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BACKGROUND

In budding yeast, loss of Topoisomerase III, encoded by the Top3 gene, leads to
a genomic instability phenotype that includes slow growth, hyper-sensitivity to
genotoxic agents, mitotic hyper-recombination, increased chromosome mis-
segregation, and meiotic failure. The Saccharomyces cerevisiae Top3 gene is
highly conserved in evolution. The RecQ DNA helicase, yeast Sgs1, forms a
complex with Topoisomerase III (Top3) and functions during DNA replication
to restart forks that have paused due to DNA damage or topological stress.
The N-terminal region of Sgs1, which interacts with Top3, is required for
complementation of MMS sensitivity and suppression of hyper-recombination
in Sgs1 disruptants. Slow growth and other defects of Top3 mutants are sup-
pressed by mutation of Sgs1. Sgs1 is a homologue of the human Bloom’s
syndrome and Werner’s syndrome genes.
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SOURCE

Top3 (y-300) is a rabbit polyclonal antibody raised against amino acids
357-656 mapping at the C-terminus of Top3 of Saccharomyces cerevisiae
origin.

PRODUCT

Each vial contains 200 µg IgG in 1.0 ml of PBS with < 0.1% sodium azide
and 0.1% gelatin.

STORAGE

Store at 4° C, **DO NOT FREEZE**. Stable for one year from the date of
shipment. Non-hazardous. No MSDS required.

APPLICATIONS

Top3 (y-300) is recommended for detection of Top3 of Saccharomyces
cerevisiae origin by Western Blotting (starting dilution 1:200, dilution range
1:100-1:1000), immunoprecipitation [1-2 µg per 100-500 µg of total protein
(1 ml of cell lysate)], immunofluorescence (starting dilution 1:50, dilution
range 1:50-1:500) and solid phase ELISA (starting dilution 1:30, dilution
range 1:30-1:3000).

Positive Controls: Saccharomyces cerevisiae whole cell lysate.

RECOMMENDED SECONDARY REAGENTS

To ensure optimal results, the following support (secondary) reagents are
recommended: 1) Western Blotting: use goat anti-rabbit IgG-HRP: sc-2004
(dilution range: 1:2000-1:100,000) or Cruz Marker™ compatible goat anti-
rabbit IgG-HRP: sc-2030 (dilution range: 1:2000-1:5000), Cruz Marker™
Molecular Weight Standards: sc-2035, TBS Blotto A Blocking Reagent:
sc-2333 and Western Blotting Luminol Reagent: sc-2048. 2) Immunoprecip-
itation: use Protein A/G PLUS-Agarose: sc-2003 (0.5 ml agarose/2.0 ml).
3) Immunofluorescence: use goat anti-rabbit IgG-FITC: sc-2012 (dilution
range: 1:100-1:400) or goat anti-rabbit IgG-TR: sc-2780 (dilution range:
1:100-1:400) with UltraCruz™ Mounting Medium: sc-24941.

DATA

RESEARCH USE

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

PROTOCOLS

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

Top3 (y-300): sc-98274. Western blot analysis of Top3
expression in Saccharomyces cerevisiae whole cell
lysate.
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