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i, RES Be BEIEHGHIR Rk, BEEBUERNGE S, MBS — RIFERE R 5.

BRI, B BB T TL-3 A IL-3R Z IR AH EAEA,  w] LA 28 0 2%
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Wi 2E4) IL-3 Reporter 293 Cell Line R 53 F 4 R . 4 IL-3 5 IL3RA 4560, ik
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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I 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. BAIFEH M

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. ZIEH

VE: NHRBRAEIGR, PRI S B AR

HETE. RN R MG F RS T, WHETHR

B, PEREAE-70°C, BIATE-70°C THfF&S3UE

PR

a) 37°C/KIRMTIRE 3G, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
TR, PG MR TR S KT DL R R R R,
HARINIEL GaE 2-3 5580 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
BB RIS O EOES, RERE,
176 x g, &0 5Smin, FAMIPLRE, 7+ 5.

d) A 1| mL S5 IR, U A
BM IR AT BRI, FEAT > 3 x 10°
cells/mL.

e) JEILAMINE TRREFRIEMIL A, ARG
F) 2-3 x 10 cells/mL, HRHE4HNLER AR, K
N B R B A& [ B IR LA

3. YHpIGAF

a) fHH 176 x g, 3 min 25 /0UCEELHM .

b) AEHTA AAEAE (90% FBS + 10% DMSO)
HEMM, MR 5 x 10 cells/mL,
[ 1 mL 7 R B4R

o) FEmT, EUCE, BIRAEETHER
BEF, -80°CTHRAED 1 K, RIEREHR
&b

2. YHfEAEAR (BL 10 em IMHH))

T AREGER L E 2R, FHERERE, AR

BhRER, BERASHEIERNEKEFRE.

a)  AHMCA B A, NEEEAEK . BRI E 16-
24 hJ&, Bi TSNS BERS AL, 24 0 %5
BH] 80%, ToEHHTAIMALAR . MR AEAR
EEBI Dy 1:3-1:4, 2-3 RAEM . TEEREF S A
I 80%, 75 I T i 2 DR 40 M 52 1457 1 i 5 50

b) CHILEGE IR P IR AR, 10 em LN 2
mL PBS JE%E 1 K.

¢) FF PBS, Ml 1 mL0.25% Trypsin-EDTA ALK,
37°C 51k 30-60's, TiHEE T M.

d)  FrRARARARIE, SHAE IR EA L, 4 T 4
MBS REERT, 0 2 mL 2 A AERKREFRIEIRSA
1EVHAL, B4R/ OIRET IR, 176 x g Eili &

> 3 mino

ERFEW:

a) MMRIEF, RAREEL, BTEEIAR &
ABSEYREFE, R&BeRE, HRERH
faZd, dREKEREETRE.

b) FERAREHEIET 80%, BT RESEAM
R B|F BT FBOE TS .

¢) FBS 7 56°C fn# 30 -4, W RiEHMERIES
Wi, BAARELHASHEKETFHHE
FiEtE.
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1. BiERAELR

.
/N~

AL IR AT AR AL, R T A SZS, HEFE IL-3 Reporter 293 Cell Line 4ffi &4 1.5 x 104

cells/fL. AKX % F Recombinant Human IL-3 (C-6His) (16.1 kDa; LA R {&#% Human IL-

3) YENBAMEZGY, Conc.01 ¥JE N 100 ng/mL, 3 f55EEFi%E, Conc.01-Conc.10 4l HEAi 7

B2-Bl1, BI12 4 0 REXE. FAEFLIIA 100 uL PBS, BABK b FLZE K

FUBRHAT U0 T -
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

33.33 11.11
Human IL-3

ng/ml ng/ml

ng/ml

PBS PBS PBS

ng/ml

PBS

1.23
ng/ml

PBS

411.52

pg/ml
PBS

137.17 45.72 15.24 5.08

pg/ml pg/ml pg/ml pg/mL

PBS PBS PBS PBS

PBS

1) PR

a) TESCIGHT 16-24 h, KA NE Fm A, B ORI RITIE, R &R 5
G FRALE RN, RS 7 I, DL AR SR I R R A IR 1.5 x
10° cells/mL. VAHEFEIN 100 uL Z0AR/FL 2 AL A FLI0 100 L PBS. # Fik

i, TR AR .

b) M 1 AT 96 ALV IRARHE S 25 VIR

o) BAMFMNZY), 4T (W B2-B1D) .

d) HERERR
LR N it BER fic & 7 1
Human IL-3 100 pg/mL 10 ug/mL HY 2 uL fi% + 18 pL Assay Buffer
e) 96 L VIJEMH, I Assay Buffer, #fLIAFIIL TR, 41 B2 LI 180 uL Assay

Buffer, B3-B12 L, A 120 pL Assay Buffer.
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D A FEARRR AR AL SRR, IONEEE — AR R REAL T (i B2 A 1.82
uL Human IL-3) , &%,
R | BRERRFEAL, KPR 60 L, AL [ |
2 3 4 5 6 7 8 9 10 11 12

1.82 uL
Human IL-3

DN 180 L

120l 120l 120 pL 120 pL

120 puL

120 L 120 L | 120 pL | 120l 120 pL

g)
h)
i)
),
k)

D

MEE—ABREERREFL B2 HIREL 60 uL, JINEIH ABRERBIL B3, 7MRA .
PAIEZRHE, BEH 10 MEERREIL (B1D .

e UR a 5 E LB FUAE, 3 100 pL B .

INBEFERRRELF (1259, 100 pL &AL,

bR, T 37°C CO, BiFMfT G 7he

A5 FH i 7 RS AR &, A2 Luciferase.

