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© [ETH CRISPR/Cas9 i N\: ER/EEIULNAREER, HRUMK

©  Sub-attomole BREHE: BWER, EBENVRFEMKFNER, LMHEE >7 logs

BRARERRRE

HIBIT 2—F M NanoLuc® EXREEITEMN 11 NEERMAMNAIRS, TLUEEIMEFMENED (POI) , TI7E 10 S EREN
BAEREYANRFRTEN, ZAERETFEAEIE NanoBiT HA, @A SE— ML EENEXREATE LgBIT, HEY
RES HIBIT 55, FE—HREEELERE, AEARBREVEENERTTERARNALES.
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Step1. A HIBIT fRE4RICRM BiREH
Low by 3 57 TR5IE
HIBIT B & RIARE:
+ HiBiT CMV-neo Flexi® Vectors #{KZ5) | N2391, N2401, N2411
+ PBIT3.1 HIBIT MCS Vectors H#A%5) | N2361, N2371, N2381
Fk—: BREEG | O R TR -
TAEX LRI ERE;
) BERANTRE. FUGENE® HD FUGENE® 6 FUGENE °® 4K
E2311 | 1ml E2691 | 1m E5911 | 1ml
E2312] 5 x 1ml E2692| 5 x 1ml E5912 5 x 1ml
E2693 | 0.5ml

Fi%Z: A CRISPR/
Cas9 Knock in #ARE
A HiBIT #R&E#H TR
MRIX [1EF]

R, 8. BRR,
=B SN RIRE
BAKE.

@ Promega 21t 100+ X374 TEEARAIEN A E HIBIT CRISPR M E.
@ HEZ Promega EFHi#EEHRBRNABE,
® £% Promega RIHE{EIES DIY B175M CRISPR 2ERIA.

Step 2. #&illl HiBIT fRiCHIENER

ETHUAREN

ICC, pull-down B9755%
B HIBIT /%5 EH.,

W7 E R IR%I%x
. = . N3030 | 10ml
. Bk, R ol . ) i
;\” N @ﬁﬂﬁiBifgggiggm Nano-Glo® HiBiT Lytic Detection System N3040 | 100ml
os ¢ e " ° N3050 | 10 x 100m!
AREIGN
LgBiT EHFIXTA:
LgBiT RiAFH & RERIX LgBIT IR | LgBiT mRNA EBEX RS
LgBIiT Expression LgBIiT Expression Stable | ViaScript™ LgBiT
Vector [CMV / Hygro] Cell Line mRNA Delivery System
. . N2681 | 20 pg N2627 | 2 vial NE1120 | 10 plates
. “ N FRED, CRARNN NE1130 | 10 plates
¥ HIBIT ix%$EH, HEH NE1140 | 5X10 plates
FUo ML LgBIT A,
N & N TR 72 /NBY L SR SERT AR R | R4
mamsyey | DO 2R o
° 0-2 /BT A& 2-24 INEFAE 2-72 INESHR T
Nano-Glo® Live Cell Nano-Glo® Vivazine™ Nano-Glo®
Assay System Substrate Endurazine™ Substrate
N2011 | 10ml N2580 | 0.1 ml N25701| 0.1 ml
N2012 | 100ml N2581 | 1ml N2571 | 1ml
N2013 | 10X100ml N2582 | 10ml N2572 | 10ml
/.% FERME, ERFMRE N2420 | 10ml
% -0 EH S WERIAH HIBIT | Nano-Glo® HiBiT Extracellular Detection System N2421 | 100ml
> INTEA= I N2422 | 10 x 100ml
HELIME
HUEN E HIBIT #rS/l S . .
g’gjidm\uH'B'T ERE | \2n0-Glo® HIBIT Blotting System N2410 | 100ml
ENzie il
“ HATEAZNE TR
Il @it
N M, GUBELWB, P, |\ LT Monoclonal Antibody N7200 | 100ug

N7210 | 5 x 100ug
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Degradation profile
T 1™ Quantitative parameters for rank ordering
T y = (yo—Plateau)e ™ + Plateau
x * Rate of degradation
Doy = Degradation Rate

