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Abcam Neddylation Assay Kit (ab139468) provides the means of generating a thioester-linked
NEDDB8-conjugated E2 enzyme, utilizing the first two steps in the NEDD8 cascade, for use in the
NEDDylation of E3 ligases and target substrate proteins (user supplied). A NEDD8-specific
antibody is provided for detection of NEDDylated proteins via SDS-PAGE and western blotting.
This kit provides sufficient material for 20 x 20pL reactions.

NEDDS8 (neural precursor cell expressed developmentally downregulated gene 8) is an ubiquitin-
like protein, with approximately 60% identity to ubiquitin (the highest homology of any ubiquitin-like
protein). Conjugation of mature NEDDS8 (via its exposed C-terminal glycine residue) to specific
lysine residues on a limited number of cellular target proteins via isopeptide bonds, allows
NEDDB8 to play a critical regulatory role in cell proliferation and development.

The NEDDS8 conjugation pathway proceeds by a mechanism analogous to that of the ubiquitin
conjugation cascade, consisting of a dedicated NEDD8 E1 activating enzyme (a heterodimeric
complex consisting of a regulatory subunit APP-BP1 and a catalytic subunit Uba3), E2
conjugating enzyme (UbcH12) and substrate specific E3 ligases.

An increasing number of substrates for NEDDylation, including the tumor suppressors p53 and
VHL, and EGFR have been identified in addition to members of the well-characterized cullin
family of proteins, that play a structural role in ubiquitin E3 ligase complexes such as SCF.

Cullin NEDDylation in SCF complexes is facilitated by the RING domain containing Rbx1 (Roc1)
SCF subunit, which is thought to act as a NEDD8 E3 ligase, and enhances the complex's
ubiquitin E3 ligase activity.

NEDDylation of p53 is mediated by its ubiquitin E3 ligase Mdm2, providing an additional control
mechanism for inhibition of its transcriptional activity. E3 independent NEDDylation of p53 has
also been demonstrated in vitro. Reconstitution of the NEDD8 conjugation pathway in vitro using
recombinant proteins is readily achieved and has been used to investigate a number of NEDD8
modification systems.

Please refer to protocols.



Components

20X Mg-ATP Solution 1 x25ul
2X Non-reducing Gel Loading Buffer 1 x400ul
10X NEDD8 Activating Enzyme Solution 1 x40ul
20X UbcH12 Solution (E2) 1 x20ul
10X NEDD8 Solution 1 x40ul
NEDDS8 Antibody Solution 1 x25pl
10X NEDDylation Buffer 1 x40ul
B A
1 2 NEDD8 modified proteins were detected by Western Blotting using
MW (kDa)

NEDD8 antibody. Results demonstrate formation of NEDD8-
98
64
50

UbcH12 thioester in the presence of Mg-ATP (lane 2) but not when
Mg-ATP is absent (lane1).

An additional higher band (approx. ~ 44kDa) is sometimes
observed, possibly due to NEDD8-NEDDS8 isopeptide linkage
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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.
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Terms and conditions

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