2) FEE R
S 4 35 LR 0 5 B 45

IL-3 Reporter 293 Cell Line

0 pg/mL

100 ng/mL

5.08 pg/mL

603876

12118719

563494

HAEIRE (B AIRAH
AT PRI S, T4 T A iRST !

8/ 14

Genomeditech (Shanghai) Co., Ltd

For research use only !



Genomeditech (Shanghai) Co.,Ltd.

((/. E)ﬁgﬁaﬂia Order: 021-68455258/50432826/50432825

. Toll-free: 400 627 9288
Genomeditech

Email: service@genomeditech.com

3) WirgR

IL-3 Reporter 293 Cell Line
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EC50 | 0.3420

Fig 2. Response to Recombinant Human IL-3 (C-6His). The IL-3 Reporter 293 Cell Line (Cat. GM-C26142) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Recombinant Human IL-
3 (C-6His) (Novoprotein/CX90) in assay buffer (DMEM + 1% FBS + 1% P.S) for 7 hours. The firefly luciferase
activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [20.1]. Data are shown by drug mass concentration.
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2. Block PuikH] sz

BT, X T AL, HERE IL-3 Reporter 293 Cell Line 4B &y 2 x 104

cells/fL. AKX % F Recombinant Human IL-3 (C-6His) (16.1 KDa; LA R {##K Human IL-

3D ME NS 25 CBOS A FE 8 ] 4.03 ng/mL) , Anti-H_CD123 hIgG2 Antibody(Talacotuzumab)

14 block Hifk (150kDa; LA F#KA Talacotuzumab) . Conc.01 &K &N 60 pg/mL, 3 fi%

BEEERBE, Conc.01-Conc.09 73 HIFEAi£E B2-B10, B11 Jy 0 WREEXTE ., J&EFLIIA 100 pL
PBS, VARjIEIAFLEER . PR K LR R

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 6.67 222 740.74 24691 82.3 27.43 9.14
Human IL-3+ PBS PBS
pg/ml png/ml pg/ml pg/ml ng/ml ng/ml ng/ml ng/ml ng/ml
Talacotuzumab
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kbR
a) FESEIGHT 16-24 h, A4 IR, AR QBRI ITE, HER T
SRR AL A, AN AT DA R IR B A IR D 2 < 10°
cells/mL. PAFEMEAIN 100 uL 40 f/FLZ R ial L. A Bl R£Ln 100 pL PBS. &5 FiR s,
T AR A LR
b) MM 1 ATETE 96 fL V AR HE % 25 VMR

c) BFEAFENPUA, fEH—1T (41 B2-B10)

d) #ERBEER

L YEZY fif iR BER P & 772
Talacotuzumab 0.87 mg/mL / ELEA AR
Human IL-31 100 pg/mL 1 pg/mL HY 2 uL 3 + 198 uL Assay Buffer

e) 96 fL VKRS, JIA Assay Buffer, #fLIAFIL TR, @1 B2 FLINA 71.12 uL

Assay Buffer, B3-B11 fL, JIA 55 uL Assay Buffer.
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) WHUCARFEARFR AR IR S B, IO SE —/MBR MR AL (o B2 HH N 11.38

uL Talacotuzumab) , &%),

g || BRRERRREIL, MO MRTFLIION 275 uL, AL

| x|

1 2 3 4 5 6 7 8

9 10 11

12

11.38 uL

55 uL 55 uL 55 puL 55 uL

Talacotuzumab

g)  MEE—MEREERRETL B2 FEL 27.5 L, IINBIE AR IL B3, e TR

h)  DABESSHE, EHEE 9 MEERRL (B10) .

i) KPR AR AU, REALIRFE 100 pL Eif . IIAB IR h B EERRE K3

&, 50 uL BFL, SYEEE 1h.

) BCEEIEZ5Y) Human IL-3 (2 x BOEWRE) , B 6.7 uL Fk S IR, TIAE

818.3 uL Assay Buffer 1, V%],

k) 1h/E, #2588 ARG, RO ER j BiC B 4% Human IL-3, #E£LN

A 50 uL.
) B, T 37°C CO, B RI% 6 ho
m) RS R IAGT) &,  AE Luciferase.
2) FohEE R
SRS FE ARSI 1R 15

_ Human IL-3+No Ab | Human IL-3+60 pg/mL
IL-3 Reporter 293 Cell Line +

Human IL-3+9.14

Control Talacotuzumab ng/mL Talacotuzumab
Talacotuzumab
17298100 1020640 18019975
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Fig 3. Response to Anti-H CD123 hIgG2 Antibody(Talacotuzumab). Serial dilutions of the Anti-H _CD123 hlgG2
Antibody(Talacotuzumab) (Cat. GM-27123AB) was incubated with 1.5E4 cells/well of the IL-3 Reporter 293 Cell
Line (Cat. GM-C26142) in a 96-well plate for 1 hour in assay buffer (DMEM + 1% FBS + 1% P.S). Subsequently,
the Human Recombinant Human IL-3 (C-6His) (Novoprotein/CX90) at a concentration of 0.4 ng/well was added,
and the coculture proceeded for an additional 6 hours. Firefly luciferase activity is then measured using the
Luciferase Reporter Assay Kit (Genomeditech). The results indicated maximum blocking folds of approximately

[17.7]. Data are shown by drug mass concentration.
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Fig 4. IL-3 Reporter 293 Cell Line (Cat. GM-C26142) was determined by flow cytometry using Anti-H_CD123
hlgG2 Antibody(Talacotuzumab) (Cat. GM-27123AB).
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