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2. FmiEk

NanoBRET™ Target Engagement (TE) Assays Tl I E R EAMANL SV S X ETEREANEABR, HERWNAT
ZMEEHEFINFR (1) . Eit, RIONZE—FFE NanoBRET™ TE #ANA%, BFUNEEARMHERT
KRAS(G12C) FE TR RAF & (4% ARAF, BRAF 1 CRAF) RN _RAER LHNLAMES (B 1) . RAF
WESEIET MAPK B ERESHAEAEEEEEH, VAPK EBREEPRERTENEKZ—., RAF _BEES
MERE, THEHRTE RAS EARMNBENEEAYE S, EAMS, NanoBRET™ TE Intracellular RAF Dimer
Assays @9 Tl EHEY 5 RAF RiE _RARN =B RAF JRE{A (ARAF, BRAF & CRAF) MHEEERAMURS
BRAF #1 CRAF BIR_RBAHIEEREEIER.

NanoBRET™ TE #i R4 ol R A EM A N HLIRAEE R (BRET) EERNSEEANSES, BRET 2AMEARINE
FhZEMEEEELE, REBENZEREERNASEE. RN NanoBRET" £EALERN AL EASEEARME
8952 % NanoLuc® Bt EE/E N REE 44K, T NanoBRET™ TE Intracellular RAF Dimer Assays & F NanoLuc® Binary
Technology (NanoBiT®) , iz MFBEARE—MHAKHNEEITE LgBiT M/NE4NK SmBIT (q) AR NEMEINRE,
XM EA AN ZAET, TliTE RAF EEESRASEMTHERES. BAME, LoBT M2k RAF 895
EEH5 SmBIT (q) 12K RAF RIS E0EABPIHRERX, EREQSAHAMEFEMRETE KRAS (G12C) HERIX, &
RAF EH7EF7E KRAS (G12C) WIS R THEMEAHE KRS RN, LgBIT # SmBIT (q) WEZESH MAEMEH RS,
HEGHEEAEBRYNBERTEERSNANES, EANBRETHEEMRE (B1) . EEZARE—MARBEMRN
NanoBRET™ ‘REzfl, TISEEMPH— N AE N RAF BRAFEMEES, HREFNSEAY TN RAF RRIFESHE
SRR EIEREN RN, A BRET I REEESEEY. SREFNMNSUKENTSS RAF ERAESH, LIBRETES
FIREAEARTICHFUC SRR SIRMNFMNANNES R,

NanoBRET™ TE Intracellular RAF Dimer Assays AR f NanoBiT® RZifIk4E 2 472 FEH SmBIT (q) BX, #1554
EYEEEERT Extracellular NanoLuc® Inhibitor 8%, i #I5 o] % X ZRMAMMAE 540955, 1% NanoBRET™
ESREEAM.

$IE Y RAF RIAEA S8 NanoBRET™ TE Intracellular RAF Dimer Assay (A 2 BC) Ext, BAEXEI AR
RAF RIR_24K (BRAF 1 CRAF) 3t RAF RIE_RAS &Y P =M REH RAF 2K (ARAF. BRAF 1 CRAF) Hy%E
THEGHTITME (B 2) . ATl RAF BIEZRK, FHRIXMHER RAF EBHM LgBIT # SmBIT (q) Bl & AR RME
(B2AFE2B) , MEFEEMITHERRE-RASSY PIYFE RAF 2K, TPRETHNBENEZRIR (ARAF, BRAF
oy CRAF) 5% —fh32Z RAF EH [BRAF (A481F) I CRAF (A373F) ]#{THEX (B 2.C~2.E) , XERIFE - &
ARBRRT2RAERE, tJEIERENSEZ) RAF BRAEES, BREVK RAF RR_RESEYHNEND (2) .
RO EFVHEMERE RAF ZREAWERES 2, X5 RN AEREEHEN TERBEPIFHEUHLENE
£ RAF “RAME higikRit, EARRBBHERIS, Lk 55EN A XE%M A NanoBRET™ TE RAF Dimer

Assays,

R, °
BRER (ILR) EMRAFRAT ik EFEHREKIE=IRRE 36 SHEREBS 0 B E907-9009  KARSZHRFEIE: 4008108133
Promega (Beijing) Biotech Co., Ltd ~ E2i&: 010-58256268 WIHE: www.promega.com FARZHFMRFAE: chinatechserv@promega.com

CTM 716

2024 #l1%



O

Promega
A.
KRAS KRAS KRAS KRAS
(612C) (G120) (G12C) (G12C)
® s
BRET BRET
LgBiT LgBiT
2, NanoBRET™ Rizxl
O HFUED
B. C.
o G
& &
RERIRE KT EYRE

& 1.NanoBRET™ TE Intracellular RAF Dimer Assays #tiX . A. & ;R =& B #EiR .72 B RAF-LgBIT #1 RAF-SmBIT (q)
BARAERNABES, RAF ZRANFEBEH KRAS (G12C) ZHEHERIKXIRS, ME SmBIT (q) M LgBiT ERTE
FE, HEERMGM BRET#HXMES. A5 RAF RERORESH
BRET iR EEREEY. B B. E4EM NanoBRET™ RERFIBIF 2 & M #h 46 ki ERIRFIN S RAF WEMA; BRE
RTXBANERNBEZNTEE., AIESHERTERARNAEROREFRE, ZRELTFIEBEARES, BEEREN
FNERMNHZE EC50 E, B C. ATHAMEERSENRESFNCEMNENN, EZEERENREFE THAR
RENFNCEYNARHITLE, BES RAF £80LAYRELI, BRET E5KE.
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2. TEiEk (£)
A BRAF iR _R{&E B. CRAF RIR_B{FEm
KRAS KRAS KRAS
(G12C) (G12¢C) (G12C)
BRAF CRAF CRAF
ERF K-4 TR K-4 g Q%
. ; il
B BRET BRET
C- BRAF [RER {1 . CRAF EE e E. ARAF FE{FET
KRAS KRAS KRAS KRAS KRAS KRAS
(612¢) (G12C) (612¢) (G12¢) (G12C) (G12¢)
CRAF
warae) e
\ TR K4 R K-4 IR K-10
BRET BRET BRET

E 2. {£H NanoBRET™ TE Intracellular RAF Dimer Assays BJTJ#8M$EEH, E A f1E B, &ih RAF EiE B4
Bl (BRAF 1 CRAF) HI/REE., BIC~EE, MiTFHER_RAESY IS E RAF BERIK, BN EE RAF BER
A5 E —fh2T RAF £ H [BRAF (A481F) 3} CRAF (A373F) | 7 xt, XEREH - FRERITERLERT,

oJpEIERERK S RAF RERAES,

RAF RE{A#8 (ARAF, BRAF %1 CRAF) ,
ARiBHNE T NanoBRET™ TE Intracellular RAF Dimer Assays Fr{@ B MG B2 4 =, W R o 52 AMEISFHL

EfRES, TRTUEWGEMRRPONERES

BRFEM RAF RIE_RAESMNEEN (2) . ZEEENRIE_REPH=HM

(TE) , AEEMERVGERBNETHRBRENENTEERD]

te, EAMERN P, £F 1 XREAREDIRVIRP, HEE 2 RMAREANMFULEY, NanoBRET™ TE

Intracellular RAF Dimer Assay B9 T

- >
RESESLE 3,

ERER (LR ) EMRAFRAT b ERHREXIE=IRRE 36 SHEKEZ il B EE 907-909
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F1X:
BRMEHEENEE 96 IRD, HE
20~30 /NBY I TEE S,

FL2X:
¥ Complete 20X NanoBRET™ Tracer
Reagent RINEMMIBFFRET, HFREMES.

