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Ubiquitin-Proteasome System & PROTACSs Research
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Q@ Z=tEBQEHMIL (Ubiquitinated/SUMOylated Protein Isolation)

UBIQAPTURE-Q" kit

o SHMMEEEH | BRI Mono- B2 Poly-ubiquitinated EAE -
o iEFZIEIEARLER! | [f Cellftissue lysates LLF} » JRA]#E A TE in vitro 148 !1
ubiquitinylation B9 & FEE 1L o

o FLHEEEZ  FERf Ubiquitinylated-protein lysate » HRP-conjugated
anti-ubiquitin Ab + B] 533l 1 & B Bk ¥4 FR#EFN Western blot /&3 o

o RENEIEH  REFRZETE
— FrontImmunol. 2021 Jan 26;11:616141. PMID: 33574820

— Nucleic Acids Res. 2020 Dec 2;48(21):12085. PMID: 33166399
— NatCommun. 2020 Apr 28;11(1):2056. PMID: 32345963

98—y

E & & ERtiE 2k
#1tZF={LE B G (purify Ubiquitinylated proteins) UBIQAPTURE-Q® kit ﬁ 20 tests
i1k vz EEEBE (purify SUMOylated proteins) SUMO-QAPTURE-T® kit 10 tests

@ HEANZFILRFE (In Vitro Ubiquitination/SUMOylation )

SUMOylation kit

o RFEIRE : 1.5 /N\BFABIAI e EE > ARRLEHMEAEES -

o RIEFGE  (EFZWMELEREIR] TR (Mix — Incubate —
Quench — Analyze) o

o RZENEIER  REFRZETE
— Cell Death Dis. 2021 Apr 1;12(4):341. PMID: 33795649

— PNAS. 2020 Sep 22;117(38):23588. PMID: 32900933
— SciAdv. 2020 Mar 25;6(13):eaaz0361. PMID: 32232156

A

EL
J Western blot analysis of

ubiquitin enrichment of
lysate derived
ubiquitinylated proteins.
All fractions were
detected by western
blotting using the
provided ubiquitin-
conjugate specific HRP-
linked antibody.

SM: Starting Material

UF: Unbound Fraction
WA: Wash Fraction

EL: Elution Fraction

&5

BML-UW8995A-0001
BML-UW1000A-0001

Western blot of SUMOylation
assays for control RanGAP1 target
protein. Detected by SUMO-2/3,
PAbL (BML-PW9465).

RanGAP1-SUMO-2 and
RanGAP1-SUMO-3 conjugates

+— SUMO-2 and SUMO-3

ERAE ERai 2E
REREMZEILEZERAE (in vitro Ubiquitination assay) Ubiquitinylation kit 1 kit

HAERER/NZEIEERE (n vitro SUMOylation assay) SUMOylation kit & 20 tests
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https://www.enzolifesciences.com/BML-UW8995A/ubiqapture-q-kit/
https://www.enzolifesciences.com/BML-UW1000A/sumo-qapture-t-kit/
https://www.enzolifesciences.com/BML-UW9920/ubiquitinylation-kit/
https://www.enzolifesciences.com/BML-UW8955/sumoylation-kit/
http://www.blossombio.com/
http://www.blossombio.com/
https://www.blossombio.com/
https://www.facebook.com/blossombiotechnologies
https://page.line.me/434cylci
https://pubmed.ncbi.nlm.nih.gov/33574820/
https://pubmed.ncbi.nlm.nih.gov/33166399/
https://pubmed.ncbi.nlm.nih.gov/32345963/
https://pubmed.ncbi.nlm.nih.gov/33795649/
https://pubmed.ncbi.nlm.nih.gov/32900933/
https://pubmed.ncbi.nlm.nih.gov/32232156/

® Z=1tEBEEA (Ubiguitinated/SUMOylated Protein Detection)

