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1. ZfEIr. . RGeS

2 5 S TR I F12K+10% FBS+1% P.S
I AR K B TR S F12K+10% FBS+1% P.S+4 pg/mL Blasticidin+50 pg/mL Bleomycin+200
pg/mL G418+4 pg/mL Puromycin
ML A7 90% FBS+10% DMSO
Assay Buffer: F12K+1% FBS+1% P.S
2. IR ER
T e

Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Bleomycin 100 mg Genomeditech/GM-040407-100MG
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
Pen/Strep 100 mL Thermo/15140-122
F12K 500 mL BOSTER/PYG0036
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 Luciferase Reporter Gene Assay  1000T Genomeditech/GM-040503C
Kit
Human IL4 / Interleukin-4 Protein / Sino Biological/ GMP-11846-HNAE
Human IL13 Protein / Sino Biological/10369-HNAC
Anti-IL-4R higG1 Antibody(12B5) / Genomeditech/GM-46268AB
Anti-CD132(IL2RG) higG4 / Genomeditech/GM-52334AB
Antibody(REGN7257)
Anti-IL13RA2 higG1 Antibody / Genomeditech/GM-29004AB
PE anti-human CD213al (IL-13Ral) / Biolegend/360403
Antibody
Anti-IL4R hIgG4 Antibody (Dupilumab) / Genomeditech/GM-53165AB

AR

Equipment Manufacturer/Catalogue No.
A T ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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a)

b)

c)

d)

e)

a)
b)

<)

. HRET. BR HFE
MR 5

3T°C/RIRSATIIE TR RE I8, NN TS 1) 5 95 5 97
F5mL E 15 mL B0 .

MG B R A7 0 i SR GE RN 37°C LI K ¥
e, R MR TR 22K L R R AR SR, BRI
WIRE GEH 2-3 4080 .

FI 70% B AR R A7 A0 AR AR e ) J LA o 722
W2z AR BB i 5 ORI AR TP A0 B U 7 B
SR @) KB OE Y, BEIRA, 176 xg, &0 3min,
fEpEyiiE, # s,

A 1 mL BIpRIRAE R, AU A (A & i
Qe BURANNE, A>3 x 106 cells/mL.
AN S TR A, TR A % L 2-3
x10° cells/mL, HRAR A MUE SRR, K d i Hefh 2]
BIER TR .

AR A

i 176 xg, 3 min B ICELN .

1 FH A 40 LR 77 (90% FBS +10% DMSO) &
YN, ZHMRESE RN 5 < 108 cells/mL, % 1 mL
SR BIHRRAAAE T

RS T &AL RS E TR RS,
-80°CTFIRAFZED 1R, RIRFEREWA .

2.

i

M HAEA (L 10 cm M4

MR IFER 1 E 2 R, EREFERE, FARK

SRER, BERATHIAERNEKEFRE.

a)

b)

c)

d)

e)

A R RR, MR, BT E 16-24h )5,
BT LS AN RE B T . A % KT 60%, RITW]
BEATARNAL . HERF AR LA A ELGION 1:4-1:5, 2-3 K
(LA

W I EES FR R 3G R 3R 25, 10 om LN 2 mL PBS
TEPE 1R

% PBS, /1 1 mL 0.25% Trypsin-EDTA W1k, 37<C
1k 2-3 min, WAET N L.

FrAH AR IR, 20 D) B B S5k, 08 240 R P 4 it s 6
BEWF, hn2mL ZEAAKEFRERSZEHEN, FHH
/N OIRET TR, 176 xg %250 3 min.

7 B3, diMpTiE AR KR R A R, R AL AT
JHO %5 P 53 R 1 7 ML AR 40 i 35 8 o B, AR 4K
JRAHNRE A 20-30%) .

HEEHMR:

HRRBRESE, ARERARSZED, HAfEKE

E#ETReE, ARESHS, KbfEtt.
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1. BShRIBE LR

ERAE D AR AL, X T A S256, #EFF 1L-4 Reporter Cell Line( Genomeditech/#GM-

C26301) 4Hififu &y 1.5 x<10* Cells/fL . A<k SE4 % H Human IL4/Interleukin-4 Protein (15.6

KDa; DL RfE# Human IL-4). Human IL13 Protein (12.5 KDa; LA Ff##% Human 1L-13)

YENBHEZS%), Conc.01 &K FEE A 200 ng/mL, 4 fEEREEFERE, 11 F6REE. Human IL-4

i) Conc.01-Conc.11 73 HHEAi £ B1-B11,

Conc.11 #r WHEAGFE C1-C11, C12 4 0 JREXTHE .,

Ko SLARATR :

