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The Power to Question

|[BACKGROUND |

[SUPPORT REAGENTS

Caspase-associated recruitment domains (CARDs) mediate the interaction
between adaptor proteins such as Apaf-1 and the proform of caspases (e.g.,
CASP9) participating in apoptosis. ASC (apoptosis-associated speck-like pro-

tein containing a CARD, also known as TMS1or PYCARD) is a member of the
CARD-containing adaptor protein family. ASC is a 195 amino acid protein,

containing a N-terminal Pyrin-like domain (PYD) and an 87 residue C-terminal
CARD. This motif is characteristic of numerous proteins involved in apoptotic
signaling. Fluorescence microscopy demonstrates a ring-like expression in
some transfected cells. Immunofluorescence microscopy demonstrates that
induction of apoptosis causes a CARD-dependent shift from diffuse cytoplasmic
expression to punctate or spherical perinuclear aggregates. Western blot

analysis shows expression of ASC in leukemia and melanoma cell lines. ASC
exhibits intriguing behavior by forming an aggregate and appearing as a speck
during apoptosis induced by retinoic acid and other anti-tumor drugs. The

ASC gene maps to human chromosome 16p11.2.
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|CHROMOSOMAL LOCATION |
Genetic locus: PYCARD (human) mapping to 16p11.2.

[PRODUCT |

ASC 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 siRNA, suffi-
cient for a 10 uM solution once resuspended using protocol below. Suitable for
50-100 transfections. Also see ASC shRNA Plasmid (h): sc-37281-SH and ASC
shRNA (h) Lentiviral Particles: sc-37281-V as alternate gene silencing products.

For independent verification of ASC (h) gene silencing results, we also provide
the individual siRNA duplex components. Each is available as 3.3 nmol of
lyophilized siRNA. These include: sc-37281A, sc-37281B and sc-37281C.

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 ina 10 pM Tris-HCI, pH 8.0, 20 mM NaCl, T mM
EDTA buffered solution.

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 mRNA. 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.

IGENE EXPRESSION MONITORING

ASC (B-3): sc-514414 is recommended as a control antibody for monitoring
of ASC gene expression knockdown by Western Blotting (starting dilution
1:200, dilution range 1:100-1:1000) or immunofluorescence (starting dilution
1:50, dilution range 1:50-1:500).

[RT-PCR REAGENTS

Semi-quantitative RT-PCR may be performed to monitor ASC gene expression
knockdown using RT-PCR Primer: ASC (h)-PR: sc-37281-PR (20 pl, 443 bp).
Annealing temperature for the primers should be 55-60° C and the extension
temperature should be 68-72° C.

ISELECT PRODUCT CITATIONS

1. Ansari, M.A., et al. 2015. Herpesvirus genome recognition induced
acetylation of nuclear IFI16 is essential for its cytoplasmic translocation,
inflammasome and IFN-f responses. PLoS Pathog. 11: €1005019.

2.Lu, Y, et al. 2016. CdSe/ZnS guantum dots induce hepatocyte pyroptosis
and liver inflammation via NLRP3 inflammasome activation. Biomaterials
90: 27-39.

3.Quan, JH., et al. 2018. P2X7 receptor mediates NLRP3-dependent IL-1B
secretion and parasite proliferation in Toxoplasma gondii-infected human
small intestinal epithelial cells. Parasit. Vectors 11: 1.

4.Ko, J., et al. 2019. Paricalcitol attenuates TGF-p1-induced phenotype
transition of human peritoneal mesothelial cells (HPMCs) via modulation
of oxidative stress and NLRP3 inflammasome. FASEB J. 33: 3035-3050.

5.Shi, C.S., et al. 2019. SARS-coronavirus open reading frame-8b triggers
intracellular stress pathways and activates NLRP3 inflammasomes. Cell
Death Discov. 5: 101.

6. Pinar, A.A., et al. 2020. Relaxin can mediate its anti-fibrotic effects
by targeting the myofibroblast NLRP3 inflammasome at the level of
caspase-1. Front. Pharmacol. 11: 1201.

7. An, J., et al. 2023. Nicotine exacerbates atherosclerosis and plaque insta-
bility via NLRP3 inflammasome activation in vascular smooth muscle cells.
Theranostics 13: 2825-2842.

APPLICATIONS |

|RESEARCH USE

ASC siRNA (h) is recommended for the inhibition of ASC expression in human
cells.

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