Monoclonal
Anti-human/mouse Bcl-w Antibody
ORDERING INFORMATION
Catalog Number: MAB8241
Clone Number: 90336
Lot Number: EYN01
Size: 250 μg (enough to perform more than
25 assays as described)

Preparation
This antibody was produced from a hybridoma resulting from the fusion of a mouse
myeloma with B cells obtained from a mouse immunized with purified, E. coli-derived,
recombinant human Bcl-w containing 6 histidines at the carboxyl-terminus. Human and
mouse Bcl-w protein sequences are identical. Antibody was purified by Protein G affinity
chromatography.

Formulation
Lyophilized from a 0.2 μm filtered solution in phosphate-buffered saline (PBS)

Storage: -20° C

Reconstitution

Specificity: human/mouse Bcl-w

Storage

Immunogen: E. coli-derived rhBcl-w
Ig Class: mouse IgG1
Application: Neutralization

Reconstitute the antibody in 100 μL of PBS.
Lyophilized samples are stable for twelve months from date of receipt when stored at -20° C
to -70° C. Upon reconstitution, the antibody can be stored at 2° - 8° C for 1 month without
detectable loss of activity. Reconstituted antibody can also be aliquotted and stored frozen
at -20° C to -70° C in a manual defrost freezer for six months without detectable loss of
activity. Avoid repeated freeze-thaw cycles.

Specificity
The antibody neutralizes recombinant human/mouse Bcl-w, but not recombinant human
Bcl-2 or Bcl-x.

Application
Neutralization of human/mouse Bcl-w activity - Use 10 μg of anti-human Bcl-w (Catalog
# MAB8241) to neutralize 1 μg of recombinant human Bcl-w (Catalog # 824-BW) in a 75 μL
assay containing 90 ng of caspase-8 cleaved human BID (Catalog # 882-B8). See Protocols
for Neutralizing Assay for details.

Optimal dilutions should be determined by each laboratory for each application.
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Cytochrome c released from enriched mouse liver mitochondria was quantified
with the Rat/Mouse Cytochrome c ELISA (Catalog # MCTC0). X ± SEM, n=3.
Total: Cytochrome c released from mouse liver mitochondria with Triton X-100
Untreated: Cytochrome c released from untreated mitochondria
BID: Cytochrome c released from mitochondria when incubated with casp-8 cleaved human BID
(Catalog # 882-B8)
BID + Bcl-w: Cytochrome c released from mitochondria when incubated with casp-8 cleaved
human BID and human Bcl-w (Catalog # 824-BW)
BID + Bcl-w + MAB8241: Cytochrome c released from mitochondria when incubated with casp-8
cleaved human BID, human Bcl-w and Bcl-w neutralizing antibody
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Protocols for Neutralizing Assay
Buffers
Buffer A 225 mM mannitol, 75 mM sucrose, 0.1 mM EGTA, 1 mg/mL fatty acid-free BSA (Sigma), 10 mM HEPES-KOH, pH 7.4
Buffer B 395 mM sucrose, 0.1 mM EGTA, 10 mM HEPES-KOH, pH 7.4
Buffer C 125 mM KCl, 0.5 mM MgCl2, 3.0 mM succinic acid, 3.0 mM glutamic acid, 10 mM HEPES-KOH, pH 7.4

Isolation of Mitochondria
Homogenization of mouse liver: Mitochondria are isolated from female Balb/c mouse livers by a modified version of the method
described by Brustovetsky, N. and J.M. Dubinsky, 2000, J. Neurosci. 20:103. All steps are performed at 2 - 8° C unless noted otherwise. Rinse mouse livers twice with PBS. Homogenize 0.5 grams of liver tissue in 5 mL of Buffer A with ten strokes in a 7 mL
Tenbroeck ground glass homogenizer (Kontes, VWR Cat. # 85000-07). The resulting slurry is then homogenized with 30 strokes of
a tight fitting pestle in a Dounce homogenizer (VWR Cat. # 885300-007). Dilute the homogenate with an additional 5 mL of
Buffer A.
Preparation of crude mitochondria: Centrifuge the homogenate for 10 minutes at 600 x g to remove cell debris. The resulting
supernatant is centrifuged for 10 minutes at 15,000 x g to pellet mitochondria. Resuspend the pellet by repeated pipeting in 1.7 mL
of Buffer B. The crude mitochondrial preparation can be used in the cytochrome c release assay within 4 hours if stored on ice or
further enriched as described below.

