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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR R B TR DMEM+10% FBS+1% P.S+0.75 pug/mL Puromycin+4 ug/mL Blasticidin +125
pg/mL Hygromycin+400 pg/mL G418
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.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Hygromycin lg Genomeditech/GM-040403-1
G418 10 mg Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Human IL-5 Protein; His Tag / Genomeditech/GM-88539RP
Recombinant Human IL-5 Protein S5ug Sinobiological/15673-HNCE
Mepolizumab (anti-IL-5) 100 pg Aladdin/Ab170275-100ug
Anti-IL-5R hlgG1 Antibody(Benralizumab) / Genomeditech/GM-46851AB
Anti-IL-3R  Beta/IL3RB Antibody (APC), 25 Test Sino Biological/10516-MMO01-A
Mouse Monoclonal
GMOne-Step 2.0 Luciferase Reporter Gene / Genomeditech/GM-040513C
Assay Kit
ERE
Equipment Manufacturer/Catalogue No.
IR eI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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Ny ERTTE ORED
1. BUEFBAE SR

B SRR, WA SEEG, #EFE H IL-5 Reporter 293 Cell Line ZHffiE /N 1.5 x
10* cells/FL. AR SLEG# A} Human IL-5 Protein; His Tag (BA R & #% 4 Human IL-5;14 kDa)fE
RFEYEZGW), Conc.01 ¥EN 500 ng/mL, 4 565 #iFE, Conc.01-Conc.08 73 HIHEA £ B2-

B9, B10 J 0 WREEXHE . A FLIIA 100 uL PBS, LARj1EIFLAE 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

125 31.25 7.81 1.95 488.28  122.07 30.52

Human IL-5 PBS

ng/mL  ng/mL ng/mL | ng/mL ng/mL pg/mL pg/mL  pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) TESCIOHT 16-24 h, KA IR P, AR OWCEAIIDTEE, S e R
IRk BLS A, ATZ0E  OF H B DA SE A R AL R BE AR IR EE D 1.5 < 10° cells/mL.
PAFIFAE N 100 pL g/ fLZE iE L. AL 100 nL PBS. % BAREG, THAEDIE
RAEH -

b) fEF 1 AT 96 FUBE & 2R .

c) HMFENAY), 17 (4 B2-B10) .

d) HESBHR

Yy AT fi i BER W & 52

Human IL-5 1.53 mg/mL 15.3 ug/mL fH 2 pL fi##+198 puL Assay Buffer

e) 96 fLE, M Assay Buffer, &fLATIN T, 41 B2 fLIIA 160 puL Assay Buffer,

B3-B10 fL, /A 120 uL Assay Buffer.
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VN 160 pL | 120 pL | 120puL 120l 120l 120l 120yl 120 uL 120 uL

g) M EEEERBEFL B2 HHIRER 40 uL, AOANFNH B ERREFL B3, 78RS
h) DABESHE, BEEH 8 MEEMEIL (B9 .
) CKPIR a W E SRS, BFLIGE 100 pL Fi 7Rk
3 N HTHER IR B R, &AL 100 pL.
k) . B, T 37°C CO, HiEfiEsF% 16 ho
) i ZERAE IR &, I Luciferase.
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Fig 2. Response to Human IL-5 Protein; His Tag. The H_IL-5 Reporter 293 Cell Line (Cat. GM-C06723) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human IL-5 Protein; His
Tag (Cat. GM-88539RP) in assay buffer (DMEM + 1% FBS + 1% P.S) for 16 hours. The firefly luciferase activity

was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [105]. Data are shown by drug mass concentration.
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BRI REAAL, X ARSELS, % H IL-5 Reporter 293 Cell Line g0 1.5 x

10* cells/FLo ASYR S5 A# F Human IL-5 Protein; His Tag (UL R fij#8 4 Human IL-5; 14 kDa)fE

NBAPEBGE 25, PR IRE A 4 ng/mL, {# ] Mepolizamab (anti-IL-5) (158.9 kDa; LA fai#x

Mepolizumab) {EARFIIPUA, FLIGZIRE(Conc.01)4 200 ug/mL, 3 f5EEEHFE, Conc.01-

Conc.09 73 A (E B2-B10, B11 4 0 WREEXTIE . Y 100 uL PBS, PABG1EIIFLEE K .

FUBRHEAT T
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 ng/mL Human 66.67 7.41 2.47 823.05 274.35 91.45 30.48
IL-5+Mepolizumab pg/mL | pg/mL | pg/mL  pg/mlL | ng/mL ng/mL ng/mL | ng/mL Fps
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) FESEIOHT 16-24 h, MU IEFRM P EUE, TEAE OUCEMIRYTE, RS S
REIRAEE AN, RIS UG RS A SRR R R L IR B 1.5
10° cells/mL. VAHEFEIN 100 uL 20 AR/FL 2 1AL A HEFLI0 100 L PBS. 7 Bk
i, TWHE T E AR .
by 1 T 96 FLIHER 2R R .
o)  BAFRNZY, FH—1T (41 B2-B10) .
d) HERERR
ELUEAY N it BRI fic & 7 i
Human IL-5 1.53 mg/mL 1.53 ug/mL HY 2 uL fi + 1998 uL Assay Buffer
Mepolizumab 6.34 mg/mL / LA AR

e) 96 LR, MMA Assay Buffer, SFLAFM TR, 41 B2 fLINA 90 pL Assay

Buffer, B3-B11 L, A 60 uL Assay Buffer.
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) IO RRAR A AR S B, INAZIEE — MR EERFESL R (i B2 TP 6.06

uL Mepolizumab) , &%),

B |
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g)  MEBE—AERERMBESL B2 FREL 30 uL, MIANZIZE —ANEREMBESL B3, FRTRS.
h)y DA, EHEH 9 MHEERBIL (B10) .
i) BCEBEZY) Human IL-5 (2 x BOHKRE) , B 6.31 uL #RE e BRHE, TIAZE]