1-3-@-

£2XK:

NanoBRET™ Tracer Complete 20X - s N ORI
Tracer Dilution Buffer NanoBRET™ Tracer A0 10X FF e EMFHE T E TR EYIE,
Reagent Reagent
NanoBRET™ Extracellular
Nano-Glo® NanoLuc® )
Substrate Inhibitor ﬁi x:
Opti-MEM® E3X Complete F2X: ME BRET,
Substrate+Inhibitor Al 3X Complete
Solution Substrate-+Inhibitor

Solution

3.NanoBRET™ TE Intracellular RAF Dimer Assay T {ERi2HLiR,

RS °
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2. FRASMBEERYE

i Mg BRS
NanoBRET™ TE Intracellular RAF Dimer Assay, BC 100 assays N8014
& 96 FLAREY, 7 BT #4T 100 RGN, B4E:

« 20pug BRAF-SmBIT (q) Fusion Vector

e 20ug CRAF (A373F)-LgBiT Fusion Vector

+ 20pg KRAS (G12C) Expression Vector

«  30ul  NanoBRET™ Tracer K-4

. 5ml  Tracer Dilution Buffer

«  50ul  NanoBRET™ Nano-Glo®Substrate

. 17ul  Extracellular NanoLuc®Inhibitor

T Mg BRS
NanoBRET™ TE Intracellular RAF Dimer Assay, BC 1000 assays N8015
/A 96 FLAREY, HXFITT#TT 1000 RAQW, E4F:

« 20ug BRAF-SmBIT (q) Fusion Vector

* 20ug CRAF (A373F)-LgBiT Fusion DNA

« 60ug KRAS (G12C) Expression Vector

« 300ul  NanoBRET™ Tracer K-4

. 5ml  Tracer Dilution Buffer

« 330ul  NanoBRET™ Nano-Glo® Substrate

«  110pl  Extracellular NanoLuc® Inhibitor

Pl Mg BRS
NanoBRET™ TE Intracellular RAF Dimer Assay, A 100 assays N8016

58 96 FLAREY, =BT 4T 100 KA, B4E:

e 20pug SmBIT (q)-ARAF Fusion Vector

e 20ug BRAF (A481F)-LgBiT Fusion Vector
« 20ug KRAS (G12C) Expression Vector

«  30ul  NanoBRET™ Tracer K-10

. 5ml  Tracer Dilution Buffer

«  50ul  NanoBRET™ Nano-Glo® Substrate

. 17ul  Extracellular NanoLuc® Inhibitor

ERER (ILR) EMBRAFRAT it EEHREKIE=IRARE 36 SHEKERSZ il B EE 907-909
Promega (Beijing) Biotech Co., Ltd ~ E2i&: 010-58256268 WIHE: www.promega.com
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P Mg BRS
NanoBRET™ TE Intracellular RAF Dimer Assay, A 1000 assays N8017

73 96 FLAREY, IHFTIEST 1000 KA, B4E:

e 20ug SmBIT (q)-ARAF Fusion Vector

e 20ug BRAF (A481F)-LgBiT Fusion Vector
« 60ug KRAS (G12C) Expression Vector

« 300ul  NanoBRET™ Tracer K-10

. 5ml  Tracer Dilution Buffer

« 330pl  NanoBRET™ Nano-Glo®Substrate

«  110upl  Extracellular NanoLuc®Inhibitor

fEF R4 B FTA NanoBRET™ TE Intracellular RAF Dimer Assay A9 8 FIEF -65°CHN KM TEHF, HE, B
NanoBRET™ Tracer B TR T -65°CHIR M T 7, FrEEHMASNETF -30°C ~ -10°CHISMTMHE., BRITHIRHET
REFRER, BWEEXERES NanoBRET™ Tracer M E M iX#E, FHBRAMERBLREIX, NanoBRET™
Tracer. NanoBRET™ Nano-Glo® Substrate ] Extracellular NanoLuc® Inhibitor 3 S8 Y6577 ,

3. TR AT

NanoBRET™ TE Intracellular RAF Dimer Assays BEARMEAHAERAMR, —HEHD LoBIT HEEH MK,
B—i2 R SmBIT (q) MEERANEMAK, & LgBiT 1 SmBIT (q) 5 Bix RAF TS B FrE 34819 o] IR 3IRER,
HHIFE 1 b,

tt4h, NanoBRET™ TE Intracellular RAF Dimer Assays thZEZ 5 KRAS (G12C) Expression Vector (B3RS : NV4941)
HiEL  ZHATEE RS N8014, N8015, N8016 1 N8017 th{EAXT IR MizMt, HoJfEN NV4941 B higit, SE 1,

% 1.NanoBRET™ TE Intracellular RAF Dimer Assays FF & & &

=473 gL BRS

SmBIT (q)-ARAF Fusion Vector 20ug NV4861

BRAF-SmBIT (q) Fusion Vector 20ug NV4871

BRAF-LgBIT Fusion Vector 20ug NV4881

CRAF-SmBIT (q) Fusion Vector 20ug NV4891

CRAF-LgBIT Fusion Vector 20ug NV4901

BRAF (A481F)-LgBiT Fusion Vector 20ug NV4911

BRAF (A481F)-SmBIT (q) Fusion Vector 20ug NV4921

CRAF (A373F)-LgBiT Fusion Vector 20ug NV4931

KRAS (G12C) Expression Vector 20ug NV4941
@-e4uee R u R AR AR AR E SRR R RS E R E R E R8RSR LR R R R 1R RS E SRR R SRR RS E SRR SRR RS ER SRR AR RS °
BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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3. FrAREWE ()

MRFHAFRE RAF _RENERE S HEERE2. R 2HESHPARNAS,

2. EFNERESENEN NS RFAS.

EEARESRT

SmBIT (q) Fusion Vector

LgBiT Fusion Vector

NanoBRET™ TE
RAF Dimer Assay

O

Promega

&iE

BRAF iR _RIA

CRAF EIRZER{K

ARAF REER({K

BRAF [RE{K

CRAF EER{K

3.A. NanoBRET™ Fusion Vector ¥ 151 41&

RS HAE TR E MBS, R
RBIRED RFT R ERRAENHAT BNEREARREAEFE,

BRAF-SmBIT (q) Fusion
Vector

CRAF-SmBIT (q) Fusion
Vector

SmBIT (q)-ARAF Fusion
Vector

BRAF-SmBIT (q) Fusion
Vector

BRAF (A481F)-SmBIT (q)
Fusion Vector

BRAF-LgBIT Fusion
Vector

CRAF-LgBIT Fusion
Vector

BRAF (A481F)-LgBiT
Fusion Vector

CRAF (A373F)-LgBiT
Fusion Vector

CRAF-LgBIT Fusion
Vector

BC

BC

A

BC

BC

RN EREE K4

Tracer,

ENHEAZHE S K-4

Tracer,

HES N8016 F1 N8017
& K-10 Tracer,

B3RS N8014 #1 N8015
& K-4 Tracer,

MR EREE K4

Tracer,

BERBEEEDT BE8HERE, FECXERASEZRIEATER,

78N

RAF-LgBIiT Fusion Vector, RAF-SmBIT (q) Fusion Vector ] KRAS (G12C) Expression Vector & — PN RIPBERFIX
2, BTEAEISEREHTIER, BNET IEENREBKETNE, BRRESREBXNREE, BXERFIER,
B0 RAF RS H A RRHE,
BX RAF FAY1IEHER, 157510 RAF RS HAF"MIAE: promega.com HEXZR Promega I ARIRSEER:
chinatechserv@promega.com

EERER (LR ) EMRABRAT b ERHRBKIE=HRE 36 SHERE S0 B FE 907-909
Promega (Beijing) Biotech Co., Ltd

BiE: 010-58256268
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3.B. XEBEXKMIZE

WNE#1T NanoBRET™ TE Intracellular RAF Dimer Assay, EE—/MEIEENEIVEKE ONENENY, FERERE
SRANTLIIZE R, BIERATERES (BP) NEHRKES, FRKERES (LP) NEFRES, URXEEMIR
lﬁlxﬁﬁ};o

NanoBRET™ & 44K NanoBIiT® B ¥ XEM A KR 460nm, EiIVER BP JEHE (BESEEEIR 460nm, §&ES
EH 8~80nm) M A ES, Fa0, 450nm/80nm B4 BP &K S a3k 410~490nm SEE RN L HHES.

i BIER BPIBRSBRNERAES, NEFMHERESE, SRNEZARERE, TTLMERES 460nm FKKXE
BiEE (SP) JEiKkss, BURESEMAMESETK (Ajﬂﬁl) *D’fﬁ,lll‘éllilﬁﬁ/J\o

NanoBRET™ Tracer K-4 #1 NanoBRET™ Tracer K-10 89 & 57 I&{& 7 610~630nm SEE N, EBiIUERE@EREE (M
600~610nm TR ) MEZZIRMES.

BEBHTIUR KM ENNBZIREFIRKR, NECITURREIARNTER. STFEREAXFRFIMNE, Bk
BERAR. —RER, 0.2~1 PRNRONEMEE T, BEIABEBENRRH#TTHA, UERKXIMNFESB
HER T HRERSHRAES.

BEENEFESE, UMHAERETERREINRESR, RERTHFEXTBRMIEHENRES, fitl, *ERKSRE
DR ENRIRA LA EYYE, mERESRNERNEERIBERNEMR. BNEUTNENEEFEBEEEN

2

+  GloMax® Discover System (B&®S: GM3000) , BEFMEMIASSIRIEEE (450nm/8nm BP JEE ) SRS
STRKEE (600nm LP iRiKEE) . M “BRNFR" R PEEFELLN BRET. NanoBRET™ 618 12l 7552

+  BMG Labtech CLARIOstar® Multimode Microplate Reader, FC& MRS ETEESE (450nm/80nm BP JEiK2E)
MZINMESIRR S (610nm LP iﬁ?&%ﬁ) °

+  Thermo Fisher Varioskan® Multimode Microplate Reader, B £ Edmunds Optics B9 T 5K 28: AAiE% 28 (CWL:
450nm, H#2: 25mm, FWHM: 80nm) . F#RKSFMZAIRKE (HE: 18T, RG-610 KBEIRKSR) .

