Other AlphaScreen™ Products

Beads*
. Streptavidin-coated Donor beads
. Unconjugated Donor beads
. Unconjugated Acceptor beads
. Conjugation kit**

Fusion Tag Detection Kits***

GST (Glutathione-S-Transferase) detection kit
DIG (Digoxin/Digoxigenin) detection kit

FITC (Fluorescein) detection kit

HIS; (6-Histidine) detection kit

Histidine (Nickel chelate) detection kit

c-myc detection kit

HA (Hemagglutinin) detection kit

FLAG™ (M2) detection kit

IgG Detection Kits***

Goat IgG detection kit
Human IgG detection kit
Mouse IgG detection kit
Rabbit IgG detection kit
1gG (Protein A) detection kit

GPCR Functional Assay Kits

. CAMP assay kit****
. IP3 assay supplement**** (Requires GST detection kit)

Phosphotyrosine Assay Kits***

. Phosphotyrosine (PY20) assay kit
. Phosphotyrosine (PT66) assay kit
. Phosphotyrosine (P-Tyr-100) assay kit

* Available in 1, 5 and 50 mg quantities. 1 mg translates into 2,000 assay points based on
a 25 pL reaction volume and final bead concentration of 20 pg/mL.

** 2 mg ea. streptavidin-coated Donor beads / unconjugated Acceptor beads.

***  Available in 500, 10,000 and 50,000 assay point quantities based on a 25 pL reaction
volume and final bead concentration of 20 pg/mL.

**%  Available in 500, 10,000 and 50,000 assay point quantities based on a 25 pL reaction
volume and final donor and acceptor bead concentration of 20 ug/mL and 15 pg/mL,
respectively.

*+xx Available in 500 and 10,000 assay point quantities based on a 50 pL reaction volume
and final bead concentration of 10 pug/mL.

Microplates and Microplate
Analyzers

Fusion™-a and AlphaQuest®-HTS microplate analyzers
and Optiplate™ microplates are optimized to measure
AlphaScreen signal and are available from Packard
BioScience Company.

For more information please contact your local
Packard BioScience office or visit our website at

www.packardbioscience.com

Contact us

For technical assistance please contact:

BioSignal Packard Inc.

1744 William Suite 600,

Montréal (Québec), Canada H3J 1R4
http://www.biosignalpackard.com

Customer Support: Tel.: 514-937-1010

Toll Free: 1-800-293-4501

Fax: 514-937-0777

E-mail: alphascreen@packardbioscience.com

To place an order and for all other assistance please
contact:

Packard BioScience Company (Head Office)
800 Research Parkway

Meriden, CT 06450 U.S.A.

Tel.: 203-639-2598

Toll Free: 1-800-323-1891

Customer Support: 1-800-445-7426

Fax: 203-639-2172

Web site: http://www.packardbioscience.com

E-mail: webmaster@packardbioscience.com

Packard BioScience International Offices:
Australia +(61)-3-95434266;

Austria +(43)-1-2702504;

Belgium +(32)-2-4818530;

Canada (Main Office) +(1)-905-673-8028;
Central Europe +(43)-2-23037000;
Denmark +(45)-43-909023;

France +(33)-1-46862775;

Germany +(49) 6103 385151;

Italy +(39)-02-33910796;

Japan +(81)-3-38665850;

Netherlands +(31)-50-5445900;

Pacific Rim +(852) 2620-1881;

Russia +(7095)-4296577;

Switzerland +(41)-1-4816944;

United Kingdom +(44)-118-9844981

For all international representatives, contact the
Packard BioScience U.S.A. office.
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AlphaScreen™, AlphaQuest™, Fusion™, OptiPlate™ and TopSeal™ are trademarks of Packard
BioScience Company.

Milli-Q® is a registered trademark of Millipore Corporation.

LIMITED WARRANTY BioSignal Packard Inc. warrants that, at the time of shipment, the products
sold by it are free from defects in material and workmanship and conform to specifications that
accompany the product. BioSignal Packard Inc. makes no other warranty, express or implied with
respect to the products, including any warranty of merchantability or fitness for any particular
purpose. Notification of any breach of warranty must be made within 30 days of receipt unless
provided in writing by BioSignal Packard Inc. No claim shall be honoured if the customer fails to
notify BioSignal Packard Inc. within the period specified. The sole and exclusive remedy of the
customer for any liability of BioSignal Packard Inc. of any kind including liability based upon
warranty (express or implied whether contained herein or elsewhere), strict liability contract or
otherwise is limited to the replacement of the goods or the refunds of the invoice price of goods.
BioSignal Packard Inc. shall not in any case be liable for special, incidental or consequential
damages of any kind.

BioSignal Packard Inc.

