, dialysis
Separation in five tubes (5 x 10 ul magnetic beads) 7| and Alexa647 protein labeling
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4 x 10 ul magnetic beads for the selection of specific
scFvs by phage display using protein bound to beads

4x Panning
Cycle

4<-> —

4 weeks

v

Screening of individual scFv reactivity by antibody
microarrays printed with 192 clones from the 3 and
4% round of selection of each antigen using the
Alexab47 labeled proteins for hit identification

d

Characterization of specific scFvs by
ELISA and western blot