Ubiquitination & SUMOylation Anfibodies

BF% [ZEtEAERANE ] RINERERSURKRA  BBRESFARE R

BHEBEESRNEEEREMNERZMIIE

Ubiquitinated protein and
Free ubiquitin

Mono- & Poly-ubiquitinated
protein and Free ubiquitin

Mono- and Poly-ubiquitinated

protein

Poly-ubiquitinated protein

Sumo 1

Sumo 2 and Sumo 3

Product

Anti-Ubiquitin antibody

Anti-Ubiquitin antibody
[EPR8830] (Recombinant)

Ubiquitin monoclonal antibody
(P4D1)

Mono- and polyubiquitinylated
conjugates recombinant
monoclonal antibody (UBCJ2)

Polyubiquitinylated conjugates
monoclonal antibody (FK1)

Anti-Sumo 1 antibody [Y299]
(Recombinant) - ChIP Grade

Anti-Sumo 2 + Sumo 3
antibody

Specificity

Human, Rat

Mouse, Rat, Human

Species independent

Species independent

Species independent

Human, Mouse, Rat

Human

Application

ICC, IHC-P

ICC/IF, WB, IHC-P. FCM

HC, IP. WB

ELISA, FCM, ICC, WB

ELISA, IHC, WB

ChlIP. WB, IHC-P, ICC/IF,
FCM, IP

ICC/IF, WB, IHC-P

apb7780

ap134953

BML-PW0930

ENZ-ABS840

BML-PW8805

ap32058

ap3742

@ EHIEREEEDHT (Proteasome Activity Assay )

Proteasome Activity Assay Kit

o ARSI : FIFH AMC-tagged proteasome substrate i
Proteasome TR FETE » BNRJ#EREAIEHAE R (free
AMC) #£5E Proteasome &M o

o ERKEEZR * Kit B&FfT Jurkat cell lysates 1 A& Positive control ©

o RZNEHEA  REFZETE
— CellRep. 2021 Apr 13;35(2):108983. PMID: 33852870

— Cancer Sci. 2021 Jan;112(1):133. PMID: 33067904
— FASEBJ. 2020 Dec;34(12):16276-16290. PMID: 33078455

-& |nhibitor
-e- No Inhibitor

RFU (350/440 nm)

o
o
=]

0O 5 10 15 20 25 30 35 40 45 50 55
Time (min)

EmEE BE &k

Proteasome activity measured by Proteasome Activity Assay

Kit (ab107921) in Jurkat lysate.

Proteasome Activity Assay Kit 100 tests ab107921

BERERREHEEDN
Proteasome [ Ubiquitin
METHEEE  SIES -
EHRERBENDTFENESF
BRI EBRERES

Proteostasis Research Tools Agonists, Activators, Antagonists

and Inhibitors

Proteins and Peptides



https://www.abcam.com/ubiquitin-antibody-ab7780.html
https://www.abcam.com/ubiquitin-antibody-epr8830-ab134953.html
https://www.abcam.com/sumo-1-antibody-y299-chip-grade-ab32058.html
https://www.abcam.com/sumo-2--sumo-3-antibody-ab3742.html
https://www.abcam.com/proteasome-activity-assay-kit-ab107921.html
https://www.enzolifesciences.com/BML-PW0930/ubiquitin-monoclonal-antibody-p4d1/
https://www.enzolifesciences.com/ENZ-ABS840/mono-and-polyubiquitinylated-conjugates-recombinant-monoclonal-antibody-ubcj2/
https://www.enzolifesciences.com/BML-PW8805/polyubiquitinylated-conjugates-monoclonal-antibody-fk1/
https://www.enzolifesciences.com/platforms/proteostasis/
https://www.abcam.com/products?sortOptions=AlphabeticalOrder&selected.classification=Proteins%20and%20Peptides&selected.researchAreas=Cell%20Biology--Proteolysis%20%2F%20Ubiquitin--Proteasome%20%2F%20Ubiquitin
https://www.abcam.com/products?sortOptions=NumberOfReferences&selected.classification=Agonists%2C%20activators%2C%20antagonists%20and%20inhibitors&selected.researchAreas=Cell%20Biology--Proteolysis%20%2F%20Ubiquitin--Proteasome%20%2F%20Ubiquitin
https://www.blossombio.com/contact.html#sales
https://www.blossombio.com/contact.html#sales
https://pubmed.ncbi.nlm.nih.gov/33852870/
https://pubmed.ncbi.nlm.nih.gov/33067904/
https://pubmed.ncbi.nlm.nih.gov/33078455/