D max

e Timeat D,

iﬂ:lareuw 0.1(D,0) 4 oyt
Plateau %, |\...._..<... = ]
—  rimear s
Drmax

EE . 3 HEK293 #RAEth BRD3 & H 1T AR HIBIT ARi2, AERERARK MZ1 LB E X SR KT 24 /NSRS, AMBRINSHTER,
WEHEARBRNNNESH, FIMERERRE, KRAEBEE ( D ) , ZRXEEKEFLNE ( Time at D, ) %, HEUHN, REREZVMLEEX
2 Do MBTEIRE, EUX FELRERN, MREFMENCNNERHRZMEREBIAZT Do, SHMIIZY potency BIFIYT, L2 D]
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C. . D
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« B AHBIT #/RZHRICH Ikaros EHEN FRUESVFES KELEZ RIS SEERT

+  [EB. BN 5 CellTox™-Green SN (BEREMEN ) BHHT

« B C. 24 /NWEIAZE T HITRMERNE, Z CellTiter-Fluor™ 5EH10M (FEMMAEEHES)

« B D. 24 /N\NEEHEE T HITHREENGE, EM CellTiter-Glo® (CTG) 5EN#M (£HAE ATP KF)
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Lumit® Immunoassay Cellular Systems

——NEEREXRAEERN (FEEILRE
—\/\\\IZ-E %Tﬁ/ m*ﬂlﬁlfﬁ, ;E;%%E'f‘bE

) ZHBE PRV AR
LISA

BRELH |

FERNA TN EEHEBEENBERNSES, 1l Western blotting F1 ELISA, Lumit® iy R 2—fh & B R, EF SR,
Ri%IRE EYRARERN G %, ENSEEMENZ TS EERHE (HTS)EEMARZSHTERFRMNBMLAINEHIEA,

BARRE

Lumit® Immunoassay Cellular System (ICS) TIAERIXEEH
R AR D, ERAKERNMAEKNESNBRAES

HE., ZEZZDES Lumit® Z#H, SRR, MERLE, X
A5 NanoBiT® & SmBIT #l LgBiT {188, AR

AR NEEAN—7 (WERES—FNEBENR) . RBAH
ERBRANENRLEEERSAN—RMIRE, AJF Lumit® =

FURBIX M AP B —4, M LgBiT 1 SmBIT & 5iE, HF
eI £ R RES NEIEENE,

AE . LA SMARCA4 BFEfR A%, I PROTAC /&, SMARCA4 BB # MR,
EHES TR,

R RE
©) @ ©)
PIPNES 2l HARH MAfE
PROTACs 1° Abs
Lad vore rabbit
S P Es

Tl €| A A
j qﬁ Proteasome t ant-POI ant-POI

Toaay “ m tja[:igqe\_;ma(ed recruitment 2° Abs
complex \s } ‘ j i
Ac(i: E3 complex ‘— &e,g':(ded c c / L\ ’ / N
anti-rabbit an(t[grg?#s

T (SmBIT)

ZURBIANAN GF-AFC
AR A
Buffer BEY
—_— —_—
® BE BE e
@ 20 534 90 $¢h

° A

Nk EERE

R

.

+
& Mouse Anti-SMARCA4
Rabbit Anti-SMARCA4 g
Lumit™ Anti-Rabbit Ab-LgBiT

Lumit™ Anti-Mouse Ab-SmBiT

60-90 min

PO Lumit®
Detection
Reagent

—_—
WE
244

»

]

BARKES

1M EE E IR
BEA- =l
ERES - ERMES
'{ %._I
A A4
S
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o
[Degrader]
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[ R i
PROTAC & 12/5 X /AHI SMARCA4 (I fE

A SMARCAA4 degradation upon B SMARCAA level in response to c SMARCA4 level in response to ACBI-1 treatment
PROTAC single dose treatment PROTAC ACBI-1 Titration (Timecourse in A375 cells)
120 120

s 3,500,000 g 2 e
z 3,000,000 - NSO £ 100 -= Raji 5 ——— . 100 o
E 2,500,000 - ACHLA E 80 -~ A375 £ 100 80 =

