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Inactive form i

KRAS(Kirsten rat sarcoma 2 viral oncogene homolog, ! GDFP

Kirstenk B AU 5 B E EEEY) £ R 24 GTP/GDPS |
BEAMNERREER, B TGTPase RASK K. Active form

KRASEH{ER 5 FHF %, (EGDPLAA ML EMREFGTP | N
HABEERS 2 BT KRASEA S FIBE 5GTPH -
GDP%&, R E M AAEM R Z B, | \.=)

BAKRASEHEENENZERIIEFNGTPKAR, BHEMA KRAS GTPasef&Hf!!

ESE SRS HSIERIZE R IR E F(GEFs) &S|

Y, MW GTPLERISOS(son of sevenless)fIRasBIERIZEHRERER, UKRGTPase B EE B (GAPs) BRI ER
SEVER, S0RBGTP/KARRIp120GAPHI A F AT H(NF1),

KRAS £&i3

KRASEH B &M MNEMIT. E =FMRASILE A, NiRHI 55— NSRB[RI, 35 Z NS M8 89 5 5 AR I AR 3 X
MIFITKRASEBHE SRR EE, HERFEMR T G-EiH . KRASER D FE/921 kDa, H6%B-ITEHFERER
%0 F5 5 alRFEEE MDA L, IR £ B A1 G A ClnsEi9igl. KRASHIGLE IR TR B 1-1664H %, BIEGTPL
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KRAS 518§
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TEARINRSER T, MKIERIRAS-GDPEBENRAS-GTPRE L iF—H{EH T ZME SBRAECE, B11EMAPKEK.
PI3KiBEFRal-GEFsi@E, HEF UIMAPKBH IR N E . EFIRAS-GTPEHIESRAFERLE S, BRAFHES K E M4
MRIBERE L, TAMEE E B HEN B EMNRAFREGE X E THEEY, BIMEKMERKH{IT—RYIBER LR N, HES

’:'E'I'K :l?o

Cancer-associated
fibroblasts

!

1 Shh, TGF-B,
v other slgnnls s

cells

J"

| ¥
L TBKT " /&creied molecules

| e
1 } ! ' [ Myelnid\

Cyit}kine ] l
=)
\ 1 / _III I-'. \\-—--—-j = __'_FFFJ'-

Malignancy J, GM-CSF, other signals

FERKRASHIRE R
MEDICILON

PIP2 PIP3




KRAS EHME RIAR

1000+ £S5

QIAGEN HT Classics Suite

XEAS57T LERINZITH BIRNERE, XR— A TAD FREFH TR, KO FIERLT2009F78 7

o

MEDICILON

Mosquito

T RKS FRAEF &L

SRS RAMARSS
ERBIRA

3.5 GeV7FEIf

EFinE

£AK IR EXNERNZ




' 0.17 M BEERER 0.2 M FRELE2

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

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

1.25.5% (W) PEG 4000 .

KRASC 201 535 i KRASC' DR X GF £ HTET 401

KRAS-G12D with MRTX1133

| 0.17 M BSEASE 0.2 M BSEASZ
L 15% (viv) H 0.1 M EZEA%) pH 4.6
! 25.5% (wiv) PEG 4000 25 % (wiv) PEG 4000

HERBYTHIE : HRBIXFFELTIERIE

KRAS-G12D with MRTX1133

MTRX1133

KRASC'®P57RPZIVLEEMILLER, 4% 9PDB ID 7RPZ, #i & KRASC'P5MRTX 1133045 R4 (7TRPZ, PDB)LLER, L4519
NFHEFERI LR X LEHIR X B M IR 58, PDB ID 7RPZ, & 2 A KB PHYHE. XL HHE X B 4 IE E0E,
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KRAS-G12D with MRTX1133

F
4 i

5GDP4 &BIKRASC'2D5MRTX 1133/ SR 451

KRAS $ERZ5YIRIEINRF

TR R A LRI ER, (RINHBE D AT X iR1EKRASEEM A MBI SEFRT A EXRE R X E DT AIIEKRASEERZY)EE
R TR, FHEM T SIETT MR DIHE, Eitt, Ef EKRASEMRIEAYEFRFRRIEPREEXBIER.

