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|BACKGROUND | [STORAGE anD RESUSPENSION
3" ends of eukaryotic mRNAs can undergo processing events that include Store lyophilized siRNA duplex at -20° C with desiccant. Stable for at least
endonucleolytic cleavage and polyadenylation. Cleavage and polyadenylation one year from the date of shipment. Once resuspended, store at -20° C,

specificity factors (CPSF) mediate 3’ cleavage of the transcript and subsequent ~ avoid contact with RNAses and repeated freeze thaw cycles.
polyadenylation. CPSF8, also known as CFIm68 (mammalian cleavage factor I,
68 kDa subunit), HPBRII-4 or HPBRII-7, is a member of the CPSF6/7 family
and contains an N-terminal RNA recognition motif (RRM) and a C-terminal
RS-like domain. Via its RS-like domain, CPSF6 interacts with SRp20, Tra-23

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

and 9G8. CPSF6 localizes to the paraspeckles and forms a heterodimer with EDTA buffered solution.

NUDT21, comprising the CFIm complex which is essential for the first step in

pre-mRNA 3’ cleavage and polyadenylation processing. CPSFG is the larger |APPU_CATIO_NS —— —

subunit of the complex and is present in only half of the two heterodimer CPSF6 siRNA (m) is recommended for the inhibition of CPSF6 expression in

combinations (the other half being a dimer of NUDT21 and CPSF7). mouse cells.
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: . - . o |GENE EXPRESSION MONITORING
subunit of cleavage factor Im mediate RNA binding, protein-protein inter-
actions, and subcellular localization. J. Biol. Chem. 279: 35788-35797. CPSF6 (F-3): sc-376228 is recommended as a control antibody for monitoring
) , . ) ) of CPSF6 gene expression knockdown by Western Blotting (starting dilution
5. Lopez-Camarillo, C., et al. 20,05' Entamoeba histolytica: comparative 1:200, dilution range 1:100-1:1000) or immunofluorescence (starting dilution
genomics of the pre-mRNA 3" end processing machinery. Exp. Parasitol. 1:50, dilution range 1:50-1:500).

110: 184-190. . .
To ensure optimal results, the following support reagents are recommended:

6. Millevoi, S., et al. 2006. An interaction between U2AF65 and CF I{m) links 1) Western Blotting: use m-lgGi BP-HRP: sc-516102 or m-lgGk BP-HRP (Cruz
the splicing and 3’ end processing machineries. EMBO J. 25: 4854-4864. Marker): sc-516102-CM (dilution range: 1:1000-1:10000), Cruz Marker™

Molecular Weight Standards: sc-2035, UltraCruz® Blocking Reagent:

sc-516214 and Western Blotting Luminol Reagent: sc-2048. 2) Immunofluo-

|CHROMOSOMAL LOCATION |

Genetic locus: Cpsf6 (mouse) mapping to 10 D2. 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.

CPSF6 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 | RT-PCR REAGENTS

siRNA, sufficient for a 10 uM solution once resuspended using protocol Semi-quantitative RT-PCR may be performed to monitor CPSF6 gene
below. Suitable for 50-100 transfections. Also see CPSF6 shRNA Plasmid (m): expression knockdown using RT-PCR Primer: CPSF6 (m)-PR: sc-72991-PR
sc-72991-SH and CPSF6 shRNA (m) Lentiviral Particles: sc-72991-V as alter- (20 pl). Annealing temperature for the primers should be 55-60° C and the
nate gene silencing products. extension temperature should be 68-72° C.

For independent verification of CPSF6 (m) gene silencing results, we also pro-

vide the individual siRNA duplex components. Each is available as 3.3 nmol of | L5 ) B E — .
lyophilized siRNA. These include: sc-72991A, sc-72991B and sc-72991C. 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.
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