B—RoIBEFNENLESHNEE PerkinElmer Envision® Multilabel Reader, E#FigST:
- BT RME-ERE4

«  KGHIRKEE: Chroma (ERS: AT600LP) - & SH1E1E 4

-  KHNEK=R 2: Chroma (BRS: AT460/50m) - & 5I4HFE 1

« MWESE (mm) : 65

. WERE () ;1

RS °
BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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4. NanoBRET™ TE Intracellular RAF Protomer and RAF Homodimer Assay &l /55

NanoBRET™ TE Intracellular RAF Protomer and RAF Homodimer Assays E916ill4E Ral @it A F LM AR ER: R4
BRET LbfE. BEKEEM BRET tb{EF /A—4 BRET, BXELER, 520N FE 4 F H., EHRRNIRE, 5
FRNR EESRENNER, TR ENTEFEREE. 2BNENREREDFHE=1IL.

REFAMMER: SRERME, FHUARELRAFREER, ZMRANKRNREHAES, THTIHEERERNES,
HE 8,

ERERFAR: SRRAE, ERSREAFNAEY . TR RAN BRET FSATIHEMEAAREN BRET tHiE,

BRET,;, ¥R : SREFNMTERENSH RAF B4R (20 20uM TAK-632) BIiMiE, £iH&3—1k BRET i, %
STRARTF BRET HEE BRET yino XX B RIRTIEAN RAF SEARESHIPAMERTER (FAM TE X)) .

BRETy,, M8 : SRERFAEEARHFESORNFNAESWINER., EiHEIA—K BRET B, ZXRAKNTI BRET Lk
{EAEE BRET 000

4.A. AFEREHMH
(ZPRMBARNEARBESRNE 9.D. 75)
. HEK293 s{ HAiE MBI AME (SATER a.)
. Dulbecco’s Modified Eagle's Medium (DMEM; 5140 Thermo Fisher Scientific &S : 11995-065)
. A4I5E (5150 HyClone B®S: SH30070.03 5 Seradigm B&=: 1500-050)
+  Opti-MEM™ | Reduced Serum Medium (REE4) (HI40 Life Technologies B&S: 11058-021)
¢ 0.05% Trypsin/EDTA ({5130 Thermo Fisher Scientific B&5: 25300)
«  FuGENE® HD Transfection Reagent (B®S: E2311)
«  DMSO (#1301 99.7%; Sigma BE®RS: 2650)
. TE Buffer, 1X, Molecular Biology Grade (B®%S: V6231) (MREZHRE DNA)
© 96 ALARBFLBNLAFRERZEMIK (H11 Corning® BRS: 3917 Z Greiner BRS: 655083)
© MEEFNEEE
©  EERARHEE

- RABENSRE, fINATHRENSEANNE, BT RENNERMMER, B2EREENRRZIFEERNSREHRT
LETAR

«  TRAUE NanoBRET™ <8940 MY 2E ()40 GloMax® Discover System, BRS: GM3000) ; 2% 3B
. RAF-LgBIT Fusion Vector #1 RAF-SmBIT (q) Fusion Vector (L TF3ER b)

. KRAS (G12C) Expression Vector (L T3GERE b)

«  TAK-632 (PHMXIER RAF B2{k, Selleckchem BHRS: S7291)

© EBERESMMHNNAIRESS, EAFE BT

R, °
BRER (ILR) EMRAFRAT ik EFEHREKIE=IRRE 36 SHEREBS 0 B E907-9009  KARSZHRFEIE: 4008108133
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a. A7 REX HEK293 AT 7k, HEAEMERNME, BERAESZXREMMNMARIEARSZG. &
TJREE B R R HITRALFHHE NanoBRET™ Tracer K-4 5 K-10 BUIEZKE,
b.  ##7T NanoBRET™ TE Intracellular RAF Dimer Assay =&$ M LgBiT 1 SmBIT (q) Fusion Vector i1l B#x RAF
iR, HHEE R IMWSTAE M A LoBIT Al SmBIT (q) RAF Fusion Vector; %53 T] f#Y LgBiT Al SmBIT (q) Fusion
Vector 7, EENE 1. F2HMEIF ¥,

4.B. {EH NanoBiT® Fusion Vector BB}#: 3 HEK293 {Hff

1. [EREANMMIEFFMIES HEK293 M (EMERMNME)
E:
a. MALEXMONERNEAMEXEE, AREGRERRER, NEMA 70~90% @EERHTER (BES
TR 1~2 XA) B HEK293 i,
b. BB MEMREDHIE 2x10° MK,

2. Méﬂiﬂﬂiﬁﬁﬁﬁqﬂﬂﬂ&ﬂjfﬂiﬂﬂiﬁ%g EABEEOMBLEME, CARMNERRREBE TR,
E: ARERELR, BEAETERARSRNEE QKRG

3. MABMBENFAMABIEFRE (2 10% RR4MIER 90%DMEM) thHIRERR. KMMEAE 200xg HETBEL 5 2
g, ERRTE.

4, WMREHEAREZE, BAREETHIANRNIEEE (2 1% A4 M58 Opti-MEM™ | Reduced Serum
Medium (RZEHL) ) o,

5. HEEXR#HMEPERTANRUERE, BABZEFTE 2x10° N /mi,

{8 FUGENE® HD Transfection Reagent 3% HEK293 #Affl, RUTHBHIEZEHE DNA EEY:
ELXE#FESD, $H Opti-MEM™ | Reduced Serum Medium (AREBEIL) 4% 10ug/ml &9 DNA BK, BS.

by #1 RERE 2
Opti-MEM™ | Reduced Serum Medium (AREELT) 1ml =
KRAS (G12C) Expression Vector® 9.5ul 9.5ug/ml
RAF-LgBiT Fusion Vector® 0.25pl 0.25pg/ml
RAF-SmBIT (q) Fusion Vector® 0.25ul 0.25ug/ml

UXEAFLESHIEY 1ml HRE SRS 20ml B HEK293 A, MEHSARNER, HRtbfEmsns &
AHNAR. WELE, PEEBRETFUNT 101, TJEFISMER DNAEEYR, /A 1X TE ZPRHEHTE
SHR.

(FoigsEe®, )

BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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4.B. {#F] NanoBiT® Fusion Vector B}BJ4% % HEK293 Al (48)

ZHALEHIZZ MK, BRRETFERBIMUMES, R XEERS SmBIT (q) M LgBIT RS ERIRMEBE(FREA™£H
ERFEMES . FEIBEBZILE, RIEFTEARBNABRMACERES,

CIRFNESHHAESER, BENEEXHREE DT IEESHHE, HAKASERASRHEBTRRBENEIAT,

b. & 1mlHEESWPAA 30ul FUGENE® HD Transfection Reagent, FZmBER :DNA E84, 1% FUGENE®
HD Transfection Reagent AEIZIEMERHAENNE,; BEEBREZXEINRAT, BERES,
i NMRE 1.5 HEBOETHIFREESY, WEREBELOE 5~10.%, BY. MIRERANHELE (Hla0
15ml = 50ml #HFEE) PHEREESY, WUREBEERS (vortexing) RERIEBXEFHITRS. B8
RABFETHNOERRECHTRERS, SUsRRESHHNERME, SERENELES.

c. HERFMHTIE 20~30 78, LIEMIER DNASEEY

7. HEXE#HEED, B1HER DNASSY (F10 1ml) 5 20 P8 5 dHl&H) HEK293 48 (%150 20ml) B4,
BRAEIKE 50X, BS,
E: WTFRAHR/NOHERS, THEMBMEEASES R, NBRAKSER: DNA ESYMHLLARSE
20:1,

8. ¥ 100l AAAEFAER :DNA SEYHEZE 96 AL EREAFERRZHFEZALIEFRLEHHIR (Coming® BRS:
3917 g Greiner B3RS 655083) BB MLt BT 37°CH 5%CO, FM4 T 1EF 20~30 /MY,
oJi%E: 45 105ul AEHMBE R DNA ESMHEE 96 FLIMRP =TS, FAXEREHNNRER, INERR
E51E, MMitEIA— BRET tb{E, BERE 4F T,
AP RS, ZWARBRELN 55000~80000 MMM /em,, FlaN, 96 FLANAR B4R E L% 20000 P
M/ 1L,

4.C. {5 NanoBRET™ Tracer &4 (£ 2 X)

1. (FHRREE4$IF Complete 20X NanoBRET™ Tracer, BT :

a. f®% NanoBRET™ Tracer # Tracer Dilution Buffer,
E: BORERE, 2 NanoBRET™ Tracer R3S Mt #E; BRIARBEIRBIE AR, ¥ NanoBRET™
Tracer #£ -65°C N6 fiE7F, Tracer Dilution Buffer ##/%/3 o] £ =R T 77

b. RIETE, EHALDMSO FI&E#ZAT Bix RAF REAEEE Z BN AT 100X NanoBRET™ Tracer i8R,
B,
3¥: S NanoBRET™ Tracer 1344 DMSO 8 400pM i &R F X124, AE N4 DMSO % &
400pM B, #IE 100X B,

R, °
BRER (ILR) EMRAFRAT ik EFEHREKIE=IRRE 36 SHEREBS 0 B E907-9009  KARSZHRFEIE: 4008108133
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#7269 NanoBRET™ RESH) ) 100X RERFIKE

RAF &R Z SRR

BRAF EiR _&R{A K-4 50pM

CRAF EJR &K K-4 100uM

RAF RRAQ

BRAF Rk K-4 50pM

CRAF [RR{A K-4 100uM

ARAF [FE{K K-10 13uM

i ER 100X RERFIREZEARBEEREN. EaRENTEIJAESEMENED, EE2sRERBE. X
RUREFRENESER, BSNE 5 HNEG T,

C.

