‘ . RA
| KRAS®'7°-GDP \

j:f Inactive

KRAS

RASERAXEEFREHARENBEERZ —KRASERE NHRTIE, 49 5RASKERI85%. KRASTEN & F ILHY
RASRZI A, T FRIFE 7T 2RI 5.

EKRASHIRTI B it XINHIER, BASEFPH#HIT T RAANDERAESTEESITRINER, EE5ZFHNLHER
RARR, BFFRR T BRENLES ZMBUELER . X8 AR HKRASEEM Y LI CMCHRFT(API+HI5). 2524 F
5. PKERF 5. R &M TN FRSS

EER A A R ZEE RKRAS!
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KRAS {47}

RAST & :HRAS.KRASHINRAS . ZEFFBERASIF &I rh,
KRASZRIHIE RS, £/ ENRASFIHRAS, KRASSI7EHE |
PR EMEEER LAB N EEEPRELAERTH
H%ERG12.G13FQ61.KRASEAGERMIHTIL |
KRAS4AFIKRAS4B, EFIKRAS4B7E AL 5 E St §
{ilo ‘

GTP

Inactive form i

KRAS(Kirsten rat sarcoma 2 viral oncogene homolog,

Kirsten A B A H S EEEREY) 2R 245BGTP/GDPL |

AEANRERR, B FGTPase RASK i, Active form
KRASZEBEN S FIF %, EGDPEAMTE L IRSHGTP |

A NEMRE 2 B . KRASEE HIBE5GTPAl | @
GDP& &, EEEMHRAE R R 2 Bk, ;

BAKRASE H BB NI E B TRAGTPKAR, (BEA KRAS GTPasefEHH!

RESESREEHIIERIZERIRE F(GEFs)#ES|
R, M GTPLEERISOS(son of sevenless)fIRasBIERIZEHIRERER, UKRGTPase B EE B (GAPs) BRI ER
SEVER, S0RBGTP/KARRIp120GAPHI AT AT H(NF1),

KRAS £&i3

KRASEH B &M MNEMIT. E =FMRASILE A, NiRHI 5E— NS EREY, 35 Z NS89 F 5 AR AR 3 1IX
MIFITKRASEBHESTHEER R EE, HERFE MK T G-EiH . KRASER D FE/21 kDa, H6%B-ITEHFZRER
10 F5 5 alRFRLE MDA AL, IR £ BLEMIE : G A Cln S 1igl. KRASHIGLE MR TR B 1-1664E 5%, BIEGTPL
BHOK, ZXKEX F RN GTPase BUEE H(GAPs) Z BN EEREXEE  CGEMIE R EFRTH, B8 A%
GDP-GTPA #iHIswitch IFlswitch [IX1E, Clii—MEECAAX (C=¥EEE, A=EEEHaER, X=FEaER)EFN
STX, 5| IR GBI H R EAMREE . ZX HERASE AN EY S E L EIEhREEEEA,

—————————————————————————————————————————————————————————————————————————————————————————————————————————————————————————————————————

HVR

KRASHY S {4252 | KRAS Z 4R &5 — 4 A B

MEDICILON



[ - A Y

KRAS 5182
KRASEEE—RIE S 9 FM LR ESERESZ—, iR S5 S MNREKREEEMIEZ, FiFiE— R IE AT
12, AR DL E K GEEFUE T bR T LIRGTP/GDPE &9, KRASIE S HECEMERIAAR— N Z T BHTIE, BEE
LRIKRASENZ S H. AR E MM SN EBMEBEER.

KRASEHMESHEH RN R K EEMIEEE £ KRASYT TiifE S @R AYECE v LU I A0 AR X 33 (AN B Al i R B ) BY
=SSR,

TEAREINREER T, MKIERIRAS-GDPEIEERRAS-GTPRE L iF— S (B3 T SME S @R IECE, BFHEMAPKER.
PI3KiBEFRal-GEFsi@E, HEF UMAPKBH IR N E . EFIRAS-GTPEHIESRAFERLE S, BRAFHES K KM
MRIBERIE L, TAMEE E B HEN B EHNRAFFEGE X E THEEY, BIMEKMERK#HIT—RYIBER LR N, HES
£ KES,
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XEAS57T LEORINZITH BIRNERE, XR—TATAD FREFH TR, KO FIERLT2009F78 7
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v ER5EEA

1 0.17 M BEERER 0.2 M FREL$2

1 0.085 M E&FLEA pH 4.6 0.1 M Tris-HCI pH 8.5

1 15% (viv) H 30% (w/v) PEG 4000 !

