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1. Pk

NanoBRET™ Target Engagement (TE) Assays tJE=EZMEALENSEECEEANESER, HFERNWNAFESD
EEAXEFNHAR (1) , BAXSP, F1I% NanoBRET™ TE Intracellular RAS Assay®? #{T 7 H#iiR, il Z o]
EXEYERIMEE RAS R GTP B (KRAS 1 HRAS) HIZSIER.

RAS EHZ/N GTP &, t[fEAEYMAFHXATHBANSIES, SIEMARIEENGTE. RAS BEHEARBETEE
KERT, AR AAYMFLNEEL S, NanoBRET™ TE Intracellular RAS Assay 8253l 7 52 LIRSS 1 8944
AERFEZH THNAEYSIEE RAS EEANEEER. BAMNS, ZENRATEEFNHMEYXEABA K
ZRARAS ERNEMABAFEIS, HoIBFHARIFEZ RAS TR, 11 KRAS. HRAS FIHEXRTIA,

NanoBRET™ TE Assays oJf| BEM R HIREEERH (BRET) E2RNVSRELNLES, BRET BRLMEAMIE
BRZEEEER, NARANZARFEEREN S SKRE. RYH NanoBRET™ EIREEMNRAEASEEAMEN
52% NanoLuc® X EE(ENBEEMIA, ™ NanoBRET™ TE Intracellular RAS Assay {3 NanoLuc® Binary Technology

(NanoBiT®) , ZRMBARE—HMAXENEBTE (LgBIT) F/NE4K (SmBIT(q)) AMNEMEIRE, XME
HTERIRFZLET, LAY RAS EHAEZSRAS Y IHERES. BAMES, LgBIT 2K RASHREERS
SmBiT(q) 121 RAS RIS EREMMPHERIA, 4 RAS EHMEEEAHEMSRIKN, LgBiT #1 SmBiT(q) TELE
FEREMEARE, HEFEEXRBREYNERTEHRNANES, 1 BRETREEME (B 1) . BEZHE—
FARREBIBEME S NanoBRET™ /RERR, 885 RAS lRMER., ARENSEEYHNE RAS RRAESN, MESEM
BRET REEREESY. UTREIMENUAYESS RAS £58F, M BRET EESHREMEARIFCHNLSYMNES
HERHNELER,

NanoBRET™ TE Intracellular RAS Assay o fff FH i NanoBIiT® &4t 94s > &L F&E B SmBIT (q) ik, 1#45 NanoBiT®
EHEEGXT Extracellular NanoLuc® Inhibitor 8%, ZiNHIF TR 2R MMM EIFE R FERES, H#I% NanoBRET™
ES5RBEMAE.

NanoBRET™ TE Intracellular RAS Assay TR TR S RAS 4K, GIEEFER KRAS 1 HRAS AR Sl KX
KRAS #1 HRAS SRE1R, af 54N AGR SERANMEHANERSAE 1, HEMQNHHNTEIRESNE 8.F 1 "1
XK@ . ARSI FF X I ORMEFIAFX | OR0HIFIHNESER, KRAS (Y96D) RIAMFIE HEK
AT IHEEFNL SR T | ORINHIFE DR AR TSR,

te4h, NFFrE RAS ZRMER B —KRER NanoBRET™ Tracer RAS, 27— B BN TIERE, MEREFILEY
45 E B AR RAS ZARAERR M,
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Bl 1.NanoBRET™ TE Intracellular RAS Assay #i&. E A.LgBiT #1 SmBiT(q) 52K RAS & EAEFHE
bk, XEBAEANSEHER SMBIT(q) M LgBiT WEME, PAFT4EINEEM NanoBiT® XX, EEHE
BEXARBEYVNBERT, ZEAKBEN BRET BIAKXME, MIEEEYN NanoBRET™ Tracer RAS 5 RAS ZR{K
oM ES, HEARAEZIER, LoBIT #1 SmBIT(q) MEEB UK RENLRAR T AT RAS SRIKMNEIRE
EH BRET REEEESY., MANARBEN RAS BEERSKEARIERN, HEXBRET S EXENERBIEXER,
B. @34 M NanoBRET™ RERFIMFIER ML, HESH RAS THRMRIRFIEM N, FAEHERFEERG
WA RREFRE, ZRELTFIWBIARS, BFAREANNFNERNMEN EC, B, B C. ATHIREREST
BEFUCEYMNENS, EZEERENREFZE THARRENFN LS HEETLIE, BES RAS £E5M
WEYRENIGM, BRETES5HE. S RASHN (£ 1) HRARMERENNHNERMNMENCEYINFIMES R
BB FEM (application note) (3) .
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1. F@mid (£)
KIRBEHBNET NanoBRET™ TE Intracellular RAS Assay FifE HEVIEE AR E (NBS) &R, ZiMERLE NBS 12
MR o fE AT SR A N BIFEE, MRS RENNRENR, NanoBRET™ TE Intracellular RAS Assay 89 TEif

BEESNE 2,

3 F2R: BREREEIGHSE
@ —> BF Opti-MEM th,

===

% 1X: B LgBIiT-RAS #ll
SmBIT (q)-RAS Fusion Vector

B R,

K& 20~30 /NEFEITEER,

F2XR: BHLMEIRE 96 7,
NBS R,

£ 2 X: 1§ Complete 20X
NanoBRET™ Tracer Reagent i
MEMREFESD, HEMES.

A
N— —>
NanoBRET™ w ) /

Tracer Reagent
Tracer Complete 20X

Dilution  NanoBRET™ '
Buffer Tracer Reagent l

F2X: IMA 10X fFFULEY, B

BRAHEFREMRTITE,
GloMax®
Discover
Ve Y 2N System
' 1= \
—> —_—>

NanoBRET™ Extracellular

Nano-Glo® NanoLuc® /

Substrate Inhibitor <7y g2X: ME

3X Complete BRET
Opti-MEM Substrate+ g2X: A 3X

Inhibitor Solution Complete Substrate+
Inhibitor Solution

2.NanoBRET™ TE Intracellular RAS Assay #i&, AOMNAEIFLEERE (NBS) MR L#T, RNER
ME R,