. ] <
8 2,000,000 ) e Hela : 60 o
@ == ACBI-1/ MG132 4
& 1,500,000 3 3w w 2
E 1,000,000 . cis ACBI-1 S DC=629nMRali Ny e 2
3 < 20 DCyy= 80NMATS < 20 <
5 5000 % | oCur39nMteta H

[ T T T 1 0 [
0.01 1 100 10000 o 1 2 3 4 5 & 18 21 24
ACBI-1 PROTAC (nM) Treatment (Hours)
Em 100nM PROTAC (ACBI-1)  mm DMSO -+ Cell viability(GF-AFC) with ACBI-1

B PROTAC & EX %09 SMARCA4 BYREAE, SFL1EHRN 50,000 NARE, FBisEASWLESE, B Lumit® Immunoassay Cellular System (set
2) il SMARCA4 Ik, B A. B 250nM ACBI-1, 250nM ACBI-1 + 20uM MG132, 250nM Cis-ACBI-1 g DMSO 4t12 5 /N /58 SMARCA4
KE, B B.ACBI-1 E=FREMHERE DX SMARCAS B . B C. ACBI-1 Efi# SMARCA4 HIBTIEIDHE,

BNITR

S ) U
ARSI Conuiar System (B35 (A8—1)
AKT PROTAC MS-21 Set 1 (W1201) =
B-cell ymphoma 6 protein (BCL-6) BI-3802 Set 1 (W1201) I
BRD4 PROTACs ARV-771, dBET6 Set 1 (W1201) =l
Burton's Tyrosine Kinase (BTK) PROTAC MT-802 Set 1 (W1201) =]
ER (Estrogen Receptor) Fulvestrant Set 1 (W1201) 7
SMARCA2 (BRM) PROTAC ACBI-1 BIAFES NRIERE =l
SMARCA4 (BRG1) PROTAC ACBI-1 Set 2 (W1331) =
STAT3 PROTAC SD-36 Set 1 (W1201) =l
#HA Promega EMEFFHRIENRE, NHEBITELKRIEHKR Promega,
= m A BRS
Lumit® Immunoassay Cellular System — Starter Kit 200 assays W1220
100 assays W1201
Lumit® Immunoassay Cellular System — Set 1 1000 assays W1202
10,000 assays W1203
100 assays W1331
Lumit® Immunoassay Cellular System — Set 2 1000 assays W1332
10,000 assays W1333

T& Lumit®
BRI RS F A
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NanoBRET® TE A
——SE K TR AR B M R L S AR R E3 EEMENN

BARE

NanoBRET® Target Engagement (TE) R—#EXNKA, TAFHARFMARPOBXEN: BRELSSH. BBREH (POI)
5 NanolLuc® FHHAREMEFERIEAMHE, SEIRTTESNEARERE EE A NanoBRET® 618 RN EHI M A BEERN
RS F (Tracer) fEARIR, Tracer AEBIREATTHIAECRE (F) MIEER (RK) NER, #MMAEM LR
REEHR (BRET) , ME, MAFUKEY (FERN) 5, KEMESERSS Tracer FAERFEIR, EY BRET FSHIRED]

PIEREMNES.
BRET Signal BRET 55 Tk

SOEEHR ()

Fluorophore PROTAC
© (Acceptor) N
NanoLuc Test ®O
PROTAC '
Tracer & - '

