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Lol b3 Colorimetric
RHE #Hrm
H& n Mean SD CV%
Overall 4 2.3%
LA
H & n Mean SD CV%
Overall 3 3.5%
FmER Tissue Extracts, Cell Lysate
o By Sandwich (qualitative)
R 12 ug/ml
6 H 12 ug/ml - 1000 pg/ml
LB Multiple steps standard assay
Fh & I it 5 KR : Human
&5 R pi: Mouse, Rat
7= m Btk ATP synthase (Complex V) is the fifth enzyme of the oxidative phosphorylation (OXPHOS) system

within the mitochondrial inner membrane. ATP synthase is a large protein complex of
approximately 550,000 MW made up of 17 different subunits arranged in a membrane embedded
proton translocating domain (FO domain) and a soluble ATP synthesizing catalytic domain (F 1
domain). Two membrane embedded subunits ATP6 (subunit a) and ATP8 (subunit 8) are
encoded on mitochondrial DNA (mtDNA). All other subunits are encoded by nuclear genomic
DNA, made in the cytosol, and translocated into the organelle for assembly at the inner
membrane. A proton gradient generated by the other enzymes of the OXPHOS system provides
the energy for ATP synthesis by a rotational catalytic method known as the binding change
mechanism. ATP synthase is regulated by Cabland IF1 proteins in response to calcium
concentration and mitochondrial membrane potential respectively.
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ab124539 ATP synthase (Complex V) human profiling kit is an in vitro enzyme-linked
immunosorbent assay (ELISA) for the comparison of ATP synthase levels or profile in cell and
tissue lysates. The assay employs a capture antibody specific for human ATP synthase coated
onto microplate well strips.

Samples are pipetted into the wells and ATP synthase present in the sample is bound to the wells
by the immobilized antibody. The wells are washed and an anti-ATP synthase detector antibody is
added. After washing away unbound detector antibody, an HRP-conjugated secondary antibody
specific for the detector antibody is pipetted into the wells. The wells are again washed, an HRP
substrate solution (TMB) is added to the wells and color develops in proportion to the amount of
ATP synthase bound. The developing blue color is measured at 600 nm.

Optionally the reaction can be stopped by adding hydrochloric acid which changes the color from
blue to yellow and the intensity can be measured at 450 nm.

Species— Human. Rat and Mouse samples are not appropriate, other species are untested.

¥LEA Store all components at 4°C. This kit is stable for 6 months from receipt. Unused microplate strips
should be returned to the pouch containing the desiccant and resealed.
s Microplate
153
FRER Store at +4°C. Please refer to protocols.
A 1 x 96 tests
10X ATP Synthase Detector Antibody 1x1ml
10X Blocking Buffer 1 x6ml
10X HRP Label Tx1ml
20X Buffer 1 x20ml
ATP Synthase Microplate 1 unit
Extraction Buffer (ab260490) 1 x15ml
HRP Development Solution 1x12ml
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Chloramphenicol (20 pM) - 6 day

Signal relative to control (%)

Sandwich ELISA - Human ATP Synthase (Complex
V) Human Profiling ELISA Kit (ab124539)

Zalcitabine (20 uM) -6 day

Signal relative to control (%)

Sandwich ELISA - Human ATP Synthase (Complex
V) Human Profiling ELISA Kit (ab124539)

Human HepG2 cells were cultured in chloramphenicol for 6 days to
ensure a significant effect on mitochondrial DNA replication and
mitochondrial protein translation, respectively. The antibiotic
inhibited mitochondrial protein translation and assembly of
Complexes land IV but had no significant effect on Complex I, lll or
V.

Human HepG2 cells were cultured in NARTI Zalcitabine (ddC) for 6
days to ensure a significant effect on mitochondrial DNA replication
and mitochondrial protein translation, respectively. The drug
reduced mitochondrial DNA levels and hence mitochondrial protein
expression. As a consequence the assembly of Complexes |, llland
IV were severely affected. Note that loss of the two small
mitochondrial DNA encoded subunits of ComplexV (ATP synthase)
does not affect overall assembly. Interestingly an increase in
Complex llwas induced as a consequence of |, lll, IV loss possibly

to up regulate mitochondrial citric acid cycle function.
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1000+ Example sample control curve of serially titrated HepG2 extract in

the working range of the assay.
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Sandwich ELISA - Human ATP Synthase (Complex
V) Human Profiling ELISA Kit (ab124539)

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

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

e Response to your inquiry within 24 hours

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

e 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.cn/abpromise or contact our technical team.

Terms and conditions

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