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Isolation of drug target protein (4)
Biotin-Streptavidin Binding assay [Biotinylated MTX]
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B Materials

1. Streptavidine beads

2. Biotinylated MTX

3. PBS(-)(137mM NacCl, 2.7mM KCI, 8.1mM Na,HPO,-12H,0,
1.5mM KH,PO,)

4. Wash buffer (10mM HEPES-NaOH(pH7.9), 50mM KCl,
0.2mM EDTA, 10% glycerol)

5. Hela cell extracts (cytosolic fraction) — 3mg/ml

6. 100mM KCI buffer (20mM HEPES-NaOH(pH7.9), 100mM KClI,
1mM MgCl,, 0.2mM CacCl,, 0.2mM EDTA, 10% glycerol,
0.1% NP-40, 1mM DTT, 0.2mM PMSF)

7.SDS sample buffer (62.5mM Tris-HCI(pH6.8), 0.005% BPB,
2% SDS, 10% glycerol, 5% 2-mercapto ethanol)

B Method 1 (Immobilize biotinylated MTX)

1. Immobilize biotinylated MTX on beads
Transfer 0.5mg beads to a tube, and wash beads with PBS(-)
3times at 4°C.
Add 0.1mM biotinylated MTX diluted in 200ul PBS(-) to beads,
and 200ul PBS(-) to another beads (Control beads).
Mix for 2hour at 4°C.

2. Wash
Wash biotinylated MTX immobilized beads and Control beads
with Wash buffer 3 times at 4°C, and storage with 200ul Wash
buffer.

B Influence of Spacer Lengh on Steric hindrance

Short Spacer Biotin

Streptavidin

MTX has no accessibility for DHFR

B FG beads®information

Product name Streptavidin beads

Product number TAS8848N1170

Storage temperature 2-8°C

10mM HEPES(pH7.9), 50mM KCl,

SIEEER ST 1mM EDTA, 10%glycerol

Size of beads 190nm + 20 nm

Free biotion >1200pmol

Binding capacity Biotinylated Antibody >13ug

({ier i) @i 2225 Biotinilated ssDNA (50mer) >13ug

Biotinylated BSA >3ug

B Method 2 (Affinity Purification)

1. Beads equilibration
Wash 0.5mg of each MTX immobilized beads with
100mM KClI buffer 3 times at 4°C.

2. Reaction
Add 200ul HelLa cell extract and resuspend beads.
Incubate with rotation for 2hour at 4°C.

3. Wash
Separate magnetically and remove supernatant .
Wash beads with 100mM KCI buffer 3 times at 4°C.

4. Elution
Add 40ul of SDS sample buffer and resusupend beads.
Boil for 5min at 98°C, and remove beads.

5. Analyze the samples by SDS-PAGE and silver stainning.

Long Spacer Biotin

Streptavidin

MTX has accessibility for DHFR
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