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c-Kit (452 CD117) Jf&— M EZ 4B 21k, J& TRA R A xRk EFEYE
HEATHIE T (SCP) 4if, 2k "R (dimerization) WM = BRHEHEE, 2
BOZARI E BEER AR RS S IR B EOE . o-Kit B, BEREUS 2 &G SEKE, B
PI3K/Akt. Ras/MAPK %%, IXUEiliikZ S MILIH. fAmAERE4EY72d .

T AEYH H_c-Kit(CD117) GNNK(-) 293 Blockade Reporter Cell Line f&— i 1 3 [
IR, 2 SCF 454 c-Kit 5, WU K& 1 NS S, MRSt & B8 (Luciferase)
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v MIREE
1. giffsEsR. K. RAEFES

MRE SRR DMEM +10% FBS +1%P.S
M E KR FRIE: DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 ug/mL Puromycin
M AR AR 90% FBS+10% DMSO

Assay Buffer: DMEM+1% FBS+1% P.S

2. WIIFEMHER

R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL gibco/C11995500BT
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not  96-well Corning/3912
Treated Microplate
Human SCF Protein; His Tag / Genomeditech/GM-87651RP
Anti-c-Kit(CD117) hlgGl / Genomeditech/GM-86542AB
Antibody(barzolvolimab)
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit

EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1. ZREH

E: ABRREITE, SAEREIRAF 45 SR R I

HETE. RN R MG F RS T, WHETHR

R, EMEFE-10T, BALE-70C AR SBUR

PR,

a) 37°CIKIBIATIRE TR TR AL, INATRE R
T FREE 5 mL & 15 mL B0

b)  MIBRZEUHH X H VR A A i R GE BN 37°CHE IR K
TR, K AN RIS 2K TH DA R R RS R
HEININIGEL Gas 2-3 2450 .

c) FH 70% Z B HER A7 SN DL AR TS B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 3 min, {F4HEyE, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
BM R T SR AN, FEAT > 3 x 10°
cells/mL.

e) EAMINEFIEIREEAIL, R M
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. MG

a) ] 176 xg, 3 min B.LU LM .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
YN, ZHH R A 5 < 108 cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAY (BL 10 cm MHH))

T AREGFERLE 2R, FHERERE, AR

BhRER, BERASHEIERNEKEFRE.

a)  dHMh bR AAE, WhEEAEK . B FRAE IR E 16-
24 hJ&, B N LSEANGEERS DL, A P
IAF] 80%, FHEMATAMAEIN. HEFEAAEAR
Ll 1:3-1:4, 2-3 RALAR. IR ORFR % BEA
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CKFMEREFRE B R R L, 10 em MU 2
mL PBS ¥t 1 K.

c) 3 PBS, il 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TWiMEE F M.

d)  FPARARARE, SHAEIRI AR L, 4 B T 4R
Ji BOHEERY, N 2 mL A AKE RIS
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEW:

a) MMRIEF, RAREE, BTEEIAR £
ABSEYREFE, R&BeRE, HRERH
MR, MREKEEETRE.

b) ERRREEAET 80%, T MH 4 F4HH
R BB ET FBOS RS .

c) FBS & 56 T tn#k 30 53-8k, AT KiEEMaA
W E, EARERHRSHEKEFHH
NS e ey

s EMRE (R AIRAF]
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N ERAE
1. Human SCF & B #iE L

FRAE L BRI, 5T A28, #E7E H_c-Kit(CD117) GNNK(-) 293 Blockade Reporter
Cell Line 4ifi &4 1.5 x<10* cells/fL. A VX=L564# F Human SCF Protein; His Tag (LA f&ifkx
Human SCF; 18.9 KDa) /£ NBHYE24%), Conc.01 ik EEZ N 3ug/mL, 3 {546 B . Conc.01-

Conc.09 73 HIHEAR7E B2-B10, B11l 5y 0 WFEXFRE . J& [ FLINA 100 uL PBS, AR 1EZfL7E

a) TESEINHT 16-24 h, AU BT TR I, B OBERAIRITE, G R e e R Rk E
AN, R IGELE 7RG T R SE iR AL R AR R 9 1.5 < 10° cells/mL. DA
FFAE N 100 uL 20A/ALZE A L. JARERFLIN 100 nLPBS. 7 BAREE, TWsaTmaE T
(L

b) FHIER 96 FL V EHHE S 2R R

c) X TRHURES, 1T (WBAT) .

d) BHARCE

LY/ EZpN fith BRI [ WARFS
Human SCF 1 mg/mL 0.1 mg/mL HY 2 L f##%+18 uL Assay Buffer

e) M Assay Buffer, &fLIAFR WL N3, 11 B2 FL4inA 164.5 uL [¥) Assay buffer, B3-B11

BN 110 uL [#) Assay Buffer.
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) WA FRAR AL S BB I B 28— M6 FEARREAL P (21 B2 I 5.1 pL Human

SCP) .
B | BEIERRREAL, (RO TELIRIL 55 uL AL | aaL |

1 2 3 4 5 6 7 8 9 10 11 12

(o8]

5.1 uL Human | JH
SCF A

110 puL 110 puL

I O m m O O

9) MEB—AEREEMEESL (0 B2) HEL 55 nL WA, AR B (i
B3) , 7.

h)y LLREHE, EEH 9 MREMEL (B1O) .