v KRASAARiKIE
%3875 B2 1E T KRASTR T4 2 (048R0 51413 75 5%, 2DFN3DIR I8 ] F FKRASHIEIFI BT,

| ICso screening of test compounds against NCI-H358 | Cell lines Tissue KRAS Mutant 3
! oo ! AsPC-1 pancreas G12D ;
: ! Capan-1 pancreas G12v |
; " e 1 Capan-2 pancreas G12v i
| § . ! CFPAC-1 pancreas G12v |
! ; : HPAF-II pancreas G12D :
- Ee | MiAPaCa2  panceas G126
3 - AMGE10IMRTXA257 ! Panc 10.05 pancreas G12D ;
! ICs0|6.298  |0.8440 | SU.86.86 pancreas G12D |
; h T ® W wm me 1 HCT116 large_intestine G13D 3
! Soncentraton of conpoundsint i HCT15 large_intestine G13D :
T omoooooooooooooooooooooooooooooooooooooooooo LoVo large_intestine G13D
| ICs0 screening of test compounds against MIA PACA-2 : T84 large_intestine G13D 1
i - ; Calu-1 lung G12C 1
| -+ AMIG-A10 ! NCI-H2122 lung G12C |
! " = MRTHAZET ! |
| / ! NCI-H23 lung G12C !
‘ £ "  NowHsss  wng  olc
o, / 1 i
: E .' ! NCI-H441 lung G12v !
i # : SW1463 large_intestine G12C :
f a AMG-510|MRTX-1257 ! SW480 large_intestine G12v :
3 . IC]1210  |2139 ! SW620 large_intestine G12V |
3 o ' oo we o wm o v | Sw837 large_intestine G12C 3

Concentration of compouncs{ni)
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v 4RRE1%iR5E(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

' C2 C3 C4 Co itk Coapn can c8 |
‘“* W & W 4 ¢ @9
Compound | Cell line | Incubation time (Day) | Start conc | Dilution fold
BI3406 NCI-H358 | 12 1uM 3-fold diluted

€l B2 Ca 8kt C4 C5 colk

' '
' '
: 1204 AMG-510 1204 BI-3406 Compound | CTG-ICsos on Top Inhibition(%) | Start conc | Dilution fold | !
H 1004 1004 NCI-H358 cells (nM) 1
' '
! 804 80 AMG510 10.89 86.86 1uM 3-fold diluted | |
= - '
R X BI3406 >1000 13.78 1uM 3-fold diluted | 1
-1 60 T 60+ !
-] k] .
- 40+ 3 40 !
e < i
1 £ 204 £ 204 !
' 0 !
: 07 07 .—o—o—'—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
' '

L1 pMERHAIREE | 1: 3 E LR IR 254 A EENCI-H3584RRE72 hig, CTGIE M= 14,

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

________________________________________

' '
' '
: 120+ AMG-510 120+ 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 1uM 3-fold diluted | |
s - '
1R X BI3406 48.23 71.53 1uM 3-fold diluted
1€ 60 o £ 60 H e
] K] .
'3 40 3 40 !
L= = i
1S 204 £ 204 !
' '
' 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-H3584/E288 hfa, BHIRNE MRS,
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v BEFERNENEERE

I I 1
0.1 1 10 100 1000 10000
Concentration (nM)

Tagl- KRAS G12C proten

; 120 ~ BI-3406 5
i 100 - ; i
. 80+ |
DR :
E T 60+ o A :
: :g M 3 :
-5 0 BI3406 | -~ :
. = i |
e i ; |
i £ 20 ICso | 16.68 ; Anl-Tag1 XL66S |
| 0l : i 3 l antibody |
i -20 T T \ 3 E

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

B 3504  KRAS G12D
- MRTX1133 (GTP 10 pM)

MRTX1133 (GTP 10 pM)
50 ECs0|245.4

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

© 1407  KRAS G12C
1204 -~ AMG510(GTP 10 uM)

100

407 AMG510 (GTP 10 pM)
20+ ECx|61.03
0 :

@
o
L

%Fluorescence Intensity

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

® KRAS7EZ&%E1mM BODIPY FL-GDP, 20 mM HEPES pH 7.6, 10 mM EDTA, 20 mMFRER 511 mM DTTHIERH,
F4°CTHEE48/\E,

® F20 mM MgClLARIELER o
® 545 HBKRASZEHBIBODIPY-FL-GDP#k452<F&BODIPY-FL-GDP,
® EA:XEFEFIMOA
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KRAS&EEZ’S%E’\JEEEZ’S?&-’?EH%

WV KRASZEZ-CDX{ER!