B 1% % 1.b £ 415 100X NanoBRET™ Tracer, &8N 4 4 Tracer Dilution Buffer, 84, #I& M
Complete 20X NanoBRET™ Tracer,

: B F Tracer Dilution Buffer EG %51, & LLiEE 12 # B Tracer Dilution Buffer, B E R K, HE
Complete 20X NanoBRET™ Tracer R 48, BiXERNEWINS.,

ey K71 196 FLIK

100X NanoBRET™ Tracer 100pl
Tracer Dilution Buffer 400pl
=EAHR 500ul

BX 5l Complete 20X NanoBRET™ Tracer, H3&ZE 5 4.B Hh#|&H 96 ALENRNE N D, B7M@
TR ERFIXS BB FL AN RERF .
3£: BT Tracer Dilution Buffer EE#44, ELLFEEREE Complete 20X NanoBRET™ Tracer,

BRNRETFENIRSSS L, FFo00pm &R TES 15, BUKREMIL, #E Complete 20X

NanoBRET™ Tracer =278, BERMALASYIIS, MERE, TJEEEESSE, EERILATYIHS.,
i RO ENERES R TSR EN RS RNR. BXESIHEAER, BE2ALE 9B,

BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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4.D. MAFFNEEY

1. {£F 100% DMSO FHEZHHFNHEMBTIFIE 1000X RELRENFUKED .
2. {EHA Opti-MEM™ | BEMBEAE (REELL) %5 1000X FNLEYHER 100 12, ERELRE 10X,
oJik:
a. {£M Opti-MEM™ [{EMBEHRE (RSEL) #I%F 200uM (10X) TAK-632 337K, £ BRET,,;, SifAM TE X8R,
b. {£F Opti-MEM™ | RIIEEAE (RAEHLL) BRESNLESYAT 100 £, 154 10X BRET,,, S8,
3. MEEMEF NanoBRET™ Tracer IEMNFL M A 10pl 10X F W EW, BRNVIRETFENEFS L, HTF
900rpm #ETIRS 157,
oJi%:
a.  EX10pl 89 200uM TAK-632, fINZE BRET,,, X RFLAAM TE XA,
b. EU10ul 89 10X BRET ., SR &, MZE BRET,, MBS,
4.  BHEMNIRETF 37°CH 5%CO, £HTHEA 2 /NG,
i RIESICEMNARESEENESSYE, TRSENAEREE, RETE 30 S R#{TBRETNE,
4.E. NanoBRET™ il /55
1. MEFHETERERNR, LAEZERL 15 28,
2. f&7K Extracellular NanoLuc® Inhibitor #1 NanoBRET™ Nano-Glo® Substrate.,
#: BX{ERJE, Extracellular NanoLuc® Inhibitor 1 NanoBRET™ Nano-Glo® Substrate TJfE -30°C ~ -10°C&44
TR
3. EENEME BRET 28I, BTARAZE#HFEDA Opti-MEM™ | EIMEEAFE (REE#HEL) #I& 3X Complete
Substrate+Inhibitor Solution:
A5 {557 /196 FLiR
Opti-MEM™ | {RIEIEAE (REH) 4960ul
NanoBRET™ Nano-Glo® Substrate 304l
Extracellular NanoLuc® Inhibitor 10l
MR 5000pl
#: FHIEE 1.5 /N\BYR{EA 3X Complete Substrate+Inhibitor Solution, EF{EA{ERHAER.
4. RBEHERE 5~10 XEA.
T TSR e
14 EEER (ILR) EPHAERAT it EEHRMXIC=IRERE 36 SRR S D0 B B 907-909  #HAZIFEIF: 4008108133
Promega (Beijing) Biotech Co., Ltd ~ E2i&: 010-58256268 WIHE: www.promega.com FARZHFMRFAE: chinatechserv@promega.com
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5. 7£ 96 FLAMREIEFNFL AN 50ul 3X Complete Substrate+Inhibitor Solution, B F =8 TiFE 2~3 H4h,
iE: FENNA 3X Complete Substrate+Inhibitor Solution /58 10 A A#HTH B 6, LUNE BRETE5, ARG 2
NIRRT LUNE BRET, BERAESSBERRK, REASEVATRERBEEH.

6. HBHIEMHFERAE, EH GloMax® Discover System 3 H s NanoBRET™ 1l B 8 & MY, KA
450nm BP jEK SN EMREIES, XA 600LP kRN EFAREFES., FRINENRERDSNETTEERR,
{EBE 0.2~1 AR EMEST. BXESER, BELE BT,

4.F. i+H BRET Lt{E

4 R aET i+ E RN BRET Lufd. BEAKEA BRET LU&EH / 5¢J3— BRET 58k %R, WMTEA:
MBI E R BRET tHE, BEERTINBERNZHELFESHRUBELTFES. %S BRET AR 1000, Bl
R34 BRET B {8 miliBRET 84 (mBU) ,
ZRES e
BRET Ltk = ——— —  x1000
BIRES e
MEHEREAKEN BRET tHE, TTHEERNER BRET HERE L RESX BRNEYERE BRET LHE,
¥4 BRET k&gl 1000, BN BRET B{ii%i#a 9 miliBRET 84z (mBU) .
BINMESws SMMES rrmmnms
M AR BRET b= [ — o TR ] L q009
MR ESws MBESzrenvrs
ATEFEEERARRNEONARE RAF ZEHTIERMEIRE, JEEEAFNYRAN BRET E5X 8 MM
59 BRET (S E#A— 4B, BI— P BRRENSRKABRETH, B— 1 WBEENS/\BRET &, tNTHmA, 17
—{k BRET EX @8 BRET th{EH & A BRET LHERNBE L.

(BRET 25 —BRET,)

J5—# BRET (%) =[ ] x100

(BRET,,—BRET,;,)
X
BRET w2 A BRET tt{&E,

BRET,, E8B8RENMISRENSH RAF BA& (10 20pM TAK-632) BT EB @B BRET thiE, =&, o
PUME R T RIEFIXS B mAIF BRET tHE, ZXMBRARREAHENLEY,

BRETy., @ B RERFIMFNAEMBREERSFNA SIS R mEITFE BRET tHE,

RS °
BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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5. B4 RAF RREMNARMEHE

iEBA NanoBRET™ TE Intracellular RAF Dimer Assays o] Fi 71 RAF RRANERESHRAREHIBEE LTI,

ESHBERT, BEHBEXRFICHAMEFERETE KRAS (G12C) IS4 EN RAF R BK, FHNH RAF R
RIESE M RAF BERAEX, FEERERT, UBIESRIFNES, ETFTWEE4RBRAF (B 4) . CRAF (B 5)

3 ARAF (B 6) BERANSRMERES., XEHIRIER 7 REN NEN DN RERIRESFUAESMRN I, L
RAFNERNEMFEMNDEEERERRE,

40 —
B NEREA
) ® RERF +20pM TAK-632
KRAS KRAS % 30
(612¢) (G12¢) - EC,, = 0.19uM
fm 20
CRAF BRAF E
(A373F) _ —
( R K-4 w10
- o
- M
BRET 0
107 102 107 10
[RERF] (uM)
C._ D.
> % R S %
e 28 v 1.0uM Q 2 TAK-632
S u A 0.5uM E u m LXH254
fm 20 ©0.25uM mm 20
N 16 0.13uM E 16
b1 b o” Eanente oo
X 8 (] 8
o, ] EEERAR AE & o PN
10 1072 10° 10? 10 1072 10° 10?
[TAK-632] (uM) [FlEEY] (pM)
[ [ 1uM [ 0.5uM ] 0.25uM [0.13puM | [ [TAK-632 [ LXH254 |
[1C,, [ 0.029 [ 0.016 | 0.011 [0.0098 | [ 1Cy, [ 0.015 | 0.0062 |