[EVViLy | cisbio
PROTAC s Z24))Ei

Cisbio (part of Revvity) BB EER0E Y 9 F 1815 —— HIRF Ed ALPHA » ] FE A 5% PROTACS (proteolysis
targeting chimeras) ZE4) 538 » A LU PROTAC Z24/)ER E3 &3R8 (E3 ligase) 1B 1R & B (protein of interest,
PO BIFES ' e ETTEHEREAMRBNTEENN - EERBREEBELSNETE EEeERERSMAZEELR
FE ! ZFKits & Toolbox Al * mEM R EE T BERAE K -

HTRF Assay

@ HIRF{SAIFRIZHEEEFE R (LL Cereblon binding assay £l )

Screening of PROTAC compounds (Cereblon-ligand based). Various PROTAC compounds, known to be PROTAC Cereblon-ligand based,
were added to the assay. BSJ-04-132, BSJ-03-123, dBRD?, TL13112, and MT802 display the right potency in good correlation with the literature.
AT1 and CM11, two non-specific compounds, well known to be PROTAC VHL-ligand based, had no effect on the assay.

Excitation
320/340 nm ‘ é
% /-\ HTRF or /
Emission , ”
665 nm

V
/ Thalidomide-
/ Red

Anti-GST
Eud+ Cereblon protein

antibody GSTtagged

HTRF Ratio

Cereblon ligands

PROTAC compounds

/g’\c

oo = e N
EmETE 2% = ~o- TL13712 IC50 = 1.1 uM (ALK PROTAC ligand; pomalidomide-based)
-+

log[Compound], M
dBRD9 IC50 = 0.7 uM (BRD9 PROTAC ligand; pomalidomide-based)

BSJ-04-132 IC50 = 0.48 uM (CDK6 PROTAC ligand; thalidomide-based)
IC50 = 1.2 uM (CDK4 RPOTAC ligand; thalidomide-based)
- MT802 IC50 = 1.1 uM (BTK PROTAC ligand; pomalidomide-based)
® ATI1 (BRD4 PROTAC ligand; VHL-lagand based)
x CM11 (VHL PROTAC ligand; VHL-lagand based)

Cereblon binding kit 500 tests 64BDCRBNPEG

@ HTRF Toolbox

Donor fluorophore

Acceptor fluorophore

Protein A-Eu cryptate
Streptavidin-Eu cryptate
Streptavidin-To cryptate

MAb Anti 6HIS-Eu cryptate

MAb Anti 6HIS-Eu cryptate Gold
MADB Anti 6HIS-Tb cryptate

MAb Anti 6HIS-Tb cryptate Gold
MADb Anti cmyc-Eu cryptate
MADb Anti cmyc-Tb cryptate
MADb Anti DNP-Eu cryptate

MAb Anti FLAG M2-Eu cryptate
MADb Anti FLAG M2-Tb cryptate
MAb Anti GST-Eu cryptate

MADb Anti GST-Tb cryptate
MADb Anti HA-Eu cryptate
MADb Anti HA-Tb cryptate

MAb Anti Human Kappa-Eu cryptate

MADb Anti MBP-Eu cryptate

MADb Anti MBP-Tb cryptate

PAb Anti Human IgG-Eu cryptate
PAb Anti Human IgG-Tb cryptate
PAb Anti Mouse IgG-Eu cryptate