R, °
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& 1.KRAS RIS AFEX RN IR,
RAS Zik MEHE BRS
LgBiT-KRAS WT Fusion Vector NV4561
KRAS WT
SmBiT(q)-KRAS WT Fusion Vector NV4571
LgBiT-KRAS(G12C) Fusion Vector NV4581
KRAS(G12C)
SmBIT(q)-KRAS(G12C) Fusion Vector NV4591
LgBiT-KRAS(G12D) Fusion Vector NV4601
KRAS(G12D)
SmBIT(q)-KRAS(G12D) Fusion Vector NV4611
LgBiT-KRAS(G12V) Fusion Vector NV4621
KRAS(G12V)
SmBIT(q)-KRAS(G12V) Fusion Vector NV4631
LgBiT-KRAS(G12A) Fusion Vector NV4641
KRAS(G12A)
SmBIT(q)-KRAS(G12A) Fusion Vector NV4651
LgBiT-KRAS(G12S) Fusion Vector NV4661
KRAS(G12S)
SmBIT(q)-KRAS(G12S) Fusion Vector NV4671
LgBiT-KRAS(G12R) Fusion Vector NV4681
KRAS(G12R)
SmBiT(q)-KRAS(G12R) Fusion Vector NV4691
LgBiT-KRAS(G13D) Fusion Vector NV4701
KRAS(G13D)
SmBiT(q)-KRAS(G13D) Fusion Vector NV4711
LgBiT-KRAS(Q61H) Fusion Vector NV4721
KRAS(Q61H)
SmBIT(q)-KRAS(Q61H) Fusion Vector NV4731
LgBiT-KRAS(Q61L) Fusion Vector NV4741
KRAS(Q61L)
SmBIT(q)-KRAS(Q61L) Fusion Vector NV4751
LgBiT-KRAS(Q61R) Fusion Vector NV4761
KRAS(Q61R)
SmBIT(q)-KRAS(Q61R) Fusion Vector NV4771
LgBiT-KRAS(Y96D) Fusion Vector NV4781
KRAS(Y96D)
SmBIT(q)-KRAS(Y96D) Fusion Vector NV4791
LgBiT-HRAS WT Fusion Vector NV4801
HRAS WT
SmBIT(q)-HRAS WT Fusion Vector NV4811
LgBiT-HRAS(G12C) Fusion Vector NV4821
HRAS(G12C)
SmBiT(q)-HRAS(G12C) Fusion Vector NV4831
LgBiT-HRAS(G12V) Fusion Vector NV4841
HRAS(G12V)
SmBIT(q)-HRAS(G12V) Fusion Vector NV4851
T TSR e
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2. FmASMEERY
P g BRS
NanoBRET™ TE Intracellular RAS Assay 100 assays N8010
& 96 FLAREY, =K TT#4T 100 RIQMW, E4E:
. 5ug  LgBiT-KRAS(G12C) Fusion Vector
. 5ug  SmBIT(q)-KRAS(G12C) Fusion Vector
. 50ul  NanoBRET™ Tracer RAS
. 5ml  Tracer Dilution Buffer
. 50ul  NanoBRET™ Nano-Glo® Substrate
. 17ul  Extracellular NanoLuc® Inhibitor
. 20ug  Transfection Carrier DNA
P HAg BRS
NanoBRET™ TE Intracellular RAS Assay 1000 assays N8012
fEF 96 FLAREY, K TT4T 1000 JRIQW, E4E:
. 5ug  LgBiT-KRAS(G12C) Fusion Vector
. 5ug  SmBIT(q)-KRAS(G12C) Fusion Vector
. 500yl  NanoBRET™ Tracer RAS
. 5ml  Tracer Dilution Buffer
. 330ul  NanoBRET™ Nano-Glo® Substrate
. 110ul  Extracellular NanoLuc® Inhibitor
. 100ug  Transfection Carrier DNA
P A% BRS
NanoBRET™ TE Intracellular RAS Detection Reagents 10000 assays N8013

{5 96 FLiRBY, X Tl#4T 10000 RIQW, EIE:

«  10x500ul  NanoBRET™ Tracer RAS

. 50ml  Tracer Dilution Buffer
. 3.3ml  NanoBRET™ Nano-Glo® Substrate
. 1.1ml  Extracellular NanoLuc® Inhibitor

fETF R ¥ FrE NanoBRET™ TE Intracellular RAS Assay A7 & TR T -65°CHISRME TiEFE. &, 4§ NanoBRET™
Tracer RAS BEFETF -65°CHIRM T, MMEHMANSUEF -30°C ~ -10°CHRE TiHEE., BENHFAHTRER
BUER. BR{ER/S, ¥ NanoBRET™ Tracer RAS A& AE MM, BEIARMBEHRELT IR, NanoBRET™ Tracer
RAS. NanoBRET™ Nano-Glo® Substrate 1 Extracellular NanoLuc® Inhibitor 33 578 Y77 ,

7£: NanoBRET™ TE Intracellular RAS Assay EEZRRMRISH MBI : —f2%5 LogBIT MEEBNHIK,

H—ME G SmBIT(q) MAEFEBNHAK, X T BAx RAS K, MolseFER WL LgBIiT 1 SmBIT(q) & H/E.
BX RAS BIEHANIIR, BEAR1AF8FH "HXTm" .

R, °
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3. FrBmaE

3.A XF RAS Ra#H&F

TTATFARIRBERBNST RAS TR (RIEHAE) NPIXRSLE 1, S RAS T{R19E A LgBIT-RAS 1 SmBiT(q)-RAS &
B EH KA Transfection Carrier DNA RHIFHELESY.

1£ 100 }XF1 1000 X WML FE (BRS: N8010, N8012) hE ST BRI UBE T KRAS(G12C) SEAREIHE,
BEARME, XEHIKZE LgBIT-KRAS(G12C) Fusion Vector., SmBiT(q)-KRAS(G12C) Fusion Vector 1 Transfection

Carrier DNA, B3 ME 4 A8 FEA XL B RVEIE, 5 NanoBRET™ TE Intracellular RAS Assay Bt &SR EAL
RAS ZTAHHESNSZENNAFEM (3) .

3.B LgBiT-RAS #1 SmBiT(q)-RAS Rl & &4 M4 1B &I

B/NEPIRALA RAS IEHAETTH TRERMNIR, BBNEEAFEAFADY IE8HHEK, HECXERNE
REMHETER, REBINEDRBITRUEZCE X ESENHAYT ISNMAMEFRREEHE,

LgBiT-RAS #1 SmBIT(q)-RAS Fusion Vector 8 & — M RIBBERFESE, BTEARIEEREBHTER, BNEYIEEXY

HBXETUE, LUBR LgBiT- #1 SmBIT(q)-RAS BIEHRBFRIINREE., BXFAFIES, 1EHE NanoBRET™ TE
RAS Assay F= M,

BXEMAY 1BH0E, EBR Promega :ARSER: chinatechserv@promega.com

3.C (UBEXRMIEE

W EE#4T NanoBRET™ TE Intracellular RAS Assay, EE—PMEEIEIELIN S XCKE KB O AN, 15 K 2SED
OJSLIZER, BIWERTERKES (BP) N=®AES, EAKERES (LP) MEZKES, URKEEMRESR
BE,

NanoBRET™ & .t {& NanoBiT® B¢ EES 0 & 513K K59 460nm, EIN{EE BP IRiE S (BEBEER 460nm, %8
SEEN 8~80nm) MEMMRES, HEN, 450nm/80nm B BP JEKE 2 a3k 410~490nm SEE RN L SIS,

E: BINER BPIRRSBNERAES, DEREMERESE, BERNESHRESEE, TJEREE 460nm B X
BEEIRERS, BoSBMAESET X (ARRRE) FMENE D%,

NanoBRET™ Tracer RAS B & SfIE{ETE 590~610nm SEEIA, EIUFERKEIREEE (M 600~610nm &FFi8) MEiZ=
N

BEB TR KN SN NREFIREE, BB UURMEIRINEERS. NTFERERXEEFNINGS, Bk
BEMNE, —BER, 0.2~1 PHRANEMEE T, HENECEENERBITTME, UERRBNEESHEA
BB R THRRRSNERAEES.

RS °
BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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3.C UBEKXRMIRE (£)

BEEMNEFESE, UMRERRERREINRES, AEEEFTEXRSBERAMEIMRKSE. HlIN, RERKSEN

ORERENRIRALAEYE, mMERERNERNEERIIEEMEMNR. BINEUTNENEESEREEEN

75

«  GloMax® Discover System (B®S: GM3000) , BEMEMKSSIEKSE (450nm/8nm BP JEiKas) MBKES
IEIKEE (600nm LP JEiREE) . M “MAR" B EEZEFEA BRET: NanoBRET™ 618 il 52,

+ BMG Labtech CLARIOstar® Multimode Microplate Reader, FC& MRS SIEEEE (450nm/80nm BP JEKES)
MBS SIEKES (610nm LP iEiKeE) .