4. {£F NanoBRET™ TE RAF Dimer Assay (BC) #&ill HEK293 {Afith BRAF RR IR E SN RELRIE.
A.NanoBRET™ TE BRAF RER K0 I;R =&, B BRAF-SmBIT (q) Fusion Vector. CRAF (A373F)-LgBiT Fusion
Vector #1 KRAS (G12C) Expression Vector A 0.25:0.25:9.5 H Eb 4585 By 45 SN 8 HEK293 4R, 3K BRAF-SmBIT
(q). CRAF (A373F)-LgBiT fl KRAS (G12C) E B K48 5 R [E 3K E i) NanoBRET™ Tracer K-4 £&, EHFEH AR
GFEBMAZN TAK-632 (B B) fELEHBRN TAK-632 (B C) HIER TERMM 2 /0\6F, RFMA 3X Complete
Substrate+Inhibitor Solution, B&/E1EFAE % 450/80BP #1 610/LP &K 256 GloMax® Discover System i#1T BRET U &,
BRAF JREA1G 8 NanoBRET™ Tracer K-4 #FREEE C PLAB B ERR, HEREIIRE THNHESFES T
¥HREIESLE D,

R, °
BRER (IR ) £EMBEAFRAT it JEEHRMKIC=IREE 36 SRR S0 B B2 907-9009  HARSZHFEIE: 400 810 8133
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A. B 5
N XEREFH
~ 4 @ FERF +20uM TAK-632
KRAS KRAS 2
(612C) (6120) E 30 Ec,>1um
m
CRAF BRAF R 20
(A481F) i
x 10
BRET 0
10° 107 107
[REF] (uM)
C. D.
40 R 40
5 ’TA‘E{TSJ " 5 o TAK-632
@ 3 oH TN m LXH254
= v 0.5uM €
et ® 0.25uM -
w20 H @ 20
2 2
E 10 E 10 Urm-e
i - R ——
10 107 100 102 10 107 100
[TAK-632] (uM) [FNLEY] (uM)
1uM | 0.5pM [ 0.25uM TAK-632 | LXH254
IC,, |0.0048|0.0030| 0.0046 IC,, | 0.0048 | 0.0034

O

Promega

5. {3 NanoBRET™ TE RAF Dimer Assay (BC) #&illl HEK293 {Hffich CRAF [REFHIIEIRE SRR,

A.NanoBRET™ TE CRAF [RE{&0MREE. B CRAF-LgBIiT Fusion Vector, BRAF (A481F)-SmBIiT (q) Fusion
Vector 1 KRAS (G12C) Expression Vector PA 0.25:0.25:9.5 89 tb 4 B% B¢ 4% 2 0% 8% HEK293 40§, ¥ % iX CRAF-
LgBiT. BRAF (A481F)-SmBiT (q) 1 KRAS (G12C) EHHIAM S5 AREREHI NanoBRET™ Tracer K-4 454, EF7EEL
AEEBNBAEN TAK-632 (B B) SELHRMN TAK-632 (B C) WER TEAMAIE 2 /6T, #ABMA 3X Complete
Substrate+Inhibitor Solution, /5 FRELE 450/80BP #1 610/LP J&& 284 GloMax® Discover System i#4T BRET £,
CRAF RR{AHKM AT NanoBRET™ Tracer K-4 7R EERE C PR B ER, HEREIRE THAESYIFEAFLR

HRBIiE2RE D,

BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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5. B/ RAF RERHHRRMEIE ()
A. B.
B NERER
S @ REEF +20pM TAK-632
KRAS KRAS B
(G12C) (612¢) =0 EC,, = 0.087uM
o
e )
BRAF ARAF i
4 =
(A481F) TERH K4 E
o\% o
.
BRET 0
1073 1072 107 100
[RERFI] (uM)
c. RERF D.
30 v 1.0pM 4 0.13uM 20
2 0.5uM ¢ 0.063uM =) TAK-632
= (= == ® 0.25uM 4 0.031pM T 16 wuu m LXH254
= 20 = =
o w92 B
= 2 '
E 10 hoos
B R v K S POV, = - . 8 A
4
10 102 100 102 10 102 100 102
[TAK-632] (UM) [FNEEY] (uM)
TuM | 0.5uM ] 0.25uM ] 0.13uM | 0.063uM] 0.031uM [ [TAK-632]LXH254 |
IC,, [ 0.74 | 0.43 0.21 0.11 0.062 0.048 IC,, | 0.081 0.13

6. {8 NanoBRET™ TE RAF Dimer Assay (A) #ill HEK293 4fith ARAF [RER{EKHEIRE SRR,
A.NanoBRET™ TE Intracellular ARAF Protomer Assay ;~EE, A SmBIT (q)-ARAF Fusion Vector, BRAF (A481F)-
LgBiT Fusion Vector 1 KRAS (G12C) Expression Vector LA 0.25:0.25:9.5 89t B B9 35 b 82 HEK293 4Hff, RiX
SmBIT (q)-ARAF. BRAF (A481F)-LgBiT fl KRAS (G12C) B H K485 RESREE B NanoBRET™ Tracer K-10 44,
EFRESIAFEBNAEN TAK-632 (B B) SELBEREN TAK-632 (B C) MIER TEFRAM 2 /08, AFMA 3X
Complete Substrate+Inhibitor Solution, BEf51E A& 450/80BP F1 610/LP &K 85 GloMax® Discover System 31T
BRET Ml&. ARAF [RER{AA NanoBRET™ Tracer K-10 ##HREEE C dLIBEERR. HEREIIRETHHKE
YISAE M SR B9 BiES E D,

ERER (ILR) EMRAFRAT b ERHRBXIL=IRRE 36 SHREKESZ 0 B E 907-909  BURSZRFERIE: 4008108133
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6. RAF BiE_RENAREEE
iEBA NanoBRET™ TE Intracellular RAF Dimer Assay o] i Fi¥{4 RAF EiR — BANEERESNARMEIRESNE 7

*D 80
A.
KRAS KRAS
(G6120) (6120)
BRAF BRAF
R K-4 g
BRET BRET
C.
S 80 RERRI
@ g v 1.0uM 0.13uM
E A 0.5uM  # 0.063uM
m o 40 ® 0.25uM
R
E 20
o 0 [T o i, = = = = = JUN A
10+ 107 100 102
[TAK-632] (uM)
1pM | 0.5uM (0.25puM | 0.13puM|[0.063puM
IC., [0.028 | 0.015 | 0.011 | 0.0091 | 0.0083

BRET ttfE (mBU)

BRET ttfE (mBU)

80

60

40

20

80

60

40

B XEREF
® REF +20uM TAK-632

EC,, = 0.18yM

O
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1073 1072 107 10°

[REF ] (UM)

TAK-632
m [ XH254

10+ 102 10° 102
[FREEW] (uM)

[ [TAK-632] LXH254
IC, | 0.013 | 0.0058

& 7. {&FH NanoBRET™ TE RAF Dimer Assay (BC) #ill HEK293 fAjith BRAF [EiR —BAMIEIFE AR RN
#&. B A.NanoBRET™ TE BRAF EJE _R&4 M REE., A BRAF-SmBIT (q) Fusion Vector, BRAF-LgBIiT Fusion
Vector 1 KRAS (G12C) Expression Vector DA 0.25:0.25:9.5 § Lt 44 % BY 4% 3 It 8% HEK293 4A fl, 4§ % iX BRAF-
SmBIT (q). BRAF-LgBIT #1 KRAS (G12C) & H W4 5 R E R E & NanoBRET™ Tracer K-4 &£ 4,
EHEMAE0 TAK-632 (B B) ZELBHRL TAK-632 (B C) KB R TEFRME 2 /0N\6F, ABMA 3X Complete
Substrate+Inhibitor Solution, F/5{E R E & 450/80BP #1 610/LP 5§ 28 B & /M #1T BRET SUE, BRAF EiR_
BRARME NanoBRET™ Tracer K-4 5 REEE C BB ER, HEREFRETHASYEHES L0 RIS

ZRED,

ERER (LR ) EMRAFRAT b ERHREXILZIRRE 36 SIHREKEZ il B E 907-909

Promega (Beijing) Biotech Co., Ltd

BiE: 010-58256268

WIHE: www.promega.com

AZIFEIE: 4008108133
FAZHEAE: chinatechserv@promega.com
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6. RAFER-RFNARMEEHE (£)

A. B 6
_ B NERER
o ©® ‘RERFI +20pM TAK-632
KRAS KRAS ng 20
(G12C) (6120) E EC, > 1uM
fm
CRAF CRAF =
— 20
L
— e [
R K-4 0
0
BRET BRET 107 102 107 100
[REEF] (pM)
C. D
5 9 RERH S0
o 40 A 1.0uM % 40 TAK-632
E v 0.5uM =  [XH254
@ 30 ® 0.25uM - 30
R 2 2 2
o0 010 55
OF e ST EGEETRLLL 2'_(}'@ [ RS 2’5}?&‘
m 0 m g
10+ 102 100 102 10+ 102 100 102
[TAK-632] (uM) [FLEM] (uM)
[ TuM [0.5uM [ 0.25uM] [ [TAK-632 [ LXH254 |
[1Cs, [ 0.008 [ 0.11 | 0.079 | [ ICs, | 0.098 | 0.022 |

