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Nanoluc® = ZMBE I
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pNL1.1 [Nluc] Vector 20ug N1001
TBENFE A pNL1.2 [NlucP] Vector 20ug N1011
pNL1.3 [secNluc] Vector 20pg N1021
pNL3.1 [Nluc/minP] Vector 20ug N1031
pNL3.2 [NlucP/minP] Vector 20ug N1041
pNL3.3 [secNluc/minP] Vector 20pg N1051
. - pNL1.1.CMV [Nluc/CMV] Vector 20ug N1091
= gl & ]

& minP SEARAEET | 3 5 CMVINIUCP/CMV] Vector 20ug N1411
pNL1.3.CMV [secNluc/CMV] Vector 20ug N1101
pNL1.1.PGK[NIuc/PGK] Vector 20ug N1441
pNL1.1.TK[NIuc/TK]Vector 20pg N1501
pNL2.1 [Nluc/Hygro] Vector 20ug N1061

[fidvidntel pNL2.2 [NlucP/Hygro] Vector 20ug N1071
pNL2.3 [secNluc/Hygro] Vector 20ug N1081
TR E T pNL3.2. NF-kB-RE [NIucP/NF-kB-RE/Hygro] 20ug N1111
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1 2

BE I\ [El— mRNA %% 3 A& Fr [F] Bt 3R 1A Firefly & 3¢ & 5 Nano-Glo® Dual-Luciferase® Reporter #ll| 2 4t —i2

(luc2) Fo#B—A PEST ZEBMEF5IAI NanoLuc® & A, ZRGURBERN “NE -8 - - R E

S ZEEE (NlucP) . @i P2A FH~4EmANERmMAER. R E—HESAEY Firefly #1 NanoLuc® &t =g E 141
TTIF 463

YRE:

P2A % (RIRT porcine teschovirus-1) B&1 T &HEAREX, Fl—BaFAAERSRMIEMAELRENRE, ERME
REBESLAVHEELERTE. Eit, SATSRENSMIFEN, SSIUTSEF—MELREBEREAMSBNRALLSE
MREB SRR S EAME LR R MM EENBRUEYXAFR, ERMREERETURNEATHESYIRERR.

-

NG

R A A R RIS RS B R, TS
/\

True Hit (AE 1) , HttAEMIBEATEZHTHEMIXE

Nlug Flue

7‘]: %Eﬁlﬁ ]‘iié ]]r-.l }u' I_:E E"] i_?&%% . ||:|:I| f}l, 1EX BH 'I\; g:‘: % ( E True Hit Stabilization Stabilization
2,3) o Im“ _f"'“” Fluc
@ kIR

ﬂ%ﬁg@%ﬁ%ﬁﬁéuﬁtﬁ RN Firefly/NanoLuc® pNLCol1[luc2-P2A-NlucP/Hygro] Vector N1461

minP ?ﬂii;g;%&éiiégnp) LHENR Firefly/NanoLuc® pNLCol2[luc2-P2A-NIucP/minP/Hygro] Vector N1471

T ® AP A nes
a5} Firefly/NanoLuc” BAMREEEMER o g Nanoluc®  pNLCol3[luc2-P2A-NIUGP/ICMV/Hygro] Vector  N1481

CMV 3%, ATfE R s R AR R R
=h Fi © FE NP A AchRF
pok BEIFireflyNanoluc B PIREEEMFE o g Nanoluc®  pNLCol4[luc2-P2A-NIUGP/PGK/Hygro] Vector  N1491

Rik; AIMEAEMRBIZARIREME R BRI

Q) &%k

1. Smith AM, Costello MS, Kettring AH, et al. Ribosome collisions alter frameshifting at translational reprogramming motifs in bacterial mMRNAs. PNAS, 2019.

2. Andrilenas KK, Ramlall V, Kurland J, et al. DNA-binding landscape of IRF3, IRF5 and IRF7 dimers: implications for dimer-specific gene regulation. Nucleic
Acids Res, 2018.
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@ NanolLuc® pi&EQFEHE

NanoLuc® Bt & B A FA AT S EHIME N- 5% C- B4 Niuc FIEESLBE QER MG
AEA; BMATREIRATERE: .

pNLF k25 HRERNRERE (SREMS) 4% N- 5 C- inf& 2K Nluc #Y
A& EESF 7 E Nluc SEIERIRLEBINEB N if.

pF #H{&Z5]. $ Flexi® Vector Cloning System /=4 N- i%g; C- ismt&EH. Flexi®
Vector Cloning System 2—MEERERA, ETEMIFEEEYIAS Sofl 1 Pmel,
PAZE Flexi® #ilk z @3 B R MRILFT, TR, SRMSRE.,

PFN31A Nluc CMV-Hygro
i Flexi® Vector

N A\ L\

EMERARRE | [ ek
Bioluminescent || | | Compound
Imaging \ Screening

Protem.Proteln | (

Interaction Protein:small-

molecule
interactions,

£t3t HIF1A #1 NRF2 A/ NanoLuc® Stability Sensors

10 7 —e- 2 hours 1,000,000 -=- 4 hours
-2~ 4 hours -e- 2 hours
87 __ 800,000 A —— 1 hour
2 ~- 6 hours =1 ~o- 0.5 hours
= o
2 64 = 600,000 1 —+- 0 hours
= 4- 8 400,000
2 E
27 = 200,000 -
O T T T 1 O
-8 -7 -6 -5 g 10 107 10° 10° 10s
Log [M] Phenanthroline g [D,L Sulforaphane] (uM)
« HIF1A-NanoLuc gt & & {&F0 Transfection Carrier DNA B 4% «  NRF2-Nanoluc gl &# 41 pkEAP1 DNA B35 HCT-116 4Affl.
HCT-116 4HA8.
TAE SCIR 1% B 1T b B4 B Nano-Glo® Luciferase Assay #E357E B[] 242 NanoLuc® HIFi%,
Q HikIIR
S T T e
pFN31A Nluc CMV-Hygro Flexi® Vector 20ug N1311
. FN31K Nluc CMV-Neo Flexi® Vector 20 N1321
PF ik Z7 P ° 1o
pFC32A Nluc CMV-Hygro Flexi~ Vector 20ug N1331
pFC32K Nluc CMV-Neo Flexi® Vector 20ug N1341
pNLF1-N [CMV/Hygro] Vector 20ug N1351
pNLF £k Z751 pNLF1-C [CMV/Hygro] Vector 20ug N1361
pNLF1-secN [CMV/Hygro] Vector 20ug N1371
. R pNLF1-HIF1A [CMV/neo] Vector System 20ug N1381
NLF E 71
P A RIITR RS pNLF1-NRF2 [CMV/neo] Vector System 20ug N1391

#: BFS N1381 71 N1391 MR MR 2 R AT HIF1A 1 NRF2 I EAREMS TR

10
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_é 18A0°=
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1. Nano-Glo® Dual-Luciferase®

WU 2 ] 4a 0 22 492 1y S

Nano-Glo® Dual-Luciferase® Reporter (NanoDLR™) Assay System & Promega £ H M — s WR EEFRN ARG . 2R %
REHBCEIIKF, sEBE—MERDEBRNE N RFALEE (Photinus pyralis) #1 NanoLuc® ® & (Nluc) BYEM.
%eLL ONE-Glo™ EX Luciferase Assay Reagent #&ill& X sRE K HZEGE M, HLL NanoDLR™ Stop & Glo® Reagent R A
HELEMES, FE NanoLuc® I furimazine 5 NanoLuc® & RIFFENIES . XF “HNFE - 45 - ke - 50" AoE=
BB ERERNEALES. FRESIENR (NEARBIREERBRASR) .

HRGERS

o AMEEEFE AR NanoLuc® fEAEREERE, A

ZEBEREREEE

KA A - A2 - A - A RIS, BRMERIERE .