+  Thermo Fisher Varioskan® Multimode Microplate Reader, &£ Edmunds Optics BIUA T IEK 28: HAiEiK e (CWL:
450nm, HfE: 25mm, FWHM: 80nm) . Fi#iRiEsRE. SHRRES (ER: 182, RG-610 KBIRE:SE) .

BE—RITAFNENE S SHNE LR PerkinElmer Envision® Multilabel Reader, EiEFFRBIT:

s BF RAR-EE4

« KSIREES: Chroma (BRS: AT600LP) - KEIHEE 4

. KEEIE2E 2: Chroma (BRS: AT460/50m) - & &H1HE#E 1

- MEZE: 6.5mm

< WEEE: 1/

4. NanoBRET™ TE Intracellular RAS Assay 18l /53

NanoBRET™ TE Intracellular RAS Assay B4l &5 R o] @ S AT /LR A& ~: R BRET thE. BEKREEN
BRET Lb{EH / J3—14 BRET, BXEZER, BELE 4.F 1, HHAERNRE, SHRELIR LESVENTRE,
PUBITET & BT EFH B HEBRE S, BINEMNREREDFF=D.

RERMBMR: SREREE, FEUAFRELRAS HMEHAE., ZNRANEARREES, TRTIHEERANSE,
FRE 7T,

EREHR: SN, ERSRENHAFNEEY . TREFIXRAN BRET (55 AT it &R ER/KE BRET LA,

BRETy,, X : SREANMIERENEM RAS BA (41 20uM BI-2852) SR, EitEA—k BRET BY, ZXY
BRANFH BRET L{ERR BRETy,, ZXRMIZTI{EN RAS $EARESHIEMEXR (P TENR)

BRETy,, MHR: SRERAVERAR, OFSUKESHNET, ERSFUKEY, AitEA—WH BRET B, ZXR
B9 BRET EL{EEER BRETyaro

R, °
BRER (ILR) EMRAFRAT ik EFEHREKIE=IRRE 36 SHEREBS 0 B E907-9009  KARSZHRFEIE: 4008108133
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4.A BPRRENTE

HEK293 s HAiE AN B ARE (SATER a.)

Dulbecco’s Modified Eagle Medium (DMEM; #l%0 Thermo Fisher Scientific B3RS : 11995-065)
BA4EMI5E (4140 HyClone B&S: SH30070.03  Seradigm B&S: 1500-050)

Opti-MEM™ | Reduced Serum Medium (AREE4L) (4140 Life Technologies B3RS : 11058-021)
0.05% Trypsin/EDTA (% Thermo Fisher Scientific B&%S: 25300)

FUGENE® HD Transfection Reagent (B®S: E2311)

DMSO (f#0 99.7%; Sigma BRS: D2650)

TE Buffer, 1X, Molecular Biology Grade (BE®S: V6231) (MR HFERERE DNA)

LgBiT-RAS Fusion Vector (2L T3 Db.)

SmBIT(q)-RAS Fusion Vector (2L TF3GER b.)

BI-2852 (PAMEXIER RAS Bidfk, MedChemExpress BRS: HY-126247)

96 AL HEFEREZE NBS 74K (Corning® BRS: 3600) (B TEEC.)

4R B SE F AN ER A

TERABHLE

BERFERERE, AUNATHERMNAOEEHNE, AT RENORKRER, S20ERESENERZIFEBRSEHT
LEIAS I ,

AT E NanoBRET™ <894 MY EE (4140 GloMax® Discover System, B®S: GM3000) ; ¥ 3B %
g RESMEAANMARESSE (¥NE8BT)

a. ZM‘“;I 75 RE X HEK293 Hf##17 7 itk . S{EB E 2R MR, BERESZE R MENMEERSE,
OJREE E N R R THRHHE NanoBRET™ Tracer RAS BIEZRE (2) .

b. #4T NanoBRET™ TE Intracellular RAS Assay E/&H LgBiT 1 SmBIT(q) RIS AN B iR RAS YK,
MEFEANREAAS RAS THEMREHAK, WHEZRIMWEMEMNE LgBIT 1 SmBIT(q)RAS RBiE#H K, BHX
o] Fl LgBiT #1 SmBiT(q) ®&HAMTIE, BENE 8.F T "HXFR" .

c. T{R{EMA Corning® 96 ALHEFREEXZ % NBS LM (Corning® BR=: 3600) , FEHEANREZE
REMBIEFCIERMILR, SEAEMEFTHESN "EEES" MARSTRNEY, SMENRFHLRHR
B,

BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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4.B {#/H NanoBiT® Fusion Vector BEET35 % HEK293 4 (&£ 1 X)
1. ([FEEEYHMEEFAEREES HEK293 4N (SRFTEXBHMEE) .
i
a. ARG RDBENERLEEHI HEK293 MEMITT ik, NREHAEMBRNMIE, JEEERILESR

SN

b. HMELEXCNERNENEEXEE, NREREBRRER, NEMA 70~90% MEERI#TER (BRE
ST 1~2 RAREH) 89 HEK293 4Rk,

c. BB 96 FLARMREDHIE 2x106 MM,

d.  OMiE: EF 4B TPHIEHME —MRERNME, XLEMBMIGERE 4.C~4.E THIIEERRABLITE,
2. NESMEEFHEPHREAEERE, ERARENHBLEMNE, EHEMNSFREARE TR,

E: NREGRELER, BEREFERARSRNEEEEELRY.

3. MABIIENRAMEBIERE (B 10% 4B 90%DMEM) hRIEEHES, 7 200xg HE TE/OMM 5 54,
EL R ITE o

4, HWEREEAPEZFE, SARSETRARANENERE (8 1% R4 Mm%/ Opti-MEM™ | Reduced Serum
Medium (RZEHL) ) h,

5 FERAMANENEEESARZERSE 2x10° N /ml,
6. WNFEHFE HEK293 i, BRUTHBFIFIER DNA E5Y:
a. AEEE#HFEED, £ Opt-MEM™ | Reduced Serum Medium (RS E4T ) 4185 10pg/ml B9 DNABIK, 8BS,

b ®R' REKRE
Opti-MEM™ | Reduced Serum Medium (RESEH4L) 1ml -

Transfection Carrier DNA 8l 8.0ug/ml
LgBiT-RAS Fusion Vector2 Tul 1.0pg/ml
SmBIT(q)-RAS Fusion Vector2 1ul 1.0pg/ml

VX ERTRIE S HIEL 1ml DNA F1% % 20ml 89 HEK293 4, WHHI&EREARRRE) DNA, T]4&% Bl an sk >
FHSNER, WAKE, ABERBRERNT 14, JEHISER DNASSYIEI, €A 1X TE &Z4&RxS DNA
BHITELERR.