8. {F NanoBRET™ TE RAF Dimer Assay (BC) #&illl HEK293 fRifith CRAF [&]iFE — BRI EIRLE SRR ML
8. E A.NanoBRET™ TE CRAF &R — Bk ll;xEE., B CRAF-SmBIT (q) Fusion Vector, CRAF-LgBIT Fusion
Vector 1 KRAS (G12C) Expression Vector A 0.25:0.25:9.5 & £t 4 B% B 4% 3 N &% HEK293 40 8, ¥ % iX CRAF-
SmBIT (q). CRAF-LgBiT 1 KRAS (G12C) & F f9 A 35 /R 53R E 9 NanoBRET™ Tracer K-4 &, EHFERRE
EHMBAS0 TAK-632 (B B) SE4H R TAK-632 (B C) HiE )R FIEAHMAE 2 /N6, AEMA 3X Complete
Substrate+Inhibitor Solution, /5 FAELE 450/80BP 1 610/LP ji&E 288 GloMax® Discover System #47 BRET I £,
CRAF ERZ R4 H9 NanoBRET™ Tracer K-4 7R EEE C PR B ERTR. EEREFIRE THAEMEHES
LWHIREIIESE D,

R, °
TBEE (LR ) EMBEARGRAT bt ERHREXIE=IRAREE 36 SHIRRS 0 B FE 907-909  HAZIFHEIE: 4008108133
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7. A[E RAF _REZHHLEMEEED R

RO B B T RAF ML SV X4 & RAF R RAF BIR-ZBANFEN N, URZALEWEEM RAF HBHEBELES
[&)5.. NanoBRET™ TE Intracellular RAF Dimer Assays o] A& BB TR RS M AEEH NanoBRET™ Rz
FIKiTfE S5 RAF MBS AYERYE, B4 RAF MFIFIE—HZH NanoBRET™ TE Intracellular RAF Dimer
Assays FRUIERMHERAIESIE 9, & RAF [RERAE RAF AR _RANARMELIBESNE 5 HHE 6 19,

RAF ZRRHIHI7 TAK-632 #1 LXH254 I 8E MM BT S RAF BIR _RAHBE_RANBRETES , SN ENEREENR.
WP EMIREF T4 5 BRAF, H RAF REAERMBAALMXMIEEY, BRI TESS BRAF B{88189 CRAF
RERAE, RMEEYMIIERSEIR-RATH CRAF LIRS BRAF BB ARAF [RERANLE S HENRSES.

>
o]

2 100 Y e BRAF Protomer T 100 i ® BRAF Protomer
N - A BRAF Homodimer N - A BRAF Homodimer
£ = CRAF Protomer £ m CRAF Protomer
g@ 50 v CRAF Homodimer @ 50 v CRAF Homodimer
_Z_, £ ARAF Protomer _Z_, < ARAF Protomer
c c
o Z o Z
(3] o
o 0 o 0
o [od
10 1072 10° 10? 10 1072 10° 10?
[TAK-632] (UM) [LXH254] (uM)
C.

TAK-632 LXH254
Assay IC,, (kM) IC,, (kM)
BRAF Protomer 0.015 0.0062

BRAF Homodimer 0.013 0.0058
CRAF Protomer 0.0048 0.0034
CRAF Homodimer 0.098 0.022
ARAF Protomer 0.081 0.13

E 9.RAF B{F B SR AFEAIRE, BHEFRERN NanoBRET™ Tracer K-4 5 K-10 4B R IXAREME RAF [RERKH
RAF ER ZRRKING S HEK293 i (S E 4~ B 8) . BHlM5ELHEN TAK-632 (B A) 3 LXH254 (E B)
BEF 2 /N\BY, SA/EHNA 3X Complete Substrate+Inhibitor, f8/51#F GloMax® Discover System i#47 BRET &, 15 4.F
AR, BRET {E7E DMSO R4 IE# M EY BRET /& (BRET,,,) 5 20uM TAK-632 %% /589 BRET /& (BRET,;,)
ZE#TIA—. MNMESLE C,

BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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8. SIEME
NFANPRERNER, BEEKRZ M Promega AT HEHE.
BZEALN: www.promega.com EBFH#E: chinatechserv@promega.com
] FEMSEEIY
RRMEN L AEYE NanoBRET™ (5 SER FEFIRKEERBARE, EHEHEAE NanoBRET Tracer £
B ER AR BAE, NERARAGR, BRERERNRRZEMHNER, U
RERDRH,

FRRMFLIREEAIR, HEEA 96 FLEHREAFEREBRIELR
TC &I ENEFLIR (Corning® BRS: 3917 5 Greiner B&S:
655083) . AMRRC]BELEZSERANBRRZHEHILIRESER,

HI% 5 1.5 NN R ZR{ER 3X Complete Substrate+Inhibitor
Solution, A RILWH FHEEH 3X Complete Substrate+Inhibitor
Solution, H7E 1.5 /NHRERBRK; EFEARERNAR.

fNA 3X Complete Substrate+Inhibitor Solution /5, R3ZEMIE
NanoBRET™ 55, NHKBRELR, NAEMNBKRE 10 DA
= BRET 5. 2/ BRETESUEMABRRKE 2 /NHRUE, Ex
FEYEESRE,

UEIREEIR, NBMERERTAMEEK (450nm BP) fIZREK
(600nm LP) BiEESe, LUK E NanoBRET M (E2 . BXE2=8,
BBNE 3B,

BT HEK293 ML RIE T, RAF-LgBIT #1 RAF-SmBIT(q) &t
EEENTERKEREE., IRNRBEREAZHTEENEZIEM,
BNEXLMEETANERPHRAES, HEESKRELMERIHNY
SHRESHITHR., IREEMBEETHES /T 1000, MFHIE—
#3789 HEK293 4R, FHIRBE 4B BmR/INOESHSE, NREE
BREESHNMARIE, WEFIEM RAF-LgBIT #l RAF-SmBIT (q)
I EEIA S KRAS (G12C) Expression Vector B9Eu{E, REBHRIFAE
& DNA E5Y DK DNA B EXRE (BFE4BY) .

R, °
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i) &3 FEREMESEEN
FFMEN S8 NanoBRET™ {5 SE 155 B F MR B(R, RAF-LgBIT # RAF-SmBIT (q) B&E M7 HEK293
WIFIEINEBEARIE (£) VISP R I RIXK R E, R NRERLYENMESEEIX

BIE, WNERXMEEANARNEKES, HEESRERAR
PHESHRESEITHR, NREHFEEPHEEL/NT 1000, N
R Z BE X MR B TR AN R R, RERRATIMNER
FURAREBENARMERAER,

£ HEK293 MBI EMMEER D, BT CMV BEIFREE
KMEIE T, RAF-LgBIiT #1 RAF-SmBIT(q) B & B 0 FEKERE,
CMV BRI FEASHBRADIHZBENF, BHIEEREGHABEE
B, REUHF CMV BHFEEXERERPERERBNE

KIKFE,
AINREFN, fAERFHRESEKETK WHMEEAERL, BE—RASEAERF I, B 10 5 TR,

BRAEE NanoBRET™ /REEFIBY, 4K (450nm) F1=4K (600nm)
WEN R A XSS, RAF-LgBIT #] RAF-SmBIT (q) 2 EHA 5%
HREBERZEAEH BRET T2 SHF R ESHIEMSEAESH
BOSFSRBMER, LR BRET A AR EM & YL B ES
EHXESHENEM,

NanoBRET™ ESHBERM HELENONERNENEEXREE. AEEERE, NiHRSE 4B
T oh 2 HEK293 AMNI#HITENR (1~2 XA) , HiXE 70~90%
RIS, % 4.BTH, £A HEK293 MM BMMSRETHESR.

EE 4.C¥H, %% Complete 20X NanoBRET™ SRERFIET, #&A
. Tracer Dilution Buffer B M, ELUERBE, BREIER
BX Tracer Dilution Buffer ] Complete 20X NanoBRET™ ;rizxl, A

R RIESARA,
RS °
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8. HMME(&)
i REMSE@EY

NanoBRET S5 TEM (4)

BRARRSRS, LEHEHESE 4.C Hh&&F3RM Complete 20X
NanoBRET™ Tracer Bf %k % 43 i& %, Tracer Dilution Buffer &
B, RIEUSLNTSES. BEEGP A Complete 20X
NanoBRET™ Tracer 5, BM&ERMI, NHRILNEMHIS,
maLE, JEHTES.