“«
(?r Tracer

POI o] A REEEHE E3 iEEEE, TEXIRHI Tracer

Rz R4
REBERN S E3 ERBARAENA. JAAtSSEN

Permeabilized Cells . 1. Calculate Relative Binding Affinity (RBA] A * Live ® Live * Live
(a Biochemical Proxy) Live Cells Live IC. © Permeabilized © Permeabilized O Permeabilized
50 3 100 3 100 3 100 ?
> > b > b ———= = RBA H H H Q@p
+ Digitonin },/i > ;\\} > > ’» +E;"acillular Perm IC, § £ £ T, dr
anoLuc 2 £ 2 J
> }’\’ g D> inhibitor g % g g
> > >I> vs P > 2. Calculate Availability Index (A1) 5 5 &
>\ > ’/’ > * Normalize to permeable control & B > @ o]
< > > 3 > > 104 10 102 107 10° 107 102 104 10% 102 101 10° 10' 102 104 10° 102 107 10° 107 102
F\——/‘ > > > RBApgomac = Al [dBET1], M [dBETs], gt [Lenalidomide], g
> > R > > > RBAontrol
Intrinsic Affinity / Intracellular Affinity B — - —
3. Compare Al values between compounds c Permeabilized Live RBA  Availability
"""" - ICso (NM) ICso (NM) Index
— Al =1 for control
= + Al> 1= less available than control Lenalidomide 170+8 110+8  063:006 1.0£0.1
o * Al<1=more available than control
= * i.e. Al =10 means “10X less available dBET1 50+3 1900 + 150 384 60+8
than the control”
dBET6 63+2 220+ 10 3502 56+06

[Ligand]

[E A. £ NanoBRET® TE CRBN Assay ' BI7E;EAEER TUE T PROTAC MR EM A (intracellular affinity) , EFEAMEAER (MAFE
B ERIRAE, KRERER) TR PROTAC EBGFEMA (intrinsic affinity) , % B. #FE A 80 NanoBRET® TE IC,, #4E, itE&
HEYMBITIAMEIEL (Al) , Lenalidomide {EABBEMNRALEY, HAIEBINREA 1; dBET6 B9 Al 5.6, dBET1 B Al {5 60, XA
dBET6 B94HA ATl AL/ dBET1 #9 10 £,

10
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HBNTR
PEREN 5 E3 EREMAEERENTIRSIER
iy (B E3 &L T #4E (96 FLIK) BRS
100 assays N2910
CRBN NanoBRET®TE Intracellular E3 Ligase Assays, CRBN 1000 assays N2911
10,000 assays N2912
100 assays N2930
M ERGL
VHL NanoBRET® TE Intracellular E3 Ligase Assays, VHL 1000 assays N2931
10,000 assays N2932
IAP(clAP1,clAP2,& XIAP)  NanoBRET® TE Intracellular E3 Ligase Assays, IAP Please Inquire
MDM2 NanoBRET®TE Intracellular E3 Ligase Assay, MDM2 Please Inquire
CRBN NanoLuc®-CRBN fusion vector 20 ug N2741
VHL VHL-NanoLuc® fusion vector 20 pg N2751
FiXEAR
NanoLuc®-clAP1 Fusion Vector Please Inquire

IAP(clAP1,clAP2,& XIAP)
NanoLuc®-XIAP Fusion Vector| Please Inquire

ERENSEERHEEERIRERYIE
RAREHR

FF DIY AR EBERENRS

350+ Kinase

Kinase Profiling: K192 Kinases, CDK

Histone Deacetylase (HDAC): HDAC1, HDAC2, HDAC3, HDAC6, HDAC10

Bromodomains (BRDs): BRD2, BRD3, BRD4, BRD7, BRD9, BRDT, BRPF1, CECR2, TAF1, TAF1L

DNA Damage Response (DDR): PARG, POLQ (Polymerase Domain), POLQ (Helicase Domain), PRMT5

Poly (ADP-Ribose) Polymerase (PARP): PARP 1, 2, 3, 4, 5a, 5b, 7, 10, 11, 12, 14 & 16

G-protein Coupled Receptors (GPCR): >20 GPCRs from >5 families

Heat Shock Protein (HSP): HSP90AB1

Inflammasome: NLRP3

RAF Protomer & Homdimers: ARAF, BRAF, CRAF

RAS: KRAS2B WT, KRAS2B(G12C), KRAS2B(G12A), KRAS2B(G12D), KRAS2B(G12S), KRAS2B(G12V), KRAS2B(G12R),
KRAS2B(G13D), KRAS2B(Q61H), KRAS2B(Q61L), KRAS2B(Q61R), KRAS2B(Y96D), HRAS WT, HRAS(G12C),
HRAS(G12V)