‘ERVEAZRENSHNERSHANEER, BUBRNEEABREEDT ESHEHK, HELXERNS
RREATHER, FERE3AT,

(T&sE 6%, )

R, °
BRER (IR ) £EMBEAFRAT it JEEHRMKIC=IREE 36 SRR S0 B B2 907-9009  HARSZHFEIE: 400 810 8133
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b. XFHEHEH DNAESY, B 1mI DNAESY, MEDAA 30ul FUGENE® HD Transfection Reagent,
BNOIFZ AL RS R :DNA E6%), 1R FUGENE® HD Transfection Reagent RE X S BRMIE,; HIER
REXEPHRED, BS,

F: MRE1SMYEBOETHIEEEESY, WEHRABLOE 5~10 %, BS. IRERANHERLE (FW
15ml 5 50ml $EHE ) PHIFHRREAY, WURKMEEERS (vortexing) HERRIEXEHTES. 152
BRAEFETNVOERRESYHTHRARS, SNBRRESVHERNE, SHRENLKLES.

c. HEEEFRHTIES 20~30 778, LIEABER DNA EE5Y.,

7. AEXEHFED, BN1HIEER DNAEESY (i 1ml) 5 20 HHE 6 h4IF ) HEK293 4R (#l70 20ml) B4,
REREERE 5%, B,

Er TRANB/NN#MERS, TTHEMEMSEDBNER, NBRARSER DNA ESYHLAREE
20:1,

8. SYHME + 5 DNA EEYMINRELEMIBIEFME, & 37°CH 5%CO2 EFHA P 20~30 /NBT,
T A S ED, BN E LR 55000~80000 N /cm2, BN, X T75 1 FHE, NEHZ 4~6x106 N,

4.C {#M NanoBRET™ Tracer RAS &4 (&£ 2 X)
1. MESR HEK293 MEHMBEFMPMIREEAE, FABESABLEMAR, FABMAEFEREERETXE,

oJif: NEIERERAMYRE, NE 4B L PFENRERAREARRDREUEAE, ARERREQBLEAN,
EARBMIEFRREE TR,

E: ARERELER, BEREFERARSRNBEZEOEHELRY.

2. M[FEFBPMASOENTRARESRE (8 10% BR4IER 90%DMEM) hHEERE, KAKRSRERE
BOED, BL200xg #EE D 5 28, EMEIRITIE,

3. HIREEEAREE, FRATRNE 1% BEMEL Opti-MEM™ | Reduced Serum Medium (RS ) ESEMA,

4. ([ERATHRENES 1% FB4I1558 Opti-MEM™ | Reduced Serum Medium (ARSEHLL) KAMBZERTHE 2x10° N
B8 /ml,

5. HX 85Ul ERMMER, NKE 96 ILEBFREREKRZE NBS #FLIR (Coming® BRS: 3600) MLt (ERNLFE
6 hly “ThE” FMa) .

RS °
BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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4.C {#M NanoBRET™ Tracer RAS $I& M (£ 2 X; &)
6. TOJi:
a. EX85pI RERMMER, PEZRELMENRAS, ERNEIRIEHRSEE, UK LEAMTR.
b. ABBELRENNRM, BoOu BRAMBR, HEE 96 FLIONRN T REEFIXTRBILP,
c. XF BRETy, XRm, EX85ul HRMEER, HEZE 96 FLINRE BRET,,, XEBFLF,
d.  XF BRETy, SR Mm, B 85uI BRAMMBIR, 7KE 96 FLACMRE BRET., SERFLE,

*: {XfEMA Corning® 96 LA EFREXZ % NBS #FL#R (Corning® BRS: 3600) ., EREANBREZER
ZMPERCENMIR, SEREMETEEFN LSS " HMAH TN, SN EZFEHRNRHRIZRE,

7. ([EHABREEHIF Complete 20X NanoBRET™ Tracer RAS %7,

E AN HTRPERNREIIRE (2uM) X HEK293 AT 7k, EREMMMREREN, TJeRERE
BHNREAIRE, Eitt RAS RANRERARESREENNAFMR (3) .

a. f#% NanoBRET™ Tracer RAS # Tracer Dilution Buffer,

F: BRERE, ZEIE NanoBRET™ Tracer RAS S ZE ittt B RplERBiE R R, ¥ NanoBRET™
Tracer RAS X F -65°C N &M 7E, Tracer Dilution Buffer &G oI E =g T 5177,

b. {5/ 100% DMSO %1% 100X NanoBRET™ Tracer RAS &k, BI¥SZ{AIRE 100% DMSO #1 NanoBRET™

Tracer RAS iB8&, 85, 2R TR,
A5 {78 196 FLIR
NanoBRET™ Tracer RAS 50ul
100% DMSO 50ul
AR 100l

c. B 158 7.b h#I%E] 100X NanoBRET™ Tracer RAS, ZEIEMNA 4 4 Tracer Dilution Buffer, 84, #l
£ Complete 20X NanoBRET™ Tracer RAS i&5; &0 T X REIFTRR.

a5 1577 196 FLiR
100X NanoBRET™ Tracer RAS 100ul
Tracer Dilution Buffer 400upl
ERERTR 500ul

i£: HBF Tracer Dilution Buffer G %M, BN EEHLE, BWNKRERK, R Complete 20X NanoBRET™
Tracer RAS ¥l n#, BRERFXEANZYIIST, NELE, EEREFE.

R, °
BRER (ILR) EMRAFRAT ik EFEHREKIE=IRRE 36 SHEREBS 0 B E907-9009  KARSZHRFEIE: 4008108133
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8. % 5ul Complete 20X NanoBRET™ Tracer RAS I M EGMUMFL P, 1570 @ XRERFIFT BAL P ANRERR
7£: HBTF Tracer Dilution Buffer EE %5, HEIEEEFEE Complete 20X NanoBRET™ Tracer RAS,

9. BREMREFENRZZL, HTF 00rpm BETES 157, BMKEEMIL, 1R Complete 20X NanoBRET™
Tracer RAS 78, BRI ABYNS., WERE, uEERESE, EEMILNEYHS.,

E REBHSMAFENFRESEGURSRARSSMR. AXESHAFEE, BSLE 8B,

4D MOAFFNLEY
1. {EF 100% DMSO & 2 fIFFNL S AT HIE 1000X RLRENFULEY .
34F BRET,;, "B REFAME TE B M, A 100% DMSO #I&3KE R 20mM #9 BI-2852,
2.  f#EH Opti-MEM™ | Reduced Serum Medium (ARERERLL) ¥ 1000X FUEMHERERLERE 10X,

33F BRET,, X BB ML PAME TE BB M, E/H Opti-MEM™ | Reduced Serum Medium (ARSEL) 4 20mM BI-
2852 HMEREBLRE 200uM,

fEF Opti-MEM™ | EIIIEEAE (AEWMLA) BRENAEYIAT 100 /&, 14 10X BRETy. I8,
3. WTHR, M8 EHERMARERMENRBROFLPIMAN 10 10X FEUH S HITFRE:

a. EX10pl B9 200pM BI-2852, fNZE BRET,,, X BRFLFFAM TE X BFLT.

b.  EX 10ul Opti-MEM™ | Reduced Serum Medium (RASEHL) , MELREFIX B S,

c. B 10pI B 10X BRETy. X BRGR, NMNZE BRET,, WRFLF,

4. AEZHSEIFNGE, BEVRETENR%SRL, FT 900rpm HETESAEY 15 7. BRNWRE T 37°C
# 5%CO, £HETHEFF 2 /NG,

E RESUCEMNERBEENESRE, DTREREMAEFREE ., A oTEHHIF B EI/EFE 2 ERBMX R,
MARERS B HERS TGN, &IRTI7E 30 P N#EST BRET WE.

