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IL-5 f&—Fl 115 MRIEIR (FEAFE, fE/RFON 133 4 KE TH2 4187, &
FEIE MR — 87 524 TR AR 5 (B A4/ R 3 A1 GM-CSF) AN,
R R HE TR AR R R R AR . IL-5 224K (IL-5R) J& 1 | ZU4Hf R 732k K0k, =2
HIPI 5% 2 INBE AL 5 — 34, — A o WA IL-5 S5 G IR T 2 A i ) 7 Re 5 1, 55—
A PIrEE, BEESHESEHAAS ILE 4G,

IL5 fE 5 ¢ E 2B & BERBE AKE S S 7 Mz -
(signal transductors and activator of transcription, STAT)i& &2 #E1T. IL-5 5 IL-5Ra Z/h45&

J5, T IAK KRG, S REERIL STATL. STAT3. STATS, &t/ait ANgHut% i AH

37 PR PR 28
KIILOK, IL-5 5 2R B A (09 A 5%, BRI R S JM e, A LR 215
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o) e Ao A i g B, AT a4 00 B P AR 2 A 2205 3 P 2 b B B AR
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1. giffsEsR. RF. RAEAES

I IR 5 R A 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

IHLRAT T - 90% FBS+10% DMSO

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

2. WIIFEMHEE

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 Thermo/10099141
DMEM 500 mL Vivacell/C3110-0500
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 IL-5 / Interleukin 5 Protein / Sino Biological/15673-HNCE
Anti-IL5 hlgG4 Antibody / Genomeditech/GM-52408AB
(Reslizumab)

Anti-IL-5R hlgG1 Antibody(Benralizumab) /

Genomeditech/GM-46851AB

Anti-IL-3R  Beta/IL3RB Antibody (APC),

Mouse Monoclonal

25 Test Sino Biological/10516-MMO01-A

GMOne-Step Luciferase Reporter Gene Assay  / Genomeditech GM-040503

Kit

TS
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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. 4RER. ER. HF
1. 4HpREH

E: AR REEFER, REWRNREHN)ELE

FRVR I E IR IE SR . SRR )40 f J5 T B AR SRk A

BHETRERES, HEMFA-70C, FNE-70T

THFEITEERR.

a) 37°CIKIBIATIRE TR TR AL, INATRE R
HEEFEIE S 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
HENINIEL GBS 2-3 280 .

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
AW BOE A, EAIE> 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. AR

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))

H: GREAEN 1ZE 2R, FHEAERE, &
HHRSREE, BELATHERERNEKSESF
.

a) A bR AAE, WhEEAEK . B FRAE TR E 16-
24 hJ5, BT AUEEA M BERE L, A M A
IAF] 80%, THEMATAUMAEI. HEFEAAEAR
Loy 1:3-1:4, 2-3 FALAN. TR IRfr % AN
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CREILECREFRE P B R E %, 10 em LN 2
mL PBS ¥t 1 K.

c) 3 PBS, Ml 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TWiHEE T,

d)  FPAAARARE, SHAG IR BEAA L, 04 U 4
R EREERS, 2 mL 2 AR KR IR TR ) 4
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEW:

a) MMRIEF, RAREE, BTEEIAR &
ABRSEVREFE, RE&BeRE, HRERH
ML, MREKEEETRE.

b) ERRRE BT 80%, T MF 4 F4HA
R BB ET FBOS RS .

c) FBS & 56 T n#k 30 53-8k, AT KiGEMaA
W E, EARERWRSHEKEFHH
NS e ey 8

sl AEEL (R BIRAF

A E] P AR I, AR T AT
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(3 WiReS
1. BUEFBAESER

.
/N~

BRI, ST A SEEG, #EFE H_IL-5 Reporter 293 Cell Line 4H iy 1.5 x

10 cells/fL. Ak =256 4# F Human IL-5 / Interleukin 5 Protein (LA R fii#% 4 Human IL-5;13.1

kDa)E J9BH 2454, Conc.01 ¥ A 500 ng/mL, 4 f%E:ER%E, Conc.01-Conc.10 43 Hil kA

7f B2-B11, B12 & 0 yRFEXIE. FFEFLIIA 100 pL PBS, ARG IEIAFLAE 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

125 31.25 7.81 1.95 488.28 122.07 @ 30.52

Human IL-5

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 PBS
1) kP IR

a) TESCHGHT 16-24 h, KEANMI MR FIM R AU, JHAG R ORI ITE, 3 E e A
%K TR AN, AT T ) TR T DA e A B R AR R L A B Dy 1.5 < 10° cells/mL.
PLHRAEIN 100 pL ZHf/AL 2 E fL. A ER LI 100 L PBS. # btkas, THfET e
WAL .

