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Mitochondria Fraction Western Blot Cocktail ab139416
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HaA Mitochondria Fraction Western Blot Cocktail

HOTINDES Cell culture extracts, Adherent cells, Suspension cells, Tissue Extracts, Cell Lysate, Tissue
Homogenate

ExEN 3 Z#: Mouse, Rat, Human

HIOBME Mitochondria Fraction Western Blot Cocktail (ab139416) contains 3 Mouse mAbs each targeting
a specific organelle marker. The presence of mitochondria is determined by Anti-ATP5A ; cytosol
by Anti-GAPDH; and nucleus by Anti-Histone H3 (di methyl K9). This cocktail is suitable for
determining the purity of organelle isolates prior to further characterization.
This product is particularly valuable to researchers working in organelle proteomics. Mass
spectrometry is frequently used in this field to determine the protein content of targeted organelle
isolates. These isolates are obtained using differential centrifugation, density gradient
fractionation, biochemical enrichment, or affinity purification. Unfortunately, the various methods of
purification available for organelle isolation are imperfect and leave behind contaminants from
undesired regions of the cell. These contaminants are inevitable, but being aware of which
contaminants are present is crucial for analysis of mass spectrometry results. The high sensitivity
and species cross reactivity of the antibodies in this cocktail will quickly and easily reveal
impurities caused by imperfect sample preparation.
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REHE Store at +4°C. Please refer to protocols.

nE 200 pl
250X Mitochondria Fraction WB Cocktail 1 x200ul
HRABE ATP5A: Mitochondrion inner membrane. Cell membrane; Peripheral membrane protein;

Extracellular side. GAPDH: Cytoplasm; cytosol. Nucleus. Cytoplasm; perinuclear region.
Membrane. Cytoplasm; cytoskeleton Histone 3: Nucleus. Chromosome.
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WB Use at an assay dependent concentration.
Suggested working concentration: 1/250 dilution

&
PSR Developed using the ECL technique; Performed under reducing
- - Al @ i : conditions; Exposure time: 5 mins ; All blocking and antibody
150 | == incubation steps were done in 5% milk, 20 mM Tris-HCI, 0.1%
100 (W TWEEN-20
) -
- Sample 1: Marker
» . - » Samples 2-5: MHH (Mouse heart homogenate) Whole Tissue
,: = Lysate — 20 pg
15— . |-
10— Primary:
- Lane 1: none
Westem Blot for Mitochondrial Antibody Cocktail — Lane 2: Anti- ATPSA antibody — Mitochondrial Membrane Marker
Component Separation Lane 3: Anti- GAPDH antibody — Cytosolic Membrane Marker

Lane 4: Anti-Histone H3 (di methyl K9) antibody — Nuclear
Membrane Marker

Lane 5: Assembled Mitochondrial Membrane Antibody Cocktail

Secondary:ab131368 at 1/1000 dilution

Predicted ATP5a band size: 60 kDa
Observed ATP5a band size: 55 kDa

Predicted GAPDH band size: 37 kDa
Observed GAPDH band size: 37 kDa

Predicted Histone H3 (di methyl K9) band size: 17 kDa
Observed Histone H3 (di methyl K9) band size: 17 kDa
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: : 4 s Sample Preparation: Hel a cell lysate prepared using the

s ; Membrane Fractionation Kit (ab139409); Developed using the ECL
" - technique under reducing conditions; Exposure time: 5 mins;
: Blocking and antibody incubation steps done in 5% milk, 20 mM
- G . Tris-HCI, 0.1% TWEEN-20
e
il Lane 1: Marker
3 — Lane 2 : HeLa Whole Cell Lysate - 20 pL
> - - - - Lane 3 : HeLa Cytosolic Fraction Lysate - 20 L
» : ; Lane 4 : HeLa Membrane Fraction Lysate - 20 pL

Lane 5 : HeLa Nuclear Fraction Lysate - 20 yL

Westem Blot for Mitochondrial Antibody Cocktail —

Hela Fractions All Lanes:
Anti- ATP5A antibody — Mitochondrial Marker — 1/250 dilution

Anti- GAPDH antibody — Cytosolic Marker — 1/250 dilution
Anti-Histone H3 (di methyl K9) antibody — Nuclear Marker — 1/250

dilution

Secondary: Goat polyclonal to Mouse IgG (ab6789) — H&L — Pre-
Absorbed (HRP) at 1/10000 dilution

Observed ATP5a band size: 55 kDa
Observed GAPDH band size: 37 kDa
Observed Histone H3 (di methyl K9) band size: 17 kDa

L4 %9 A Developed using the ECL technique; Performed under reducing
conditions; Exposure time: 3 mins; All blocking and antibody
incubation steps done in 5% milk, 20 mM Tris-HCI, 0.1% TWEEN-
20

“ -“ Sample 1: Marker

Sample 2: HHH Whole Tissue Lysate - 20 ug

2: ; Sample 3: Hela Whole Cell Lysate — 20 ug
Sample 4: MHH Whole Tissue Lysate - 20 ug
D ——— -
. - Sample 5: NIH3T3 Whole Cell Lysate — 20 ug
Sample 6: RHH Whole Tissue Lysate — 20 ug
Westem Blot for Mitochondrial Membrane Antibody Sample 7: HIC2 Whole Cell Lysate — 20 ug

Cocktail — Cross Reactivity
All Lanes:

Anti- ATP5A antibody — Mitochondrial Marker — 1/250 dilution
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Anti- GAPDH antibody — Cytosolic Marker — 1/250 dilution
Anti-Histone H3 (di methyl K9) antibody — Nuclear Marker — 1/250

dilution

Secondary: ab131368 at 1/1000 dilution

Observed ATP5A band size: 60 kDa

Observed GAPDH band size: 37 kDa
Observed Histone H3 (di methyl K9) band size: 15 kDa

Please note: Al products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

Replacement or refund for products not performing as stated on the datasheet
Valid for 12 months from date of delivery

Response to your inquiry within 24 hours

We provide support in Chinese, English, French, German, Japanese and Spanish
Extensive multi-media technical resources to help you

We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.co.jp/abpromise or contact our technical team.

Terms and conditions

Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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