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HAE-3 (IL-3) /2 —MAifuiE 7, 1E R RGN —EB7, SEENARRTEIR I E 2R &
Bio  IL-3 FZ Be i L1280 i 0 8 R AL 040, JF S A BE R AR (ZL 40, 1/
PR REAHME . PR A B AR SR M) I A . & RIS AG T AR, 75 % B SCRF R
BE T 4B B KA AL

IL-3 38515 A 3R-3 ZAR(IL-3R) S & AHEHIE . IL-3R & —Fh Al SRR,
70 kDa ] IL3RA(IL-3Ra. CD123)#1 120-140 kDa ] IL3Rp (Bc. CSF2RB. CD131)ZHK.
Ak, IL-3 5 IL-5 F1 GM-CSF 3t H Be #EE N2k . 24 IL-3 fE7ERT, IL-3 B 4afl IL3RA
i, RES Be BEIEHGHIR Rk, BEEBUERNGE S, MBS — RIFERE R 5.

BRI, B BB T IL-3 A IL-3R Z IR AH EAEF, w] LA 184 28 hE 2%
PR BEAh, BT TRERE 1R SRR ST R TP R A B K.

W AEY) IL-3 Reporter 293 Cell Line it 2 F4Hffi 5. 24 IL-3 5 IL3RA 45 &I, ik
B HE Tyr BERRAL, W& T S, WiSBO6ERE (Luciferase) HIFRIAZAL.
Luciferase BL{HE EMRAZ S5l B FOROEROR, BT AT IL-3 R 25 A SN RSCRPEAT

-3
Anti-1L-3Re _
Talacotuzumab
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v MIREE
1. giffsEsR. K. RAEFES

AN Iy H IR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 ug/mL Blasticidin+125 pg/mL Hygromycin+0.75
pg/mL Puromycin

2N MR AT I 90% FBS+10% DMSO

Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER

e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/ GM-040401-1
Hygromycin lg Genomeditech/ GM-040403-1
Fetal Bovine Serum 500 mL ExCell/FSP500
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
GMOne-Step 2.0 Luciferase Reporter Gene  1000T Genomeditech/GM-040513C
Assay Kit
Recombinant Human IL-3 (C-6His) / novoprotein/CX90
Anti-H_CD123 hlgG2 Antibody / Genomeditech/GM-27123AB
(Talacotuzumab)
EIRVE

Equipment Manufacturer/Catalogue No.

2 T A ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L
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1. ZIREH

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) ARG E H VR A7 4 A R RE N 37°CHE R K
TR, K AN RIS 2K TH DA R R RS R
HEININIGEL Gas 2-3 2450 .

c) I 70% & W AR VR AR A AN DA RR AT B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 5min, {F4HEyE, 7 Bib.

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

e) EILAMINE IR RN, ARG R
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. YHpIEAF

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. ZHpEAEAR (B 10 cm MM

T AREGERLE 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%, FHEMATAUMALI. HEFEANIAEAR
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 YLK,
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, AREKEEETRE.

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
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1. BERAELR

B SRR, ST A2, HEFF 1L-3 Reporter 293 Cell Line il &4 1.5 <104

cells/FL. A VXS24 fdi ] Recombinant Human IL-3 (C-6His) (16.1 kDa; LK f&#k Human IL-

3) 1ENBIMEZY, Conc.01 ¥ ¥ N 100 ng/mL, 3 f55FE %, Conc.01-Conc.09 4 il HEAi 7

B2-B10, B11 Ay 0 WkEEXTRE . JEFEFLINA 100 uL PBS, LARG1EifLAE K .