b) AEH 1AL 96 7LV RBRHE % 2R .

c) HMFENZAY), 17 (1 B2-B12) .

d) #HE&ERR

FLYEZE N fift il BER [{W=ARPS
Human IL-5 0.1 mg/mL 0.01 mg/mL R 2 uL fi#+18 pL Assay Buffer

e) 96 1L VMR, B Assay Buffer, &fLIAFIN TR, 1 B2 LA 139.3 uL Assay

Buffer, B3-B12 fL, JIA 110 uL Assay Buffer.
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f) RO FEARAR B RHIUAE G BRI SIS — B EERREAL A (B2 HOIA 7.33 L
Human IL-5) , &%,
BRI | BRRERRREIL, MM RTILIIN 36.7 uL, AL | wml |
1 2 3 4 5 6 7 8 9 10 11 12

7.33 uL Human IL-
5

11opL | 110pL 110l 110pL  110pL  110pL  110pL  110pL | 110 pL  110pL

9) ME—ERERMESL B2 HIREL 36.7 uL, MR —ABEEMEIL B3, AR,
hy LDASEHE, B2 10 MEEMBL (B1D) .
) KPR a i E IR, BESLIKIT 100 pL B IR4E
)M GF B AR, AEAL 100 pL.
k) LA, T 37°C CO; RigRffiiiis 16 h.
) AR SRR &, A Luciferase.
2) REEFEBN
SR SIS I B
. 0 ng/mL 500 ng/mL 1.91 pg/mL
H_IL-5 Reporter 293 Cell Line
11658 1404277 15509
3) WIELR
1.5x106 ~© H_IL-5 reporter 293 Cell Line 1.5x1065 ~© H_IL-5 reporter 293 Cell Line

s =

2 1.0x10% 2 1.0x1064

§ 5.0x105- § 5.0x103-

£ 0- F 0-

3 3

-5.0x10° T T T 1 -5.0x10% T T T 1
-4 -2 0 2 4 -6 -4 -2 0 2
Logio[Human IL5] (ng/mL) Logio[Human IL5] (nM)
H_IL-5 reporter 293 Cell Line H_IL-5 reporter 293 Cell Line
EC50 5.805 EC50 0.4431

Fig 2. ZhREIGIELE 5 (Firefly Luciferase Assay Reagent (Genomeditech/G0483M002) )
(A P 245 AT o R 58 ARV JBE /K AR 5 ) 4 B 5 22D
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2. Ptk Block BF 2%

BEVE LR TR AL, XA S2E, HEFE H_IL-5 Reporter 293 Cell Line ZHffi&E N 1.5 x

10 cells/fL. ZAs¥k=256: 44 F Human IL-5 / Interleukin 5 Protein (LA R fii#% 4 Human 1L-5;13.1
KDa){E A FAPEBGE 254, BOm K E Y 5.81 ng/mL, 1] Anti-IL5 hlgG4 Antibody(Reslizumab)
(150kDa; LA REIFR Anti-IL5) VERRFIISIAR, EIHZKE (Conc.01) 4 100 pg/mL, 2 &

FE#irE, Conc.01-Conc. bl ‘£ B2-B10, N0 RPERTRE . ] [HE Os u ,
iR FE, Conc.01-Conc.09 4 AIHEA7E B2-B10, B11 9 0 ¥REEXIRE . J& [ 100 uL PBS, LA

T & m m O O

B 1EIAFLAE K
FUARHAG AT -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
5.81 ng/mL
25 12,5 6.25 3.13 1.56 781.25  390.63
Human IL- PBS PBS
) pg/mL | pg/mL  pg/mL  pg/mL  pg/mL  pg/mL  pg/mL ng/mL  ng/mL
5+Anti-I1L5
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) FESCIOHT 16-24 h, AN MG IR PRI, AR QUSRI RS RS
REFR AL SN, RIS ARG PR LA R SR R A IR B 1.5 X
10°cells/mL. PAHEAEHN 100 pL AHfa/fL 2= F A L. FFEIFFL 100 pL PBS. 7 EAR
Wi, TR E R A .

b) AR 1 ANTCE 96 LV RHRAE & 2 AR .

