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Introduction

Materials

Synapsin I is an actin-binding protein that is localized exclusively to synaptic vesicles and
thus serves as an excellent marker for synapses in brain and other neuronal tissues.” Syn-
apsin I inhibits neurotransmitter release, an effect that is abolished upon its phosphorylation
by Ca®*/calmodulin—dependent protein kinase 11> Antibodies directed against synapsin

I have proven valuable in molecular and neurobiology research, for example, to estimate
synaptic density and to follow synaptogenesis.*® Molecular Probes offers an affinity-purified
anti—bovine synapsin I rabbit polyclonal antibody (A6442). This antibody was isolated from
rabbits immunized against bovine brain synapsin I, but is also active against human, rat and
mouse forms of the antigen; it has little or no activity against synapsin II. The affinity-pu-
rified antibody was fractionated from the serum using column chromatography in which
bovine synapsin I was covalently bound to the column matrix. The antibody is suitable for
immunohistochemistry, Western blots, enzyme-linked immunoadsorbent assays (ELISAs)
and immunoprecipitations.

Applications

Anti-bovine synapsin I is supplied as a lyophilized powder in a unit size of 10 pg. When
stored at -20°C or below, the lyophilized antibody should retain full activity for over one year.
Reconstitute by adding 50 uL phosphate-buffered saline, pH 7.4 (PBS) to yield a 0.2 mg/mL
solution. If the antibody is to be stored at 0-4°C, add sodium azide to a final concentration
of 2 mM. For longer storage, divide the solution into aliquots and freeze at -20°C. AVOID
FREEZING AND THAWING.

The following protocols for immunocytochemistry and Western blots offer practical guide-
lines for the use of anti—synapsin I antibody. Additional applications and details can be found
in several of the references provided below.””
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Immunocytochemistry Rat brain sections, 30 um thick and fixed with 4% formaldehyde in PBS, are washed sev-
eral times with PBS and blocked in a solution of 1% horse serum and 0.3% Triton X-100
for 1 hour. The tissue is then incubated overnight at 4°C in a 1:500 to 1:5000 dilution of the
0.2 mg/mL reconstituted anti—synapsin I antibody. Higher dilutions can be used with tissues
with high synaptic density (e.g., cortex and hippocampus); lower dilutions should be used
with tissues that have low synaptic density (e.g., peripheral nervous system and spinal cord
tissues). Sections are then washed with PBS and incubated for 2 hours in pre-adsorbed fluo-
rophore- or enzyme-labeled anti—rabbit IgG antibody.

Western Blot Analysis Rat cortex homogenate (10-20 pg per lane) is electrophoresed through an SDS-polyacryl-
amide gel and then transferred to a nitrocellulose or nylon membrane in 20 mM Tris-HCI,
150 mM glycine, pH 8.3, 20% methanol. After transfer is complete, the membrane is washed
three times, for 20 minutes each, with 150 mM NaCl, 50 mM Tris-HCI, pH 7.4, 0.05% NaNs,
0.5% Tween -20 detergent (incubation buffer). The membrane is then incubated for 2 hours,
with shaking, in enough antibody solution to cover it completely. The antibody solution is
prepared by diluting the reconstituted anti—synapsin I antibody 1:500 or 1:1,000 in incubation
buffer. Once the membrane has incubated in the antibody solution, it is rinsed three times,
for 20 minutes each, with incubation buffer and then incubated for 2 hours in *’I-protein A
diluted in incubation buffer at an activity of 0.1 pCi/mL. The membrane is again rinsed three
times, for 20 minutes each, with incubation buffer, dried and analyzed by autoradiography
or by cutting out the bands and determining the '*I-protein A labeling with a scintillation
counter. Alternatively, the anti—synapsin I antibody can be detected using an alkaline phos-
phatase—conjugated secondary antibody in conjunction with the chromogenic substrates
NBT/BCIP.
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Product List current prices may be obtained from our website or from our Customer Service Department.

Cat# Product Name Unit Size
A6442 anti-bovine synapsin |, rabbit IgG fraction *affinity purified* *specificity: human, bovine, rat, mouse*.......................o.. ... 10 ug
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Contact Information

Molecular Probes, Inc.
29851 Willow Creek Road
Eugene, OR 97402
Phone: (541) 465-8300
Fax: (541) 335-0504

Customer Service:

6:00 am to 4:30 pm (Pacific Time)
Phone: (541) 335-0338

Fax: (541) 335-0305
probesorder@invitrogen.com

Toll-Free Ordering for USA:
Order Phone: (800) 438-2209
Order Fax: (800) 438-0228

Technical Service:

8:00 am to 4:00 pm (Pacific Time)
Phone: (541) 335-0353

Toll-Free (800) 438-2209

Fax: (541) 335-0238
probestech@invitrogen.com

Invitrogen European Headquarters
Invitrogen, Ltd.

3 Fountain Drive

Inchinnan Business Park

Paisley PA4 9RF, UK

Phone: +44 (0) 141 8146100

Fax: +44 (0) 141 814 6260

Email: euroinfo@invitrogen.com

Technical Services: eurotech@invitrogen.com

Further information on Molecular Probes products, including product bibliographies, is available from your local distributor or directly
from Molecular Probes. Customers in Europe, Africa and the Middle East should contact our office in Paisley, United Kingdom. All others
should contact our Technical Service Department in Eugene, Oregon.

Molecular Probes products are high-quality reagents and materials intended for research purposes only. These products must be used
by, or directly under the supervision of, a technically qualified individual experienced in handling potentially hazardous chemicals. Please
read the Material Safety Data Sheet provided for each product; other regulatory considerations may apply.

Limited Use Label License No. 223: Labeling and Detection Technology

The purchase of this product conveys to the buyer the non-transferable right to use the purchased amount of the product and compo-
nents of the product in research conducted by the buyer (whether the buyer is an academic or for-profit entity). The buyer cannot sell or
otherwise transfer (a) this product (b) its components or (c) materials made using this product or its components to a third party or oth-
erwise use this product or its components or materials made using this product or its components for Commercial Purposes. The buyer
may transfer information or materials made through the use of this product to a scientific collaborator, provided that such transfer is not
for any Commercial Purpose, and that such collaborator agrees in writing (a) to not transfer such materials to any third party, and (b) to
use such transferred materials and/or information solely for research and not for Commercial Purposes. Commercial Purposes means any
activity by a party for consideration and may include, but is not limited to: (1) use of the product or its components in manufacturing; (2)
use of the product or its components to provide a service, information, or data; (3) use of the product or its components for therapeutic,
diagnostic or prophylactic purposes; or (4) resale of the product or its components, whether or not such product or its components are
resold for use in research. Invitrogen Corporation will not assert a claim against the buyer of infringement of the above patents based
upon the manufacture, use or sale of a therapeutic, clinical diagnostic, vaccine or prophylactic product developed in research by the
buyer in which this product or its components was employed, provided that neither this product nor any of its components was used

in the manufacture of such product. If the purchaser is not willing to accept the limitations of this limited use statement, Invitrogen is
willing to accept return of the product with a full refund. For information on purchasing a license to this product for purposes other than
research, contact Molecular Probes, Inc., Business Development, 29851 Willow Creek Road, Eugene, OR 97402, Tel: (541) 465-8300. Fax:
(541) 335-0354.

Several Molecular Probes products and product applications are covered by U.S. and foreign patents and patents pending. All names con-
taining the designation ® are registered with the U.S. Patent and Trademark Office.

Copyright 2006, Molecular Probes, Inc. All rights reserved. This information is subject to change without notice.
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