1.25.5% (W) PEG4000 .
KRASC 201 5315 i KRASS' PRI X 53 £ 17 5T 404E

KRAS-G12D with MRTX1133

D 0.17 M BSEASE 0.2 M B&EASR

1 15% (viv) 0.1 M BEEATH pH 4.6
! 25.5% (wiv) PEG 4000 25 % (wiv) PEG 4000

KRASC' P 57RPZIVLEMILLER, 4% 9PDB ID 7RPZ, #& KRASC'P5MRTX 1133045 R 45 (7TRPZ, PDB)LLER, LR 4519
AFMEFERIEIE X LEHIR X B M IR 58, PDB ID 7RPZ, & 2 A Kl FHYHIE XL 4B X B 4 I E H0E,
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KRAS-G12D with MRTX1133

5 GDP4 &BIKRASC 2D 5MRTX 113300+ S 451

KRAS $ERZ5YIRIEINRF

TR R A LB ER, (RINHBE D AT X iR1IEKRASEEM A MBI SEFRT A EXRE R X E DT AIIEKRASEERZY)E %
R TR, FHEM T AT MR DIHE, Eit, Ef TEKRASEMRIEAYEFRFRRIEZPREEXBIER.

v KRASAARKIE
%3875 B2 1E T KRASTE T4 2 A94AE 5 14103 75 5%, 2DFN3DIR I8 ] F FKRASHIEIFI 3T,

| ICso screening of test compounds against NCI-H358 | Cell lines Tissue KRAS Mutant 3
! o ! AsPC-1 pancreas G12D :
: : Capan-1 pancreas G12v |
! 8 e, 1 Capan-2 pancreas G12v 1
| 5 ! CFPAC-1 pancreas G12v |
| 8 80 | :
! 2 : HPAF-II pancreas G12D !
o Ee | MmAPaCa2  panceas GG
3 » AMG-510|MRTX-1257 ! Panc 10.05 pancreas G12D ;
| ICs0|6.298  |0.8440 : SU.86.86 pancreas G12D |
! o ] 1 0 100 10000 | HCT116 large_intestine G13D :
! Geneentration of compaunds{nb) i HCT15 large_intestine G13D :
T Tooooooooooooooooooooooooooooooooooooooooooo LoVo large_intestine G13D
| ICs0 screening of test compounds against MIA PACA-2 : T84 large_intestine G13D 1
f 100 ! Calu-1 lung G12C 1
| = AMG-510 : NCI-H2122 lung G12C |
! 80 = MRTXA257 ! 1
! w NCI-H23 lung G12C !
i 5 ! |
| 3 . : |
| £ ! NCI-H441 lung G12v !
i # : SW1463 large_intestine G12C :
f ol AMG-510|MRTX-1257 ! SW480 large_intestine G12v :
! ICw|1210 [2139 ! SW620 large_intestine G12v !
i . Co;nentrnti:;'rl of W:iound;ml " | Swes7 |arge—inteStine G12C 3

1833 CellTiter-Glot:M2DAAAR 1 5E 17,30
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v HrES1EIHIE(3D)

NCI-H358 (Lung, KRAS®¢'%) Cell Cytotoxity Assay (3D)

Group C1 C2 C3 C4 C5 C6 C7 C8 C9 C10
Concentration (nM) 1000 BEEI8 111 37.04 12.35 4.115 1.372 0.457 0.152 0

Compound | Cell line | Incubation time (Day) | Start conc | Dilution fold
AMG510 | NCI-H358 | 12 1uM 3-fold diluted

c4 c5 c6 .\07 = ofz) .
4 ¥ @

Compound | Cell line | Incubation time (Day) | Start conc | Dilution fold
BI3406 NCI-H358 | 12 1uM 3-fold diluted

' '
' '
: 1204 AMG-510 1204 BI-3406 Compound | CTG-ICsos on Top Inhibition(%) | Start conc | Dilution fold | !
H 1004 100+ NCI-H358 cells (nM) 1
' '
! 804 80 AMG510 10.89 86.86 1 UM 3-fold diluted | |
[ - '
1R X BI3406 >1000 13.78 1 uM 3-fold diluted | 1
-1 60 T 60+ !
-] k] .
- 40 3 40 !
e < I
1 £ 204 £ 204 !
' 0 i
i 07 07 .—o—o—t—r”"'/./. E
' '
| -20 T T T T T | -20 T T T T T 1 |
! 0.01 0.1 1 10 100 1000 10000 0.01 0.1 1 10 100 1000 10000 H
| Concentration (nM) Concentration (nM) H
' '