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)

MC|-HEE Xencraft Wodsl in Female Nuds Mics

" Tumar el [ma) eans3EH e Animals:
wm R ———— Female BALB/c Nude mice
- —irnen 3AN-b, impig. o6 e Cells:

NCI-H358

® Model Establishment:
Right flank, SC

Tusms Wiodume (')
E B

V PDXEERT/EREMBGIRE

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)

POXM-OTEG POX Model in Female Nude Mice

: 1 ® Animals: ;
E | o Female BALB/c Nude mice ;
E i 1 . i
A S ® Tissue: |
A PDX Colon Cancer ;
'E “ e Model Establishment:
5 * Right flank SC Trocar ;
. o .
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Medicilon Case: AMG-510 Resistant Model - Calu-1 (G12C)

Cala-1 Xenogralt Model in Female Hude Mice | Calu-1 (P2) Xenograft Model in Female Nude Mice

1860 Tumar Volume (mm?) (MeantSEM) 3 - Tumsor Yolume jme®) [MeantSEM)
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A.XERTHEPIER,

KRASEERZMNANEINFIRR

EBFEHKRASEE A AYIPKII R X B MIRESRENEE DT, LR ER.
%8P : KRAS-PDESHIFIFIB KRN HE

KRAS-PDESEH-ERHEEEAREERTHN—MEERS I NS IGITHER T —RIIERWPROTAC  PDESERE
7l BB 1HICompound 17f28TTKRASR T RIL B iAERIPROTAC PDESFf#5T, Compound 17fAKRAS-PDESHEE
ERM A A IR M T ML E T AR S EY.Compound 17ffESWAS0L EH i Sz igiE il Ba B E/N
1B A K AE o XIS R A $B MKRAS-PDESHE ELE A BY RT AR 2 M e 1t 7 FT BV SRS, H A /AT KRASR T B EfiE e it
TERNESKEY.

PROTAC KRB FIKRAS-PDESHIFICompound 1713
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K FiSprague-Dawley (SD)A R i#1T7Compound 17fHZREI /1 F R R TEFIZE /950 mg/kg TRERE 4425/, 53 Compound
17FE M A2 FR AR EE o X e 08 FR 55l P934 1T, Compound 17fEYFRHILY 5.1 h, IREIKREC, /9564 ng/mL. &FACompound
17199 FERAMW=723), BEETE A RAEANE BRI FHIXEE BN MKREE, HHh& TER(AUC)EI4710 h-ng/mL,

8

800
=) - IP (50 mg/kg) Parameter Value
g: e Ty (h) 5.11 £ 0.66
S a0 T, (h) 1.67 + 0.58
E C,pax (ng/mL) 563.78 £+ 54.36
-]
s

AUC,,, (h*ng/mL)  4710.02 £ 676,70
CL (mL/h/kg) 10763.17 £ 1509.38

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

Compound 17fIE X RIARHIPKS 3

EiB PR HHKRASIH B %5451
| XNW14010 |

20224E58 , NMPAHLE T (SIE4ETANIE 1 X ZAXNW 14010 IG R RS, VA T8 7T (£ BKRAS G12CR T ARG HASE{AE,
XNW140102 —M &R MR /)9 FKRASCS2CE [ HMNEE S INHIF IR R 7 L3I0 2R E RXNW140107E R E RO BhiE & 5
358 RIFHTEEY, BEMRIFHNEN X R, HAE REFNELOLKABR N FH MR A BEENZL2E O,

FEFEENEELEN S EREE, IXNWI4010MER LR T (BEFEGRAMRSETNER) SEEIRKFIRZTARS, AR
FitiEERRE T BHZE,
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