ST AT

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

11.11 3.7 1.23 41152 | 137.17
Human IL-3 PBS

ng/ml ng/ml ng/ml pg/ml pg/ml
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kP IR

a) fESCURAT 16-24 h, KedRI WIE IR ECH, THAL R ORI, (EATE R

Jt

ARG E BN, KA RS I, FRDASE AR SR AR R A IR R 1.5 %
10%cells/mL. PAHEAEHN 100 pL AHfa/ L= F (A L. FFEIEFL 100 pL PBS. 7 EAR

&, TR E R
b) i 1 AT 96 FL V JEMRAES YRR
c) BAMFNZY), EH—1T (W B2-B11) .

d) HEREER

L YEZY fif iR BER A & 772
Human IL-3 100 pg/mL 10 pg/mL HY 2 uL fi#3# + 18 uL Assay Buffer

e) 96 LV KM, I Assay Buffer, SFLIAFIIL R, 41 B2 FLINA 163.35 pL

Assay Buffer, B3-B11 fL, /A 110 uL Assay Buffer.
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) RO R ARIURE S BB NS EE — MR EERREFL (i B2 N 1.65

uL Human IL-3) , 7RB%].

grmp || BRI, BORMATZLIRELSS uL, AR | x|
1 2 3 4 5 6 7 8 9 10 11 12
1.65 L

110puL | 110 pL | 110pL  110pL  110pL  110pL | 110pL  110pL 110 pL

Human IL-3

9) M ABEERRSL B2 I 55 pL, MIAEIH AR RIRRAL B3, FEAMRS.
hy DUEHE, B2 9 MM (B10) .
i) CRDIR a i E IR LR, TSF 100 pL _EiE.
) IMABREERRELF 254, 100 pL AL
k) # EMEE, T 37°C COy BiaRMhREaE 7 h,
) EH RS R E, B Luciferase.
2) WeEFE N
AR R R W

. 0 pg/mL 100 ng/mL 15.24 pg/mi
IL-3 Reporter 293 Cell Line
668018 18386861 726191
N
3) WIEL4R
IL-3 Reporter 293 Cell Line L-3 Reporter 293 Cell Line

251071 2107
= =)
=)
jl.SXIUT' gl.sxm"-
i :
g 1x107] 2 a0
g E
£ E
Z sx10%4 3 5x1064

0 T T T T 1 0 T T T r 1
-2 -1 0 1 2 3 -4 -3 -2 -1 0 1
Log,o[Human IT.-3] (ng/ml.) Log,¢| Human IL-3] (nM)
[L-3 Reporter 293 Cell Line TL-3 Reporter 293 Cell Line
ECS0 | 4.032 EC50 | 0.2504

Fig 2. Human 1L-3 35 U0 iE 45 1
CF FEI0S 2P AT o VA PR AR B ZK AR B P 8 B 5 2 )
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2. Block Pk szis

EAE BRI, 0T ASSEG, HE# IL-3 Reporter 293 Cell Line 4Hfiiu &y 2 < 104

cells/fL. A kS5 {# ] Recombinant Human IL-3 (C-6His) (16.

3) VE NS 251 CBGE IR P 4.03 ng/mL) , Anti-H_CD123 hl

1 KDa; BAF{##K Human IL-

gG2 Antibody(Talacotuzumab)

£ block #ifk (150kDa; LA F#KA Talacotuzumab) . Conc.01 Z3K &k 60 pg/mL, 3 fi%

FEEEFFE, Conc.01-Conc.09 7 A HEAifE B2-B10, B11 Ny 0 ¥R, J&FEFLINA 100 pL

PBS, UCABIEIAALA R . HUHIHREE S ALBRHRAT IR -

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
4.03 ng/mL

20 6.67 2.22 740.74  246.91 82.3
Human IL-3+ PBS PBS

il pg/ml il pg/ml ng/ml ng/ml ng/ml

Talacotuzumab
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) FEP R

a) TESEEGHT 16-24 h, KA MEEFHE A, AL B ORI IYTE, ([FAE R
G E BN, KA B D IR, DA SE A R AR U R A IR B 2 <105
cells/mL. DAFEMEAIN 100 uL 40 fR/AL 2 R ial L. A Bl RS0 100 pL PBS. &5 FiR s,

TR P A A
b) fEA 1 ANTER 96 LV RHRAE & 2GR RE o

c) FEAFENPUTA, fEH—1T (41 B2-B10)

d) #E&EER
2 TR fili il BE P & 771
Talacotuzumab 0.87 mg/mL / ELEA AR
Human 1L-31 100 pg/mL 1 pg/mL HY 2 uL £ + 198 pL Assay Buffer

e) 96 fL VKRS, I Assay Buffer, #fLIAFIIL TR, @1 B2 fLINA 71.12 uL

Assay Buffer, B3-B11 L, M 55 uL Assay Buffer.

