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This antibody was developed and Physical Characteristics
validated by the Medical Research
Council Protein Phosphorylation and Quantity: 100 g Formulation: phosphate-buffered
Ubiquitylation Unit (University of c tration: to b ded saline

oncentration: 10 be providea on
Diaekzs, ke, L. shipping Specificity: detects PINK1 at ~63 kDa
Source: sheep polyclonal antibody Reactivity: human

BaCkground Immunogen: human PINK1 Species cross reactivity: mouse

. N . . (residues 175-250) [GST-tagged]
Protein ubiquitylation and protein phospho- Stability/Storage: 12 months at

rylation are two major post-translational Purification: affinity-purified using -20°C; aliquot as required
modifications that regulate the functions immobilized immunogen

of proteins in eukaryotic cells. However,

these modifications do not operate in-
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quently interlinked to enable biological pro-

cesses to be controlled in a more complex Western Immunoblotting: Immunoprecipitation:

and sophisticated manner. Studying how Use 1.0 pg/ml Use 5.0 ug/mg of cell extract
protein phosphorylation events control

the ubiquitin system and how ubiquityla-

tion regulates protein phosphorylation has
become a focal point of the study of cell

regulation and human disease. Cloning of . e S &&

PTEN Induced putative Kinase 1 (PINK1) ime ST s et e oo

was first described by Unoki and Nakamu- -

ra et al. (2001). PINK1 is a mitochondrial PINKI1 e e - - PINK1
serine/threonine kinase involved in the nor- P oG

mal function and integrity of mitochondria, & SEiEhlet

PINK1 reduces neuronal apoptosis through
a reduction in cytochrome c release from

mitochondria and subsequent activation of L .
Immunoprecipitation Assay:

caspase 3 (Petit et al., 2005). PINK1 has HEK293 cells were stimulated at the indicated time points with 10 mM of CCCP.
been shown to phosphorylate Parkin at HEK293 whole-cell lysates (1 mg) were immunoprecipitated with anti-PINK1 an-
Ser65 located in its Ubl domain which leads tibody (Cat# 68-0019-100) or pre-immune IgG covalently coupled to protein G
to a marked activation in the activity of the Sepharose and resolved by 8% SDS-PAGE. Immunoblotting was performed with
E3 ligase (Kondapalli et al., 2012). PINK1 a commercially available anti-PINK1 (full length) antibodly.

activation of Parkin catalyses K63-linked
polyubiquitylation and enhances parkin-
mediated ubiquitin signalling through the
I-kappa-B kinase/nuclear factor kappa-B
(NF-kappa-B) pathway. It is thought that

Continued on page 2
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deregulation of this pathway through Par-
kinson’s Disease (PD)-linked mutations in
PINK1 is the cause of PD pathogenesis
(Sha et al., 2010). PINK1 controls Parkin
E3 ligase activity not only by phosphory-
lating Parkin, but also by phosphorylating
ubiquitin — both at Ser65. It is thought that
phosphorylation of Parkin serves to prime
the E3 ligase enzyme for activation by ubig-
uitin (pSer65) (Kazlauskaite et al. 2014).
USP30 (a deubiquitylase (DUB) localized
to mitochondria) antagonizes mitophagy
driven by Parkin and PINK1. Parkin ubig-
uitylates and tags damaged mitochondria
for clearance. USP30 removes ubiquitin
attached by Parkin onto damaged mito-
chondria and blocks Parkin’s ability to drive
mitophagy. Thus USP30 inhibition is po-
tentially beneficial in Parkinson’s disease
by promoting mitochondrial clearance and
quality control (Bingol et al. 2014).

Antibody Production:

Anti-PINK1 (human) polyclonal antibody was
raised in sheep against PINK1 (residues 175-
250 of human PINK1). The antibodies were
purified by the Medical Research Council Pro-
tein Phosphorylation and Ubiquitylation Unit
(MRC-PPU, University of Dundee, Dundee,
U.K.) by affinity purification of the anti-PINK1
pAbs from the sheep serum using an antigen-
agarose column followed by depletion of any
anti-GST pAbs using a GST-agarose column.
Anti-PINK1 (human) pAb was sourced by
Ubiquigent directly from the MRC-PPU.
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