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Introduction:

Fodrin, also referred to as non-erythroid (all-; brain) spectrin, is a tetrameric (ay), actin-binding, fibrous protein, widely distributed in vertebrates,
which forms part of the sub-membranous cytoskeleton within many cell types including neurons, and is particularly abundant with axons. The o-
subunits of fodrins and spectrin are highly conserved phylogenetically, with the exception of human o-fodrin®, which shares only 55-59% homology
with erythroid-specific a-spectrins. The B-subunits of spectrin (and y-subunits of fodrins) are species specific.

The interleukin-1 converting enzyme (ICE) family of proteases has been implicated as important effectors of the apoptotic pathway, perhaps acting
hierarchically in a protease cascade®. Neuronal fodrin is known to be cleaved by calpain following ischaemic insult and it has been proposed that
calpain and an unidentified protease play a réle in the onset of neuronal death following transient forebrain ischaemia®. Recently, an ICE-like
protease has been implicated in the early cleavage of fodrin, producing a 150kDa fragment, proximal to CPP32 in fas-induced® and C,-ceramide-
mediated® apoptosis. A cleavage product of a-fodrin has been proposed as a candidate autoantigen in primary Sjégren’s syndrome® and a—fodrin
has been shown to be the source of a so-called ‘inhibitory protein factor’ family, members of which have been shown to inhibit both GABA and
ATP-dependent glutamate uptake into purified synaptic vesicles®.

Product information:

The hybridoma (clone AA6) secreting the antibody to -

fodrin was generated by immunising Balb/c mice with DMSO Staurosporine (0.5uM)
chicken blood cell membranes following hypotonic lysis and

mechanical enucleation. The antibody has been extensively (0.1%)

characterised by Western blotting and immunohisto-

chemistry. 6h 24h 1h 2h 3h 6h 24h 48h 72h

Vial contains an immunoglobulin preparation, partially — ot P — < oll-spectrin
purified from exhausted supernatant, suspended in - ﬂ = = P

phosphate-buffered saline containing 0.01M sodium azide at
a concentration of 100pg/mL. The antibody is an 1gG;. o p— 145/150kDa

@ 120kDa
This antibody reacts with the 240/280kDa «-fodrin molecule r— e

from all mammalian non-erythroid cells, and with chicken a-
spectrin in Western blotting® and immunocytochemical | Rat primary septo-hippocampal co-cultures (astrocytes and neurons cultured from
applications at dilutions of 1:100-1:500" or greater® under | day E18 rat embyros) were challenged with the pro-apoptotic compound
optimised conditions.  Following neuronal injury in rats, | staurosporine or with vehicle (DMSO) for times indicated above. Protein (40 pg)
calpain/caspase-3 cleavage products of 150/145/120kDa | was separated by SDS-PAGE, transferred to PVDF membrane and probed with
size are observed on Western blots®® (see Figure). FG6090. The caspase-3 cleaved 120-kDa fragment of all-spectrin was detected at
For immunocytochemistry the use of methanol-fixed or cold | & dilution of 1:4000.

acetone-fixed fresh frozen cryostat or cell culture | western blot provided by courtesy of Dr Brian Pike, University of Florida.

preparations is recommended, although formaldehyde-containing fixatives may also be used. The antibody does not appear to be suitable for use
on de-paraffinised tissue as the reactive epitope(s) on a-fodrin becomes compromised by the necessary conditions of embedment.

NOTES: Optimal dilutions must be determined by experimentation. *Indirect immunoperoxidase procedure with overnight incubation in primary
antibody at 4°C. Detection using ECL procedure (Amersham International plc), exposure for 1min. The antibody is known to react with rat and
human a-fodrin and is thought to exhibit reasonably broad species reactivity.

Storage and use:

Store unopened vial at -20°C until required for use. AvOID REPEATED FREEZE-THAW CYCLES. Aliquot undiluted antibody into smaller volumes (not
less than 10pL) prior to freezing if appropriate. The use of high quality ‘antiserum-grade’ plastic or glass vials is recommended. Store diluted
antibody at 2-4°C (do not freeze) and use within 1 month.

Dilute to working strength with 50mM Tris-HCI buffer (pH 7.6) containing 1.5% sodium chloride and 1% normal goat serum (if a goat anti-mouse
1gG linker antibody is to be used).
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