1 pMERHAIREE | 1: 3 E LR IEMI 254 A EENCI-H3584RR872 hig, CTGIIE =14,

NCI-H358 (Lung, KRAS®¢'%C) Cell Cytotoxity CTG Assay (3D;12 days)

________________________________________

' '
' '
: 120+ AMG-510 1204 BI-3406 Compound | CTG-ICsos on Top Inhibition(%) | Start conc | Dilution fold | !
H 100 100 NCI-H358 cells (nM) 1
| '
! 80 80 AMG510 1.386 99.52 1 UM 3-fold diluted | |
s - '
1R X BI3406 48.23 71.53 1uM 3-fold diluted
1€ 60 . £ 60 H e
] k] .
'3 40 3 40 !
L= < I
1S 204 £ 204 !
' '
H O

! 0 0 E
' '
| -20 T T T T T | -20 T T T T T 1 |
! 0.01 01 1 10 100 1000 10000 0.01 01 1 10 100 1000 10000 H
| Concentration (nM) Concentration (nM) H
' '

L1 uMIEESAIRE | 1:3E LIRS L IENCI-H358 48288 hfa, BHRNE MRS,
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v BEFERNENEERE

Tag1- KRAS G12C protein

L 120+ ~ BI-3406 | :
L 100- ) -Q,& :
: 80 - |
L T 60- \ :
-] | Anti-Tag2 Tb cryptate et ;
R BI3406 . antibody -~ :
L€ | :
. £ 207 ICs0 | 16.68 | \ Anti-Tag? XL665!
: 0+ — : , anfibody |
5 : Tag2-S0S1 protein ;
E -20 T T \ | i

Kras G12C-SOS1& & MIC & MEMIATFiEIR I &Y

-+ MRTX1133 (GTP 10 pM)

MRTX1133 (GTP 10 pM)
50 ECs0|245.4

T T T 1
1 10 100 1000 10000100000
MRTX1133, Log[nM]

C 1404  KRAS G12C

120 ~+-AMG510(GTP 10 uM)

100

! 401 AMG510 (GTP 10 pM)
! 20+ ECx|61.03
| 0 i

+GTP + EDTA

@
o
L

%Fluorescence Intensity

T T T 1
01 1 10 100 1000 10000
AMG510, Log[nM]

® KRAS7E&%1mM BODIPY FL-GDP, 20 mM HEPES pH 7.6, 10 mM EDTA, 20 mMFRERE&F11 mM DTTHIERH,
F4°CTHEE48/\E,

® F20 mM MgClLARIELER R,
® 545 HBKRASZEHRIBODIPY-FL-GDP#k452<F&BODIPY-FL-GDP,
® EA:REFEFIMOA
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KRASSERZYIIZ RN F AR

V KRASZEZE-CDXIETY

Cancer Type Cell Lines Cancer Type Cell Lines

KRAS G12C MIA PaCa-2, NCI-H358, UM-UC-3, Calu-1 KRAS G12V SW480, CAPAN-1, NCI-H727
KRAS G12D GP2D, SW1990, AsPC-1 KRAS G13D LoVo, HCT-116, HT15

Medicilon Case: CDX - KRAS Mutation (G12C)

NCI-H358 Xenograft Model in Female Nude Mice
1400 Tumor Volume (mm?) (Mean+SEM)

@ Animals:
Female BALB/c Nude mice

1200 - —=—Group 1 Vehicle, HPCD, IV, BIW

====Group 3 AMG-510, 10mg/kg, PO,QD

o Cells:
NCI-H358

Tumor Volume (mmé)

® Model Establishment:
Right flank, SC

0 3 6 9 12 15 18 21 24 a 30
Days Post Treatment

V PDXEERT/IEREMBGIRE

GENE PDX ID m PDX ID

KRAS Mutation ~ PDXM-060C (p.G12V), PDXM-069C (p.G12V), BCR-ABL Fusion PDXM-242Le
PDXM-075C (p.G12D), PDXM-076C (p.G13D), ERBB2 PDXM-069C, PDXM-016C, PDXM-060C,
PDXM-212Li (p.G12D) Overexpression PDXM-087C, PDXM-104C...

