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FT-51559
Streptavidin-Agarose
Product Description

Name: Streptavidin immobilized onto an agarose gel
Part Number : UP51559A 2ml of gel

UP51559B 5ml of gel
Matrix: Sepharose® CL -4B
Binding capacity: Approx. 22 umol of d-biotin per ml of wet gel
Form: Suspensionin 0.1 M Sodium Phosphate, 0.1 M NaCl pH7.4; NaN3 0.01%(w/v)
Storage: +4°C—-DO NOT FREEZE

Technical Information

Uptima offersthis streptavidin-agarose reagent for various R& D applicationsin vitro uses:
-immobilization of biotinylated peptides,antibodies, lectins...
notably for the preparation of affinity gels (affinity purification, immunoprecipitation)
-removing of biotin and biotinylated molecules from samples

Streptavidin, aca 60 KDatetrameric . The incomparable affinity (Ka=10* M™* L) is favourably put to
good account for capture and immobilization purposes.

Streptavidin islinked covalently to 4% crosslinked agarose, to ensure high biotin capacity but low
unspecific binding and low bleaching of streptavidin. The coupling ensures very good stability, and very
low bleaching. The gel can thus be used 10 to 20 times without a noticable decrease of the binding capacity.
When properly stored, the gel isstable at |east 1 year.

The capacity of binding is ca22umol of biotin per ml of wet gel. This should be used to evaluate the
quantity of sample to be applied on the gel. For antibodies or peptides, the ratio of biotin can be
approximated from the conditions of biotinylation with NHS- and Maleimide-Biotin derivatives, or by
quantitation of biotin (ask Uptima).

Under classical conditions, the immobilized biotinylated molecule remainsin place so it can be used for the
purification of its ligands: complex samples are incubated with an immobilized probe, then ligands bound
onto the column can be eluted under alkalin, acidic, or chaotropic conditions. Besides these

immunopreci pitation techniques, the gel can be used to purify biotinylated molecules, but the dissociation of
streptavidin from biotinylated molecules requires very harsh conditions (>6M Guanidine for example).

The Streptavidin gel can be used in batch or in packed columns. Batch is convenient for analytical
separations (immunoprecipitation) from different and complex samples, while columns are preferred for
repeated uses.
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FT-51559
Directions for Use

Guidelinesfor immunoprecipitation

The sample from which you want to purify aligand, should be prepared to allow the interaction of the antibody
with the ligand, then the antibody with the streptavidin-agarose gel. 150-500 mM NaCl, 20 mM phosphate,
0.1% SDS, 0.1-1% Nonidet40, 0.1-1% DOC and protease inhibitors may be used. If incompatible concentrations
of detergent(s) are necessary for cell lysis or solubilization steps, these may be removed by gelfiltration

Y ou then should have a biotinylated probe, often a specific antibody (if you need to biotinylated your self a
probe, ask Uptima for biotinylation reagents; product #UP85262 is usually recommended)

Incubate the sample with ca 2 nmol (300 g 1gG) of biotinylated antibody, 4 hours at room temperature or
overnight at +4°C, under constant agitation.

The following incubations and washes of the gel can be performed in batch

Incubate the antibody/sample mixture with 100ul of streptavidin-agarose for 30 min at room temperature or 1 H
at +4°C.

Wash the gel with PBS (150-500mM NaCl, 20mM phosphate, pH7.5): incubate the gel with >1ml PBS for 10
min; alow the gel sediment or centrifuge at 1000 g for 1min, discard the supernatent; repeat 4-6 times

The elution of the ligands from the i mmobilized, add 1ml of citrate or acetate buffer 0.1 M pH 3.0, and incubate
for 1-5 min; Centraifuge and pipette the supernatent. This should neutralized rapidly (for example with the
Uptima product UPQ99543 orin 1 M TrispH 9.0) to prevent the degradation of the purified molecules.

The purified fraction could be dessalted by dialysis or other means, and analysed as desired.

Other Information
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