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Capillary Electrophoresis (CE) as a screening technique was pioneered by Cetek Corp. [-2!
The technique has been adapted to enable the screening of fragments.
The screening of fragments against a chaperone protein Hsp90 is presented as an example.

Capillary Electrophoresis

Capillary electrophoresis is capable of separating both charged and neutral molecules.
The technigue is based on measurement of the mobility of a competitor probe ligand.

Addition of the target protein to the buffer modifies the mobility of the probe ligand. B 5
L

Ligand + Protein &= Complex

High-voltage
supply

Detector +
Y/

Capillary

7 Buffer:

Test fragments binding to the target protein reduce the interaction between the probe ligand and the target protein.
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Fragment screening
on Hsp90

Hsp9O0 is a chaperone protein (MWt 90kDa)

The known natural product Radicicol was
used as a probe ligand (1C_, 23nM )

Detected using UV (254nM)

CE measures Ligand and Complex mobility

Addition of Target Protein Effect of Fragments
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Method

Experiments carried out on Beckmann P/ACE MDQ

Uncoated capillary 50pm i.d. x 375um o.d. (Polymicro technologies)

Tris buffer (10mM, pH 7.5) containing 0.0005% Tween and 5mM MgCl,

Injection Buffer (100ul): Tris-Tween (10mM, pH 7.5), + Radicicol (150uM)+ Inhibitor or DMSO (0.5ul, f/c 1%)
Running Buffer (200ul): Tris-Tween (10mM, pH 7.5) + Inhibitor or DMSO (1ul, /¢/ 0.5%) + Hsp90 (0.25uM)
Injection: 0.5 psi for 5 sec. Uncoated capillary

Separation: 15kV Reverse Polarity, 10 min (0.17min ramp)
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Hsp90 was purchased from Assay Designs®

A fluorescence polarisation assay®” was used as an independent measure of affinity

Detection of an Active Fragment Results for Resorcinol Fragments
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