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BACKGROUND |

IRECOMMENDED SUPPORT REAGENTS

Human cells contain two related protein kinases, BUB1 and BUBR1, that
appear to have evolved from a single ancestral BUB1 gene. Both kinases are
concentrated near the surface of the kinetochore where they monitor kineto-
chore-microtubule interactions. BUB1 and BUBR1 bind to kinetochores and
are postulated to be components of the mitotic checkpoint, which monitors
kinetachore activities to determine if chromosomes have achieved alignment
at the spindle equator. BUBR1 is essential for normal mitotic progression as
it prevents cells from prematurely entering anaphase. BUB3 is a conserved
component of the mitotic spindle assembly complex and is also involved
with the essential spindle checkpoint pathway that operates during early
embryogenesis.

To ensure optimal results, the following support reagents are recommended:
1) Western Blotting: use m-lgGk BP-HRP: sc-516102 or m-lgGk BP-HRP (Cruz
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) Immunopre-
cipitation: use Protein A/G PLUS-Agarose: sc-2003 (0.5 ml agarose/2.0 ml).
3) Immunofluorescence: use m-lgGk BP-FITC: sc-516140 or m-lgGk BP-PE:
sc-516141 (dilution range: 1:50-1:200) with UltraCruz® Mounting Medium:
sc-24941 or UltraCruz” Hard-set Mounting Medium: sc-359850. 4) Immuno-
histochemistry: use m-IgGk BP-HRP: sc-516102 with DAB, 50X: sc-24982
and Immunohistomount: sc-45086, or Organo/Limonene Mount: sc-45087.

[ CHROMOSOMAL LOCATION |

| DATA

Genetic locus: BUB1 (human) mapping to 2q13; Bub1 (mouse) mapping
to 2 F1.

[SOURCE |

BUBT (B-3) is a mouse monoclonal antibody raised against amino acids
786-1085 mapping at the C-terminus of BUB1 of human origin.

[PRODUCT |
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Each vial contains 200 pg 1gG3 kappa light chain in 1.0 ml of PBS with < 0.1%
sodium azide and 0.1% gelatin.

|STORAGE |

Store at 4° C, **D0 NOT FREEZE**. Stable for one year from the date of
shipment. Non-hazardous. No MSDS required.

[PROTOCOLS |

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

| APPLICATIONS |

BUB1 (B-3) is recommended for detection of BUB1 of mouse, rat and human
origin by Western Blotting (starting dilution 1:100, dilution range 1:100-
1:1000), immunoprecipitation [1-2 g per 100-500 pg of total protein (1 ml of
cell lysate)], immunofluorescence (starting dilution 1:50, dilution range
1:50-1:500), immunohistochemistry (including paraffin-embedded sections)
(starting dilution 1:50, dilution range 1:50-1:500) and solid phase ELISA
(starting dilution 1:30, dilution range 1:30-1:3000).

Suitable for use as control antibody for BUB1 siRNA (h): sc-37538, BUB1
siRNA (m): sc-37539, BUB1 shRNA Plasmid (h): sc-37538-SH, BUB1 shRNA
Plasmid (m): sc-37539-SH, BUB1 shRNA (h) Lentiviral Particles: sc-37538-V
and BUB1 shRNA (m) Lentiviral Particles: sc-37539-V.

Molecular Weight of BUB1: 150 kDa.

Positive Controls: HeLa whole cell lysate: sc-2200, U-2 OS cell lysate:
sc-2295 or HEL 92.1.7 cell lysate: sc-2270.

BUB1 (B-3): sc-365685. Immunofluorescence staining
of methanol-fixed Hela cells showing cytoskeletal
localization (A). Inmunoperoxidase staining of
formalin fixed, paraffin-embedded rat testis tissue
showing nuclear and cytoplasmic staining of cells
in seminiferous ducts and cytoplasmic staining of
Leydig cells (B).

BUBT1 (B-3): sc-365685. Western blot analysis of BUB1
expression in U-2 OS (A), HEL 92.1.7 (B) and Hela (C)
whole cell lysates and human ovary (D) and human

testis (E) tissue extracts. Detection reagent used:

m-lgG3 BP-HRP: sc-533670.
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