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|BACKGROUND

| [PRODUCT

The epithelial cell adhesion molecule Ep-CAM, which is also designated
tumor-associated calcium signal transducer 1 and MK-1, is a monomeric
membrane glycoprotein that is expressed in most normal human epithelium
and carcinomas. The human Ep-CAM gene encodes a 314 amino acid protein
that is expressed as two forms, a major form and a minor form, which are
reduced upon treatment with the amino-glycosylation inhibitor tunicamycin.

Ep-CAM siRNA (m) is a pool of 3 target-specific 19-25 nt siRNAs designed
to knock down gene expression. Each vial contains 3.3 nmol of lyophilized
siRNA, sufficient for a 10 uM solution once resuspended using protocol
below. Suitable for 50-100 transfections. Also see Ep-CAM shRNA
Plasmid (m): sc-43033-SH and Ep-CAM shRNA (m) Lentiviral Particles:
sc-43033-V as alternate gene silencing products.

Ep-CAM is overexpressed in a variety of carcinomas and is, therefore, a
potential target for the visualization and therapy of human solid tumors.
Ep-CAM contains an extracellular domain containing two epidermal growth
factor-like repeats, followed by a cysteine poor region, which is necessary
for the adhesion properties of the molecule.

For independent verification of Ep-CAM (m) gene silencing results, we
also provide the individual siRNA duplex components. Each is available as
3.3 nmol of lyophilized siRNA. These include: sc-43033A, sc-43033B and
sc-43033C.

| |STORAGE AND RESUSPENSION

Store lyophilized siRNA duplex at -20° C with desiccant. Stable for at least
one year from the date of shipment. Once resuspended, store at -20° C,
avoid contact with RNAses and repeated freeze thaw cycles.

| REFERENCES

1.Farr, A, et al. 1991. Epithelial heterogeneity in the murine thymus: a cell
surface glycoprotein expressed by subcapsular and medullary epithelium.
J. Histochem. Cytochem. 39: 645-653.

2. Bergsagel, PL., et al. 1992. A murine cDNA encodes a pan-epithelial glyco-
protein that is also expressed on plasma cells. J. Immunol. 148: 590-596.

Resuspend lyophilized siRNA duplex in 330 pl of the RNAse-free water
provided. Resuspension of the siRNA duplex in 330 pl of RNAse-free water
makes a 10 pM solution in a 10 uM Tris-HCI, pH 8.0, 20 mM NaCl, 1 mM

3. Bjork, P, et al. 1993. Isolation, partial characterization, and molecular cloning EDTA buffered solution.
of a human colon adenocarcinoma cell-surface glycoprotein recognized by
the C215 mouse monoclonal antibody. J. Biol. Chem. 268: 24232-24241. |APPLICATIONS

4. Nelson, A.J., et al. 1996. The murine homolog of human Ep-CAM, a homo-  Ep-CAM siRNA (m) is recommended for the inhibition of Ep-CAM expression
typic adhesion molecule, is expressed by thymocytes and thymic epithelial ~ in mouse cells.

cells. Eur. J. Immunol. 26: 401-408.

[SUPPORT REAGENTS

5. Litvinov, S.V,, et al. 1997. Epithelial cell adhesion molecule (Ep-CAM) mod-
ulates cell-cell interactions mediated by classic cadherins. J. Cell Biol. 139:
1337-1348.

For optimal siRNA transfection efficiency, Santa Cruz Biotechnology's
siRNA Transfection Reagent: sc-29528 (0.3 ml), siRNA Transfection Medium:
sc-36868 (20 ml) and siRNA Dilution Buffer: sc-29527 (1.5 ml) are recom-
mended. Control siRNAs or Fluorescein Conjugated Control siRNAs are
available as 10 pM in 66 pl. Each contain a scrambled sequence that will
not lead to the specific degradation of any known cellular mBNA. Fluorescein
Conjugated Control siRNAs include: sc-36869, sc-44239, sc-44240 and
sc-44241. Control siRNAs include: sc-37007, sc-44230, sc-44231, sc-44232,
sc-44233, sc-44234, sc-44235, sc-44236, sc-44237 and sc-44238.

6. Taguchi, N., et al. 1999. Abnormal thymic expression of epithelial cell adhe-
sion molecule (Ep-CAM) in New Zealand Black (NZB) mice. J. Autoimmun.
13: 393-404.

7. Tomita, Y., et al. 2000. Molecular identification of a human carcinoma-
associated glycoprotein antigen recognized by mouse monoclonal antibody
FU-MK-1. Jpn. J. Cancer Res. 91: 231-238.

8. Trebak, M., et al. 2001. Oligomeric state of the colon carcinoma-associated | GENE EXPRESSION MONITORING

glycoprotein GA733-2 (Ep-CAM/EGP40) and its role in GA733-mediated
homotypic cell-cell adhesion. J. Biol. Chem. 276: 2299-2309.

9. Balzar, M., et al. 2001. Epidermal growth factor-like repeats mediate lateral
and reciprocal interactions of Ep-CAM molecules in homophilic adhesions.
Mol. Cell. Biol. 21: 2570-2580.

Ep-CAM (G8.8): sc-53532 is recommended as a control antibody for monitor-
ing of Ep-CAM gene expression knockdown by Western Blotting (starting
dilution 1:200, dilution range 1:100-1:1000) or immunofluorescence (starting
dilution 1:50, dilution range 1:50-1:500).

|RT-PCR REAGENTS

|CHROMOSOMAL LOCATION |
Genetic locus: Epcam (mouse) mapping to 17 E4.

Semi-quantitative RT-PCR may be performed to monitor Ep-CAM gene
expression knockdown using RT-PCR Primer: Ep-CAM (m)-PR: sc-43033-PR
(20 pl, 591 bp). Annealing temperature for the primers should be 55-60° C

| PROTOCOLS | and the extension temperature should be 68-72° C.
See our web site at www.scbt.com for detailed protocols and support
products. |RESEARCH USE

For research use only, not for use in diagnostic procedures.
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