B12 Jy 0 ¥ % #E; Human IL-13 [ Conc.01-

JAEE N 100 L PBS, LARG b FL7%

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
200 50
Human IL-4
ng/mL = ng/mL
200 50 12,5 3.13 781.25 | 19531 | 48.83 12.21 3.05 762.94 | 190.73
Human IL-13 0
ng/mL | ng/mL | ng/mL | ng/mL | pg/mL | pg/mL | pg/mL | pg/mL | pg/mL | fg/mL | fg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) Ik IR
Q) {ESKIRHT 16-24 h, KA ARG TR, B OWCEARITE, EHEE ek
FREEERANNG, RIS SO, O e R P R A By 1.5 < 10°
cells/mL. DAHEFEN 100 uL 4 ffa/FL & A (a) L. J& B fFLIN 100 uL PBS. 1 FAR 5,
T ERA PR
b) M 1 MTEHE 96 FL VAR R 2R .
c)  BAFHNZAY, fEH—47 (W1 B1-B12. C1-C12) .
d) BHERLE
LY RN it B Wi & 7772
Human IL-4 0.01 mg/mL / IER UL EAL
Human IL-13 0.01 mg/mL / IER LU EAL
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e) 96 L VMRS, MA Assay Buffer, LA T, Wi B1. C1 fLINA 143.73 uL

Assay Buffer, B2-B12. C2-C12 fL, SO 110 pL Assay Buffer.
f) WA ERRR RIS SRR, IR EE — AR RESLH (n B1, C1 435l

A 2.93 uL Human IL-4. 2.93 uL Human IL-13) , %]

REBIRI | BERERREAL, MU HIFLIIN 36.67 pL. MO VCAL | wm

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

2.93 pL Human IL- EMERNE]
11opL | 110pL | 110pL  110pL  110pL  110pL | 110pL  110pL  110pL | 110 pL

4 ne

2.93 uL Human IL- | 143.73
A 110pL | 110pL | 110 puL | 110pL | 110pL | 110pL | 110 pL | 110 pL | 110pL | 110 puL | 110 pL

ne

I & m m O

9) MEE L AERERRAL BL IR 36.67 uL, IMMAFIE 2 MEERRRIL B2, 7R
5. VAURISHE, EES 11 AMHERBIL (B1D) .
hy M L AMBEEERBESL CL FRIEN 36.67 uL, JIAZFIZE 2 MEAEMBIL C2, R
5. VIR, BE 11 MEERBIL (C1D .
i) R a dER AGE I FLAREHY,  FF B 100Ul
) IR g h S L RS EERR R, AL 100 L.
K) @ biias, T 37°CCO. BiRfahiE3% 7h,
) A R A BR &, A Luciferase.
2) & ZEERM
S AR R R 3 B

IL-4 Reporter Cell Line+Human 0 ng/mL 200 ng/mL 190.73 fg/mL
IL-4 42261 450482 62741

IL-4 Reporter Cell Line+Human 0 ng/mL 200 ng/mL 190.73 fg/mL
IL-13 43050 43424 52343
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3) WHFLER

Luminescence (RLU)

Luminescence (RLU)

5.0x 105+

4.0x10°4

3.0x 1054

2.0x1054

1.0x 105+

0

ECS50
- Human IL-4 0.6659
=& Human IL-13

IL-4 Reporter Cell Line

o)

-4

5.0x10%-

4.0x10%+

3.0x10%+

2.0x 105~

1.0x10%+

0

-2 0 2 4
Log o[Sample] (ng/mL)

EC50
©- Human IL-4 0.04268
=& Human IL-13

IL-4 Reporter Cell Line

-6

-4 2 0 2
Logyo[Sample] (nM)
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2. Block BEsEZE:-Anti-1L4R

BB IR TR AR AL, 6T A 5256, 77 1L-4 Reporter Cell Line( Genomeditech/#GM-
C26301)4H /it &7y 1.5 x<10* Cells/ AL . 4= ¥k 5464 H] Anti-ILAR hlgG4 Antibody (150 KDas
PAF R R Anti-ILAR)VE NP PEZG4, Conc.01 29K JE N 30 pg/mL, 4 fEEEEE R, 9 Mk
J¥ . Conc.01-Conc.9 7 5ilfEAi7£ B2-B10, B11 Ay 0 WkJExtE. Y 100 uL PBS, LA