HF RAF-LgBIT #1 RAF-SmBIT (q) & & B NREARE, #HE
EHRESRE. AFHEABEEMZHEENEELLRIR, TS
B BRET #iEF=£125%,

HENHEMESARSE. SHERERNARSELEYEE
FU L BRETESHAREM (B 11) . X2HTF Extracellular
NanoLuc® Inhibitor 33 &3¢ {5 S B REBRE, TTRESE BRET
LLEREEM, £SXBRET LEASHRET, M&EMNLEY
B SRR TR

WA EY /G NanoBRET™ (51818

FULEYRERIRNNEY ., HTF BRET 55=2IFiL, EH
NanoBRET™ TE Intracellular RAF Protomer and RAF Homodimer
Assays MELAX XTI RAME EYI TR

rRESRE

3X Complete Substrate+Inhibitor Solution <& Extracellular NanoLuc®
Inhibitor, Extracellular NanoLuc® Inhibitor B[ )F 2 &L I3 2 o =
RMIBIRILEY NanoBiT® BN EMFTENES ., EAREEZINEIF
HER TN E8 BRET 5SS FME AT M NanoBiT® EX¢
RKBNAXES, SEARESRE.

TBEE (LR ) EMBEARGRAT bt ERHREXIE=IRAREE 36 SHIRRS 0 B FE 907-909  HAZIFHEIE: 4008108133
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A IE BTN B B R A RME S DT Re - £ N MR AIEIES LE 10, HBMAMSHELSYX BRET o]
REFENZRNREEES LA 1,

A. B.
o ffi4k (450nm) = Z{K (600nm) o {4k (450nm) = =4k (600nm)
—~ 3x106 60,000 —~2.0x10° 50,000
é t e =) é %#% E%{{{ 40,000 5
] 1.5x 108 { ) -]
= gx100 ty ¢ .iii 40,000 f ~ % t v
Uy - il . 30,000 £
iz & E ® N Jim 1.0 x 10 [ N
e R ] L 20000 5
R W 20,000 X ﬁosuos LR UK
oy T L fs < 10,000 &
# i # B
= 0 0 & 0 0
0.0001 0.001 0.01 01 1 10 00001 0.001 001 01 1 10 100
[NanoBRET™ Tracer K-4] (uM) [TAK-632] (uM)

10. RERFIFNEFN L SR ER NanoBRET™ TE Intracellular RAF Dimer Assay RIS A Z AL SHESHIE
EZIE, ¥%53%&IiX BRAF-SmBIT (q). CRAF (A373F)-LgBiT #1 KRAS (G12C) 8 HEK293 ‘A EE TN IZTFHFE P,
HEMZTGARD, BA BAESARERE (0.0001~1puM) B NanoBRET™ Tracer K-4 £ 5 2 /NBY, /il A 3X
Complete Substrate+Inhibitor Solution, B /5 {# F GloMax® Discover System # 47 BRET | &, B B. &£ fZ7E 0.5uM
NanoBRET™ Tracer K-4 1 TAK-632 & 42 % & /& (0.0003~20uM) BYR M4 T F M 2 /NBF, A0 3X Complete
Substrate+Inhibitor Solution, FE/E{EMA GloMax® Discover System i##1T BRET U &,

BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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8. ERMME(L)

A B.

75 600,000

125

5 100 3 500000
T 5 75 1 = 400,000 100 e
~ R or - 300,000 5 R
d 50 jm ll i
k<] R S5 200,000 50 o
k. W BRET 25 ya ﬁ 100,000 - m AL HES 25 HE
74 ®Eh 3 0. ®EN
= 0 K 0

02100 100 100 102 10° 102 100 100 10" 102 10°

[FHEEE] (UM) [FHMBEEE] (pM)

11. RSS2 NanoBRET™ TE Intracellular RAF Dimer Assay b BRET (S f{tiA X ESHEIN, A
SEMEEE (—MARIFEEEMENSEERSEAAY) LIEEX BRAF-SmBIT (q). CRAF (A373F)-LgBiT 1 KRAS
(G12C) ByNhEE HEK293 M1, 7Ei#4T BRET FIBHAKRKESNUEL, MA NanoBRET™ Tracer K-4 ZE&4RE 0.5uM,
HFMAEMEBT =FELHBR (0.076~500uM) . EMBEEF 2 /N6, A 3X Complete Substrate+Inhibitor
Solution, Bt /51 A GloMax® Discover System #17 BRET &, E#HTHAMENNEN, EHRABN FHEEEH
EEBRRALE R S HEK293 B8 2 /N6, $A/51EF CellTiter-Glo® Luminescent Cell Viability Assay 1 GloMax®
Discover System M EMiEEN ., B A. FitEBHERBARTHNERRECER, TS BRET (55 E1510,
B. B F Extracellular NanoLuc® Inhibitor & EHEN K, FihBEHFLESHENARAERSE/IERNESED.

9. MR
9.A. 3% NanoBRET™ Technology #1 NanoBiT® Fusion Protein B E {52

NanoBRET™ TE Intracellular RAF Dimer Assays BI#t{A & Y{5S M LgBiT L& SmBIT (q) BREANE R B Th A=
HEREFTE, XETENEEERFENEEEEENEERE, AU S NanoLuc® FXREEH AL HAMLL,
NanoBRET™ TE Intracellular RAF Dimer Assays {& f i5# 5 M 5 Y RE1E N BRET K, ERABRKRENER
BRET 24k, URERDHIEEE, NMREESHELL.

X SmBIT (q) BB F E 4 LgBIiT TWE B, B 7= & #95F M 3 3¢ R E§ X Extracellular NanoLuc® Inhibitor B9 00 1 S/,
o] &Sk B B SN B9 4E{TT NanoBRET™ 55, HIBERX AN LIRS S HTERITMA. R4 SmBIT (q) BAXY
Extracellular NanoLuc® Inhibitor E5 UM, FHAESHITEIERNEMM RAF /i, 18 SmBIT (q) BFREEFKK SmBIT
M—# ZRATUEED  EEEEERNRUS, BIREMEEAER SmBIT Rl —RER R,

R,
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9.B. IMESHENRES

M F Tracer Dilution Buffer & & #4 &, 7£ &l & Complete 20X NanoBRET™ Tracer Reagent 1 ¥ Complete 20X
NanoBRET™ Tracer Reagent i ARARAS, AR EERNREIVES, PAHEIE NanoBRET™ Tracer 78, 1
FRIEBHIERESRE, WESSHNETIWEERMN/NTFEHLRNE, BARSHMEEIIRZ | THE 96 ALk
REN, EXRENERDERTRAE (—REIEMLE) . NREEZHLL 384 FLaNENFETERN, BIEREE
384 ARPIFL P HITRIERES R EREIRE . BRI KERFH[ERAHEESHEXER, FE Union Scientific A 3]HY
VibraTranslator™ &5 &, EEERENEHIEE, LBEMBARESSETERTHRMMELFIN 384 AL NAGS.

9.C. NanoBRET™ Tracer BN ZE

NanoBRET™ Tracer K-4 #1 NanoBRET™ Tracer K-10 {& F§ NanoBRET™ 590 3% ¥ H. 7& 590nm ¥ & & & H
83000M-1cm-1 BISH R EOUE NanoBRET™ Tracers K-4 M1 K-10 B3R E, BXEZER, 52 N8E M 4,

9.D. FipEFMBRAMN

WS RE
99% Opti-MEM™ | {EIMEEAHE (RSE)
1% BR4FIM5E

MpaEFE

90%DMEM
10% B Mis
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1.  Robers, M.B. et al. (2015) Target engagement and drug residence time can be observed in living cells with

BRET. Nat. Commun. 6, 10091.

2. Hu, J. et al. (2011) Mutation that blocks ATP binding creates a pseudokinase stabilizing the scaffolding function
of kinase suppressor of RAS, CRAF and BRAF. Proc. Natl. Acad. Sci. USA. 108, 6067—-72.
3.  Robers, M.B. et al. (2019) Quantitative, real-time measurements of intracellular target engagement using energy
transfer. In: Systems Chemical Biology. Methods in Molecular Biology, Ziegler, S., Waldmann, H. eds. Humana

Press, New York, NY. 1888, 45-71.

4. In: Anthropological Genetics: Theory, Methods and Applications (2006). Crawford, M.H. ed. University of
Cambridge Press. Chapter 10, Table 10.1.