IEABRENES: ¥ RAEK, RYPEES.

© ERHE

Nluc in NanoDLR J Rlucin DLR [J Rluc in Dual-Glo
® Flucin NanoDLR ® Flucin DLR @ Flucin Dual-Glo

X

NanoLuc is up to 1,000x brighter S
than Renilla luciferase when

expressed off the same promoter \

Relative Luminescence (RLU)

Time After Reagent Addition (minutes)

EE: bt T TK-Rluc (Renilla) : TK-Fluc (Firefly) : %5 & DNA = & £
TK-Nluc (NanoLuc ®) : TK-Fluc (Firefly) : #} & DNA 1L 1:1:8 K9 Lt 5 4%
S HEK293 4R ff, & 33 NanoDLR™, Dual-Glo® & # Dual-Luciferase®
Reporter Assay System JUSHIE HIES .

Q) IR

HixaE
(EHREER/ ASREER) ‘

NanoLuc®/Firefly 8 Firefly/NanoLuc®

12

T ‘ g

T REEEESHRYE.
RAREMES, BEFEELE.
AERANREERRE (BRAH/EE) ERFEAR.

1%10° 410,000,000
000000000000
1x 108
. 1x107
=)
=
; 1x10°
© >1 million-fold reduction in
g 1x10° firefly luciferase signal
¢
£
% 1x10*
(7,000,000-fold quench)
1x10°
121
1x10? ®000cgo0000® 61
00ee, 00000
1x10' ‘ ‘ ‘
Firefly Luciferase Quenched Background
Activity Luminescence

EME: 7£ NanoDLR™ M RFHE XA ZBESHARERN.
NanoDLR™ Stop & Glo® Reagent A LUSHRE Y Fluc 152 F&(E EHEA A KK
F, IF+HERTFEESNBHROERMLE, BXFEEANEEHZ
ERIESEHHIREE.

Nano-Glo® Dual-Luciferase® Reporter Assay System

‘ HRS

10ml N1610
100ml N1620
10x10ml N1630
10x100ml N1650
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2. NanoLuc® & Fl 54 & E E 1M F 5

NanoLuc® 8% &5 EE M R GAREN 5 AR E 5 AL LA RS (BB RM) FEMASIATEN R Y 2 # R,
FIFRRER EEERENENTRE, W5 AMEEATERNF B FRIAEN

1 @& SRR G

Nano-Glo® Luciferase Assay

RS BERNHNBENRRS, ATEER
FH#MRE NanoLuc® = EEGHI A4
Mo T EAEMBIESE. NE—NN#
$12, BIEE#E NanoLuc® B EESIER T/~
ERENRBES, X ESEFEHERESRN
FEEAKRLAA 120 4.

R A FRIE T
e i
ZAREAIAY Nluc A

2 EAIRA TR G

Nano-Glo® Live Cell Assay System

BT #6300 5% 48 A2 A NanoBiT® ¢ NanoLuc®
EHRES; BRI IERBIERNIHF;
AT T4 B E X EHE S &R ESHEE
FRMENRESIE 2 IBF; ERTTIREHE
&

Nano-Glo® Endurazine ™/Vivazine™ Live
Cell Substrate

AT B T 4& 30 7% 48 B A NanoBiT® 3¢ NanoLuc®
AHES, FEHMBEEN. BAMEIEET
40 A A9 BEEE K BRI S furimazine, LUE R
NanoBiT® 8¢ NanolLuc® B8R MK, &
TR R SIS SRRt EC, (BRERT IS
WIFRARE, ARESLIHERESIERRY.

S BIRIE
TR AL

Nluc NEfEF 3 h E LB

4 Nano-Glo® Live Cell Assay System

108 e Vivazine™ substrate

Z%E: Nano-Glo® Endurazine™ 0 Vivazine™ J&45 Nano-Glo® SE4RAIH& I RSttt
15, 1% PGK BEIF/RzIHI NanoLuc® Bt sl AR 23] HEK293 4R,

ERR R AR B A E ST .

20 25

é Endurazine™ substrate
5 10
o
c
8 100
7]
9]
c
€ 10°
=]
-

104

0 5 10 15
Time (hours)

il A=

(VR Rl

Nano-Glo® Luciferase Assay

Nano-Glo® Live Cell Assay System

b ik onll

Nano-Glo® Endurazine™ Live Cell Substrate

Nano-Glo® Vivazine™ Live Cell Substrate

Nano-Glo® Extended Live Cell Substrate Trial Pack

& HRS
10ml N1110
100ml N1120
10x10ml N1130
10x100ml N1150
100 assays N2011
1,000 assays N2012
10,000 assays N2013
0.1ml N2570
1ml N2571
10ml N2572
0.1ml N2580
1ml N2581
10ml N2582
0.2ml N2590
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3. Nano-Glo® [ &l & 4

Nano-Glo® In-Gel Detection System E—#TELERE, FHHSMAGES, TJEEGNRERGERRR (B1F SDS TR R&IE
TR FH0 NanoLuc® BAAEH, #E NanoLuc® BiEEAH TEURMERIAKE. & SDS ##BM/E, NanoLuc® HixE
MeBAEME, T4 —MASHNTLXNE. Fuimazine RYIRESBERR, TEESMRER LS NanoLuc® HFEER
ERLEHINERESEH. REEFES, HRUEFRE.

SENE BN KD
(Multiplex measurements of multiple
luminescent species)

HMEEZEBFTEKT

( Verify expression levels )

WMEEBNEBSTE

( Confirm correct molecular weight )

© Nano-Glo® In-Gel Detection System &2

I8 Tips: XF3IEE 4 SDS-PAGE,
oes o BES®EMRAFIHLEE RS E 15 57 5
— — —
Bl AT & f&. ¥ F % 4 SDS-PAGE,
WL 25% S AR R B LKEERR
BEFIE i#@id SDS-PAGE  F 25% SRR RKANX, B BELRR B L SDS, Mi{E NanoLuc® &
NanoLuc® 5 BB B FA7K%%R. A Nano-Glo® e N
REEERN hHEA In-Gel Detection Reagent. RRBERNATREBENTE.
Eiiiiio)

Q) SLIREEHI

HEK293 A A A # A E A NanoLuc® BN EMEE O MEBHNM A E A AR M H A% %: NEK7, STK32A, CAMKK2,
RPS6KA5 #1 STK10., CMV FikE A1 FRRIE 4 DNA 89 100 {53k REFRIAKTE. EZEMNERE, B 10l HA0ZARRIH
ITEARER Ko

& NEK7
- STK32A é\@
& CAMKK2 &;@"
&
8,000 ¥ RPSGKAS & oo &:%@
- STK10 6 SRS AT
A SRR B
kDa
6,000 250-
150- ——
100- - -
75- =T ==
4,000 i)

2,000

Background-Subtracted Band Intensity

FE: BRE S HEK293 4RERY SDS-PAGE [ .
A. Nano-Glo® In-Gel Detection System #illl NanoLuc® B&ZEH. MR
&30 WRAEIKRETR. BB REGEFEREIHTERANES, REREE

Time (minutes)

EE: — /BRI SDS-PAGE BE R MAEANRFIE, &M NanoLuc® &

AEANESHSEL. NARRRBEITH 2 EBKTF.
© Fail%
& | i | BRS
Nano-Glo® In-Gel Detection System 100ml N3020
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4. NanoLuc® Hifk

NanoLuc ® B &R ATEEFAEMES 4. NanoBRET™ Target Engagement (TE) F&EBHE(EZHR.
Anti-NanoLuc® Monoclonal Antibody & H A/G EMAH/NR B K, AT Western Blot 431 NanoLuc © &t &E
#1 NanoLuc ® B&EA-

» 7 A NanoLuc ® ik ST EZUTILE:

. REERARSEARESRE, Fit, NEFRAZDES

. Anti-NanoLuc® Monoclonal Antibody EI’\JKESIEZ—Iﬁﬂzﬂuffﬁ/)\lli'%é?quﬂlf%‘ﬁ&ﬁ'ﬂ NanoLuc® &t &H§sk NanoLuc® w4 &
FhE&ER, 5120, EA Carrier DNA #HRBET CMV RIAME A FHITRITRIL, BT KR HSV-TK F55 BaFiHiTHRIA.