) RPIR a i E R4 LA, TS EE 100 pl.

) K RHE R L RORE EE MR BESL N 100 pL.

K) 6 FRiREE, T 37<CCO. KM hiE 16 h.

) YSFER I Luciferase.

2) s HERN

S At e RIS I 5 B 1
H_c-Kit(CD117) GNNK(-) 293 Blockade 0 pg/mL 3 pg/mL 457.25 pg/mL
Reporter Cell Line 345710 2952410 318413

3) WiFgR

H c-Kit(CD117) GNNK(-) 293 Blockade Reporter Cell Line H c-Kit{CD117) GNNK{-) 293 Blockade Reporter Cell Line
4x10% 4x10%
= 3x1054 = 3x1054
z 3
12 1
= =
g 2x10°4 g 2x10%4
g 4]
£ £
=
5_. 1x10°4 3 1x10%
-4 -3 -2 -1 0 1 -2 -1 0 1 2 3
Logyg|Human SCF [(pg/mL) Log)y/Human SCF|(nM)
[ H _c-Kit{CD117) GNNK(-) 293 Blockadd [ H c-Kit(CD117) GNNK(-) 293 Blockadd
[ ECs0 01374 | | Ecso [ 7272 |
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2. Human SCF EHE&E; barzolvolimab i sL%

BeAE D IRAT AL, X T ARSLES, HE H_c-Kit(CD117) GNNK(-) 293 Blockade

Reporter Cell Line 48 g & & 1.5 x 10* Cells/ fL - {# ] Anti-c-Kit(CD117) higG1

Antibody(barzolvolimab) (LA~ & #5 Y barzolvolimab; 150 kDa) A FHPEZ54), Conc.01 £k

N 15 ug/mL, 3 56 ERRE, Conc.01-Conc.09 437 HEAi 7E B2-B10, B11 4 0 ¥FEEXTHR. J

FEl >4 100 pL PBS, PABH b FLZE K

FLARAT ) «
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1.67 55556  185.19  61.73 20.58 6.86
barzolvolimab PBS PBS
pg/mL  pg/mL  pg/mL  ng/mL  ng/mL ng/mL  ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS

PBS PBS PBS PBS

1) PR

a) SZEGRHT 16-24h, B0 UEE H_c-Kit(CD117) GNNK(-) 293 Blockade Reporter Cell Line,
PASEA g B BN, TR AR R s T, IS RN e A R A 1) O R R A
Mk EEEI 1.5 < 10° cells/mL. LAFHEFS I 100 pl 4if/FLE A EfL. & EIAIFLIn 100

WL PBS. i EAR:E, T LA
b) fEH 1 AT 96 fL V R HE & PLIRFRE .
c) BN, EH—1T (W B2-B10) -

d) HEREER

ik FR fith BRI Wi B 772
barzolvolimab 5.16 mg/mL 0.516 mg/mL HY 2 uL f##+18 uL Assay Buffer
Human SCF 1 mg/mL 0.1 mg/mL B 2 pL fifi ¥ +18 uL Assay Buffer

e) 96 1LV IEMH -, I Assay Buffer, &fLIAFTZE, B2 LA 82.8 uL

Assay Buffer, B3-B11 fL, /A 55 uL Assay Buffer.

s EMRE (R AIRAF]

A E] P AR I, AR T AT
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) WRECR R AIRE S BB NS EE — MR EERRE FL (i B2 A 5.1 L

barzolvolimab) , V&%

B | BOREREETL, HCUCNRITLIRIN 27.5 pL, AL | x|

1 2 3 4 5 6 7 8 9 10 11

(o8]

51 ne

55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL

barzolvolimab

I O m m O O

0)  ME—AMERERFETL B2 U 27.5 uL, IINEIH AR BIL B3, MRS .

h)  CLESRHE, EES 9 MEEMBIL (B1O) .

i) ACE 2> #iS5T, 400 ng/mL Human SCF (6.5 uL 0.1 mg/mL Human SCF FEEIIA
F| 1618.5 uL Assay Buffer 1, JRZIEMH) -

) OBUHDER a BRI AIM, LRI 100 uL BFRE. IOCGBER h #ER LT
TRBE R FLINN 50 uL, JRARGFRAEE 1h.