5. RAWMRERE (915 57%0) , RFYREHITE 4.E T5p8 NanoBRET™ Assay 1l 72,

RS °
BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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4.E NanoBRET™ Assay &l 5%
1. f&% Extracellular NanoLuc® Inhibitor ¥ NanoBRET™ Nano-Glo® Substrate,

. ExR{ERE, Extracellular NanoLuc® Inhibitor $1 NanoBRET™ Nano-Glo® Substrate GJ7E -30°C ~ -10°C& {4
TEEAETE,

2. 7EBNNE BRET ZHl, R TRAEEHERE DA Opti-MEM™ | Reduced Serum Medium (REELL) #I%& 3X
Complete Substrate+Inhibitor Solution:

Hy 173 196 FLIR
100X NanoBRET™ Tracer RAS 100pl
Tracer Dilution Buffer 400pl
AR 500l

#: F4HIEE 1.5 /NBYR{EA 3X Complete Substrate+Inhibitor Solution, ZEFKEREIER.
3. BREEEE 5~10 ]ES.
4. EEURES DA (BEX R ) 0 50ul 3X Complete Substrate+Inhibitor Solution, & F 218 T8 2~3 744,

3. EMA 3X Complete Substrate+Inhibitor Solution /58 10 28 R##THE 5, KIE BRETE5, ARG 2
NI TTLUNE BRET, BEAXAESSBMRRE, AARXBERERNERMSE (BRET7H) .

5. IRBRNZSHUEMILEE, £/ GloMax® Discover System S E fh NanoBRET™ #&ill A 81L& LMY, A 450nm
BP K= EMALEES, FH 600LP KERNEZRLIFES . FRANENHRERSNETTERE, EES
0.2~1 MHMANEBEMEET . BXESER, BHBELE3CTH,

R, °
BRER (ILR) EMRAFRAT ik EFEHREKIE=IRRE 36 SHEREBS 0 B E907-9009  KARSZHRFEIE: 4008108133
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4.F & BRET LLE
M R aLBT RS BRET thia. JBAEAKER BRET tW{afl / U3—4& BRET 52k%ER, WTAR:
MFHERIE NanoBRET™ tH{E, BEHERIANEBERNZARESESHRUBELEES,
¥4 BRET tb{EFLL 1000, BN ELS BRET B4t milliBRET #47 (mBU) .
FIRMES g
BRET tbf& = x 1000
SZRMES e

MBI EREARELN BRET th{E, TTASHRNERE BRET WEMEL REFXNBRIFHER BRET tHE, $&
BRET LL{E5ELA 1000, BN BRET B{ui%#A miliBRET 847 (mBU) ,

RMMESwa  RMESirenvm

IMEAJEA BRET tL{E = x 1000

AR ES 45 HIEES 2rmmmm

AETLLROTREEB AR E O RAS BAZ BHEFM, TJZRESMERN BRET FSH— AR MY R@EE
BRET 5, BI—PXRMENXRKABRET H, Z— " WRAEX&/NBRET &, MITFA, I3—4 BRET ER =M m
89 BRET tU{E 5 &K BRET LHERNE AL,

(BRET 45 - BRETy
I3—4% BRET (%) = x 100

(BRETyax - BRETy,

R
BRET #mE# M8 BRET tL{E;

BRET,,, 288 REXNMZERENCH RAS B4R (41 20uM BI-2852) HIX BB REITFY BRET thiE, =&, oJLMER
TREFIXT B MATELY BRET B, ZXNBRABRRERZFNLEY.

BRET. 22 REAMFNAEMREERSFHFNL SN R MmN T BRET tHE,

RS °
BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
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5. KRAS(G12C) IR MmN R 1t BRET #iE

KRAS(G12C) *J B8 @ # U 9L = 2038 2 W E 3. NanoBRET™ Tracer RAS £ 51X 2uM HIA R ERE N 2 IEM\A
8, BEREFARENFUCEMERALEINNZ D ZEAT (LEREBDTHIC,E) . IRIEE 3 PHHIE, BiIX
NanoBRET™ Tracer RAS BIR&RE N 2uM,

A B.
S0 1 m Tracer Only 50 [Tracer]
g 40 - @ Tracer + 20uM BI-2852 E 40 A 2uM
O 1uM
E 4 EC,>1pMm E 5 H
i) i) O 0.5uM
e 20 e 20 v 0.25uM
- -
z 10 & 10
o @ Background
0 0
10°° 102 107 100 10 104 102 100 102
[Tracer] (uM) [BI1-2852] (M)

2uM [ 1pM | 0.5uM | 0.25pM
0.710.77 | 0.90 | 0.95

50

3.NanoBRET™ TE Intracellular RAS Assay B91& I 0IEHIE, FEMNAFEEIRENELN RAS BN HRER
FIEMRMEZNROSRE A, REFREXNFUAESMHNEDNSINNOE NS ILE B, ¥FiX SmBIT(q)-KRAS(G12C)
# LgBiT-KRAS(G12C) Bt & EHM HEK293 A EE FRMIZFRED, HREHEHEMNE 96 FLIEESEREMARD, /i
AREREH NanoBRET™ Tracer RAS, EFHENARFEBMAIEN S/ ORE A BI-2852 (B A) HELHREY
BI-2852 (E B) HVIE )R TIEFAM 2 /INBF, BN 3X Complete Substrate+Inhibitor Solution, B&/S 1 GloMax®
Discover System i#47 BRET &, REFHEFREEZE B PLIBEER.,

R, °
BRER (ILR) EMRAFRAT ik EFEHREKIE=IRRE 36 SHEREBS 0 B E907-9009  KARSZHRFEIE: 4008108133
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CTM 717

2024 #l1%



O

Promega

REMAEYERMBESFTEIESNE 4, WED S/ OKE K BI-2852 5 Sl O£ {k Sotorasib, Adagrasib I
MRTX1133 BEREXGFERZS . HMARMEIEUREM RAS THRMNARMUEIES NESE G 3,

60
= ® BI-2852
'g 10 B Sotorasib
E ¢ Adagrasib
& ¥ MRTX1133
= 20
(W1}
o
m
.................................................. Background
0
1076 10 1072 100 102

[Test Compound] (uM)

BI-2852 |Sotorasib | Adagrasib | MRTX1133
0.87 0.080 0.012 0.068

4.KRAS(G12C) X fR ma 42 il B9 X R ML S Wik F M AE 55 47 BB, 8 & X SmBIT(q)-KRAS(G12C) 7 LgBiT-
KRAS(G12C) Fusion Vector #] HEK293 I E B FallE#FE P, HEHEEME 6 AFLEREMARP. MA
NanoBRET™ Tracer RAS ZR&RE 2uM, BAKREEEHFEBRNFN L EWER 2 /N\BF, RBMA 3X Complete

Substrate+Inhibitor Solution, FE/E{ERA GloMax® Discover System i##1T BRET U &,

6. A RAS TR AMEFMES

WO BEANFE T RSV AT E RAS THEHRMN, RELETHRSUWHEY S HM RAS THRNEBEEEER.
NanoBRET™ TE Intracellular RAS Assay t] AR BRI TERBN—HAREFIRE (2uM) XZHf RAS TREIFF
M EYNEFEMHTITMG, FTETH RAS IEH AT ZEM KRAS MFIFI A FEMIHERGISIE 5, RAS Tihg
SMEANENESIE 2, HMAREHIEUREM RAS THENEHIES LESE G 3.