9.F. X" m

NanoBRET™ TE RAF Fusion and Expression Vectors

VT g BRS
ARAF-SmBIT (q) Fusion Vector 20ug NV4861
BRAF-SmBIT (q) Fusion Vector 20ug NV4871
BRAF-LgBIT Fusion Vector 20ug NV4881
CRAF-SmBIT (q) Fusion Vector 20ug NV4891
CRAF-LgBIT Fusion Vector 20ug NV4901
BRAF (A481F)-LgBiT Fusion Vector 20ug NV4911
BRAF (A481F)-SmBIT (q) Fusion Vector 20ug NV4921
CRAF (A373F)-LgBiT Fusion Vector 20ug NV4931
KRAS (G12C) Expression Vector 20ug NV4941
NanoBRET™ Tracers
Em Mg BRS
NanoBRET™ Tracer K-4, 400uM 300ul N2492
NanoBRET™ Tracer K-10, 400uM 300ul N2642
NanoBRET™ Target Engagement Assay Reagent
i A BRS
Tracer Dilution Buffer 50ml N2191
.............................................................................................................................................................................................................................................................................. e
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NanoBRET™ TE Intracellular Kinase Assays
VT g BRS
NanoBRET™ TE Intracellular Kinase Assay K-3 100 assays N2600
NanoBRET™ TE Intracellular Kinase Assay K-4 100 assays N2520
NanoBRET™ TE Intracellular Kinase Assay K-5 100 assays N2500
NanoBRET™ TE Intracellular Kinase Assay K-8 100 assays N2620
NanoBRET™ TE Intracellular Kinase Assay K-9 100 assays N2630
NanoBRET™ TE Intracellular Kinase Assay K-10 100 assays N2640
NanoBRET™ TE Intracellular Kinase Assay K-11 100 assays N2650
BHEMME O HERE,
Intracellular TE Nano-Glo® Substrate/Inhibitors
@ FA BR®S
Intracellular TE Nano-Glo® Substrate/Inhibitor 100 assays N2162
Intracellular TE Nano-Glo® Vivazine ™/Inhibitor 1000 assays N2200
BHEMMAS O ALERE,
Transfection Reagent
P Mg BRS
FuGENE® HD Transfection Reagent 1ml E2311
BHEMME o EEE,
Detection Instrument
VT g BRS
GloMax® Discover System 1 each GM3000
REARER, AMERTI2HRER.
RS °
EEEE (bR ) EMBRARGRAT bk EERHREXIE=IRAREE 36 SHIRRS 0 B FE 907-909  HAZIFHIE: 4008108133
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@ NanoBRET™ TE LAR Limited Use Label License

BY USE OF THIS PRODUCT, RESEARCHER AGREES TO BE BOUND BY THE TERMS OF THIS LIMITED USE LABEL LICENSE. If researcher
is not willing to accept the terms of this label license, and the product is unused, Promega will accept return of the unused product and provide
researcher with a full refund.

Researcher may use this product for research use only; no commercial use is allowed. Commercial use means any and all uses of this product by a
party in exchange for consideration, including, but not limited to (1) use in further product manufacture; (2) use in provision of services, information or
data; and (3) resale of the product, whether or not such product is resold for use in research. Researcher shall have no right to modify or otherwise
create variations of the product. No other use or transfer of this product is authorized without the prior express written consent of Promega.

For uses of this product intended for energy transfer (such as bioluminescence resonance energy transfer) to acceptors other than
genetically encoded autofluorescent protein, researcher must:

(a) use NanoBRET™-branded energy acceptors (e.g., NanoBRET™ tracers, NanoBRET™ dyes, BRET-optimized HaloTag® ligands) for all
determinations of energy transfer activity;

(b) contact Promega to obtain a license for use of the product for energy transfer assays using energy acceptors not manufactured by Promega.
With respect to any uses outside this label license, including any diagnostic, therapeutic, prophylactic or commercial uses, please contact Promega
for supply and licensing information. PROMEGA MAKES NO REPRESENTATIONS OR WARRANTIES OF ANY KIND, EITHER EXPRESSED OR
IMPLIED, INCLUDING FOR MERCHANT-ABILITY OR FITNESS FOR A PARTICULAR PURPOSE, WITH REGARD TO THE PRODUCT. The terms
of this label license shall be governed under the laws of the State of Wisconsin, USA.

®' NanoBRET™ TE Tracers V2 Limited Use Label License

BY USE OF THIS PRODUCT, RESEARCHER AGREES TO BE BOUND BY THE TERMS OF THIS LIMITED USE LABEL LICENSE. If researcher

is not willing to accept the terms of this label license, and the product is unused, Promega will accept return of the unused product and provide
researcher with a full refund.

Researcher may use this product for research use only; no commercial use is allowed. Commercial use means any and all uses of this product by a
party in exchange for consideration, including, but not limited to (1) use in further product manufacture; (2) use in provision of services, information or
data; and (3) resale of the product, whether or not such product is resold for use in research. Researcher shall have no right to modify or otherwise
create variations of the product. No other use or transfer of this product is authorized without the prior express written consent of Promega.

For uses of this product for energy transfer (such as bioluminescence resonance energy transfer), researcher must:

(a) use NanoLuc®-branded luciferase or derivatives, or subunits of the NanoBiT® technology for all energy transfer determinations conducted with
this product; and

(b) use NanoBRET™ -branded luminescent assay reagents (LARs; e.g., NanoBRET™ Nano-Glo® Substrate), Intracellular TE Nano-Glo® Substrate/
Inhibitor, or Intracellular TE Nano-Glo® Vivazine™ /Inhibitor for all determinations of luminescent activity; or

(c) contact Promega to obtain a license for use of the product with LARs not listed above or manufactured by Promega.

In addition, researcher must:

Contact Promega to obtain a license for use of the product in assays not involving bioluminescence resonance energy transfer (BRET).

With respect to any uses outside this label license, including any diagnostic, therapeutic, prophylactic or commercial uses, please contact Promega
for supply and licensing information. PROMEGA MAKES NO REPRESENTATIONS OR WARRANTIES OF ANY KIND, EITHER EXPRESSED OR

IMPLIED, INCLUDING FOR MERCHANT-ABILITY OR FITNESS FOR A PARTICULAR PURPOSE, WITH REGARD TO THE PRODUCT. The terms
of this label license shall be governed under the laws of the State of Wisconsin, USA.
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) NanoBiT® ORF TE Vector Limited Use Label License

BY USE OF THIS PRODUCT, RESEARCHER AGREES TO BE BOUND BY THE TERMS OF THIS LIMITED USE LABEL LICENSE. If researcher
is not willing to accept the terms of this label license, and the product is unused, Promega will accept return of the unused product and provide
researcher with a full refund.

Researcher may use this product for research use only; no transfer or commercial use of this product is allowed. Commercial use means any and all
uses of this product by a party in exchange for consideration, including, but not limited to (1) use in further product manufacture; (2) use in provision
of services, information or data; and (3) resale of the product, whether or not such product is resold for use in research. Researcher shall have no
right to modify or otherwise create variations of the nucleotide sequence of the luciferase gene. No other use of this product is authorized without the
prior express written consent of Promega.

In addition, researcher must:

(1a) use Nano-Glo®-branded luminescent assay reagents (LARs) for all determinations of luminescence activity of this product; or (1b) contact
Promega to obtain a license for use of the product with LARs not manufactured by Promega.

For uses of this product (NanoLuc® ORF Vector) for energy transfer (such as bioluminescence resonance energy transfer), researcher
must:

(2a) use NanoBRET™ -branded luminescent assay reagents (LARs; e.g., NanoBRET™ Nano-Glo®Substrate), Intracellular TE Nano-Glo® Substrate/
Inhibitor, or Intracellular TE Nano-Glo® Vivazine™ /Inhibitor for all determinations of luminescent activity; and

(2b) use NanoBRET™ -branded energy acceptors (e.g., NanoBRET™ tracers, NanoBRET™ dyes, BRET-optimized HaloTag® ligands) for all
determinations of energy transfer activity; or

(2c) contact Promega to obtain a license for use of the product for energy transfer assays using energy acceptors not manufactured by Promega. No
license is needed if the energy transfer acceptor is a genetically encoded autofluorescent protein.

With respect to any uses outside this label license, including any diagnostic, therapeutic, prophylactic or commercial uses, please contact Promega
for supply and licensing information. PROMEGA MAKES NO REPRESENTATIONS OR WARRANTIES OF ANY KIND, EITHER EXPRESSED OR
IMPLIED, INCLUDING

FOR MERCHANTABILITY OR FITNESS FOR A PARTICULAR PURPOSE, WITH REGARD TO THE PRODUCT. The terms of this label license shall
be governed under the laws of the State of Wisconsin, USA.

@U.S. Pat. Nos. 9,797,889, 9,797,890 and 10,648,971, Japanese Pat. Nos. 6654557 and 7280842 and other patents and patents pending.
©U.S. Pat. No. 8,809,529 and other patents and patents pending.

®U.S. Pat. Nos. 10,067,149 and 10,024,862 and other patents and patents pending.

©@ Patent Pending.

©2023 Promega Corporation. All Rights Reserved.

GloMax, NanoBiT, Nano-Glo and NanoLuc are registered trademarks of Promega Corporation. NanoBRET and Vivazine are trademarks of Promega
Corporation.

CLARIOstar is a registered trademark of BMG Labtech. Corning is a registered trademark of Corning, Inc. Envision is a registered trademark of
PerkinElmer, Inc. FUGENE is a registered trademark of Fugent, L.L.C., USA. Opti-MEM is a trademark and Varioskan is a registered trademark of
Thermo Fisher Scientific. VibraTranslator is a registered trademark of Union Scientific Corp.

Products may be covered by pending or issued patents or may have certain limitations. Please visit our Web site for more information. All prices and
specifications are subject to change without prior notice.

Product claims are subject to change. Please contact Promega Technical Services or access the Promega online catalog for the most up-to-date
information on Promega products.
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