K) 1h EEUHSEE jIRAEBALR, FIMACEER | dE& s, 10 sopL, @& -
Rtk Es, T 37T CO. HFFAMEIME 16 h.

I) WAl Luciferase.
2) mEEFEN
S RSN 5 BH 1

H_c-Kit(CD117) GNNK(-) | 0 pg/mL + 200 ng/mL 15 pg/mL + 200 2.29 ng/mL +200
293 Blockade Reporter Human SCF ng/mL Human SCF ng/mL Human SCF
Cell Line 4448548 417184 4078649
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H_c-Ki(CD117) GNNK(-) 293 Blockade Reporter Cell Line H_c-Ki(CD117) GNNK(-) 293 Blockade Reporter Cell Line
5x1(5= 5x10°6n
B 4x106 2 axtos]
= =
g 3x10°%4 g 3x10°%4
= =
el el
o o
£ 2x10°%4 £ 2x10°%4
£ £
£ 1x10° I 200 ng/mL IHuman SCF £ 1x10° I 200 ng/mL IHuman SCF
- -
0 T T T T 1 0 T T T T 1
-3 -2 -1 0 1 2 -2 -1 0 1 2 3
Logyg[barzolvolimab](pg/mL) Logg[barzolvolimab](nM)
_c-Kit({CID117) GNNK(-) 293 Blockadd | _c-Kit({CID117) GNNK(-) 293 Blockadd
| 1csa]oaiod | | 1cs0 ] 0.7359 |
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fi 1. MAKIUELSR

100 = SamplelD Geometric Mean : FL11-H
1 . 283 anti-c-Kit+APG-2nd Ab 3103
J \ H_c-Kil(CD117) GNNK(-) 293 Blockade Reporter H_IgG+APC-2nd Ab 1330
80 = \I H_c-Kit{CD117) GNNK{-) 293 Blockade Reporter anti-c-Kit¢APG-2nd Ab 7 85E5
@ ]
<]
=
2 607
el
@
N
®
E 407
5 ]
=z
20 7
4}
ML B L e L e e e L
0 2 4 6 8
10 10 10 10 10
FL11-H = APC-H

Fig 4.8 /i Anti-c-Kit(CD117) hlgG1 Antibody(barzolvolimab) (Genomeditech/ GM-86542AB) Fifk i 2.5
nez

fi% 2: TR tEIRIESS R

H c-Kit(CD117) GNNK(-) 293 Blockade Reporter Cell Line

s EC50
0 CP3 0.1518
4 CPI3  0.1218
10- 24 CP23  0.1449
=
=]
=
5-
0 ] ] ] | | L] 1
-4 -3 -2 -1 0 1 2

Logg[Human SCF ] (ug/mL)
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c-Kit: SCF
Eiyr:lomolgusic—Klt(CDl17) GNNK(-) CHO-K1 Cell H c-Kit(CD117) GNNK(-) CHO-K1 Cell Line
H_c-Kit(CD117) GNNK(-) HEK-293 Cell Line H_c-Kit(CD117) GNNK(+) CHO-K1 Cell Line

Anti-c-Kit(CD117) hlgG1 Antibody(barzolvolimab) Anti-c-Kit(CD117) higG1 Antibody(briquilimab)
Anti-c-Kit(CD117) hIgG1 Reference Antibody(barbio)

Biotinylated Human SCF Protein; His-Avi Tag Cynomolgus c¢-Kit(CD117) Protein; His Tag
Human c-Kit(CD117) Protein; hFc Tag Human c-Kit(CD117) Protein; His Tag
Human SCF Protein; His Tag Human SCF Protein; mFc Tag

fE VR -

AR L AT AR BT R S IR AN R ATAN W] ROV AT ROROCRIR T 4R VR T
N FHAEYRRE VIR, AR, 7GSRI E SR VR AR B A AL

(T A RIAVE AT U5 2 8], VPRl 7 A Fe v BB T B & . P TAE D2, K
B B AR DT SO B AR R AR e S W] BRI, BEBE . RS
AR T =7 AR T AN TN RIRT ST H AT A

PRI TS 75 I 40 R B A
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https://www.genomeditech.com/cell-line/Cynomolgus_c-Kit-CD117-GNNK-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_c-Kit-CD117-GNNK-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_c-Kit-CD117-GNNK-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_c-Kit-CD117-GNNK-+-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-c-Kit-CD117-hIgG1-Antibody-barzolvolimab
https://www.genomeditech.com/antibody/Anti-c-Kit-CD117-hIgG1-Antibody-briquilimab
https://www.genomeditech.com/antibody/Anti-c-Kit-CD117-hIgG1-Reference-Antibody-barbio
https://www.genomeditech.com/protein/Biotinylated-Human-SCF-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Cynomolgus-c-Kit-CD117-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-c-Kit-CD117-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-C-Kit-CD117-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-SCF-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-SCF-Protein;-mFc-Tag