BRER (LR ) EMRAFERAT b ERHRBXIE=IRRE 36 SHEKEZ 0 B E 907-909  BURSZRFERIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com FARZIFMRFE: chinatechserv@promega.com
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6. 7T RAS THMLEMIEZFMERT (4E)
A. B.
- - 0 © KRAS WT
= — I - = KRAS(G12C)
£ 100 EE 100 * KRAS(G12D)
o o o o
20 20 ® KRAS(G12V)
=2a 50 =2=a 50
g2 g2 = KRAS(G12A)
K 0 K 0 A KRAS(G12S)
v KRAS(G12R)
10~ 102 100 10? 10~ 10 100 10| KRAS(G13D)
[BI-2852] (uM) [Sotorasib] (uM) * KRAS(Q61R)
C. D.
300 150 KRAS(Q61L)
: E T KRAS(Q6TH)
= © -
£l 20 EE 100 KRAS(Y96D)
2% 2 - HRAS WT
2 10 §§ = HRAS(G12C)
o S
s o . HRAS(G12V)
0
10 10 10° 100 102 10~ 107 100 102
[Adagrasib] (M) [MRTX1133] (M)

5.RAS B {RRYIE R MAFERBI ., $§FRIX SmBiT(q)-RAS F LgBiT-RAS & EH K HEK293 ABES FTHMIEARED,
FEEERE 06 FLIELAREMILRD ., MMA NanoBRET™ Tracer RAS ERARE 2uM, BABSEN L EWEE
FRBRIEF 2 /N8, AFMA 3X Complete Substrate+Inhibitor, {#F GloMax® Discover System 31T BRET U &,
e 4.F MR, (£ DMSO AELIEMEEIFY BRET thiE (BRET,,,) 1 20uM BI-2852 £ 12 4HfAIF19 BRET tb
{& (BRETy;,) it&/3—1k BRET, E A.SI/Il QXA 4K BI-2852 Xt RAS A8 BRET 5 S#E=SEH, BXMHELL,
Elt, BI-2852 oJ{E A RAS AEIRE S HIZBAMX R, B B.SIl O%KAK Sotorasib ¥ G12C # = RAS REKREY
HEGREERM, B C.SIl O%E A Adagrasib ¥ KRAS(G12C) BEi%E M, {ExtHA{ KRAS TIRNBEEARSS, 15
F&, Adagrasib ERERE T E/R BRET 18/, Xulge SMMBUHEX (ESER, SAE 7T "BERE") . ED.SI
A48 MRTX1133 X KRAS(G12D) EE BB EIER, EXIZf KRAS AR AEEGHEER,

R, °
BRER (IR ) £EMBEAFRAT it JEEHRMKIC=IREE 36 SRR S0 B B2 907-9009  HARSZHFEIE: 400 810 8133
Promega (Beijing) Biotech Co., Ltd ~ E2i&: 010-58256268 WIHE: www.promega.com FARZHFMRFAE: chinatechserv@promega.com
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*® 2. H{EYIR. RAS THPERANBMNMESLTE (FLES) .

RAS 1831 BI-Z(iE;;)ICW Soto(r:;:l)) ICs, Adag(rslsli;) IC;, MRT)((JI:VI 3)3 ICs,

KRAS WT 1.1 > 10 1.3 0.047

KRAS (G12C) 0.87 0.080 0.012 0.068

KRAS (G12D) 0.73 > 10 > 10 0.040

KRAS (G12V) 0.74 > 10 > 10 0.100

KRAS (G12A) 0.94 > 10 3.8 0.051

KRAS (G12S) 0.73 > 10 > 10 0.043

KRAS (G12D) 0.55 > 10 > 10 0.300

KRAS (G13D) 0.86 > 10 27 0.059

KRAS (Q61R) 1 > 10 > 10 0.78

KRAS (Q61L) 1.2 > 10 > 10 0.093

KRAS (Q61H) 0.84 > 10 1.8 0.056

KRAS (Y96D) 0.8 > 10 > 10 > 10

HRAS WT 1.7 > 10 > 10 > 10

HRAS (G12C) 1.2 0.012 > 10 > 10

HRAS (G12V) 15 > 10 > 10 > 10
e e .
EREWN (LR ) EMBAGRAT i IERHRMRI SRR 36 SRS B FE907-909  BORSTISEIE: 4008108133
Promega (Beijing) Biotech Co., Ltd ~ E3i%: 010-58256268 FRik: www.promega.com BARSHFIAS: chinatechserv@promega.com
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7. BRWEZ
NFATPRSRATEE, BEERY M Promega AT HEHE, BREARXNL:

www.promega.com BFHBFE: techserv@promega.com

ia)E FREMSEEIY

KAME N EYE NanoBRET™ {5 S {H155 TERNIRM EER A RE, EHFNEAS NanoBRET™ Tracer
HIRENRAR RAS BB, NERRREMR, BRERERNRRZEMR
=R, URERDIRHK,

FTAMARERGIR, BARNER B AEFRREZE NBS
WMFLMR (Corning® BRS: 3600) , EREANREZFEREMENE
BEALENMIR, SEREMEFBEEFN "FES" MILRET
e, AR RFARER,

HEE 1.5 /NFARFREA 3X Complete Substrate+Inhibitor Solution,
R AR SEIR 4] 369 3X Complete Substrate+Inhibitor Solution,
HE 15 /NHAFERBRR. ERFHTRERNER.

Al A\ 3X Complete Substrate+Inhibitor Solution /5, > 3 Bl il £
NanoBRET™ 55, NRBRELER, NEMABRE 10 28R
WE BRET 55, 2 BRET ESTIEMABRRE 2/NTHNE,
EaFE—EESRE.

UEBRBEARRE, NEENFERERTHMAKE (450nm BP) 5K
I (600nm LP) BRI RS, PUERRNE NanoBRET™ (55, &
XEZER, B3N E 3BT,

B F HEK293 40 i B9 1% 3% S 3 E KK, LgBIT-RAS #1 SmBiT(q)-
RAS RIS EBRHREKFERE, NMENRRELBEAMEEHRIER
£, NEXREMEZANABURAKES, HEESERLAER
FTHAREARESHEHTHER, MEMKEEDHEE /T 1000,
T H) & —#L#r a9 HEK293 A, HILBE 4B HARNLNESER
R, MREEREEEEHMARIE, WEEIEM LgBiT-RAS #l
SmBIT(q)-RAS Bt &&#{K5 Transfection Carrier DNA g9Ltb5I, @8BS
{R¥FBER -DNA EEYHHI DNA R8T (BLE4BY) .

R, °
20 EBER (ILR) EPHEAERAT it EEHRBXIE=IRERE 36 SIRKRS D0 B B 907-909  FHARZIFEIF: 4008108133
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i) &

REMSEEIY

KBNS E NanoBRET™ (£ S {155
WIFENEEARE (£R)

B F iR RERRE, LgBiT-RAS Hl SmBIT(q)-RAS I & E B
HEK293 USSR i RIXKFERE, MRIRBERERAR
ESHEERARE, WIEXAMEETANABRNREKES, HEE
5X8FZEREEANARNARERESHTHER, NRERE
ERREE /AT 1000, W AEEEE X MR A Rt I F i
REH, REREREFANBREAZGSRAERERENARMERAE

=
Fto

FERR HEK293 LM B ER D, BT CMV B&1FIKE)
FIXWRIET, LgBiT-RAS 1 SmBiT(q)-RAS Bi&EHHIFRIXKE
RE, CMV BHIFEASHHEMAIHRRBENF, BHIEEME
MPRE2AUE, HR CMV B FEBXMMRER PRREEBH
FIXXKFE,

AIRERRIEY, MAHZEREAESKERK

HWHMERAER, BE—HASNEMERFI, B 6 7 TR
12, BRAHEE NanoBRET™ Tracer RAS B, K (450nm) =
& (600nm) &8 B JRIA KR S ##E, LgBiT-RAS #1 SmBIT(q)-RAS
MEEHSRARER ZELKEN BRET gt SEZIRNMES HIIE
MEREESHRES SN SKRBIMXR, X BRET STl D>
NanoBiT® B EERIA LSS KIS/,