NanoBRET® Dyes for DIY NanoBRET® TE
NanoLuc® Cloning Vectors

T# NanoBRET® EEHE—NanoLuc®
TE #AFEMH MEEFRAHE

11
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TTE SRR
Lumit® Anti-Tag PPl K

——-BRYE. £HKERUER : &EH /&8 /N FHEEER
Bk, 2/NAEN, TEZMK HTRF/AlphaLISA

Lumit® Anti-Tag Protein Interaction Reagents EETRNEHE: EHEAEERAZARE NP FHREEBNEER (X%
BRER) RRENRS, FTENAGRE: SRXEEGERNMFFNFERTHEEERNYE, I PROTACs FRHER,

BARMRE

o HIEETREOENGE: SEIERRE, NF "B - 2, TRETHRESE, HEIE, DJE 120 DERTREN,
© ERRENTE: DNESRKENEDRNERENSURSEAEEMMY, I 6His. GST. FLAG®, £MERMURA IgG.
BOHEAEE: BTEMANE, RNERY, BREIZHSER.

c EMTEESNA: ERTF 384 AR, ERASHEEERIENTEN, BEREEE, SRARE, FEESIMHFIME.,

BARE
© RNEEESHEEAIEEER

BRD3
PROTACs/ BDZ

smaII molecule GST Tracer
Blitli

@ Wl E3 ERBSEBENEEIER
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halldomlde

Cereblon ereblon halldomlde
Comple racer Complex Tracer
FLAG Biotin Molecular Glues LAG

N

= .

NanoBiT® EXEME—MEMEIEREER, EEESHTHEEERTR. NanoBiT® RABMNTEAR : ATE (LgBiT;
18kDa) FUNEE (SmBIT; 11 SEERK) , EMNULMEAEARESELRE, WEIHEHEBEIITADS EMERMBHEIRE
B, LgBiT #1 SmBIT AATEZ BB K FEMARKE, X LgBiT M SmBIT HHSEEEARLENR, BNSER— D IELES,
7 Nano-Glo® EMEENBR TrrERNES,
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Relative Potency of Molecular Glues
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Molecular Glue (nM)

L BB | ERRLHR

Compound IC50, nM

Avadomide 575
CC-885 105
Iberdomide 38

Lenalidomide 261
Pomalidomide 498
Thalidomide 3281

B . NESFROEXN RN, RINEEBEEDFIER - HIERSE (thaldomide) /RERFIS CRBN HEEYMARRTD, AR FREERENN, &

HAESHEZIRSS. MSHEXS IC;, ESRBAERPHNEREESIRERSIEMEX,

BRUTR

= A BRS
Lumit® Anti-6His-LgBiT and Anti-6His-SmBiT 20ul each W1600
Lumit® Anti-GST-LgBiT and Anti-GST-SmBiT 20pl each W1620
Lumit® Anti-DYKDDDDK-LgBIT and Anti-DYKDDDDK-SmBIT 20ul each W1640
Lumit® Streptavidin-LgBiT and Streptavidin-SmBiT 20ul each W1660
Lumit® Anti-Human IgG-LgBiT and Anti-Human IgG-SmBiT Please require
Lumit® Anti-6His-LgBiT 200! W1601
Lumit® Anti-6His-SmBIiT 200pl W1611
Lumit® Anti-GST-LgBiT 200pl W1621
Lumit® Anti-GST-SmBIT 200! W1631
Lumit® Anti-DYKDDDDK-LgBiT 200pl W1641
Lumit® Anti-DYKDDDDK-SmBIT 200pl W1651
Lumit® Streptavidin-LgBiT 200! W1661
Lumit® Streptavidin-SmBiT 200pl W1671
Lumit® Anti-Human IgG-LgBiT Please require
Lumit® Anti-Human IgG-SmBIT Please require
500 assays VB2010

EERBZAMIEF : Lumit® Detection Reagent A 5000 assays VB2020
50,000 assay VB2030

& Lumit®
Anti-Tag FH#

T#; Lumit®
BRENRZFH
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NanoBRET® PPI A
—EERKTEMNES  EAEEER

