A. Expression and purification of GST-FKBP51 or GST-FKBP52

Transform the plasmid Cluture bacteria in LB solution
into BL21 E.coli strain

B. Coupling of Hsp90 C-terminal peptide to AlphaScreen acceptor beads
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Prepare Hsp90 peptide  Dilute and combine

and acceptor beads eptides and acceptor

eads

Incubate for 24h at 37 °C
with end-over-end agitation
for conjugation

Centrifuge to get
cell pellets

#

Sonicate cells to
release proteins

1 M Tris-HCI
(pH 8.0)

Block unreacted sites

Centrifuge to remove  Purify GST-FKBP51/52 Concentrate proteins
cell debris

by GST-trap column and verify by
SDS-PAGE

0.5 x PBS with
0.01% sodium azide

| # Storage buffer:
4 v

Wash acceptor beads
three times

Resuspend acceptor beads
Store and protect from light

C. AlphaScreen assay probing interaction between GST-FKBP51 or GST-FKBP52 and Hsp90 C-terminal peptide
Inhibition with small molecular mass compounds
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Glutathione
GST-FKBP52

donor beads

Combine GST-FKBP51/52 with Make sterial dilutions of
glutathione donor beads and compounds
incubate in darkness at 25 °C, 10 min

Compoundx
Gluthatine donor beads
with GST-FKBP51/52

Add them into a 384-well
alpha plate and incubate in
darkness at 25 °C, 15 min

N

Acceptor beads

Add acceptor beads into the Read plate and analyze data
plate and incubate in darkness
at 25°C, 15 min