PAb Anti Mouse IgG-Tb cryptate

PAb Anti Rabbit IgG-Eu cryptate

PAb Anti Rabbit IgG-Tb cryptate

Ubiquitin-Eu cryptate

Protein A-XL665
Streptavidin-d2
Streptavidin-XL665
MAb Anti 6HIS-d2
MAD Anti 6HIS-XL665
MAb Anti cmyc-d2
MADb Anti cmyc-XL665
MADb Anti DNP-XL665
MAb Anti FLAG M2-d2
MAb Anti FLAG M2-XL665
MADb Anti GST-d2

MADb Anti GST-XL665

MADb Anti HA-d2

MAb Anti HA-XL665

MAb Anti Human Kappa-d2
MAb Anti MBP-d2

Pab Anti Human IgG-d2
PAb Anti Human IgG-XL665
Pab Anti Mouse d2

PAb Anti Mouse IgG-XL665
PAb Anti Rabbit IgG-d2
PAb Anti Rabbit IgG-XL665



https://www.cisbio.net/
https://www.cisbio.net/cereblon-binding-kit-44892

ALPHA Assay

@ ALPHAERIRIBETEE R (LL VHL:PROTAC:p38a ternary complex formation {5l )

VHL:SJFo/6:p38a ternary complex assay. His-p38a and GST-VHL were incubated in the presence of increasing concentrations of SUFa and
SJF3 and the extent of ternary complex formation was assessed by AlphaLISA. When incubated with p38a, a significant p38a.:SJFa:VHL ternary
complex could be detected. With SJF8, no such ternary complex was detected. © Smith BE, et al. Differential PROTAC substrate specificity
dictated by orientation of recruited E3 ligase. Nat Commun. 2019 Jan 10;10(1):131. PMID: 30631068

. e <

Alpha Glutathione GST-VHL PROTAC
Donor beads

@ ALPHA Toolbox

- Anti-DIG - Anfi-rat IgG
- Anti-DNP Glutathione (GSH)

- Anti-FLAG® Human IgG (Fc-
~ Anti-GFP Tt

_ Anti-HRP - Nickel Chelate

- Anti-humanige ~ ProfeinA
(Fc-specific) Strep Tactin®

- Antfi-mouse IgG Streptavidin

- Anti-rabbit IgG

Product Catalog
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AlphallSA Signal
(arbitrary units)

Hisg-p38a Anti-6xHis AlphaLISA
Acceptor beads

log[PROTAC], M

Acceptor beads

- Anfti-6x His - Anfi-human IgG (Fc-specific) - Anfti-V5

- Anti-chickenIgY - Anti-humanIgG1

Glutathione (GSH)

- Anti-c-myc - Anti-human IgG2 (isotyping) Human IgG (Fc-fragment)

- Anti-DIG - Anfi-human IgG4

LCA (Lens Culinaris Agglutinin)

- Anti-DNP - Anti-Maltose-Binding Protein (MBP) Nickel Chelate

- Anti-FITC - Anti-mouse IgG
- Anti-FLAG® - Anti-Protein C tag
- Anti-GFP - Anti-rabbit IgG

- Anti-GST - Anti-rat IgG

- Anfi-HA - Anti-sheep IgG

- Anti-HRP

== www.blossombio.com g
il X : ; T £
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ALPHA

Protein A
Protein G
Protein L
Strep Tactin®
Streptavidin
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https://pubmed.ncbi.nlm.nih.gov/30631068/
https://www.cisbio.net/media/asset/1/4/145833__105765_flyer_protac.pdf
http://www.blossombio.com/pdf/promotion/CAT202003_v2-PerkinElmer%20Cisbio%20HTRF%20Assays%20Product%20Catalog.pdf
http://www.blossombio.com/pdf/promotion/CAT201805-PerkinElmer%20Alpha%20Technology.pdf
http://www.blossombio.com/
http://www.blossombio.com/
https://www.facebook.com/blossombiotechnologies
https://page.line.me/434cylci
https://www.blossombio.com/
https://www.blossombio.com/contact.html#sales