RARE

NanoBRET® (Protein Protein Interaction) PPl K 2&F NanolLuc® &} EE Halotag® BHREH AKX R BRET &0, H
HITEAREBEEERRN, INTHE, ¥ AZHS NanoLuc® X RS, ENNESHMUE BEHS HaloTag® ERIFERE,

BIS L A HaloTag® 618 SN EE, 4B EAW LOLER, EANESHEE, EERIERATIMNESES, NWREHAAM

BF4MEEER, BIu]f4% BRET 55, RNAREHERARSBTINECHEEER, XREEBIEREN AFE B EHET,

. SOHEE (345) Sanai
BRET Slg nal Fluorophore BRET E%-F IZ% 104 e — Background
(Acceptor) 0.93 ::;I;;ag“ NanoBRET 618 Ligand
0.84 ++NanoLuc® luciferase
NanoLuc® . HaloTag® 2 07
2 0.69 Acceptor 618nm, .
g 05] Dono‘:tlew = Ratio
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— . HaloTa Nluc HaloTa
BIN=TE AW ’ ; ’
Nluc
Ternary complex formation - !
y
« NanoLuc®-POIA: B#EH Q j @ .

+ HaloTag® - POI B: E3 &8s 11?33511
BWAEERZRK: HaloTag PROTAC
Target ubiquitination I:

y, ‘ T
+ NanoLuc®-POIA: EIREH QE ke @
* HaloTag” - POI B: jZZREH ‘ HaloTag-Ub Acceptor‘ rlG:rgoEgRaE'L

BNEOBRIFEE:

PROTAC
Proteasomal recruitment HaloTag *luc «
« NanoLuc®-POIA: BHEH @ Q @‘\\T; ém

PSMD3 Lol

+ HaloTag®- POI B: PSMD3 (26S &H P
AR TIE 3)
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Time [h] Time [h]

B . 73{EH PROTACs MZ-1 (1 pM) 5 dBET6 (0.1 uM) HTHEXLIEE, WERIREHEARCH HIBIT-BRD4 5241548 HaloTag®VHL (B A)
#1 HaloTag®-CRBN (B B) ZE=7EAYWHFMER. #A NanoBRET® Kinetic Detection System 123 6 /\Bf R BIAE X 5037

£ PROTAC ESIERIZRLBINEE ZZERAEEANEABEFEEHRR
=) 5 e DMSO
g % m VH298 (0.12 uM)
o s A VH208(037pM) | S
2 L =1
E & v VH298 (1.11 uM) S
5 m ¢ VH208(333pM) | M
4 = o VH298 (10 uM)
0 50 100 150 200
Time [h] Time [min]
[E . PROTAC-dBET1 (1 pM) 1 dBET6 (0.1 pM) —4EBFER B . {£H PROTAC MZ-1 (1 pM) #1T&IEBfE, 26S EHEAT HBiT-BRD4
fIZRIAH HIBIT-BRD4 #4952 E 46 —i81F NanoBRET® #1713, BENNETELS . SEHRMHEY VH298 (B) MZ-1 89 VHLIRBIE) 4
BB F dBET1, dBETE N RAUESIEMEEER, BEES, LHEERELTARVNFRE, HFMZ1EREHER, BRETESHE
REHEREN dBET1 1§ 10 5, VH298 R E B9 N B4R
BN TR
Lol -3 =@ H4E (96 FLIR) BRS
NanoBRET® CRBN Ternary Complex Starter Kit 200 assays ND2720
NanoBRET® =t E&4)
NanoBRET® VHL Ternary Complex Starter Kit 200 assays ND2700
NanoBRET® ;2 %1k NanoBRET® Ubiquitination Starter Kit 200 assays ND2690
NanoBRET® B HE§{AEE NanoBRET®Proteasomal Recruitment Starter Kit 200 assays ND2730
HaloTag®-CRBN Fusion Vector 20 pg N2691
NanoBRET® HaloTag® HaloTag®-VHL Fusion Vector 20 g N2731
=hA -
AMEREHA HaloTag® -Ubiquitin Fusion Vector 20 pg N2721
HaloTag®-PSMD3Fusion Vector 20 pg N2701
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Lumit® Anti-Tag PPI K