1200 pL Assay Buffer H', J&2). 4 ELFH Human IL-5 RN B 5R h A

MR PR, B2-B11, ®FLIMA S5uL, @ Lait, 9% & 1 he

j) 1hJE, ¥
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Fig 3. Response to Mepolizumab (anti-IL-5). Serial dilutions of Mepolizumab (anti-IL-5) (Aladdin/Ab170275-
100pug) was incubated with 0.4 ng/well of Human IL-5 Protein; His Tag (Cat. GM-88539RP) for 1 hour in assay
buffer (DMEM + 1% FBS + 1% P.S). After pre-incubation, add the mixture to the H_IL-5 Reporter 293 Cell Line
(Cat. GM-C06723) at a density of 1.5E4 cells/well in a 96-well format, and incubate for 16 hours. Firefly
luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative
luminescence units, RLU), with inhibition percentages shown on the right Y-axis. Data are shown by drug mass

concentration.

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

12 / 16



Genomeditech (Shanghai) Co.,Ltd.

G‘} Eiﬁi’aﬂ*& Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288

Email: service@genomeditech.com

fiisk 1: MAKIES R

100 = SamplelD Geometric Mean : FL11-H
1 M| 293 anti-IL5BR+APC-2nd Ab 2610
] H_IL5 Reporter 293 H_IgG+APC-2nd Ab | 1021
80 = M| H_IL5 Reporter 293 anti-ILSR+APC-2nd Ab 273225
g ]
)
E 4
2 607
=]
@
N
= ]
E 407
5 ]
=z
20
0
L DAL B BRRAL B B BN B IR |
0 2 4 6 8
10 10 10 10 10
FL11-H :: APC-H

Fig 4. H IL-5 Reporter 293 Cell Line (Cat. GM-C06723) was determined by flow cytometry using Anti-IL-5R
hIgG1 Antibody(Benralizumab) (Cat. GM-46851AB).
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Fig 5. H IL-5 Reporter 293 Cell Line (Cat. GM-C06723) was determined by flow cytometry using Anti-IL-3R
Beta/IL3RB Antibody (APC) (SinoBiological/10516-MMO01-A).
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Fig 6. Response to Benralizumab. Serial dilutions of Anti-IL-5R hIlgG1 Antibody(Benralizumab) (Cat. GM-
46851AB) and 0.4 ng/well of Human IL-5 Protein; His Tag (Cat. GM-88539RP) were added to the H_IL-5
Reporter 293 Cell Line (Cat. GM-C06723) at a density of 1.5E4 cells/well in a 96-well format, and incubated for
16 hours. Firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech) (left
Y-axis, relative luminescence units, RLU), with inhibition percentages shown on the right Y-axis. Data are shown
by drug mass concentration. Notably, low concentrations of the anti-IL-5RA antibody may exhibit an activation

effect.

P

Zabeau L, Van der Heyden J, Broekaert D, Verhee A, Vandekerckhove J, Wu SJ, Chaiken I, Heinrich
P, Behrmann I, Tavernier J. Neutralizing monoclonal antibodies can potentiate IL-5 signaling. Eur J
Immunol. 2001 Apr;31(4):1087-97. doi: 10.1002/1521-4141(200104)31:4<1087::aid-
immul087>3.0.co;2-q. PMID: 112983331F: 4.1 Q2 .
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IL-4/1L-13
IL-4 Reporter Cell Line IL-4/IL-13 Reporter 293 Cell Line
IL-4/IL-13 Reporter 293 DDX35TM Cell Line Cynomolgus_IL4R CHO-K1 Cell Line
H_IL4R CHO-K1 Cell Line
Anti-IL-4R hlgG1 Antibody(12B5) Anti-IL4R hlgG4 Antibody(Dupilumab)
Anti-IL4R hlgG4 Reference Antibody (Dupbio)
Cynomolgus IL-4R alpha Protein; His Tag Human IL-4R alpha Protein; His Tag
Human IL-4R alpha Protein; mFc Tag
TSLP:TSLPR
H_TSLP Reporter Cell Line H_TSLPR CHO-K1 Cell Line
Anti-H_TSLPR hlgG1 Antibody Anti-TSLP hlgG2 Reference Antibody(Tezbio)
Anti-TSLP hlgG2 Antibody(Tezepelumab)
Cynomolgus TSLP Protein; His Tag Human TSLP Protein; His Tag
IL-5
H_IL-5RA CHO-K1 Cell Line H_IL-5RA HEK-293 Cell Line
Anti-IL5 hlgG4 Antibody(Reslizumab) Anti-IL-5R hlgG1 Antibody(Benralizumab)
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