BB LA A . FLARAT R

1 2 3 4 5 6 7 8 9 10 11 12
PBS
. 7.5 1.88 468.75 117.19 29.3 7.32 1.83 457.76
Anti-1L4R PBS
pg/mL  pg/mL | pg/mL | ng/mL ng/mL ng/mL ng/mL ng/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kIR

a) TESCIGHT 16-24 h, AN IEFRM PEUE, BOUCEAIIRYTE, RS e AR
FRALE RN, AU IS J) T, PSS AR SR A AR IR Y 1.5 > 108
cells/mL. VAHEFEAN 100 wL 20 /AL 2 Al L. Ji BBl LI 100 uL PBS. 7% FiRk S,
TR E AT EE TR

b) AEH 1 ANTEH 96 FL V RERAE & 2R

c) HAFNZY, fEH—T (1 B2-B11) .

d) BHAARCE

L YRS fih ¥R BEK B 7 1
Anti-IL4R 3.16 mg/mL / B AR

e) 96 LV KR, A Assay Buffer, #fLAAFIIL N2, Wi B2 fLANA 71.94 uL Assay
Buffer, B3-B11 fL, f A 55 uL Assay Buffer.
) IR RIS S BRI SEE — MER R REAL Y (i B2 HoimA 1.39 uL

Anti-ILAR) , &%,
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| BRI | BORERRETL, MU LI 18.33 pl, IAIKIL | x|
1 2 3 4 5 6 7 8 9 10 11

1.39 uL Anti-IL4R . 55 55 uL 55 uL 55 uL 55 uL 55 uL

9) M LAERERMREFL B2 RN 18.33 uL, MIAZEIZE 2 MEEFEL B3, iR
5. DAMCEHE, BEZZ 9 MHEEMBESL (B10) .
h) KPBR a dEa RIAMALBR Y, &ALRSE 100 pL Bk,
i) IIACDER g MR LF OB BB, BEAL 50 ul, TAAREFRAEEE 1ho
) BUBERFRAET AL REALINAIRIE N 1.6 ng/mL [ IL-4 EEH 50 pL.
k) i R, T 37°C CO, Bigrfah 5577 6 h,
) 8RS BRI, Al Luciferase.
2) MEEFI
S AR A R U 5 W A5

. 0 ng/mL 30 pg/ml 457.76 pg/ml
IL-4 Reporter Cell Line
511971 59360 572634
»
3) WFER
-©- [L-4 Reporter Cell Line -9 [L-4 Reporter Cell Line

6.0x 105+ 6.0x 105+
=) =)
= -
€ 40x105 £ 4010
g g
g g
3 3
£ 2.0x10%4 £ 2.0x10%4
] E
3 800 pg/mL Human IL-4 3 800 pg/mL Human IL-4

0 r T 1 0 T T T 1
-4 -2 0 2 -4 -2 0 2 4
Logio[ Anti-IL4AR] (ug/mL) Logio[ Anti-IL4R] (nM)
IL-4 Reporter Cell Line IL-4 Reporter Cell Line
IC50 0.2816 1C50 1.877

Fig 3.block DjgeLa k45 5%
(A PET IS 225 3AT Jo AR 58 R B /K AR 58 ) 4 B 5 25D
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fE 1 AL R

100 = SamplelD Geometric Mean : FL11-H
1 IL-4 Reporter H_lgG+APC-2nd Ab 1018
] |4 Reporter anti-IL-4R+APC-2nd Ab 59286
80 7
® J
°
[=]
E -
2 60 ]
=l
]
N
5 ]
E 407
5 ]
=z
20 T
0
L0 BRI L ALY B! L A L B L IR L IR |
0 2 4 6 8
10 10 10 10 10
FL11-H :: APC-H

Fig 4.8 /i Anti-IL-4R hlgG1 Antibody(12B5) (Genomeditech/GM-46268AB) ¥ iIE L fE 4l il #63% 1L-4R

100 =1 SamplelD Geometric Mean : FL11-H
IL-4 Reporter H_IgG+APC-2nd Ab 1023
=t Reporter anti-CD132+APC-2nd Ab 5794
80 7
[}
o
=]
=
o -
= 60
o
©
N
©
E 407
S
=
20 7
0
LI | L | Y L IR | L |
4
10 10 10 10

FL11-H :: APC-H

Fig 5./# /] Anti-CD132(IL2RG) hlgG4 Antibody(REGN-7257) (Genomeditech/GM-52334AB)4&11E T RE 4 il 25

ik CD132
100 ™ SamplelD Geometric Mean : FL7-H
i I | Null PE-anti-IL13RA1 Ab 1106
IL-4 Reporter PE-M_IgG Ab 1390
80 M | IL-4 Reporter PE-anti-IL13RA1 Ab 1514
3
o
=
(=] —
2 60 7]
©
[+
N
£ i
E 40T
5 j
z
20 7
0 T ™y o T
2
10 10 10 10