¢ BRI, fEH—1T (41 B2-B10)

d) #EREHR

ELUEAY N it BRI fic & 7 1
Human IL-5 0.15 mg/mL 0.0015 mg/mL HX 2 uL £ + 198 uL Assay Buffer
Anti-1L5 2.97 mg/mL / ELARAE AR

s EMRE (R AIRAF]

A E] P AR I, AR T AT
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e) 96 LV IEMRT, I Assay Buffer, ZFLAFIIL TR, 41 B2 FLINA 102.6 uL
Assay Buffer, B3-B11 L, fIA 55 uL Assay Buffer.
f) WA FERFARIARE SRR, AR — AR R AL (i B2 H i 7.4

uL Anti-IL5) , %],

R | BRRERREIL, KU ELIRIL 55 uL, IAHL ER
1 2 3 4 5 6 7 8 9 10 11 12
[
7.4 uL Anti-
55 uL 55 uL 55 uL 55 55 uL 55 uL
IL5

0) ME—AERERREFL B2 FREL 55 pL, JIAFE —ANBEERBAL B3, 78RS .

h)y DI, BHEZ 9 MREMBEFL (B10) .

i) FCEBUEZY) Human IL-5 (2 < BUEWKE) , HU5.13 pL MR fE I ERE, A
654.93 uL Assay Buffer H1, V@27, KHELE LA Human IL-5 K I S5 58 h B
MR buiA, B2-B11, ffLIIA 55puL, @ bBaEti, & 1h.

) 1hjg, BPUR a WE SRR, BB 90 uL Big. IACBER | fE&4F
FIIRA 259, 100 pL F34L.

k) i bEAREE, T 37°C CO2 HifEhiis: 16 h,

) AR A &, A Luciferase.

2) EEER
B TR 15
Human IL-
Human IL-5+No Human IL-5+100
H_IL-5 Reporter 293 Cell . 5+390.63 ng/mL
) Ab Control pg/mL Anti-1L5 i
Line Anti-1L5
6889796 1579930 8275566
AR (R FIRAF Genomeditech (Shanghai) Co.,Ltd
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3) WirgER

1.0x1079 -©- H_IL-5 Reporter 293 Cell Line
=S 8.0x106
&
g 6.0x10°4
£
b
& 4.0x10%4
o=
E 2.0x10°4
-
-1 0 1 2 3
Logio[Anti-IL5] (ug/mL)
H_IL-5 Reporter 293 Cell Line
1C50 11.50

Luminescence (RLU)

1.0x107q -©- H_IL-5 Reporter 293 Cell Line
8.0x10°+
6.0x10°4
4.0x10°4
2.0x10°+
0 1 2 3
Logio[Anti-IL5] (nM)
H_IL-5 Reporter 293 Cell Line
1C50 76.64

Fig 3. Anti-1L5 Antibody Block SE3R4GHIELE 5 (Firefly Luciferase Assay Reagent
(Genomeditech/G0483M002) )
(A5 IR B4 AT 5 B3R 58 R B ZR AR B ) 3 B 5 24D

100 7
80 7

60 =

40 7 -

Normalized To Mode

20 7

FL11-H :: APC-H

SamplelD Geometric Mean : FL11-H

M| 293 APC-anti-IL-3RB 6112
H_IL-5 Reparter 293 APC-Mouse_IgG 696

M| H_IL-5 Reporter 293 APC-anti-IL-3RB 106026

Fig 4. {# ] Anti-IL-5R higG1 Antibody(Benralizumab) (Genomeditech/GM-46851AB) i A A& IF 45 T

s EMRE (R AIRAF]

A E] P AR I, AR T AT
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100 = SamplelD Geometric Mean : FL11-H
1 M| 203 APC-anti-IL-3Rp 6112
M| H_IL-5 Reporter 293 APC-Mouse_lgG 696
80 — M| H_IL-5 Reporter 293 APC-anti-IL-3RB 106026
]
E=}
o
=
(o] -
L 60
°
a
N
@
E 40 -
5 |
> -
20 9 n
0]
0 2 4 6 8
10 10 10 10 10

FL11-H :: APC-H

Fig 5. {#i/] Anti-IL-3R Beta/IL3RB Antibody (APC) (SinoBiological/10516-MMO01-A)i 256 11E 45 5

FESRT= i

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 hIgG2 Reference Antibody(Tezbio)
Anti-TSLP hlgG2 Antibody(Tezepelumab)
Cynomolgus TSLP Protein; His Tag Human TSLP Protein; His Tag
IL-5
H IL-5RA CHO-KI1 Cell Line H IL-5RA HEK-293 Cell Line
Anti-IL5 hlgG4 Antibody(Reslizumab) Anti-IL-5R hIgG1 Antibody(Benralizumab)
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5 A AT TR L

HEYR LV AT I RURRL A L AT LR A RIS AT A T80 VAT BRI T 28 e VF T
N BV R VERIAMR AR, AL BB EDR VR RTARL I BT A AL

(EH AR RBEVE T J7 18], VP 5 A e v MR FTT VB i & . P I 7 A 55, 70k i
B B IA T AR BRI ARE AR BS L ESRE . BT PR BEBE . KEEEAENE
AR F) AR =TT AR T AMOARVE I NRIWT A H AT

VETHE 278 W 4 i R BRI
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