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|BACKGROUND

| [PRODUCT

H3-K9-HMTase (histone-lysine N-methyltransferase SETDB2) is a 719 amino
acid protein encoded by the human gene SETDB2. H3-K9-HMTase, which
belongs to the histone-lysine methyltransferase family, contains one MBD
(methyl-CpG-binding) domain, one pre-SET domain and one SET domain.
H3-K9-HMTase is believed to be a probable histone methyltransferase with
catalytic activity. Epigenetic gene silencing in eukaryotes is regulated in part
by lysine methylation of the core histone proteins. While histone lysine
methylation is known to control gene expression through the recruitment
of modification-specific effector proteins, it remains unknown whether non-
histone chromatin proteins are targets for similar modification-recognition
systems. Located in the nucleus, H3-K9-HMTase is ubiquitously expressed
with highest expression found in heart, testis and ovary.

| REFERENCES

1. Ebbs, M.L., Bartee, L. and Bender, J. 2005. H3 lysine 9 methylation
is maintained on a transcribed inverted repeat by combined action of
SUVHB and SUVH4 methyltransferases. Mol. Cell. Biol. 25: 10507-10515.

2. Esteve, PO., Patnaik, D., Chin, H.G., Benner, J., Teitell, M.A. and
Pradhan, S. 2005. Functional analysis of the N- and C-terminus of
mammalian G9a histone H3 methyltransferase. Nucleic Acids Res.
33: 3211-3223.

3. Tachibana, M., Ueda, J., Fukuda, M., Takeda, N., Ohta, T., lwanari, H.,
Sakihama, T., Kodama, T., Hamakubo, T. and Shinkai, Y. 2005. Histone
methyltransferases G9a and GLP form heteromeric complexes and are
both crucial for methylation of euchromatin at H3-K9. Genes Dev. 19:
815-826.

4. Nishijima, H., Nakayama, J., Yoshioka, T., Kusano, A., Nishitani, H.,
Shibahara, K. and Nishimoto, T. 2006. Nuclear RanGAP is required for
the heterochromatin assembly and is reciprocally regulated by histone
H3 and Clr4 histone methyltransferase in Schizosaccharomyces pombe.
Mol. Biol. Cell 17: 2524-2536.

5.Tyagi, S., Chabes, A.L., Wysocka, J. and Herr, W. 2007. E2F activation
of S phase promoters via association with HCF-1 and the MLL family of
histone H3K4 methyltransferases. Mol. Cell 27: 107-119.

6. Henkels, C.H. and Khorasanizadeh, S. 2007. Implications of a histone
code mimic in epigenetic signaling. Mol. Cell 27: 521-522.

7.Tzeng, T.Y., Lee, C.H., Chan, LW. and Shen, C.K. 2007. Epigenetic regulation
of the Drosophila chromosome 4 by the histone H3K9 methyltransferase
dSETDB1. Proc. Natl. Acad. Sci. USA 104: 12691-12696.

|CHROMOSOMAL LOCATION

Genetic locus: Setdb2 (mouse) mapping to 14 C3.

H3-K9-HMTase 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 pM solution once resuspended using
protocol below. Suitable for 50-100 transfections. Also see H3-K9-HMTase
shBRNA Plasmid (m): sc-62430-SH and H3-K9-HMTase shRNA (m) Lentiviral
Particles: sc-62430-V as alternate gene silencing products.

For independent verification of H3-K9-HMTase (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-62430A, sc-62430B and

sc-62430C.

|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.

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
EDTA buffered solution.

|APPLICATIONS

H3-K9-HMTase siRNA (m) is recommended for the inhibition of
H3-K9-HMTase expression in mouse cells.

[SUPPORT REAGENTS

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.

| RT-PCR REAGENTS

Semi-guantitative RT-PCR may be performed to monitor H3-K9-HMTase
gene expression knockdown using RT-PCR Primer: H3-K9-HMTase (m)-PR:
sc-62430-PR (20 pl). Annealing temperature for the primers should be
55-60° C and the extension temperature should be 68-72° C.

| [RESEARCH USE

[PROTOCOLS

See our web site at www.scht.com for detailed protocols and support
products.
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