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SUMOylation Assay Kit (ab139470) provides a means of generating SUMOylated proteins in
vitro, by covalent linkage of the carboxy-terminal of SUMO-1, -2 or —3 to specific lysine residues
on the target protein via isopeptide bonds, using the SUMOylation enzyme cascade. A control
target protein is provided together with all other necessary components. SUMO specific
antibodies are provided for detection of SUMOylated proteins via SDS-PAGE and western
blotting. This kit provides sufficient material for 20 x 20pL reactions.

Suggested uses for the SUMOylation assay kit include:

1) SUMO-modification of specific proteins in vitro. Allow investigation of the effect SUMOylation
has on enzyme function, stabilization, protein:protein interactions and, hence, it's role in regulation
of cellular processes, such as the p53 tumor repressor and NF-B pathways.

2) Demonstrate novel proteins are potential targets for SUMOylation under in vitro conditions.
Starting point for examining the role SUMOylation of a protein might play in vivo.

3) Generate substrates for deSUMOylating enzymes, such as SENP1 and SENP2.

4) Test proteins for SUMO E3 ligase activity: does it facilitate or enhance SUMOylation of specific
target proteins, particularly under conditions/enzyme concentrations that more closely represent
those in vivo.

5) Addition of known SUMO E3 ligase to facilitate/enhance target protein SUMOylation,
particularly under conditions/enzyme concentrations that more closely represent those in vivo (e.g.
RANBP2, shown to be a ligase for SP100 SUMOylation).

6) SUMOylation of proteins in cell lysates or crude fractions/preparations to facilitate investigation
of their role/function in complex solutions.


https://www.abcam.cn/products/assay-kits/sumoylation-assay-kit-ab139470.html#description_references

7) Assay SUMOylation of known proteins in specific lysates (confirm with target protein specific
antibodies).

8) Use of cell lysate or crude fractions/preparations as source of SUMO E3 ligases to facilitate
SUMOylation of purified target proteins in the presence of SUMOylation kit components.

¥LEA The mechanism for SUMO conjugation is analogous to that of the ubiquitin system, relying upon
utilization of E1, E2 and E3 cascade enzymes. SUMO modification of target proteins is involved
in nuclear protein targeting, formation of sub-nuclear complexes, regulation of transcriptional
activities and control of protein stability.

A short sequence containing the consensus Y-K-X-D/E (where Lysine is the modified amino acid,
Wis a large hydrophobic residue and X is any amino acid residue) is thought to be necessary for
the protein SUMOylation to occur.
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FHiiH Please refer to protocols.
A 20 tests
10x SUMOylation Buffer 1 x40ul
20X Mg-ATP Solution 1 x25ul
20x RanGAP1 Fragment (Human, Recombinant) 1 x20ul
20X SUMO Activating Enzyme E1 1 x20ul
20X SUMO1 (Human, Recombinant) 1 x20ul
20X SUMO2 (Human, Recombinant) 1 x20ul
20X SUMO3 (Human, Recombinant) 1 x20ul
20x Ubc9 (SUMO E2) (Human, Recombinant) 1 x20ul
SUMO1 Rabbit Polyclonal Antibody 1 x 25l
SUMO2/3 Rabbit Polyclonal Antibody 1 x 25yl
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De La Cruz-Herrera, Caros F et al.

PLoS pathogens vol. 14,7 €1007176.
(2018)

Functional Studies - SUMOylation Assay Kit
(ab139470)

De La CruzHerrera, Carlos F et al., PLoS pathogens?
vol. 14,7 e1007176., Fig 8,
doi:10.1371/journal.ppat.1007176

Westem Blot of SUMOylation Assays for RANGAP1

control target and SP100/p53 target proteins.

In vitro SUMOylation assays were performed using Abcam
SUMOylation Assay Kit with SUMO1 (left panels) and E.coli purified
full length p53 as a substrate.

Assays set-up and run as described in “Assay Protocol”.
SUMOylated proteins were detected by Western Blotting on
SUMOylation assays containing A: RANGAP1, B: p53 and C:
SP100 target proteins with 1: SUMO1, 2: SUMO2 and 3: SUMO3
substrates using the appropriate SUMO antibody assays.
SUMOylation assays set-up and run as described in “Assay

protocol”.

Results demonstrate the formation of SUMOylated target proteins of
the expected size in all ATP containing reactions. The absence of
such conjugates in —ve control reactions demonstrates that their
formation is ATP dependent (required for E1 activation) and hence

derived from the SUMO cascade.

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
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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


https://www.abcam.cn/abpromise
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