. £ Western Blot 2 F #E#F LA Tug/iml {EREIRKE, FETAIfELEAl FF TSR RZRI R AL

© ERRHI

N - NN e— © g
HE: {f 4% % 4 HEK293 48 il i 17 Western blot 43 #7. { Sxx33
FA4RTG NanoLuc® B AE H /& CMV BE)F BRIk SR el E E o
HEK293 41f. 24 [\EffE, PBS &M, HERMAESELE 3332356
SIHIFIR A9 Lysis Buffer 5 HALR. RMNBEARE, #iE eggg2e
F Anti-NanoLuc® Monoclonal Antibody i#4T Western blot #&30 , Mzzzxzo0
RAGRGHTRIZ. SRNEBEEEEMAEENTILTR e | ————
R, BRETEMAKETHRAE, S HEK293 HAEZHRTE, -
% NanoLuc® Fh& BEMRA, 1B{IRE Nanoluc® A KHE % .
AR, 62 - hnai---
49 - =
38 -
O TH B~ S 55
Transfection Carrier DNA (Cat.# E4881)
FUGENE® HD Transfection Reagent (Cat# E2311) 17 - ‘ ‘.“-"
Lysis Buffer (Cat.# G9381) 14 -
Anti-NanoLuc® Monoclonal Antibody (Cat.#N7000) Detection of NanoLuc® fusion proteins expressed in
HEK293 cells.
Q FalR
| = | ms | A==
Anti-NanoLuc® Monoclonal Antibody 100pg N7000
NanoLuc® 8 4fk
Anti-LgBiT Monoclonal Antibody 100pg N7100
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. BEIFOH
. BIEENE

. EHETSD
« miRNA iF#%

- EBAR: ZEAWEEEA
- B2tk ZEBHEEER
- BEEREM

« PROTAC ZH[4##

» Target Engagement
« PROTACs

*+ GPCR

* YARRE-FIER

- WENEGEH
« RENEEHIE
o ERFSMEIEIE

. SHRERRIR
o INEIAEIR AR IR

. FE)LZARAET
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ik

o IEEEZE
+ Coincidence Reporter & {#
- BEEEAHE

MR

.
3 ;I
1

5

HARIR
B

» BREERLL S RSN R
o BRERERRARN RS
o WREERL RN RS

il

+ ZINRES LRGN -GloMax® Discover
* 96 FLAR & HA AL -GloMax® Navigator
o BEL KRN -GloMax® 20/20
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. &J
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£H: SREEEAWER
—— NanoBRET™ K

NanoBRET™ #R 2 K& % R Y BRET ( Bioluminescence Resonance Energy Transfer, £ 44 St iRAEE T ) DITEE,
AT ATHERHEAMRER: EEHEEIER.

Donor
signal

NanoBRET ™ #Afs A NanoLuc® st SE1E Jg 4 B Ak Fn proinh 1 protin 5 o n s
NanoBRET™ 618 SABLAARIZM HaloTag” EEFHAEES N
f£. kA NanoLuc® HHMMSMNEBARESHBABITL |t

W HaloTag® Sk L, HEBMEE, FSER, BEHEGE e
BRET ﬁ*ﬁ*ﬁ tt%%ﬁ'f& o HL: HaloTag® NanoBRET™  HT: HaloTag® protein : ; %

618 Ligand

= Ratio

L; 00 450 500 550 600 6
Wavelength (nm)

$t3f NanoBRET™ #{R¥E &, Promega {RIETRMENTERRATR

T332 H) NanoBRET™ & {4 o ;z;ngfu ’
: e 0 DSt
HiEsRlEEE MEEERNER . e

- . +  Flexi ® BAMRTS X - NanoBRET™PPI Flexi® Starter System (N1821)
1= jt 4 5 VRS §
RUNBITRBIRRT R L RBEALSRRTT R - NanoBRET™ PPI MCS Starter System (N1811)

+  NanoBRET™ Nano-Glo® Detection System (3 NanoBRET™ & & i)
=P ATRE A 333 32 N + HaloTag® NanoBRET™ 618 Ligand
RE TR SRR AL +  NanoBRET™ Nano-Glo® Substrate
GloMax® Discover % IigEH&MI{L

NanoBRET™ SR HR{E%TE

: EEYIDNCZ NN A NanoBRET™ o
e NAROBRETH O16 Nano-Glo® Discover Lo
SR Ligand EY4RBASHHR Substrate =
protein-
coding
region
Sqfl Pmel
— B>
Antibiotic B GloMax® Discover System

resistance
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£F£H: SREEEAWER
——NanoBRET™ K

NanoBRET™ Nano-Glo® Detection System
ZEMAZ S AP FRERNRSE R EEN RS

e R Y hAR RS
NanoBRET™ Nano-Glo® Standard Detection NanoBRET™ Nano-Glo® Kinetic Detection
System System

«  NanoBRET™Nano-Glo Substrate 5 NanoLuc® « 12# Vivazine™ substrate 5 NanoLuc®
Luciferase & RZ{E A gEE Luciferase & R{E A REE 4

o RN 2 MR AN E R EE S TRE o REMEREHNFESITREFEESEN

©Q RIEZEF: 1 JQ1 MEIFIT S BRD4 EA54HE A Histone H3.3 EEMEE A M

g:aﬁiﬁ*%%i&: A 20 HEK293 Cells B. 25_‘ HCT116 Cells
+ ¥ Promega Fi#JE#) BRD4 g4 E B H A — N
20 -

Histone H3.3 B &E B HAF, ¥ H HEK293 Fn £ S “ N

HCT116 4 2 . : \\\¥
- BLJQ1T TR IR LR ; Y
o BERERIRFMARAE EF NanoBRET™ 5 om ) 2o

Nano-Glo® Substrate JE41/5 [ ; (=0 (o=
. %Zg*ﬁ,ﬁ!l] BRET ratio 1‘%‘-‘%0 ’ 1 10 10 1000 wo,oo& 100000 ’ 1 10 10 1000 10000 100000

Jat [nM] Jat [nM]

O E=RIIF

NanoBRET™ Nano-Glo® Standard Detection System 200 assays N1661
NanoBRET™ #R/E R 4% NanoBRET™ Nano-Glo® Standard Detection System 1,000 assays N1662
NanoBRET™ Nano-Glo® Standard Detection System 10,000 assays N1663
NanoBRET™ Nano-Glo® Kinetic Detection System 200 assays N2583
NanoBRET™ mi7S#&iU &% NanoBRET™ Nano-Glo® Kinetic Detection System 1,000 assays N2584
NanoBRET™ Nano-Glo® Kinetic Detection System 10,000 assays N2585

Q) &%k

1. Miyakawa, Nishi, Matsunaga, et al. The tumour suppressor APC promotes HIV-1 assembly via interaction with Gag precursor protein. Nature Comm, 2017

2. Juanfei Wang, Jingi Ren, Bin Wu, et al. Activation of Rab8 guanine nucleotide exchange factor Rabin8 by ERK1/2 in response to EGF signaling, PNAS, 2015

3. Qiuju Zhu, Fanshu Kong, Hao Xu, et al. Tyrosine phosphorylation of GluK2 up-regulates kainate receptor-mediated responses and downstream signaling after
brain ischemia, PNAS, 2014