——-BRYE. £HKERUER : &EH /&8 /N FHEEER
Bk, 2/NAEN, TEZMK HTRF/AlphaLISA

Lumit® Anti-Tag Protein Interaction Reagents EBEFHRUEARE : EHEAEERREHR NS FREERNYER (%%
$B) REANESK, TENHAEE: SRXEHEEERNMFIFRNFERATHEEERNYE, W PROTACs FHHER,

BARMNS

HIEETEEEENTTE: EIIEmRE, XF RN -2, TREEIEFSE, DENE, TTE 120 SRS,
ERAEENTE: NESCECEARNEBENEMARSEAERSI Y, HII0 6xHis, GST. FLAG®, £MRURA IgG,
[TRIEAEE: BTEMENE, RNERY, REZHSER.

FATEESLA: ERT 384 fLIR, ERASNEEZRIXENTIEN, BERREHE, TWARE, FEESIHFHIE,

[

BRARIE

@ W E3 EHEES Chl-b NEZRENK

O 10 E3 &EiEis, LEAUKERETN
ER=tEEY

CBL-B

Ubiquitin-biotin
e

"BI" streptavidin-LgBiT

Anti-FLAG-LgBIT Anti-GST-SmBIT SmBIT +UBE1 +UBCH5b +ATP

NanoBiT® EX R —MAMBEIMEREER, FEESRTHEMEBHR. NanoBiT® REMBMLEAM: ATE (LgBiT;
18kDa) FI/NIEE (SmBIT; 11 EERK) , ENTLMENEARAEARE, EIKED FERIFAHEMRIEBNERE
H.t. LgBiT 1 SmBIT WMNIEZEH B R FZMNKEE, % LgBiT #1 SmMBIT RS HEERRLEN, SNRKERA— 1 INEMES,
£ Nano-Glo® EMHFENER FFELKES,
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RiRE
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HEER
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BHEEERNEANSH
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Bl =TSSR

Cereblon complex + BRD3(BD2)
ternary complex formation

Signal-to-background

0+——rrrr——rrrr——rrrr
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[PROTAC], nM

- dBET1
8 = dBET6

L EMMEENNT | ERERER |

S0 et

MATEREY A Lumit® detection BURKES

reagent.

VHL complex + BRD3(BD2)
ternary complex formation

1 - ARV-771
i = MZ1

Signal-to-background
o
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O—ﬁmmmq
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LB . ABRD3 (BD2) NIEEH, EMAH FLAG-LgBIT i GST-SmBIT §J Lumit® Anti-Tag Reagent ¥ 7 PROTAC N"ESH=7TES% (cereblon

SEYWM VHL 25Y) .

B E3 EREABZRL

ATP dependence of Cbl-b
autoubiquitination
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KNTR
L P13 Zu SR mAN

ZE . & Lumit® Anti-Tag Reagent ¥l E1, E2 §] ATP 7Z7E15)R T E3 iEiE
B Cbl-b BB ZRWKF, 7£ ATP FEBR T4 Cbl-b 552FHEEH (UBE1)
MZRESEH (UBCHSb) HEFE. HEM Streptavidin-LgBiT #41 GST-
SmBIT M TiZRMKE, SR (L ATP) £M448L, RUEOLR 70 13,

T3 Lumit®
Anti-Tag FA#
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CellTiter-Glo® Luminescent Cell Viability Assay

