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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 HOIP at
~120 kDa

Source: sheep polyclonal antibody

Reactivity: human; other species not
BaCkground Immunogen: human HOIP (residues tested

1-1072) [GST-tagged]

The linear ubiquitin chain assembly complex Stability/Storage: 12 months at
(LUBAC) mediates linear polyubiquitination Purification: affinity-purified using -20°C; aliquot as required
of proteins (Verhelst et al., 2012) through immobilized immunogen

ubiquitylation of the amino-terminal me-

thionine of ubiquitin, repeated linear chain

the target substrate (Reiser ef al., 2012). It Research Applications and Quality Assurance

is an E3 ubiquitin ligase complex composed Western Immunoblotting: Immunoprecipitation:
of a catalytic subunit HOIP (HOIL-1-interact- Use 1 ug/ml Use 1 ug/mg of cell extract
ing protein) and the two regulatory subunits

HOIL-1  (heme-oxidized  iron-regulatory

protein 2 ubiquitin ligase-1) and SHARPIN IP: HOIP ab Extracts after IP
(SHANK-associated RH domain-interacting

protein) (Verhelst et al., 2012; Tokunaga & ® W -

Iwai, 2012). LUBAC plays an important role S o o 9 S & & 9

in TNF-induced NF-kB signalling (Haas et

al., 2009; Tokunaga et al., 2009) and is in- 191+

volved in inflammatory responses, acquired ~ - |— Hop

and innate immunity, lymphocyte develop- 97 —

ment, interferon production, the genotoxic

stress response, and skeletal conditions. Panel A Panel B

LUBAC has been implicated in various in-

flammatory, infectious and autoimmune Immunoprecipitation Assay:

diseases such as psoriasis-like dermatitis, HOIP was immunoprecipitated from HelLa total cell extracts (1 mg) using various
rheumatoid arthritis, sepsis, and systemic amounts of HOIP antibody (Cat# 68-0013-100) or pre-immune serum (IgG). HOIP was
lupus erythematosus (Tokunaga & Iwai, subsequently detected using a commercially available anti-HOIP antibody (Panel A).

In order to show that all HOIP was immunoprecipitated from the input cell extract, a
Western Blot was carried out using anti-HOIP antibody (Cat# 68-0013-100) on 20ug
of the cell supernatant following immunoprecipitation and no HOIP could be detected

2012). Various tumour tissues show en-
hanced SHARPIN expression which sug-

gest a role for LUBAC in carcinogenesis  pangi B). This demonstrates that 1 pg of the anti-HOIP antibody (Cat# 68-0013-100)
(Jung et al., 2010). can completely deplete HOIP from 1 mg of cell extracts.
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Antibody Production:

Anti-HOIP (human) polyclonal antibody was
raised in sheep against HOIP (residues 1-1072
of human HOIP). The antibodies were puri-
fied by the Medical Research Council Protein
Phosphorylation and Ubiquitylation Unit (MRC-
PPU, University of Dundee, Dundee, U.K.) by
affinity purification of the anti-HOIP pAbs from
the sheep serum using an antigen-agarose
column followed by depletion of any anti-GST
pAbs using a GST-agarose column. Anti-HOIP
(human) pAb was sourced by Ubiquigent di-
rectly from the MRC-PPU.
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Western Blotting Analysis:

HEK293-IL1R expressing cells were incubated with or without IL-18 for varying
amounts of time, HOIP was precipitated from 3 mg cell lysates using immobilised
NEMO (IKKy); NEMO (Cat# 66-1002-050) captures linear and K63-linked ubiquitin
chains. Western Blotting was carried out on eluted proteins using anti-HOIP antibody
(Cat# 68-0013-100). The results show that NEMO captures HOIP from IL1B-stimulated
and not unstimulated cells. HOIP was not captured, when NEMO was replaced by the
polyubiquitin-binding defective mutant NEMO D311N (Cat# 66-1013-050).
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