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Background information

Drosophila Diaphanous,’ its mouse homologue
p140mDia® (mDia1), mDia2,®> and the human
homologues*® Dial and 2 are members of the
Formin homology (FH) family of cytoskeletal
organizer proteins. Diaphanous proteins contain
a Rho-binding domain close to their N-terminus
followed by a proline-rich region (designated as
FH1 domain) with several poly-proline stretches
and a conserved FH2 domain in the middle and
C-terminal parts of the protein, respectively. >*”
Drosophila Diaphanous is involved in cytokinesis
and mutated alleles affect spermatogenesis or
oogenesis, respectively, and lead to sterility.'
The gene encoding a human Diaphanous protein
is disrupted in a patient with Premature Ovarian
Failure (POF). ° Nonsyndromic Deafness
DFNA1, an autosomal dominant fully penetrant
progressive hearing loss, is associated with a
mutation in the human gene for Dia 1.*
P140mDia binds profilin and GTP-Rho, and
colocalizes with Rho and profilin in membrane
lamellae of motile cells and phagocytic cups
engulfing fibronectin-coated beads.
Diaphanous has been suggested to contribute to
localized actin polymerization and stress fiber
formation, both by recruiting profilin to sites of
Rho action and by cooperating with ROCK. 2#°
P140mDia was also found in association with the
cleavage furrow of dividing cells indicating some
function during contractile ring formation.
Diaphanous proteins are required for
cytokinesis, stress fiber formation, and
transcriptional activation of the serum response
factor (SRF)®.

Antibody preparation and storage
100 pl of crude rabbit antiserum'" F1 containing
0.01% (w/v) NaNs. Vials have been overfilled by
10% to ensure complete recovery of the
specified amount. For repeated use store at 4°C
(short term), stable for one year from date of
shipment when stored at -20°C. Avoid repeated
freezing and thawing! Do not store in "frost-free”
freezers.
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Antigen

The antiserum was raised against an 81 kDa
polypeptide (p81)'" that was isolated by profilin
affinity chromatography of human platelet lysates
and electroeluted after SDS-PAGE. Due to
available microsequences comprising two
peptides, 25 and 39 amino acids in length'’, p81
has been identified as a C-terminal fragment of
human Dial, the homologue of mouse
p140mDia2. The p81 peptides correspond to
human Dial amino acids 727-765 (end of FH1
domain) and 1121-1145 (C-terminal coiled coil),
respectively.

Species cross-reactivity
human, porcine

Applications
Western (immuno) blotting (1:1000 - 1:1500)
with enhanced chemo-luminescence detection.
Immunoprecipitation ~ (1:100).  All  dilution
numbers refer to the analysis of human cells and
tissues with intermediate to high levels of Dia1l
expression and must be viewed as approximate.

Positive control
Human skin fibroblast protein (100 ug), supplied
at 1 mg/ml in SDS (Laemmli) sample buffer. Use
25 pl (25 pg) per lane for Western blotting.

Related products

- affinity purified rabbit antibody to lipoma
preferred partner (LPP), 50 pg (catalog #0032-
05)

- affinity purified rabbit antibody to profilin, 10 ug
(catalog # 0022-01)

- monoclonal antibody IE273 to human VASP,
50 pg (catalog # 0016-05)

- rabbit antiserum M4 to human VASP, 100 pl
(catalog # 0010-10)

- Pre-immune serum to M4, 25 ul (catalog #
0013-02)

- positive control: human platelet protein in SDS
sample buffer, 500 ug (catalog # 8010-50)
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