4. Rachel Deplus, Benjamin Delatte, Marie K Schwinn, et al., TET2 and TET3 regulate GIcNAcylation and H3K4 methylation through OGT and SET1/COMPASS,
The EMBO Journal, 2013
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Y o HEERWR
——NanoBRET™ K

NS FEAFZREEEMRRAN L RIBEEMNFINTRGTRREREE. £YRCEEHIREDE (BRET) BN
RESERARAEERN—NMN D FMEBZENEEERRATE. REFRT, X—7HEEEAASEREQNXLRE(E
A, NMYBEMRELERANEK, ™mEEMREXE NS E. KA BRET ikt : EEHELERKBisEEMIEHN BRET #
FEFRICE AMEE REBR B E(ERN BRET 2 SZ—RARICHRE L. RENEBIREREREEMIEE. (EX BRET
#4449 NanoLuc® Luciferase, BFHAESIEER. EAH T/, EMEEMEFNME. NanoBRET™ A ER SR EH
{E5 BRET 31k,

SEYRETK A Bk &4 - $BER 346 FhRAIE
1 HEE{ERE 2 BT I8] LA B R A EAEIEEH 4 EH AR
HBE SR R HIEE

@) NanoBRET™ Target Engagement ( TE ) il R4 /R

# 4% NanoBRET™ tracer A] LB T {HARfE, #HANAMRS BRET

NanoLuc®- §8 & fh & Z EEER =4 BRET %, L& %' e
HYESMAEAEEAEERN, 25 tracer S EAHMS .
£H, BRET 2R 5.
5t NanoBRET™ TE # il 345 A LUk 5% 487K F #2549 lﬂh Niv B9
SR SR R TR E M
NanolLuc® luciferase  ®-® Fluorescent tracer Test compound Target protein

) NanoBRET™ Target Engagement ( TE ) #&illRSXEA S

NanoBRET™ Target Engagement (TE) Assay 7E5e % 4R 4@ ML & T4 E L A SR HIHEE(ER .
NanoBRET™ TE Assay HzftPURh&$2HI4H 5 :

HomaER P 3 M D 3E Sk NanoLuc® luciferase Y

M

Hik RERERE

TS BEIE i 40 B BR Y NanoLuc® luciferase
NanoLuc® luciferase &Y
ok b

5 #3 3 NanoLuc®- %8 & NanoBRET™ tracer
BAEAHARBITIE
ES70
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Promega @ fm{L i) NanoBRET™ Target Engagement ( TE ) &M &%t

&M Kinase $83£254) #31 BET BRD 832547 M HDAC #83£254)

» #ill Kinase %254

TEAANLEBHRAFRAN—XE, FHEMAARERALIESESHNIHARIETZZLAALH. NanoBRET™ TE
kinase assays ®— 455 RN 5%, ATLLEERMEMABMPNELEMFEMNOMEEE, AMEESEYFHEENER.
NanoBRET™ Target Engagement Intracellular Kinase Assay #I|F Promega A% %] NanoBRET™ Target Engagement (TE) %
RN EEMEN BIirEE A 541454 . NanoBRET™ TE Kinase Assays 2 R IhH 57 B T 2 5EAR 2RO 33

O NanoBRET™ TE Kinase Assay Ef A& ERERLMERIT A

®B§$§§H§%$ﬁiﬁ

NanoLuc® fi&EH
HIZBRESEZE 96 FLAR

PR

ITHER
+ Tt NanolLuc®- 8
SERIAEBRHMA
o BITHREZIE
» Transfection Carrier
DNA

O BTt NanoBRET™ TE #&il & 4%;

Promega 121, HDAC, BET/BRD, GPCRs %M@ ieNTa, FEE

AILUMRB ISR E R, BITIRITRA MG EMRN T BEFRRN RS,

RIEEE 2N RBLSE:

1) %% RER] Tracer, AFLEARIMED;

2) HIZHEAS NanoLuc® EXEMEL S RIAZAMEE. MRRRSLBH BT
E—MIEAES, WEZE Nano-Glo® R4IFNZEARSN NanoLuc® 5. XLER

SR BRET (52 RAMABEIEMMLER. FRIKLE DIY HH EI:"I"?-‘E EI_,@B%;
BTEFERAANTION AR, AN 2 S =4, ekl il

RBA AT RRRT £ th G EHR AR, AT B, RfEme RE T
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O NanoBRET™ Tracer R EITM 5T 2 NanoBRET™ TE ZHAE A 8 ES4E N R4 513K -

| ) | i | BRS |
Cell-Permeable Kinase NanoBRET™ TE Tracer K-3 300ul N2602
Cell-Permeable Kinase NanoBRET™ TE Tracer K-4 300ul N2492
Cell-Permeable Kinase NanoBRET™ TE Tracer K-5 550ul N2482
Cell-Permeable Kinase NanoBRET™ TE Tracer K-8 300ul N2622
Cell-Permeable Kinase NanoBRET™ TE Tracer K-9 300ul N2632
Cell-Permeable Kinase NanoBRET™ TE Tracer K-10 300ul N2642
Cell-Permeable Kinase NanoBRET™ TE Tracer K-11 300ul N2652
Tracer Dilution Buffer 50ml N2191
NanoBRET™ TE Intracellular Kinase Assay K-3 100 assays N2600
NanoBRET™ TE Intracellular Kinase Assay K-3 1,000 assays N2601
NanoBRET™ TE Intracelluar Kinase Assay,K-3 (No control DNA) 10,000 assays N2810
NanoBRET™ TE Intracellular Kinase Assay, K-4 100 assays N2520
NanoBRET™ TE Intracellular Kinase Assay, K-4 1,000 assays N2521
NanoBRET™ TE Intracelluar Kinase Assay,K-4 (No control DNA) 10,000 assays N2540
NanoBRET™ TE Intracellular Kinase Assay, K-5 100 assays N2500
NanoBRET™ TE Intracellular Kinase Assay, K-5 1,000 assays N2501
NanoBRET™ TE Intracelluar Kinase Assay,K-5 (No control DNA) 10,000 assays N2530
NanoBRET™ TE Intracelluar Kinase Assay K-8 100 assays N2620
NanoBRET™ TE Intracelluar Kinase Assay K-8 1,000 assays N2621
NanoBRET™ TE Intracelluar Kinase Assay,K-8 (No control DNA) 10,000 assays N2820
NanoBRET™ TE Intracelluar Kinase Assay K-9 100 assays N2630
NanoBRET™ TE Intracelluar Kinase Assay K-9 1,000 assays N2631
NanoBRET™ TE Intracelluar Kinase Assay,K-9 (No control DNA) 10,000 assays N2830
NanoBRET™ TE Intracelluar Kinase Assay K-10 100 assays N2640
NanoBRET™ TE Intracelluar Kinase Assay K-10 1,000 assays N2641
NanoBRET™ TE Intracelluar Kinase Assay,K-10 (No control DNA) 10,000 assays N2840
NanoBRET™ TE Intracelluar Kinase Assay K-11 100 assays N2650
NanoBRET™ TE Intracelluar Kinase Assay K-11 1,000 assays N2651
NanoBRET™ TE Intracelluar Kinase Assay,K-11 (No control DNA) 10,000 assays N2850
1,000 assays N2160
Intracellular TE Nano-Glo® Substrate/Inhibitor 10,000 assays N2161
100 assays N2162
Intracellular TE Nano-Glo® Vivazine ™/Inhibitor 1,000 assays N2200
10,000 assays N2201
CC1 pan-Kinase Inhibitor 100ul N2661
Transfection Carrier DNA 5x200g £4881
| 2x100pg E4882
» #ill BET BRD #X%5%
= ki B®S
100 assays N2130
NanoBRET™ TE Intracellular BET BRD Assay
1,000 assays N2131
NanoBRET™ TE Intracellular BET BRD Detection Reagents 10,000 assays N2140
NanoBRET™ TE BET BRD DNA Bundle 1 each N2150
NanoBRET™ TE Intracellular BET BRD Complete Kit 1000 assays N2180
» #i HDAC %254
=i i HRS
NanoBRET™ TE Intracellular HDAC Assay 100 assays N2080
1,000 assays N2081
NanoBRET™ TE Intracellular HDAC Detection Reagents 10,000 assays N2090
NanoBRET™ TE HDAC DNA Bundle 1 each N2120
NanoBRET™ TE Intracellular HDAC Complete Kit 1,000 assays N2170
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ERHEEERA#EN—NanoBiT® A

NanoLuc® Binary Technology(NanoBiT®) 2 —#%F Promega & #1% F % % %& NanoLuc®
Luciferase MW BT RS, AR EMEAELRMOEEIER.