HAEIRE (B AIRAH
AAT AL BRI i,
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f) WO EARR RIS b B, IO BZE — AR R REFLH (i B2 H N 11.38

uL Talacotuzumab) , J&%].

BRI

] BARERREIL, ML 275 uL, AT

| x|

1 2 3 4 5

6 7 8

9 10 11

12

11.38 uL

Talacotuzumab

55 uL 55 uL

55 puL 55 uL

2)

9) MEE—ERERMBETL B2 FIEL 27.5 L, IINBIE AN EERRIL B3, 72 TR A
h) DLIGSSHE, EZRH 9 MEEMEIL (B10) .
i) CREPIR a WE I RALRECH, FEFLSTE 100 uL EiF . A IR h BRI DT

&, 50 uL B5L, SYEE 1h.

5 EEEBOEZY Human IL-3 (2 x BORKED , B 6.7 pL W R, IR

818.3 uL Assay Buffer ', JB%].

K) 1hja, RPN IR j B B 47 H) Human IL-3, &EfLIN

A 50 uL.

) % EMEE, T 37°C COp B hRi9% 6 h,

m) A R FER ARSI AT &, A8 Luciferase.

e 2 Rl

S 2 L DA 5 D 45

IL-3 Reporter 293 Cell Line +
Talacotuzumab

Human IL-3+No Ab
Control

Human IL-3+60 pg/mL
Talacotuzumab

Human IL-3+9.14
ng/mL Talacotuzumab

17298100

1020640

18019975
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IL-3 Reporter 293 Cell Line IL-3 Reporter 293 Cell Line

2x107 2x1071
=) =)
gl.SXII]T' g‘l.sno"’-
o @
2 =
E 1x107 g 1x1077
S g
£ £
E sx10%4 E 5106
- =
0 L} L} L] L} 1 0 L] L} L] L] 1
-3 -2 -1 0 1 2 -2 -1 (] 1 2 3
Log o[ Talacotuzumab] qug/mL) Log; gl Talacotuzumab] (nM)
1L-3 Reporter 293 Cell Line 1L-3 Reporter 293 Cell Line
1C50 | 1.163 1C50 | 7.755

Fig 3. Antibody block #1414k
A5 R B A AT 0 2 R 55 R B 7R R 5 (1) 3 B 5 4D

fi 1 SEUERAE

100 = SamplelD Geometric Mean : FL11-H
M| 293 anti-H_CD123+APC-2nd Ab 2418
IL-3 Reporter 293 H_IlgG+APGC-2nd Ab 1757
80 = M| IL-2 Reporter 293 anti-H_CD122+APC-2nd Ab 357255
3
o
=
2 60
=
<}
N
®
E 407
S
=4
20 T
0
L I | L |
8
10 10 10 10 10

FL11-H :; APC-H

Fig 4. f#1H Anti-H_CD123 hlgG2 Antibody; lacotuzumab (Genomeditech/GM-27123AB) $iiA zUIRIESE
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IL3:CD123(IL3RA)
Cynomolgus CD123(IL3RA) CHO-K1 Cell Line H CDI123(IL3RA) CHO-K1 Cell Line
H_CDI123(IL3RA) HEK-293 Cell Line
Anti-H_CD123 higG2 Antibody(Talacotuzumab)

52 F P AT BN

FUSE R AE A AR dh,  BIRBIGE I B IR E 2 I 7 DU A S A BOK

o RUNMLRS IR TR, AR TAL AR LA .

© RPN T NKBEMIBRTSIA, R BT I 55

© PR R S5 15 = AR (AT AR L) R R A AR B EF AR, AT 4,
RAGFUETIMSE RSB 408 BI85, SEikaRBLIh 7 RAR U 2 E bR

® T KA T A U LU S, SO R R (M) A IR A R KT T,

TEHIHER H WAL (i) FRAF
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