NanoBRET™ (S5 RM

ARLBENRNERNENEEXEE, ARRESME, NHEREF
% 4.B ThiE i) HEK293 A NI#ETEA (1~2 XA) , BiXE
70~90% BRI &=, /A HEK293 AN S MM S RETE 4B
P05 4.C~4.E TH8Y RAS $EHRESRT,

EE 4.CH R, #)% Complete 20X NanoBRET™ Tracer RAS iR 7T,
BRA MM, Tracer Dilution Buffer RE#M, MLUERBEL. HiR
#212F5E Tracer Dilution Buffer 1 Complete 20X NanoBRET™ RAS
Tracer RAS Reagent, AR 35&E XA,

EERER (LR ) EMRABRAT it EEHRBXIE=RZREE 36 SHIKRES 0 B FE907-909  ARSIIFHIF: 4008108133
Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com FARZIFMRFE: chinatechserv@promega.com
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i) &

NanoBRET™ {ESHI5E M (4L)

BRERRDRS, THEESE 4.C H h§I& KM Complete 20X
NanoBRET™ Tracer RAS i #| BY 3k 7t 73 i& 5. Tracer Dilution
Buffer BB %5 M, FL¥LUIZIMTLES, A Complete 20X
NanoBRET™ Tracer RAS X7l /5, BMAZTHMIL, UBERARA
aME, WEEE, TBHRHITRES.

BT LgBiT-RAS i1 SmBiT(q)-RAS RiEEHNRERE, HREN
ESRE. AFHERBENZABENEE LRI, tTTsESE BRET
BB LIRS,

WIS E NanoBRET™ (551238

FUEMEGHERSY., SEARRBNARSELESEERN
H BRET 5SS HAREM (B 7) ., XEHTF Extracellular NanoLuc®
Inhibitor X & Y15 S BUEERAEFFAEL, TI86S 5 BRET LLERFIENM,
ESE BRET LWEABHRET, MNEUHSYHIMES QAT
WA,

SI/Il- ALK BI-2852 Tt S E R LK ESEE N 2/ BRET LL{ER
whiEm, AESH BRET SRS, BIMEEARER, BT
BER AT RAS “RAESNNMEMMFE. EEHENEEIHN
HhiB XSSP oI sER I AE0LE) BRET (5510,

FlEMABERIAXNUEY, BT BRETESZE T, £EH
NanoBRET™ TE Intracellular RAS Assay LAY XA R 8946 S
1TERAL,

5777£ BI-2852 BY4Y BRET {5S#8tk, FlHKE
MEREBAER TS BRET FSERE,

BN EWIRT — IR RAS ZEA A B &%, NanoBRET™
Tracer RAS o] 5iE MM IEFM RSN RAS EHE S, MERFNUKL
EYRE RAS EHAEM B ERSE S, W5 SUI OREK
(40 BI-2852) #8Lk, ZH AW S RERNRERRERS, #H
E2EL BRET (55, REFELHRX I OKLESH (40 Sotorasib
Adagrasib) FRER, BT KRAS(G12C) Assay BNk SHFI =
REMZTEWTL (FESNE 4 SEGE4) .

ERER (ILR) EMRAFRAT b ERHRBXIL=IRRE 36 SHREKESZ 0 B E 907-909  BURSZRFERIE: 4008108133
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6HE7BETIFE 7T "RERE" WEUE (IER LX) . NanoBRET™ Intracellular TE RAS Assay IE & #1740
HEHANZARESHEBEEHESNE 6, ARSHEHEYNENENNEEZNSNE 7,

>
w

e Donor 450nm  m Acceptor 600nm e Donor 450nm = Acceptor 600nm

S 20x10° 50000 2 1.5% 106 50000
[} [}

8 1sx10e ; % : E ; E } ;" 40,000 g 3 ] % } { ? { E { 40,000 :

1.0x 108
3 ) “ 30000 & 8 * ¢ 30000 &
@ 1.0x10° [ 5 ¢ £
£ ] 20000 3 F 20,000 S
3 05x10° W L 3 00 * pu
- DX ° - [] °
- - 1000 £ % 510000 8
c 8 c 8
a 0 0 g 8 0 0 o
0.001 0.01 0.1 1 10 < 0.0001 0001 001 01 1 10 100 <
[NanoBRET™ Tracer RAS] (uM) [BI-2852] (M)

6. REFIMFNLAYKER NanoBRET™ TE Intracellular RAS Assay th/RIA#HA R AL SHE S HBERN,
HEK293 41 fl 49 NanoBRET™ TE Intracellular RAS Assay, 4§ % 3% LgBiT-KRAS(G12C) &l SmBiT(q)-KRAS(G12C)
MEEHMHEK2 AR ESETRNIEFRED, HEEEMZ B FELEESREMIRT. BA BABRSARKRE
(0.002~2uM) &) NanoBRET™ Tracer RAS £ 7 2 /ANBY, A0 3X Complete Substrate+Inhibitor Solution, [ /5 {&E
F GloMax® Discover System i 47 BRET Ul &, B. £ 77 7€ 2uM NanoBRET™ Tracer RAS #] BI-2852 & £ #% &

|’ (0.0003~20uM) IS TIEFMA 2 /\8F, 0N 3X Complete Substrate+Inhibitor Solution, Bz & GloMax®
Discover System #17 BRET U £.

RS °
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7. BRERE (%)
A. B
200 800,000
100 _ 125
2 150 = Z 600,000 100 2
€ 75 = = 3
= @ 3 75 &
2 100 50 > g 400,000 Z
& B BRET = 3 B Donor Luminescence 5 S
- ® Viability 25 © 2 200,000 | @ Viability e
& 50 o E 25 2
o
[as] 3
0 a 0 0
0
102 107 100 10" 102 108 102 107 100 10" 102 103
[Digitonin] (uM) [Digitonin] (uM)

7. MRSHAEYX BRET ESHMAELRESHFIE, KRiX LgBiT-KRAS(G12C) 1 SmBiT(q)-KRAS(G12C)
BAEHN HEK293 AESTRNERED, HEEENE 6 ALELEXTEHMILIRD, WFEMBEE (—MPeeER
EREENAEMARSELEY) LSBT TN, £i#1T BRET AR ESWERN, A NanoBRET™ Tracer
RAS ERZRE 2uM, FMAFBEE TN =FELHER (0.076~500uM) , FHEBIEF 2 /NBF/F, MA 3X
Complete Substrate+Inhibitor Solution, [/ {#H GloMax® Discover System #{TME, EHTAKENNEN, &
AARNE T EEEEERBRGIERE S HEK293 4158 2 /N\BY, #A/57E GloMax® Discover System {& 8 CellTiter-
Glo® Luminescent Cell Viability Assay M £4EES]. B A ¥HESEERRERTHNERREETERN, TTSXK
BRET S8 £/, B B. T Extracellular NanoLuc® Inhibitor %X NanoBiT™ ¢ EEs, it BB T IBESHAIMH
ERBREMREKXESELD.