NanoBiT® $R# The Scientist Zx:51¥4 2015 £ Top 10 SUFHAR.

=A:

2015

A 4

TheScientist
SE YA £ M EL VR P BN SERT

T@P 1|@ « B AMREREEIERERN,

- BOMEAREHETHOME (k384 TN 1536 FLTER ).
INNOVATIONS

S A

© NanoBiT® R FRE

NanoBiT® % % 2 i Promega ¥ #| & & 3¢ % #§ -NanolLuc®
Luciferase A TEH AN T E B, BIATHE (LgBiT;
17.6 kDa) F/NFE (SmBIT; 11 SE#RL, 1.3kDa), AT5 2

t

MENBMERARIEIMEER. 13kDa N
Protein A Protein B
& LgBiT #1 SmBIT BT EEGRENTEEMEFRITIRE T D
HERES. |
o BNEAZEMEEEMREANTEAS \TISEEEY LT (11 amino acids
(17.6kDa)

Structural complementation
generates a luminescent signal

MEEE, HMAISKYRNL.

© NanoBiT® HARBRAE

PureYield™ FH/MEIXFIE

i3 Promega #EMNHE L&

iRk LgBIT #AF0 SmBIT Hiix -

S RIEN RS EBRIAHE

« Wizard® BB EUWRFIE

NanoBiT® PPI MCS o e P N o T4 &3NS
M C B N SRENENE - (B + BN BEE N2014 ;
Statar Systom AEEAER, ERNARENT - SEREENRA FRAIERIIIES

&It

Flexi® {52 R G2 —ME B 7

R, EFENMEEBIMLAN |

Flexi® R7Ifh& & A FREH

+  ViaFect™ #£i% 51

GloMax® #:3 MY

—® ® ; e .\ « Flexi® System, Entry/Tranfer
gl;rx)elfl'sry;:rl]flexn PREIMEAYIEE, BEBRE. B3 | Bgiﬁﬁgfgﬁgiﬁﬁw N2015 - Carboxy Flexi® System
= | N C® £ Ry =k Dy V) ® ﬁ; V
SREMEMEARE Flexi © Fik(g Flexi® & Bt 8 14 GloMax® #:MX

Anti-LgBiT Monoclonal
Antibody

22

HREAHRBX, MEEEFNF.

AT NanoBiT® 2%t AT &

LgBiT #1 LgBiT & EH
SRR R /)N FR BB T PE LA
FF Western blotting 434

* Anti-LgBiT Monoclonal

Antibody

N7100 -

Nano-Glo® $& 4 e & %
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NanoBiT® AR EIEERETE

» NanoBiT® i#{Ei% 2 4H|l——NanoBiT® PPl MCS Starter System

1 2 3 4 5

HEEL 2 B MM Nano-Glo® £ GloMax®
HER 2 1NF : i wa 5
X ﬁj‘:‘l " 1; RRRHIR ;‘% Cell #2 Discover &3

— 10 .

PBIT1.1-C [TK/LBIT] = == 52 _—
Vector
(3865bp) 5 / —> h

GloMax® Discover System

9 R " =
€ Western blot k42l LgBiT St&E & - B %6 5oL g g
S< & + -
S JESEE
o SRigit BEQEES
5 N . N @ —
FHEBBLBITHAEZEBRMNS CMV B THRIEH (iR M E%ﬁ :‘E;‘j
HEK293 4, Z /51T Western blot 4347, kDa !
98 . -
62 - -
. I
o TRER - -
HE: 54 LgBiT ME&ZERHIAR THHAMIEIHE. BIEFER CMV - -
(RIEBERS) EshFRIE, BRAELEE A DNA #HITHRE,
LgBiT-KRAS Rt & & AR FIEKFKIBRIE, BEEM LoBIT i 17
BERMZ 14
Detection of LgBIiT fusion proteins expressed in
HEK293 cells.
@ LR A M
Anti-LgBiT % EME# | Tk | iE | E=s
Anti-LgBiT Monoclonal Antibody FTF#M NanoBiT® R4t AT & LgBIT #1 LgBiT Rt & EH 100ug N7100
Nano-Glo® ;41 Re U R 4 Ihk & BRS
AT A0 SE RN NanoBiT® = NanoLuc® £HfES MMM, 100 assays N2011
| EZRMAMIRT; Nano-Glo® Live Cell Assay System 7] Fi F4&
Nano-GloLive Cell Assay System e Uil At & KA S R HERRMEHES A 2 hef, | 000asys 202
B R EARAETE 7D 10,000 assays N2013
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ERHEEER#BN—NanoBiT® A

» ML AR A A E B RS E AR A —R A

o XBRER

PRKACA (cAMP k%4 & R isEsE (L I E a) 1 PRKR2A (ZER#EE A2A HiETE) EE/
HEIERA® cAMP BJIEIE, cAMP K15, PRKACA #1 PRKR2A ZEHMEEERA ST
IS E, cAMP BIKFEMEK, PRKACA 1 PRKR2A E AWM EER SIS HIIES .

©® LI

o YA FZE L NanoBiT® 753512 H PRKACA 1 PRKR2A fi & & B xR HEK293 4 ;

. k&Y Iso AIIEINLREEMAIZAEE cAMP KE. GPCR R - 1:15% (propranolol,Pro), f%
{RZHREA cAMP 7K ; IR M4 BREERIFLERIET - EMZDE (forskolin ,Fsk), FIi&NZRARMA
cAMP K3,

® SRR b
HE . ¥ HEK293T 49 SmBiT-PRKACA/LgBIT-PRKR2A W% E =
. p
28°C, KL 10 uM Isoproterenol (Iso), propranolol (Pro), &1 forskolin (Fsk) {&% -%
M HEK293T 4RfRR, 1 NanoBiT® &Mt FIH MZEHIE S 49 cAMP k2 £
-

1£3F SmBIT-PRKACA/LgBIT-PRKR2A HE{E AR AT #1485 . L GloSensor™
CAMP Fi AR BSMZHREA cAMP SRERITL .

Time {min)

© LR RR A 7
VT 1A H®S
N2011
Nano-Glo® Live Cell Assay System g};ggﬂééﬁﬂﬂm NanoBiT® 8% NanoLuc® & (5 SRS R MAE, AEZmRME N2012
N2013
GloSensor™ cAMP Assay — L F 7 AR RN cAMP FI7KF E1290
Luciferin-EF —MEAZSZNRRENRR, IRATASERERFZWEEARRIEGE A+ E6551

® SE BB

1. Chaudhri, A., et al. PD-L1 Binds to B7-1 Only In Cis on the Same Cell Surface. Cancer Immunol. Res. 2018.

> wN

24

Koushyar, S., et al. The prohibitin-repressive interaction with E2F1 is rapidly inhibited by androgen signalling in prostate cancer cells. Oncogenesis, 2017.
Cannaert, A., et al. Detection and activity profiling of synthetic cannabinoids and metabolites with a newly developed bio-assay. Anal. Chem. 2016.

