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|BACKGROUND | [STORAGE anD RESUSPENSION
Polyadenylation of mRNA precursors is a two-step reaction that requires mul- Store lyophilized siRNA duplex at -20° C with desiccant. Stable for at least
tiple protein factors. The first step, endonucleolytic cleavage of polyadenyla- one year from the date of shipment. Once resuspended, store at -20° C,

tion substrates, requires CstF (cleavage stimulation factor), a heterotrimer that avoid contact with RNAses and repeated freeze thaw cycles.
is composed of three distinct subunits. Heterotrimeric CstF recognizes GU- and Resuspend lyophilized siRNA duplex in 330 pl of the RNAse-free water
U-rich sequences located downstream of the polyadenylation site on RNA. . y . . M }

. : 4 . provided. Resuspension of the siRNA duplex in 330 pl of RNAse-free water
CstF-77 (cleavage stimulation factor, 77 kDa subunit), also known as CstF3, is makes a 10 uM solution in a 10 uM Tris-HCI. pH 8.0, 20 mM NaCl, 1 mM
one of the three subunits comprising CstF. It can exist as a homodimer and EDTA buffered solution ' - '
functions as the bridge, directly interacting with the other two CstF subunits, ’

namely CstF-64 and CstF-50. CstF-77 is highly conserved among eukaryotes. |APPLICATIONS

It contains an a-helical structure with 11 HAT (half-a-TPR-containing) repeats : : —— :
and is essential for CstF assembly. In addition, CstF-77 is capable of interact- ~ CStF-77 siRNA (m) is recommended for the inhibition of CstF-77 expression

ing with CPSF1 and FCP1, other factors involved in polyadenylation. in mouse cells.
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15151525 [GENE EXPRESSION MONITORING
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CstF-77 genes suggests an evolutionarily conserved regulatory mechanism. g gnsyre optimal results, the following support reagents are recommended:
Gene 366: 325-334. 1) Western Blotting: use m-lgGk BP-HRP: s¢-516102 or m-lgGi BP-HRP (Cruz
7.Bai, Y., et al. 2007. Crystal structure of murine CstF-77: dimeric association ~ Marker): sc-516102-CM (dilution range: 1:1000-1:10000), Cruz Marker™
and implications for polyadenylation of mRNA precursors. Mol. Cell 25: Molecular Weight Standards: sc-2035, UltraCruz® Blocking Reagent:
863-875. sc-516214 and Western Blotting Luminol Reagent: sc-2048. 2) Immunofluo-

. ) rescence: use m-lgGk BP-FITC: sc-516140 or m-IgGk BP-PE: sc-516141
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insights into CstF assembly. Nucleic Acids Res. 35: 4515-4522. or UltraCruz® Hard-set Mounting Medium: sc-359850.
|CHROMOSOMAL LOCATION | |RT-PCR REAGENTS
Genetic locus: Cstf3 (mouse} mapping to 2 E2. Semi-quantitative RT-PCR may be performed to monitor CstF-77 gene expres-
FRoDUCT | ko vy TSPl 57 ) 0178 01

CstF-77 siRNA (m) is a pool of 2 target-specific 19-25 nt siRNAs designed temperature should be 68-72° C.
to knock down gene expression. Each vial contains 3.3 nmol of lyophilized

siRNA, sufficient for a 10 pM solution once resuspended using protocol be- | RESEARCH USE

low. Suitable for 50-100 transfections. Also see CstF-77 shRNA Plasmid (m):

For research use only, not for use in diagnostic procedures.
sc-142610-SH and CstF-77 shRNA (m) Lentiviral Particles: sc-142610-V as v / US8 In diagnostic p v

alternate gene silencing products. | PROTOCOLS

For independent verification of CstF-77 (m) gene silencing results, we also pro- - gag ur web site at www.scbt.com for detailed protocols and support
vide the individual siRNA duplex components. Each is available as 3.3 nmol o461,
of lyophilized siRNA. These include: sc-142610A and sc-1426108.
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