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|BACKGROUND | |STORAGE AND RESUSPENSION |

The cytochrome ¢ oxidase (COX) family of proteins function as the final elec- Store lyophilized siRNA duplex at -20° C with desiccant. Stable for at least
tron donor in the respiratory chain to drive a proton gradient across the inner  one year from the date of shipment. Once resuspended, store at -20° C,
mitochondrial membrane, ultimately resulting in the production of water. The  avoid contact with RNAses and repeated freeze thaw cycles.
mammalian COX apoenzyme is a dimer, with each monomer consisting of 13
subum_ts, some of W.h'Ch are r_mtochondrlal and some of which are nu.clear. provided. Resuspension of the siRNA duplex in 330 pl of RNAse-free water
Found in the inner mitochondrial membrane, COX5a, one of two subunits of L .

- - . . . makes a 10 pM solution in a 10 uM Tris-HCI, pH 8.0, 20 mM NaCl, 1 mM
the COX5 protein, is the heme A-containing chain of the oxidase family that .

EDTA buffered solution.

converts one molecule of oxygen and four molecules of hydrogen to two
molecules of water. When oxygen levels within the cell are high, transcription
of COX5a, the aerobic subunit of the COX5 protein, is up-regulated as the |APPLI¢ATIO_NS —— —
rate of cellular respiration increases. Conversely, when oxygen levels are COX5a siRNA (h) is recommended for the inhibition of COX5a expression in
low, COX5a transcription decreases as the cell works to conserve oxygen by human cells.
slowing the creation of water.

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

[SUPPORT REAGENTS |
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272: 14705-14712. |GENE EXPRESSION MONITORING |

4. Schmidt, TR., et al. 2002. Amino acid replacement is rapid in primates for ~ COX5a (A-5): 5¢-376907 is recommended as a control antibody for monitoring

the mature polypeptides of COX subunits, but not for their targeting prese-  of COX5a gene expression knockdown by Western Blotting (starting dilution
quences. Gene 286: 13-19. 1:200, dilution range 1:100-1:1000) or immunofluorescence (starting dilution

1:50, dilution range 1:50-1:500).

5. Williams, S.L., et al. 2004. Cytochrome ¢ oxidase subassemblies in fibrob-

last cultures from patients carrying mutations in COX10, SCO1, or SURFT. To ensure optimal results, the following support reagents are recommended:
J. Biol. Chem. 279: 7462-7469. 1) Western Blotting: use m-lgGk BP-HRP: sc-516102 or m-lgGi BP-HRP (Cruz
Marker): sc-516102-CM (dilution range: 1:1000-1:10000), Cruz Marker™
| CHROMOSOMAL LOCATION | I\/Iolegtzjlar Wsi\g/]\l;t Stancé?rdS: Sc|:2035,|UF:traCruz® Blz%clgng)i{eagent]:c'
. ] ) sc-516214 and Western Blotting Luminol Reagent: sc-2048. 2) Immunofluo-
Genetic locus: COX5A (human) mapping to 15G24.2. rescence: use m-lgGk BP-FITC: sc-516140 or m-IgGk BP-PE: sc-516141
(dilution range: 1:50-1:200) with UltraCruz® Mounting Medium: sc-24941
| PRODUCT | or UltraCruz® Hard-set Mounting Medium: sc-359850.
COXba siRNA (h) 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 | RT-PCR REAGENTS |

siRNA, sufficient for a 10 pM solution once resuspended using protocol
below. Suitable for 50-100 transfections. Also see COX5a shRNA Plasmid (h):
sc-62150-SH and COX5a shRNA (h) Lentiviral Particles: sc-62150-V as alter-
nate gene silencing products.

Semi-quantitative RT-PCR may be performed to monitor COX5a gene expres-
sion knockdown using RT-PCR Primer: COX5a (h)-PR: sc-62150-PR (20 pl).

Annealing temperature for the primers should be 55-60° C and the exten-
sion temperature should be 68-72° C.

For independent verification of COX5a (h) gene silencing results, we also pro-
vide the individual siRNA duplex components. Each is available as 3.3 nmol of | RESEARCH USE |
lyophilized siRNA. These include: sc-62150A, sc-62150B and sc-62150C.

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

[PROTOCOLS |

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

Santa Cruz Biotechnology, Inc.  1.800.457.3801 831.457.3800 fax 831.457.3801 Europe +00800 4573 8000 49622145030 www.scbt.com