Andrew S. Dixon, et al. NanoLuc Complementation Reporter Optimized for Accurate Measurement of Protein Interactions in Cells. ACS Chem. Biol. 2016
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HiBiT EBHREMHRAK

» HiBiT EAHRZEH AR

+ NanoLuc® Binary Technology ( NanoBiT® ) 4§ NanolLuc® &3t EEFELHFRE
AR, —22H LgBiT (17.6 kDa) , B—EB4 K 1.3KDa KAk
. fEX/NIKERIISE RS, 5 LgBiT EGMEEMIER MK, HHRA 3 aer
HIBIT, e & FEERE, BESMIEE. l

|

nce (RLU|

Lumin

o HiBiT #rZATF 2017 &E4# The Scientist Zt5TEE NEE K EIFH 5.

» HiBiT EAHFEER AR A

1 ) ,
v v

wWEAR |

Py Eu=Enk

» HiBiT EAHFEHRARKSE

® (01 vETHEEEaAHRD,, RE 1 ERE, NFAEHEEERR)

9 ® (2 Promega RS FAR HIBIT BN R

" .
ienti 0 (3 HETHMEMEER, >7 MBS, TRAEE 10° R (amole) WEH

TOP1D

(N7 © 04 @@t HBiT Sk, Ak HIBT 7% SR BEOMRMA A

‘ 05 ARl CRISPR A HBIT X2 AR B E QR FRAMENGE, MAEEE,
; EEERERRKT LR

® (6 TwEHiss Wester blot RiBERIE, TR
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mf A HiBIT E8/HERICEH

@ H CRISPR/Cas9 $\ HiBIiT Hif#F%

hh:
o BT HBIT #:ZR 4, BN (knock-in) HiBIT HiEMFEEQANHNERS
o BMERER, REFFIZE CRISPR knock-in HIZER
« TFERRE, TELHAE

« FHIRIEIRIZIEE1A Promega

Sit

#:

& HFIITE Guide RNA, Bk
f Donor DNA # Cas9 &H

@ EEHMERTEARIE

- f¥F Promega @Mt HIBIT EAMREHA, AEUMEEASHBERE.

* Promega {2t % T AL A FIET Flexi® ERERARR 2 # HBIT Hiik.

- ERTREMRANERRE, FHREETIEENHMERNM, ESEEEMHANYIEBSARFIE.

) ik BRS 48
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N 3 n n — k -_— E
N4 HIBIT BZEHicE 8
P HiBIT EAHZE M AKRIE
> HIiBiT 5 LgBiT B4 E#M44, FRESELEMLR NanoBiT® B8, ERMHFEMNIERAT, AEERESNENES.

> ERTHHNSTEEAN, ZHAESEES HIBIT ERRESEMIEL.

HiBIT EAFRZRVRES AR . RMBEEN . 205 5NN LR EP T8

@

HfEmm 4 B b 485 E i 0]
Nano-Glo ® HiBiT Lytic Nano-Glo ® HiBiT Extracellular Nano-Glo ® HiBiT
Detection System Detection System Blotting System

M ENIE R EAR ZE Tk R Y

B% RF miE-RA- MR, BATELS S 7 LOBTRABEMR, 5
s e ) e HBIT #n & B 41, Ak RE G
RAC B, RETATR. MR HURAIH R e NanoBIT® .
X5 5 sr4h, BIRTARMI.
o KMEEEEE 7 MER « EEMERESSHE HBIT o EFInE, ENERE BRI
o BRIEERE HEMAER « RYES, WA KRR
TEHMR, BIEEHR < RRIEERRE
o LMSEEEE 7 M ER - BMEEANTE, EEEH
Rk
D FmilFk
Pl & BH®S
10ml N3030
ey al| Nano-Glo ® HiBiT Lytic Detection System 100ml N3040
10 x 100ml N3050
10ml N2420
4HAmoME Nano-Glo ® HiBiT Extracellular Detection System 100ml N2421
10 x 100ml N2422
ERI2 4 Nano-Glo ® HiBiT Blotting System 100ml NPZE)
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HiBiT EB A N H 25461
HiBiT A #i0 PCSK9 BIinTF14 i
——RM A HIBIT RFRNERES. RIMENEST Blotting il RS

PCSK9 #£&REERERMEREZMA (LDLR) , PCSK9 5
LDLR &MLk LDLR BYE1EIR, B PCSK9 /5 LDLR P&f#
PCSK9 Z#ITHZAYIE R <

Recepior
Rerycling

« PCSK9 HHE g RiARESH =5 MIE

+ PCSK9 EFE R pIMERIA S BUKAE M AE

.+ H226A REFMESEM ISR, EHHEEER
.« CO679X RESHGHHE ER, BRMHZEAMT

PCSKQ RIS 1% H 433 2B Sh

PCSKS-HIBIT Blotting

FPCEEKQ-HIBIT Extracallular and Lytie Signala

I Esvacanalar
Bl Toda

HaloTag-HiBIT

Luminsacsncs (BLLUJ

Secreted Secreted Secreted

LEE: #3## PCSKO-HIBIT # & & B, R A Nano-Glo ® HiBiT Extracellular  Blotting Z %t 4&30 PCSK9 7 4B iR BN AL s b MR 1B R ; BIiEL I
Detection System #0874 B K 3825 ¢k PCSK9 7ERSMNNEE. KA Nano-Glo ®©  H226A R NEEE N Tt 8, HIEHEMEAE ER. C679X RESHMHBEAE
HiBIT Lytic Detection System #&:l# & & S 49 PCSK9 7K E. ER, {BRHIFIERMI.

Hith &% K -

1. Wang CY, Patel N, Wholey WY, et al. ABC transporter content diversity in Streptococcus pneumoniae impacts competence regulation and bacteriocin
production. PNAS, 2018.

2. Ranawakage DC, Takada T, Kamachi Y, et al. HiBiT-qIP, HiBiT-based quantitative immunoprecipitation, facilitates the determination of antibody affinity under

immunoprecipitation conditions. Sci Rep, 2019.

3. Rouault AAJ, Lee AA, Sebag JA. Regions of MRAP2 required for the inhibition of orexin and prokineticin receptor signaling. Biochim Biophys Acta Mol Cell,
2017.

4. Oh-Hashi K, Furuta E, Fujimura K, et al. Application of a novel HiBiT peptide tag for monitoring ATF4 protein expression in Neuro2a cells. Biochem. Biophys.
Rep, 2017.