FL7-H :: PE-H

Fig 6.1#1 ] PE anti-human CD213al (IL-13Ral) Antibody (Biolegend/360403)%;iIE L it 40 i A %1k IL-13RA1
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Cc

Geometric Mean : FL11-H
1058
1735
1116

‘ SamplelD

\l Null anti-IL13RA2+APC-2nd Ab

\I IL-4 Reporter H_IgG+APC-2nd Ab

‘. IL-4 Reporter anfi-IL13RA2+APC-2nd Ab

Normalized Tc Mcde

0 2 3 4 5 6
10 10 10 10 10 107 10
FL11-H :: APC-H

Fig 748 Anti-IL13RA2 higG1 Antibody (Genomeditech/GM-29004AB) 5 iiE It B BELH AN KA IL13RA2

FESRT i

0x40
H_0X40 Reporter Cell Line Cynomolgus OX40L CHO-K1 Cell Line
H_0X40 CHO-K1 Cell Line H_OX40L CHO-K1 Cell Line
H OX40L HEK-293 Cell Line Anti-OX40L hlgG4 Reference Antibody(Amlbio)
Anti-H 0X40 hlgG2 Antibody(Ivuxolimab) Anti-OX40L hlgG1 Reference Antibody(Oxebio)
Anti-OX40L hlgG4 Antibody(Amlitelimab) Cynomolgus OX40 Protein; His Tag
Biotinylated Human OX40L Protein; His-Avi Tag Cynomolgus OX40L Protein; mFc Tag
Cynomolgus OX40L Protein; His Tag Human OX40L Protein; His Tag
Human OX40 Protein; His Tag Human OX40L Protein; mFc Tag

IL-4/IL-13

IL-4/IL-13 Reporter 293 Cell Line
Cynomolgus IL4R CHO-K1 Cell Line
Anti-1L-4R hlgG1 Antibody(12B5)

Anti-IL4R hlgG4 Reference Antibody (Dupbio)

H IL-31 Reporter Cell Line

H IL31RA CHO-K1 Cell Line

H_IL-31RA OSMR Baf3 Cell Line

Anti-1L31 higG1 Antibody(mAb33)
Anti-IL31RA hlgG2 Antibody(Nemolizumab)

IL-4/IL-13 Reporter 293 DDX35TM Cell Line
H IL4R CHO-K1 Cell Line
Anti-IL4R hIgG4 Antibody (Dupilumab)

IL-31

Cynomolgus IL31RA CHO-K1 Cell Line
H IL31RA HEK-293 Cell Line
Anti-IL31RA hIgG1 Antibody(NA633)
Anti-OSMR hlgG4 Antibody(Vixarelimab)

TSLP:TSLPR

H_TSLP Reporter Cell Line
Anti-H TSLPR higG1 Antibody
Anti-TSLP hligG2 Antibody(Tezepelumab)

Cynomolgus TSLP Protein; His Tag

H TSLPR CHO-K1 Cell Line
Anti-TSLP hlgG2 Reference Antibody(Tezbio)
Human TSLP Protein; His Tag
H IL-5RA HEK-293 Cell Line

HER (L) HRAF
A E P LGRS, TR T AT !
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https://www.genomeditech.com/cell-line/H_OX40L-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_OX40L-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-OX40L-hIgG4-Reference-Antibody-Amlbio
https://www.genomeditech.com/antibody/Anti-H_OX40-hIgG2-Antibody-Ivuxolimab
https://www.genomeditech.com/antibody/Anti-OX40L%20hIgG1%20Reference%20Antibody%20-Oxebio
https://www.genomeditech.com/antibody/Anti-OX40L-hIgG4-Antibody-Amlitelimab
https://www.genomeditech.com/protein/Cynomolgus-OX40-Protein;-His-Tag
https://www.genomeditech.com/protein/Biotinylated-Human-OX40L-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Cynomolgus-OX40L-Protein;-mFc-Tag
https://www.genomeditech.com/protein/Cynomolgus-OX40L-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-OX40L-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-OX40-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-OX40L-Protein;-mFc-Tag
https://www.genomeditech.com/cell-line/IL-4-IL-13-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/IL-4-IL-13-Reporter-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_IL4R-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_IL4R-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-IL-4R-hIgG1-Antibody-12B5
https://www.genomeditech.com/antibody/Anti-IL4R-hIgG4-Antibody-Dupilumab
https://www.genomeditech.com/antibody/Anti-IL4R-hIgG4-Reference-Antibody-Dupbio
https://www.genomeditech.com/cell-line/H_IL-31-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_IL31RA-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_IL31RA-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_IL31RA-HEK-293-Cell-Line
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