Preparation of enriched mitochondria
Some applications may require the enrichment of mitochondria on Percoll gradients. Prechill solutions, centrifuge, centrifuge rotor,
and 35 mL tubes to 2 - 8° C. All Percoll-containing solutions are prepared by mixing Percoll (100%) with Buffer B. Resuspend the
mitochondrial pellet obtained above by repeated pipeting in 5 mL of Buffer B. Add 20 mL of 26% Percoll to the centrifuge tube.
Carefully push a pipette through the 26% Percoll and pipette 10 mL of chilled 60% Percoll into the bottom of the tube. A distinct
interface should be apparent. 5 mL containing resuspended mitochondria are overlaid on the 26% Percoll. The gradient is
centrifuged at 41,000 x g for 30 minutes. After centrifugation, mitochondria will accumulate at the interface formed between the
26% and 60% Percoll. Remove 15 mL of the 26% Percoll. Carefully push a pipette through the interface and remove the 60%
Percoll until the interface is at the bottom of the tube. Collect the interface containing the mitochondria. Enriched mitochondria can
be stored on ice for up to 4 hours.
Cytochrome c Release Assay
Assay conditions: Assay volumes are 75 μL and are performed in 0.5 mL microfuge tubes. Assays require Buffer C containing
25 μg/mL leupeptin, 25 μg/mL pepstatin, 3 μg/mL aprotinin, 100 μM PMSF, and the caspase inhibitor 10 μM Boc-Asp-FMK.
Protease inhibitors are added immediately prior to using the buffer.
Incubation of mitochondria with added proteins: Add monoclonal antibody and Bcl-w protein together in 30 μL of Buffer C.
Incubate 60 minutes at room temperature. Add 10 μL tBID in Buffer C. Incubate 60 minutes at room temperature. To initiate the
cytochrome c release assay, 12 μL of mitochondria and an additional 23 μL of Buffer C are added and the tube is capped. Gently
mix the assay mixture for 5 - 10 seconds and incubate in a 30° C water bath for 30 minutes. Centrifuge samples in a microfuge at
16,000 x g for 5 minutes at 2 - 8° C. Remove a 50 μL aliquot from the supernatant, transfer it to a new tube, and add 5 μL of 5%
Triton-X100. Samples may be analyzed immediately or stored at -20° C in a manual defrost freezer.
Controls: Two control samples must be run for each assay to determine the total amount of cytochrome c that can be released
from mitochondria and the amount of spontaneously released cytochrome c from untreated mitochondria. To two tubes add 15 μL
of protein dilution buffer and 50 μL of Buffer C. Add 12 μL of mitochondria to each tube and incubate in a 30 °C water bath for
30 minutes.
Centrifuge one tube at 16,000 x g for 5 minutes at 2 - 8° C. Remove a 50 μL aliquot from the supernatant, transfer it to a new tube,
and add 5 μL of 5% Triton-X100. This is the background control for spontaneous release of cytochrome c. Do not centrifuge the
second tube. Remove a 50 μL aliquot from the reaction mix, transfer it to a new tube, and add 5 μL of 5% Triton-X100. This is the
total cytochrome c control. Analyze controls with samples immediately or store at -20° C in a manual defrost freezer.
Preparation of samples for assay by the Cytochrome c ELISA: Thaw samples immediately prior to quantifying cytochrome c
with the rat/mouse Cytochrome c ELISA (Catalog # MCTC0). Vortex and then dilute samples 100-fold with the Cytochrome c
ELISA diluent, RD5-18, and vortex again. Assay each sample in triplicate. 50 μL aliquots of the 100-fold diluted sample are
assayed in the 96 well plate provided in the rat/mouse cytochrome c ELISA. See kit instructions for further details.
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