5. Schwinn MK, Machleidt T, Zimmerman K, et al. CRISPR-Mediated Tagging of Endogenous Proteins with a Luminescent Peptide. ACS Chemical Biology,
2017.
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EAMRHEE PROTAC fi%

E &R EE S (Proteolysis targeting chimeras) , ®BI#R  sromacs

PROTACs. EMEEBIHESES E3 ZEEHMANEE, % il

FSHBEOEAMMR, FHiBiTTE - BABERS (UPS) BHE P 63
FM#E, PROTACs 2EFMRANM—MEBERZE (linker) A e ;. n 5
HIhgE S S F. EF—NEMAS E3 EREiEE, 5—1N5H o i ~n macame
HERSES. AN E3EEBEZRUESHN—ES, LB ¢® g [ REAZEUZRIL?
MEB#HZERNK, REER. EEMEENERNARTER, REBELN S 580
MASMFEESEYE, XE—MHIEBERNRT AR,

T 2 ¥ % PROTAC #f 5 & iR, A £ %: www.promega.com/ v [PErETEEEry.
products/small-molecule-drug-discovery/protein-degradation- Promega ) PROTAC 4 M7 M MRS 2 9 15BN i SRR
drug-discovery/

W

© Promega BEF S 4 A , HIEIRMEMAN PROTAC MTBMRAE: NEEY, =RAMAH,
ZFRik, EAMKESIRETEARME,

Targeted Protein E3 Ternary Target Degradation

Ubiquitination Engagement Phenotype

Degradation Complex

EEBMERKT, Ml E3 S EEEY) CMENERZER F S SUIRIEE THRERBNERRN
BEMBERRRNZS (ZRfK) WAL LIER HREEYE g il

© NanoBRET™ Starter Kit Bl A& X FI ST 5 F A £

ND2690 NanoBRET™ Ubiquitination Starter Kit 1 each WNENERZENER

ND2700 NanoBRET™ VHL Ternary Complex Starter Kit 1 each T = BRI A

ND2720 NanoBRET™ CRBN Ternary Complex Starter Kit 1 each I = BRI L AR

ND2730 NanoBRET™ Proteasomal Recruitment Starter Kit 1 each i B §E B3 E BB A RIE XN

Q) TEHEMMKENEEBRBRARRSRLEE,

N2721 HaloTag®-Ubiquitin Fusion Vector 20ug SMBEMEBZRWIER

N2731 HaloTag®-VHL Fusion Vector 20ug 1 = BIRRIRZ R

N2691 HaloTag®-CRBN Fusion Vector 20ug 12 = BRI 2 R

N2701 HaloTag®-PSMD3 Fusion Vector 20ug N B E B2 E BB RIEENLH
N1691 NanoLuc®-BRD4 FL Fusion Vector 20ug £ UPS & o BE 4 3 BR
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EHBEMEE PROTAC Hix

(5120 PROTAC S 43 FHR) MEERRMNEREZEZANSE. VBB RN FREFICEIHNGR, 4

2 S EEMAE A REAR% S . NanoBRET™ Target Engagement (TE) Intracellular E3 Ligase Assays & —fh& T

NanoBRET™ FiARMFECM RS, AIATHNEHAEFHMENS E3 ;2R EEEEH, Cereblon (CRBN) 3k von Hippel-
Lindau Z=fBIPHIEF (VHL) MIZE&ESFENS, EARTEEXEMNARAFAE (availability)

2 3

HATHE A TIERRETHEAESY
HARAFIAE (BEEHEE ) ,
HWEVHRE L ST ER

EEMASYIEMARPH CRBN &
VHL E3 iZ RiERE MMM A FEF N

AR AR S ;
ARRME RN AT 5ERIRIE

@ NanoBRET™ TE Intracellular E3 Ligase Assays

HRS =m i B
N2910 NanoBRET™ Intracellular E3 Ligase Assay, CRBN 100 assays
N2911 NanoBRET™ Intracellular E3 Ligase Assay, CRBN 1,000 assays Mk EEFMP L EYS CRBN LS

N2912 NanoBRET™ Intracellular E3 Ligase Detection Reagents, CRBN 10,000 assays
N2930 NanoBRET™ Intracellular E3 Ligase Assay, VHL 100 assays
N2931 NanoBRET™ Intracellular E3 Ligase Assay, VHL 1,000 assays MK ESFMBHUEYS VHL HES

N2932 NanoBRET™ Intracellular E3 Ligase Detection Reagents, VHL 10,000 assays

7£ NanoBRET™ TE Intracellular E3 Ligase Assay &1, NanolLuc® E3 ZEiZEeRt &5 At Hee Bk, BIMIEESAER
BT HAAEAY NanoBRET™ ¢ 7REEH, A5 NanoLuc® E3 E# MM AEREA. TS E3 & EEM4ZE R 8 NanoLuc®
WESZIR, MMZ4E NanoBRET™ {F5. [5 E3 EZEESHMEPRMEENSSE NanoBRET™ (F S M 2RI
PRI, MEEIRIEE EMEMFIL AT E3 EIEEE AV MMmAFEMHEB IS,

X A5 NanoBRET™ TE
BN BRE A, AIFkik DDB1 3 Intracellular E3 Ligase Assay,
=R CRBN =k VHL &£/, A&
M E3 EEEHIRG S

BRAAREME, AIRIESE3E
#EECRBNs VHLE ARt & 10
NanoLuc® &t =

1 2

© NanoBRET™ TE E3 Ligase Vectors

HRS P g jvd:i

N2741 NanoLuc®-CRBN Fusion Vector 20ug FiA5 E3 y%4$#H CRBN ZHFE A H NanoLuc® B &
N2751 VHL-NanoLuc® Fusion Vector 20ug FiAS E3 £ VHL EHRLA A NanoLuc® &t &
N2761 DDB1 Expression Vector 3 x 20ug %14 DDB1 &H
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EHMEME S HaloPROTAC B35

S5EFRBRREARTHEL, MEAEERMNEERBREESSIE—MTEETEARE. HaloPROTAC-3
£ HaloTag® L& 5 PROTAC WIREE /MY F, 2T RMFEEARKBEREN—MMRESRRTTE.
HaloPROTAC-3 &M% VHL E3 #E#E548 4 5|\ HaloTag® & &R, BidEAMMNEERLINT =R,
HaloPROTAC B & —1MNESMEMIEE, BIAEKENEREYSSRRELES.

HaloTag VHL Degradation via ubiquitin-
Fusion HaloPROTAC3 E3 ligase proteasomal pathway

HaloPROTAC IhE/RIEREE

© HA

O WRMEANRE SR
O AIEENEXT PROTAC 4 R EEEEFR

OH
H S"Q"N
O WRSUERR in vivo (fli0: IR ) BEMRE X{Q)-” S
O #EXEF% PROTAC HIIER TSEME LR Ny N
0

O P& K BN ENEER éz* o
O I E AT IR EEk TR EEE
O A5 HIBIT & M REEE A HaloPROTAC3

& EEHAITRNE SR HaloPROTAC-3 44

& EEEMPEITIERNF IR

Q hH
O EHIEAERREE (Z8KERMEESEE )
O WREEFBEKTE LR, THRFLEHGHLEERRNEK
O EREYARTEEM / AT
O &l PROTAC k&Y
O EEEERENTTHRERMEE

© NanoBRET™ TE E3 Ligase Vectors

BHRS VT Mg B
GA3110  HaloPROTACS, 2.5mM 20 pl T RRRIRAE R A R R

FT#E HaloTag® fi & E B MEMREET VHL 54 F0

GA4110  ent-HaloPROTACS, 2.5mM 20 pl PROTAC #4171 &
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F CRISPR $f K5 A\ HaloTag #1 HiBiT

© H CRISPR #A S\ HaloTag 1/ & HiBiT fi%#2

HiBiT-HaloTag

& FIRGEEE (BEIERES (POI) i 500 MEIHRMFEIRE) e (), W
1% HaloTag® (HT) 1 HiBiT N EE 4R {15 Plasmid Donor Cas9-gRNA

LgBiT Plasmid

Template ~ complex

€ Cas9/gRNA complex &S EF B K BITIE
& TFIA LgBIT A LgBIT f8 & 4Hpatk
¢ LgBiT 5 HIBIT B4, £EBRRAAESHIIEEMEAIES

LgBiT Luminescence

*,
Genomic Locus 2 s
(NanoBiT® ) [ {
Random Integration - ‘

HiBiT-HT-POI NanoBiT-HT-POI

Q) kRN EERICH B FEES

HiBiT-HaloTag-BRD4 HEK293 LgBiT stable cells

Confocal JF 646 Flow cytometry/ FACS sorting
(HaloTag) with JF 646

e =

= Control HaloTag

Count

/ od A
. o ! w' v
*\/\/Cl o Janelia Fluor 646 HaloTag Ligand

LV200 Luminescence NanoGlo® live cell assay
\ (NanoBiT)

