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|BACKGROUND | |STORAGE AND RESUSPENSION

The NCK family of SH2/SH3 adaptor proteins consists of two members, NCK1 Store lyophilized siRNA duplex at -20° C with desiccant. Stable for at least
(NCKav) and NCK2 (NCKB), which couple tyrosine kinase signaling, including one year from the date of shipment. Once resuspended, store at -20° C,
the EGF and PDGF receptor-pathways, to downstream signaling proteins. avoid contact with RNAses and repeated freeze thaw cycles.
Specifically, overexpression of Nck1 in NIH/3T3 cells decreases DNA synthesis
stlmulgted by EGF Furthermpre, the SH2 domgm of NCKZ. inhibits EGF' a‘nd provided. Resuspension of the siRNA duplex in 330 pl of RNAse-free water
PDGF-induced DNA synthesis. The SH3 domain of NCK binds a proline-rich IR .

. . . makes a 10 pM solution in a 10 uM Tris-HCI, pH 8.0, 20 mM NaCl, 1 mM
domain on PAK, a known actin cytoskeleton regulator. The NCK protein thus EDTA buffered solution
mediates the interaction between PAK and RAC. The NCK2 protein binds '

Resuspend lyophilized siRNA duplex in 330 pl of the RNAse-free water

human PDGFR-p (Tyr 1009); overexpression of Nck2 inhibits PDGF-induced

! : . \ |APPLICATIONS
membrane ruffling and lamellipod formation. Various growth factor receptors,
cell surface antigens and adhesion molecules phosphorylate mammalian NCK1 ~ NCK1 siRNA (h) is recommended for the inhibition of NCK1 expression in
and NCK2. The human NCK1 and NCK2 genes map to chromosomes 3q22.3 ~ human cells.
and 2q12, respectively.

|SUPPORT REAGENTS
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5816-5823. mended. Control siRNAs or Fluorescein Conjugated Control siRNAs are

) . available as 10 pM in 66 pl. Each contain a scrambled sequence that will
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3. Chen, M., et al. 1998. Identification of NCK family genes, chromosomal sc-44233, sc-44234, sc-44235, sc-44236, sc-44237 and sc-44238.
localization, expression, and signaling specificity. J. Biol. Chem. 273:
25171-25178. |GENE EXPRESSION MONITORING
4.Chen, M., et al. 2000. NCKp adapter regulates Actin polymerization in NC.K1 (20B.1H9): sc-20026 is .recommended as a control antibgdy for mpni—
NIH/3T3 fibroblasts in response to platelet-derived growth factor BB. Mol.  toring of NCK1 gene expression knockdown by Western Blotting (starting
Cell. Biol. 20: 7867-7880. dilution 1:200, dilution range 1:100-1:1000) or immunofluorescence (starting

) ) dilution 1:50, dilution range 1:50-1:500).
5. Buday, L., et al. 2002. The NCK family of adapter proteins. Regulators of ) ‘
Actin cytoskeleton. Cell. Signal. 14: 723-731. To ensure optimal results, the following support reagents are recommended:
. ) ] S 1) Western Blotting: use m-lgGx BP-HRP: sc-516102 or m-lgGk BP-HRP (Cruz
6. Kiosses, W.B., et al. 2002. A dominant-negative p65 PAK peptide inhibits Marker): sc-516102-CM (dilution range: 1:1000-1:10000), Cruz Marker™

angiogenesis. Circ. Res. 80: 697-702. Molecular Weight Standards: sc-2035, UltraCruz® Blocking Reagent:

7. Online Mendelian Inheritance in Man, OMIM™. 2002 Johns Hopkins sc-516214 and Western Blotting Luminol Reagent: sc-2048. 2) Immunofluo-
University, Baltimore, MD. MIM Number: 604930. World Wide Web URL: rescence: use m-lgGk BP-FITC: sc-516140 or m-gGx BP-PE: sc-516141
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or UltraCruz® Hard-set Mounting Medium: sc-359850.

|CHROMOSOMAL LOCATION |

|RT-PCR REAGENTS

Genetic locus: NCK1 (human) mapping to 3q22.3.
Semi-quantitative RT-PCR may be performed to monitor NCK1 gene expres-

| PRODUCT | sion knockdown using RT-PCR Primer: NCK1 (h)-PR: sc-40967-PR (20 yl,
NCK1 siRNA (h) is a pool of 3 target-specific 19-25 nt siRNAs designed to 489 bp). Annealing temperature for the primers should be 55-60° C and the

knock down gene expression. Each vial contains 3.3 nmol of Iyophilized extension temperature should be 68-72° C.

siRNA, sufficient for a 10 pM solution once resuspended using protocol

below. Suitable for 50-100 transfections. Also see NCK1 shRNA Plasmid (h): | RESEARCH USE — :
sc-40967-SH and NCK1 shRNA (h) Lentiviral Particles: sc-40967-V as alternate For research use only, not for use in diagnostic procedures.

gene silencing products.

. . L [PROTOCOLS
For independent verification of NCK1 (h) gene silencing results, we also pro- - -
vide the individual SiRNA duplex components. Each is available as 3.3 nmol See our web site at www.scbt.com for detailed protocols and support
of lyophilized siRNA. These include: sc-40967A, sc-40967B and sc-40967C. products.
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