1744 William Suite 600, Montréal (Québec), Canada H3J 1R4
http://www.biosignalpackard.com
Tel.: (514) 937 1010 - in US and Canada (800) 293 4501
Fax. (514) 937 0777
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Product Information

AlphaScreen™
Uncongugated Acceptor Beads

Catalog No.: 6762003
Quantity: 1 mg*

* 1 mg translates into 2,000 assay points based on a 25 uL reaction volume and a final bead

concentration of 20 ug/mL.

Components

Unconjugated Acceptor beads
1 tube containing 50 pL of beads at 20 mg/mL in 0.1 M MES buffer pH 6.0.

Note: 0.05% Proclin-300 is added as a preservative.

Product QC/QA

Unconjugated Acceptor beads are controlled to meet
chemical and dextran loading requirements.

Lot to lot consistency is confirmed by producing and mixing

Streptavidin-coated Donor beads with Biotin-coated Acceptor
beads to yield a defined signal under standard conditions.

Recommendation

AlphaScreen Acceptor beads should be used at a
concentration of 20 pug/mL for best results.

Conjugation Protocol

Note: The following procedure is recommended only as a general guideline for
bead conjugation to IgG molecules. It is highly recommended that conditions are
further optimized as required for the application for which the beads are intended.

Materials:

Aldehyde beads (Provided)

Sodium cyanoborohydride solution
Dissolve 25 mg of sodium cyanoborohydride (Aldrich part number 15,615-9
or equivalent) in 1 mL Milli-Q® H,O or equivalent.
Note: Prepare fresh.

MES buffer (0.1 M pH 6.0)
Dissolve 2.13g MES (2-[N-Morpholino]ethanesulfonic Acid) (Sigma part
number M-5287 or equivalent) in 80 mL MiIIi-Q® H,O or equivalent. Adjust
the pH to 6.0 with 10 N NaOH and make up to 100 mL total volume. Filter
through a 0.2 pm filter.

1% Tween-20
Dilute 10%Tween-20 (Pierce part number 28320 or equivalent) 1/10 in MES
buffer.

CMO solution (0.3 M pH 5.0)

Dissolve 65 mg CMO (carboxymethoxylamine hemihydrochloride) (Aldrich
part number C1,340-8 or equivalent) in 1 mL Mili-Q® H,O or equivalent.
Adjust the pH to 5.0 with 10 N NaOH.

Note: Prepare fresh.

TRIS buffer (0.1 M pH 8.0)

Dissolve 1.21g Tris (ICN part number 819638 or equivalent) in 80mL
deionised H,O. Adjust the pH to 8.0 with HCI and make up to 100mL total
volume. Filter through a 0.2pm filter.

Method:
Conjugation

1. To the tube (1 mg beads) provided add:
e 12.5 L 1% Tween-20

¢ 0.05 mg antibody
(This will provide a 20:1 bead:antibody wt:wt ratio. As antibodies
are available in different concentrations depending on the
supplier, 50 pL of a 1 mg/mL solution is recommended)

e 10pL Sodium cyanoborohydride solution

2. Make up to a total volume of 200 pL with 0.1 M MES
pH 6.0.

Incubate in the dark for 48 hours at 37°C.

Blocking

1. Add 10 pL CMO solution.
Incubate in the dark at 37°C for 1 hour.

Method (continued):

Purification

Add 190 pL 0.1 M Tris buffer pH 8.0.
Centrifuge at 13,000 g for 30 min at 4°C.
Remove the supernatant with a micropipette.
Add 1 mL 0.1 M Tris buffer pH 8.0 to pellet.
Vortex and sonicate*.

Centrifuge at 13,000 g for 30 min at 4°C.
Repeat steps 3 through 6.

Add 200 pL of an appropriate buffer** (5 mg/mL final
concentration).

9. Vortex and sonicate*.

10. Store in the dark at 4°C

ONoaRON=

* Sonicate on ice at 10 pulses of 1 second (0.5 second ON/0.5 second OFF)
using a Misonix XL sonicator (Model CL4) and HS419 microtip probe.

** Either PBS or 25 mM Hepes, 100 mM NacCl, pH 7.4 is recommended.

Precautions

1. AlphaScreen beads are light sensitive.

e Take care to not expose beads to bright light. Beads
are best handled under subdued or green filtered light
conditions

e Incubation steps involving the beads should be
performed in the dark. Plates can be covered by
another microplate to minimize the effect of light.

2. Storage.

e Beads should be stored in the dark at 4°C.

e To ensure product longevity, unused AlphaScreen
reagents should be stored in the original packaging, at
the original concentration and at the recommended
temperature.

¢ Do not to store reagents containing BSA for more than
1 day at 4°C.

3. Interfering compounds.

e For information on potential interfering compounds
please refer to application note ASC-012.