80000+

60000+

N
o
=1
=]
t=]

20000+

Luminescense (RLU)

o
B A A R R AR AN AN Y

Plate Position

@ Janelia Fluor® HaloTag® ligands (JF 646) A 3 F5E4RARM G AR R AR 43 i% DAHki% H AR L Bid CRISPR $ A HaloTag®
ppAiifii

@ 1% HaloTag #0 HiBiT/LgBIiT Z5& FI#I TZRAE R & AR SR ZRAEM N, LUEERN A 7R FEE PR e g
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HaloPROTAC3 3% A& bz FH 245
— RN NFERR

© Wnt3a #3805 B-catenin HIFEMEZ h %

A. Unstimulated cells B. Whnt3a stimulated cells

C.
HaloPROTACS3 treatment 1 uM HaloPROTAC3 treatment Wnt3a stimulated cells
Whnt3a
Whnt3a
uM ug/ml ug/ml
s - 0-DMSC 3 - 0-DMSO
1 - oon oo < ooms
=] - X =
3 - 0.004 Z2 z - 0.001
210 = - 0.001 z oo
g 0012 g - 0003 g X
: 3 g - 0.011
505 - 0.037 g1 - 0.011 g
£ 0.111 * 0.033 w 0.033
- 0.1 - 0.1
004 i . . . . 083 o+ : . . ; 1 e 03 - 03
0 5 10 15 20 25 o 1 0 5 10 15 20 25
Hours Hours

B-catenin-HaloTag-HiBiT HEK293 LgBiTstable cells

’ A %ﬂ B: E Wnt3a ﬂ%ﬁﬁﬂ'iﬁ, FH HaloPROTAC3 &bﬁéﬁﬂﬂ’ﬂ}é HanTag-HiBiT D. NanoBiT imaging Unstimulated cells
AIREMARICHY B-catenin & BXEMR

& [EC: Wnt3a ®I#fE, EMAEFA B-catenin-HT-HIBIT 7K FFE

¢ [E D: £/ HaloPROTAC3 &85, A LV200 RiEFRZME B-catenin-HT-

HIBIT H 255 Before After 2 hours
HaloPROTAC3 HaloPROTAC3
€ ## B-catenin BERETFLER IS Wnt3a (S # 5
B-catenin and Wnt3a B-catenin-HaloTag-HiBiT R T
signaling pathway HEK293 LgBiT stable cells + Tcf Reporter & EANREERRSS Tof HARR
Wnt ON SHEERME], A HaloTag-HiBIT

Tcf Firefly Reporter Signal

500000 Wiﬁ'iﬁiﬂﬂ"l B-Catenin XTJ- Wnt3a
s HaloPROTACS (1 uM)
400000+ - DMSO ﬁl];gﬁfzgi]zﬁ,ﬁﬁ I]rn]}(_\‘z
2 ] & 7£ Wnt3a F7ERTMELE] B-catenin
toouun BYBEAR, RXIRIBAD N 2 55
00001 0001 . :'o;g/ I)of1 i ‘ HaloPROTAC3 IEE_?‘EFFH :_Fﬁﬂ:%%[!%
S pons MRRBAIEENR RILEDD
simcn ) B-catenin-HaloTag-HiBiT
5 Cotentn Protein Levels

NanoBiT Signal

{ #Comntn |

{ #Cotmntn

. d Firefly Luciferase

npj Precision Oncology, 2018, 5

Tcf Reporter Assay

© B3k

1. George M Burslem , Craig M Crews. Proteolysis-Targeting Chimeras as Therapeutics and Tools for Biological Discovery. Cell, 2020.

2. Soumik BasuRay , Yang Wang , Eriks Smagris, et al. Accumulation of PNPLAS3 on lipid droplets is the basis of associated hepatic steatosis. PNAS, 2019.
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2 ioh) E5 %, N
Lumlt Immunoassays

» 4GBz

HEANEARFEITRNIMEEREARBFEMRNERSEZ—. 40 £k, i&I0 Western blot, &2 EEL R IZ MM (ELISA)
— RN ETREFNAEERAERRGNNIRESE. B ELISA R EIRN T ERB S S SES SN, UK
RS RS RARIMEE R MMIRE. XEHZRBNMAAEMNERTEMENS. M Lumit™ Immunoassays (Lumit™ %%
QM ARG AEEFNMAMEPERHITAXEN, RUNHSEER, REAE 30 SHAEIA5ER.

» Lumit™ &0 R
Lumit™ &M &% 25T NanoLuc® Binary Technology (NanoBiT®). #& Lumit™ %i&#iNZ&% S, HiiA45A NanolLuc®
BRI AN TR (FR7 LgBIT # SmBIT) #ITHFAFIE. ENTHEEMNERT, AMMFEIEERE, AMiE SmBIT 71
LoBIT XA BB MESH = EARNAXES. -

-

MIAFRCERA D A—RFICEFN ZRFILE. BENRARE, REAERAEARRE, tURchRER, WHERSNIFG
MKFI=.

—HRICE stk
Lumit™ Secondary Antibodies Total protein

. ‘ /L‘gBiT + SmBiT I

Analyte

Anti-Mouse Anti-Rabbit
Ab-LgBiT Ab-SmBiT

» Lumit™ AL
5%%%%F@%ﬁ%(%ﬂﬁM$&tmeW%ﬁ@WE%EE&%&m:

. TEE R -RE -ERC B ERRENZRRNN, RE 30-90 SHEIAER.
o EIEBHTHONNE: WAESREFRTRMERILEB R MEF R RALRIES.
- BEEEE: ROESRBNEE,

KZ}
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» BHTH Lumit™ F=Ra3

“HimEF AEE XA Fa R / Biologics ot BiTHEsL
i SRR EER S HXHn HXiin iR
ZHhEN FA B 4m A A R 53 (Insulin) EHfES@E®Ex FcRn BN A& &N
TR &R E, 0Bk = 4 & ARG R . A&
A IL1B, L2, (Glucagon) 40 AKT, 4E-BP1,
L4, IL-6, LI-10, BN A BU4a . B-catenin, BTK,
IFN-vy, TNF-a. c-Jun, CREB.

» Lumit™ iR TREE

B THRNEEARAE, M5 ER AR, RGN NSIESBERE, BREKRRZENAMA -HE - N0EE, TRRFDR,
LARIC AR5 SR X RPN Ho 1.

o (2] ©
BEME  —— WRRW EEAH ——— MERXES

Primary Antibodies Phosphoprotein detection

w | + ;l’ 1;‘

Mouse Mouse Rabbit

Signaling Anti-Protein  Anti-Phospho Anti-Protein 0

< event

Y Lumit™ Secondary Antibodies Total protein detection

nase. @) ,L‘gB S ﬂ'l ‘l ',Q

Anti-Mouse Anti-Rabbit
Ab-LgBiT Ab-SmBiT 0

. ]
A\
* = - Yo o
b Qg P Rk i
S e s N mRTRES LumitiRX SR T 88,
.. Y%y wv?rw.promega.comlprodd’ttgfhﬁmutﬁ!gssay-elisallumit-immunoassays
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www.promega.com/resources/technologies/nanoluc-luciferase-enzyme/

X1 Promega g A XS

NigEif AR SBTHR

@ @ ®

BB TIAES HEIER

HiRER (LX) EORAFRAA

Promega (Beijing) Biotech Co., Ltd

il EETFRBEIE=IHFEE 36 SIAEKEE S H0 B FE 907-909
Fig: 010-58256268

M3k : www.promega.com

WA HEEIE: 400 810 8133( FH1#43T )

FARZHHBFE: chinatechserv@promega.com

ENRlRSIE] : 2021.2



