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Immobilized Steroid Beads

What are they?

Sepharose affinity chromatography beads covalently modified
with steroids or other ligands such that ligand binding to re-
ceptors is not compromised resulting in high receptor-binding
specificity.

What can they be used for?

e Efficient isolation and purification of receptor pro-
teins (nuclear and others)
Ligand binding affinity studies
Preparation of receptor-ligand complexes for crystal-
lography studies.

e Assisting in the structure-based design of receptor
selective ligands (e.g. see Manas et al.)

How do they work?

Beads can be added “batchwise” to the crude protein extract
and then packed into a glass column and unbound material
eluted away by gravity flow. Alternatively, the beads can be
pre-packed into a column and the crude receptor protein mix-
ture applied to the column for purification. After elution of
unbound material, the bound receptor is eluted by treating the
beads with a solution of a ligand with comparable or greater
affinity for the receptor. The final step is usually size exclu-
sion chromatography to remove excess ligand from the pro-
tein.

FAQs

Can the beads be reused? Yes, see reference Salman et al.
for a procedure for nortestosterone Sepharose bead. This pro-
cedure should also be applicable for the dexamethasone
Sepharose bead. In the case of estradiol and androstan beads
these can be cleaned by washing first with 4 - 6 M urea in tris
buffer (pH around 8) and then following the same procedure
for nortestosterone Sepharose. All beads should be stored in
20% aqueous ethanol at 4 - 8°C until further use.

Why is carboxymethylation with iodoacetic acid sometimes
performed before eluting the protein from the column? To
derivatize exposed cysteines in the protein and prevent forma-
tion of cross-linked dimer artifacts. This is not necessary
however if the protein is stored with a reducing agent. See
reference, Hegy et al.

How much receptor can be bound to the bead? This depends
upon the structure of the receptor of interest. As a guide, it is
known that ~ 7 mgs of ER (MW ~30,000) can be bound and
eluted from 1.0 mL of the estradiol Sepharose beads.

How can non-specific binding of proteins to the beads be
reduced? One option is to coat the bead with bovine serum
albumin (BSA). Try both defatted and non-defatted BSA us-
ing a concentration of 0.1-0.2 mg/mL in buffer for washing
the bead. Finally, wash with buffer containing salt to remove
unbound BSA. Another option for blocking non-specific
binding might be to treat the Sepharose with 0.2 M ethanola-
mine at pH 10 and 4 °C according to the procedure of Wil-
liams et al.
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IMMOBILIZED STEROID BEADS PRODUCT LIST

Catalo .
Numbe?’ Name Structure Price
OH OH
Estradiol Sepharose 6B MeQ" Aos L o
AA-1001 Typical ligand loading 10-14 umoles/mL bead. ' ImL @ $215
10mL @ $1682
JACS, 126, 15106-15119 (2004) @
Nortestosterone Sepharose 6B —_ o~ L

Typical ligand loading 10-14 pmoles/mL bead. S O ImL @ $241

arle i 10mL @ $1875
J Steroid Biochem., 26, 3, 383-391(1987)
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AA-1003 Custom Affinity Beads LIGAND =
AA-1004 Dexamethasone Sepharose 6B ImL @ $215

Typical ligand loading 10-14 pmoles/mL bead. 10mL @ $1682
AA-1005 Androstan Sepharose 6B ImL @ $215

Typical ligand loading 10-14 pmoles/mL bead. 10mL @ $1682

RHC-80267 (U-57908) Seph 6B O
- - epharose e
AA-1006 Typical ligand loading 12-15 pmoles/mL bead. . rf"r\ > . (l)gi % 2;(3)?3
Use to purify diacylglycerol (DAG) lipases. L-xr" o »-E».v.x/\,n “'0-,;’0\_ PP PN )
OH .

Long Spacer Arm Dexamethasone Sepharose HO, % eSS chvhonspacsr—lf_“)
AA-1007 6B Y Sou e ImL @ $241

Typical ligand loading 10-14 pmoles/mL bead. OAT, ,f/ HLC@R e
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AA-1008 Chenodeoxycholic Acid Sepharose 4B Q ImL @ $188

Typical ligand loading 8-16 pmoles/mL bead. 10mL @ $1366

Product volumes are based upon volume of settled beads.
Pricing for larger volumes of all products is available upon request.
Products sold under license from PTI Research, Inc. Sepharose is a trademark of GE Healthcare.

For further information or to place an order please contact Dr. Brian Gray by email: briangray@mtarget.com or phone: 610-738-7938

COMPANY PROFILE

Molecular Targeting Technologies, Inc. is a privately held US-based Biotechnol-
ogy Company developing novel medical imaging products. MTTI has licensed
fluorescence based technologies from PTI Research Inc. (PTIR), giving MTTI the
worldwide rights to manufacture, sell and/or distribute PTIR's NeuroVue® and

CellVue® product lines for in vitro and in vivo research applications.

CORPORATE HEADQUARTERS

Molecular Targeting Technologies, Inc.
833 Lincoln Ave., Unit 9

West Chester, PA 19380

P: 610.738.7938 F: 610.738.7928

Please visit our website at www.mtarget.com
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