R, °
BRER (IR ) £EMBEAFRAT it JEEHRMKIC=IREE 36 SRR S0 B B2 907-9009  HARSZHFEIE: 400 810 8133
Promega (Beijing) Biotech Co., Ltd ~ E2i&: 010-58256268 WIHE: www.promega.com FARZHFMRFAE: chinatechserv@promega.com

CTM 717

2024 #l1%



O

Promega

8. MR
8.A 53X NanoBRET™ Technology #1 NanoBiT® Luciferase Fusion Protein B E {52

NanoBRET™ TE Intracellular RAS Assay BI{{A & Y5 S H LgBIT Y EF SmBIiT(q) REM BN IIINEEEE LR
B4, XETEMNBEEAFEINGEY NanoBiT® XN XE, HAX4FHS5E NanoLuc® Luciferase 894 Y45 E4R
i, NanoBRET™ TE Intracellular RAS Assay f& Fi 15 NanoBiT® &t RE{E AN BRET A, ERIBINREEFE
7 BRET 24f, URERDLKESTE, NMREESNEEL.

X SmBIT(q) KA FE#b LgBIiT IWEE, FrF=4 ) NanoBiT® & 3¢ X & XY Extracellular NanoLuc® Inhibitor 8931 4I1/E F
Bk, TTEMEBABRIMERBED NanoBRET™ (55, HIBEXMIENEIRESHTHERITE, 2% SmBIT(q) BAXS
Extracellular NanoLuc® Inhibitor EE UM, FHEEEHTEENZMAM RAS /i, 18 SmBIT(q) AMEELHI SmBIT ik
—HERATINEES  EEHEEER, BRAMEEER SmBIT REI—KER R,

8.B LUFZESHENIRES

HF Tracer Dilution Buffer BG4, £ &I&ZF%N Complete 20X NanoBRET™ Tracer RAS i FIB, W aitEsiEE
NRAGES, PABR NanoBRET™ Tracer RAS EA# 8. B FRIEEBNERESRE, WRESHSNETHNERER
B/NFEARNR. BRAXRSHHEEIIRS 0178 96 FLIRIVRERS , EXRZEXNEIRNDEHTRA (—REZERRE) .
RERQN ARG 8 REXT 384 FLARE TN, BNMREFHLMER 384 LT, BIEMEETE 384 FLRBIFL P HIT
RIEBESHREIRE. HNEKERSMERFEESHEXELLR, F170 Union Scientific 28 # VibraTranslator™ 71
P, BEAREREHIER, LREMBILIRESRETERTERMMEATL 384 LA AR,

8.C NanoBRET™ Tracer RAS HIE Yt R &

NanoBRET™ Tracer RAS {& F§ NanoBRET™ 590 3¢ Y. Hl, £ 590nm & & 4k {& B 83000M-1cm-1 B 38 ¢ R 0N &
NanoBRET™ Tracer RAS BI3RE (5) .
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8.0 ZiMEMBRAM
WgRE
99% Opti-MEM™ | Reduced Serum Medium (AREELL)
1% fa4-miE
MARIEFE

90% DMEM
10% Ra4IiE

8.E SE XM

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. Robers, M.B. et al. (2019) Quantitative, real-time measurements of intracellular target engagement using energy
transfer. Methods Mol. Biol. 1888, 45—71.

3. Application Notes for the NanoBRET™ TE Intracellular RAS Assay. Access online at the NanoBRET™ TE
Intracellular RAS Assay product page: www.promega.com/products/cell-signaling/ras-raf-pathway-assays/
ras-nanobret-target-engagement-assays/

4. Vasta, J.D. ef al. (2022) KRAS is vulnerable to reversible switch-Il pocket engagement in cells. Nat. Chem. Biol.
18, 596-604.

5. Anthropological Genetics: Theory, Methods and Applications, Michael H. Crawford, ed. (2006) University of
Cambridge Press, Table 10.1.
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8F. #AX™m
NanoBRET™ Fusion Vector
i A BRS
LgBiT-KRAS WT Fusion Vector 20ug NV4561
SmBIT(q)-KRAS WT Fusion Vector 20ug NV4571
LgBiT-KRAS(G12C) Fusion Vector 20ug NV4581
SmBIT(q)-KRAS(G12C) Fusion Vector 20ug NV4591
LgBiT-KRAS(G12D) Fusion Vector 20ug NV4601
SmBIT(q)-KRAS(G12D) Fusion Vector 20ug NV4611
LgBiT-KRAS(G12V) Fusion Vector 20ug NV4621
SmBIT(q)-KRAS(G12V) Fusion Vector 20ug NV4631
LgBiT-KRAS(G12A) Fusion Vector 20ug NV4641
SmBIT(q)-KRAS(G12A) Fusion Vector 20ug NV4651
LgBiT-KRAS(G12S) Fusion Vector 20ug NV4661
SmBIT(q)-KRAS(G12S) Fusion Vector 20ug NV4671
LgBiT-KRAS(G12R) Fusion Vector 20ug NV4681
SmBIT(q)-KRAS(G12R) Fusion Vector 20ug NV4691
LgBiT-KRAS(G13D) Fusion Vector 20ug NV4701
SmBIT(q)-KRAS(G13D) Fusion Vector 20ug NV4711
LgBiT-KRAS(Q61H) Fusion Vector 20ug NV4721
SmBIT(q)-KRAS(Q61H) Fusion Vector 20ug NV4731
LgBiT-KRAS(Q61L) Fusion Vector 20ug NV4741
SmBIT(q)-KRAS(Q61L) Fusion Vector 20ug NV4751
LgBiT-KRAS(Q61R) Fusion Vector 20ug NV4761
SmBIT(q)-KRAS(Q61R) Fusion Vector 20ug NV4771
LgBiT-KRAS(Y96D) Fusion Vector 20ug NV4781
SmBIT(q)-KRAS(Y96D) Fusion Vector 20ug NV4791
LgBiT-HRAS WT Fusion Vector 20ug NV4801
SmBIT(q)-HRAS WT Fusion Vector 20ug NV4811
LgBiT-HRAS(G12C) Fusion Vector 20ug NV4821
SmBIiT(q)-HRAS(G12C) Fusion Vector 20ug NV4831
LgBiT-HRAS(G12V) Fusion Vector 20ug NV4841
SmBIiT(q)-HRAS(G12V) Fusion Vector 20ug NV4851

@-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 °
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8F. MHXFm (&)
Intracellular TE Nano-Glo® Substrate/Inhibitor
T Mg BRS
100 assays N2162
Intracellular TE Nano-Glo® Substrate/Inhibitor 1000 assays N2160
10000 assays N2161
1000 assays N2200
Intracellular TE Nano-Glo® Vivazine ™/Inhibitor
10000 assays N2201
NanoBRET™ Target Engagement Assay Reagent
i Mg BRS
Tracer Dilution Buffer 50ml N2191
5x20ug E4881
Transfection Carrier DNA
2x100ug E4882
L gae]
P Mg BRS
Tml E2311
FUGENE® HD Transfection Reagent
5x1ml E2312
EFHAEWN
T g BRS
GloMax® Discover System 1 each GM3000
REARER., AMSATEHRER.
LT T T T T T T T T T T P P PP PP PP PP PP PR RPN o
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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.

Researchers shall have no right to modify or otherwise create variations of the nucleotide sequences of the subunits of NanoBiT® Technology. No
other use of this product or its derivatives 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 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 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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®)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.

©“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; or

(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.

@yU.S. Pat. Nos. 9,797,889, 9,797,890, 10,107,800 and 11,493,504, European Pat. Nos. 2970412 and 3783011, Japanese Pat. No. 6654557, and
other patents pending.

©)U.S. Pat. No. 8,809,529, European Pat. No. 2635582, Japanese Pat. No. 5889910 and other patents and patents pending.
My.S. Pat. Nos. 10,067,149 and 10,024,862, Japanese Pat. Nos. 6751294 and 7092691 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.

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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