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Degrader-dependent polyubiquitination of recombinant BRD4. The so-called “hook effect” is clearly evident.

ASSAY COMPONENT PRODUCT NAME CATALOG NUMBER

E3 Ligase Complex Human CUL4/RBX1/DDB1/CRBN E3-650

E2 enzyme Human UBE2D1 E2-616

El enzyme Human UBE1 E-304

Ubiquitin Human Ubiquitin U-100H

ATP ATP Disodium Salt Tocris #3245

BRD4 Substrate Human His10-FLAG-BRD4 (49-460) SP-600

Degrader AKE-212

» E3 Liagase Enzymes

PRODUCT NAME CATALOG NUMBER PRODUCT NAME CATALOG NUMBER \0a lug 2ng

CUL1/RBX1 E3-410 Elongin B/C-VHL E3-600 s —
CUL2/RBX1 E3-420 VHL/ELOB/ELOC/CUL2/RBX1 E3-655 sl TP
CUL3/RBX2 E3-430 RNF114 E3-304 I
CUL4A/RBX1 E3-440 MDM2 E3-204 57— —
31 — [———
CUL5/RBX2 E3-450 CUL1(NEDD8)/RBX1 E3-411 - -
DDB1/CRBN E3-500 CUL2(NEDD8)/RBX1 E3-421 “ £L05
e
CUL4A/RBX1/DDB1/CRBN E3-650 CUL3(NEDD8)/RBX1 E3-431 s~ j—
SKP1/SKP2 E3-521 CUL4(NEDDS8)/RBX1 E3-441 SDS-PAGE gel stained with colloidal
SKP1/FBXO7/CUL1/RBX1 E3-526 CUL5(NEDD8)/RBX2 E3-451 Coomassie blue with 1 pgand 2 ug
loading of CUL2/ RBX1/ELOB/
ELOC/VHL (Cat. No. E3-655)
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» Tandem Ubiquitin Binding Entities (TUBES)
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I: inputsample (amount of chain, prebinding to resin) Note: K63-linked tetraubiquitin
S: supernatant after reaction (unbound chain) chains migrate at a lower MW
B: material bound to/eluted from TUBE-agarose than other linkages.
TANDEM UBIQUITIN BINDING ENTITIES
PRODUCT NAME CATALOG NUMBER Assay Tools for TPD
) — SIMPLE WESTERN™
Recombinant Human Ubiquilin 1 Tandem UBA (TUBE2) Agarose AM-130-250 GEL-FREE, BLOT-FREE, HANDS-FREE WESTERN BLOTS
Recombinant Human HR23A Tandem UBA (TUBE1) Agarose AM-125-250
Recombinant Human His6-Ubiquilin 1 Tandem UBA (TUBE2) UBE-110-250
Recombinant Human His6-HR23A/Rad23A Tandem UBA (TUBE1) UBE-210-250
Recombinant Human HR23A/Rad23A Tandem UBA (TUBE1) Biotin UBE-215-250
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