@R CTG, MEENRN" SHE" 10 HEtERN, B3 EWEK
N U] ] @)l 3 N
= CellTiter-Glo® 2.0 Assay £ —il, HAREIES, BAMBEA EMR
% CellTiter-Glo® 3D Cell Viability Assay 2474838, LT 3D BHAER MR
E SEARER R ES RealTime-Glo™ MT Cell Viability Assay 72 /)N SZ T 1457 EWERH
= TEAEE O CellTiter-Fluor™ Cell Viability Assay S.2
i CellTiter-Blue® Cell Viability Assay R
CellTiter 96° AQ,.0.s One Solution Cell Proliferation Assay F£ i MTS RIS
B0 4 Ki-67 Lumit® hKi-67 Immunoassay for Cell Proliferation MR
% § PS FE4MER RealTime-Glo™ Annexin V Apoptosis and Necrosis Assay MR | KH
=
NI Caspase-3/7 &Mt Caspase-Glo® 3/7 Assay B REZ, ERTHEERN EMRH
LDH-Glo™ Cytotoxicity Assay & ZEE, oJ/EZ REUERZS KN MR
2%1 LDH (FLEARSEE) R CytoTox 96° Non-Radioactive Cytotoxicity Assay RIS
E’ ZHGE, RSN ERS, BEXMEF
g CellTox™ Green Cytotoxicity Assay 3k
O mmREn ONA ke SAISOEREES DNAE, SHARESIEER >
CellTox™ Green Express Cytotoxicity Assay A
MpEAEEN TR AT AR AT 4R A BB AR &
- I 3 B A HRIATAR
. BREE. BANBENENERRIE; B2 B B RS
B N . AERER SaBR Hh=8  ArER ATP NAD/NADH
M I%ﬁiﬂ"] 7][])\ -e - *‘?Lll] ?*ﬂﬁﬁit ’ S.Zﬁ S s . ABRERL/ S NADP/
384 FLiRmBER; EEE AR NADPH
. 3575 2D /3D HEEHEA; FLER XHSER [BEE ROS LGES NAD(P)H
E—HmPouRlSiifisy, FETIERS "R RS
. G — o ;i) [a]
rom T EREEATIVETE, TR A mEnEE BRUTE
MENERNRF TS ESMEN, BESE

Lumit® A E 7N TR

+ X ELISA T WB EBiR(E

o B¥E. XE M - R

« &M% 70min BNTI S AAR

« X#506/384 LR B EERN

o REET Lumit® REANFE AN 16+ HEEF
BARRRE:

A/ B HMGB1 A IL-2 A TGF-B11

A IFN-y A IL-4 A TNF-a

A IFN-B A IL-6 A IL-1B

A VEGF-A A IL-8 A IL-1B

A IL-17A A IL-10 A Active IL-18 AR TR A T2 Lumit®
A MCP-1 A IL-12 RRER fRRFTR A E 7 A
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FREREE

HaloPROTACS3
——RE, BT BRMREHERERDRE

i

BRARERRRE

X PROTAC #i, BEZEWRESENLESR, BEHEKRE, UKEBEHREE., HaloPROTAC3 Ti@iE /& HaloTag® (HT) &
EEHN VHL NERNZRAERHTERER, KRNTMIYERERLITN,

A VHL Binder C noetoar e
: ~ HaloTag" HiBIT iT
~ Cas9 {;:;mrtm\
‘{_( HanTag ligand E—— +
RNP complex Donor DNA
O
o Mo CRISPR
HaloPROTACS3
ACS Chem Biol, 2015, 10,1831 Nucleus
B
400 -
e
wo | Ger M o

Cells : Cells

HaloPROTAC3
Chrt

100 10! 10 10° 10¢ 108
JF646/Alexab647-A

B A. HaloPROTAC3 —ix 2 VHL £&1, 5—i%5 Halotag £ 4&. E B. A CRISPR A4 HiBiT-HaloTag iR ALEHNREER T, 7
Fi Halotag B JF646 SRR, ERRABEMEAIEE (FACS) , NHMETHMRENSEMNESE (B C) . HaloPROTACS #AMME/ETT LA
454 Halotag A RANEER, FEHBELET VHL NSIZRMEREEME, FEH HBIT ZARS OIRNEEEE B NMKERE,

BNTHR
@ & BRS
HaloPROTACS, 2.5 mM 20 ul GA3110
Ent-HaloPROTAC3, 2.5 mM(Negative Control) 20 pl GA4110
5 ug GA1120
Janelia Fluor® 646 HaloTag® Ligand
3x 5 ug GA1121
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