TP53 Mutation PDXM-060C (p.R273H), PDXM-072C(p.Y234H)
PIK3CA Mutation PDXM-075C (p.H1047L), PDXM-092Ga (p.E545G)

Resistance* PDX ID PDX ID

Docetaxel + Cisplatin PDXM-2710 (Ovarian cancer) Radiation PDXM-311(H&N)
VDLP + MA + CVAD PDXM-293Le (Leukemia)

* note: these resistance models are not related to KRAS mutation

Medicilon Case: PDX -- KRAS Mutation (G12D)

PDXM-075C PDX Model in Female Nude Mice
Tumor Volume (mm?) {MeantSEM)

@ Animals:
Female BALB/c Nude mice

E e Tissue:
b3 PDX Colon Cancer ;
bR |
co " e Model Establishment: ;
5 Right flank SC Trocar ;
i ’ 1] 3 6 9 12 16 18 21 24 i
: Days Post Treatment :

MEDICILON
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Medicilon Case: AMG-510 Resistant Model - Calu-1 (G12C)

Calu-1 Xenograit Model in Female Nude Mice | Calu-1 (P2) Xenograft Model in Female Nude Mice
1600 Tumor Volume (mm’) (Meant SEM) i Tumor Volume (mm?) (MeantSEM)
1800
1600
! 1600
4400 i ~—8—Group 1 Viehicl, PO, Q0
== Goun 1 Venisie HPGD M. TIW | 1400
’Eum i G 3 AM G510, 10 155, PO 0D E‘m =i Group 2 AMGE10, 10 mgfig. PO QD
Eﬁlll gwoo
E] 2
5 o g; 800
: :
£ 600 ~ 600
400 400
200 1 00 g
l
0 . . | 0
0 3 [ [ 12 15 18 2 24 | 0 3 6§ ? 12 15 18
Days Post Treatment Days Post Treatment
F5 4 B A - T AR GBS R RATT 2 N E#(P2) 8, &1 A2

A XERTHEPIER,

KRASEERZMNANEINFIRR

XIBF AKRASEERAYIPKIF R B X B EMIRHE R ENE B, SR EW.

%8P : KRAS-PDESHIFIFIBZ KRN HE

KRAS-PDESEH-ERHEEEFAREERTH—MEERS I NS IGITHER T —RIEKWPROTAC  PDESERE
7 BB 1HICompound 17f28TTKRASR T RIL B iAEERIPROTAC PDESFf#T, Compound 17f9KRAS-PDESIEE
RN A A IR T ML R T AR S &Y. Compound 17ffESWAS0L EH i Sz iaiE Al h B A B E/IN
1A TR A K AE R o X I GRIE-R R H $B MKRAS-PDESHE ELE A BYRT AR 2 M e 1t 7 FT BV SRS, H AT KRASR T B e e it
TERNESKEY.

PDES®I

=
. e

‘ ‘ PDE®

Release

PROTACRBEFIKRAS-PDESHIFCompound 1713
MEDICILON
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X FASprague-Dawley (SD)A ERi#1TCompound 17fBYZREN N FE R TEFIE 7950 mg/kg FRERTEST4A 455, 53 #Compound
17FE M A2 FR AR X e 1508 FR S5l 53817, Compound 17fEYRHALY 5.1 h, IBEIKREC, . 9564 ng/mL. &FACompound
17D FERA(MW=723), BEEER R ENERRUFHAEI R BHMERES, Hihik FTEII(AUC)EH4710 h-ng/mL.

800

| - IP (50 mg/kg) Parameter Value

"agn T\, (h) 5.11 £ 0.66
=

< Tpax (h) 1.67 £ 0.58
E C,ax (ng/mL) 563.78 £ 54.36
g

=

AUC,.,, (h*ng/mL)  4710.02 £ 676.70
CL (mL/h/kg) 10763.17 £ 1509.38

0 2 4 6 8 10 12 14 16 18 20 22 24
Time (h)

Compound 17fE X RIARHIPKS 3

EjB PR HHKRASIH B %5451
| XNW14010

20224E58 , NMPAL/E T (SIE4ETANE 1 X ZAXNW 14010 IG R RS, INA T8 7 (£ BKRAS G12CR T ARG HASS{AE,
XNW140102 —MEiER /)9 FKRASC2CE [ HMNEE S IHIF IR R 7 SLI0EUHE E RXNW140107E R EI RO BhE & 5
358 RIFHTMEEY, BEMRIFHNEN X R, HAEREFHNELOLKABR N FF MR A BEENZLSE O,

FEFEEAEELEN S EREE, AXNWI4010MER LR T (BIEGRAMRSETNER) SESEIRKFIRTARS, AER
FitiEERRE T BHZE,

SE R
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