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1. giffsEsR. RF. RAEAES

i H B TR TR 2 RPMI 1640+10% FBS+ 1% P.S+8 ng/mL mouse 1L-3
AR R B TR RPMI 1640+10% FBS+ 1% P.S+8 ng/mL mouse I1L-3+0.25 pg/mL Puromycin+5
pg/mL Blasticidin+50 pg/mL G418
IR A7 B TR A 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. WM HER
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
mouse IL-3 10 ug 1R F/CP39
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL Vivacell/C3010-0500
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 Treated 96-well Corning/3912
Microplate
Human TSLP Protein; His Tag 10 pg Genomeditech/GM-87654RP
Recombinant Human TSLP(Cat.No.:CK16) 10 pg Novoprotein/ CK16
Anti-H_TSLPR higG1 Antibody / Genomeditech/GM-31018AB
Passive Lysis 5X Buffer 30 mL Promega/E1941
Firely Luciferase Assay Reagent 100 mL Genomeditech/G0483M002
GMOne-Step Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040503C
AR
Equipment Manufacturer/Catalogue No.
IR ER ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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YRR Bk B 1-1.2 <108 cells/mL I #EAT LA,
1 1% 3-1 4% 5, 2-3 RALAR, AEALHMKELE 1.4
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BRI, W T A2, HEFE H_TSLP Reporter Cell Line 4Hffi &y 1 < 10°
Cells/FL . 3 #8435 75 : Human TSLP Protein; His Tag (15.1 kDa)#2 452 J& (Conc.01) ¥ 5 pg/mL,

5 {5 B EEFRE, Conc.01-Conc.09 2 HIHEAT#E B2-B10, B11 A 0 IKFEEXIIE. JEFEIA 100 pL

PBS, AR5 IEIAFLZZK o

FLAR A fR -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
1.6 12.8
TSLP PBS PBS

pg/mL  pg/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) PR
a) fESCIGHT 1 h, AT, B0, A Assay Buffer i
Ve 25, FHREE, KIS 7 F 8L #EL Assay Buffer #8402
x 106 cells/mL. VAHEFEIN 50 uL g fe/FLZ e fL. BRI 100 pL PBS. & I
M, THERE AR .
b) EH 1NTER 96 ALV ERARAE R 25 VIRRE .
c) HMFNZY), H—1T (W B2-B1D) .

d) BHEACE

kY RS fi i BER W & 52

Human TSLP Protein; His Tag | 1.2 mg/mL 0.12 mg/mL R 10 pL fif i+ 90uL Assay Buffer

e) 96 FLV EMH, MM Assay Buffer, SfLIAFRIL T, 41 B2 fLINA 63.02 uL
Assay Buffer, B3-B11 fL, /A 55 uL Assay Buffer.
f)  WREUA EAR RS SRR, TN BZE — A6 EERM R (i B2 A 5.73

uL TSLP) , JB%].
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MEE 1A EFRAL B2 FHIREL 13.75 uL, JIANFIEE 2 MEEFFFL B3, R

¥ 0% h BRI (0 23R LI S0 uL NN ZD IR a #EA I 1 4E il L, 55

di, THERETIEEE 24 h.
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2. Pitk Block BAESEE: (Anti-TSLPR)

B TR, 6T ASSEES, H#EFE H_TSLP Reporter Cell Line 4Hffd &N 1 < 10°

cells/fL. f#i Fil TSLP(15 kDa)Z&#k J& J}y 57.7 ng/mL(EC80=57.8 ng/mL), Anti-H_TSLPR higG1

Antibody (150kDa) (L Ff#i#RJy Anti-TSLPR) 24549 [ (Conc.01) 4 30 pg/mL,

4 {5

FE#FE, Conc.01-Conc.09 43 7 A 7E B2-B10, B11 4y 0 yKkFEXTHE . J& N 100 uL PBS, LA

Bij ki fLAs K
FLAAT R -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
7.5 1.88  468.75 117.19 29.3 7.32 1.83  457.76
Anti-TSLPR PBS 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) PR

a) TESEEGAT 1 h, KA M IR ECH, SOOI YiE, £ Assay Buffer &
e 2 k)E, FROREE, R4S 713, PR Assay Buffer YREE 4K R 3
x 106 cells/mL. VAHEFEIN 33 uL gife/FLZE e fL. LI 100 pL PBS. & I

Wi, TsahaE R,
b) fHH 1 AT 96 FL V JEMRAES YRR
c) BAMFNLA, EH—1T (W B2-B10) -

d) BHEACE

ERL 2y i fiti BE [RRCWIRA
Anti-TSLPR 1.4 mg/mL / ELEA AR
TSLP 100 pg/mL / ELEA AR

e) 96 1LV IEMH T, I Assay Buffer, &FLAFIL TR, 40 B2 LA 45.26 uL

Assay Buffer, B3-B11 L, /A 36.3 uL Assay Buffer.

) W 3.14 pL FFINRE S ERRG INAZIEE — DB EERRESL T (1 B2) , TR
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BRI BREERRESL, MRUCAATFLIRIR 12.1 uls IIAIKAL XA

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

3.14 uL 45.26 36.3 36.3 36.3 36.3 36.3 36.3 36.3 36.3 36.3
¢ Anti-TSLPR o uL uL uL uL puL puL pL pL pL uL
D
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9) MEE—MEREMRIL B2 I 12.1 pL, INABISE ZAMERERRETL B3, AR

/N
~Jo

h)y DIESSHE, B2 9 MHEMIL (B10) , Bl AAIIHUIARRINT IR,

i) R ROREL R PUAR R FLI 33 pL INAFD B a #ERUF A FLAR T, B E 1he

0 EE IR A E R (3 < BRI , L 1.19 uL 100 pg/mL TSLP A £ 679.43

uL Assay Buffer #1, JR2JJE{EH

K) 1hJa, RP3R | ECERBOEFIMAZEEE g F L, 440330, ®AE

&= FREMEER, T 37T CO, T HEET 23 h,
1) USCREAE i 2 R 7 S A I Luciferase .
2) & EAN
Zx 254 2 B DRG0 15 BH 5

TSLP + No Ab TSLP + 30 pg/mL TSLP + 457.76
H_TSLP Reporter Cell . .
. . Control Anti-TSLPR pg/mL Anti-TSLPR
Line+Anti-TSLPR
1811780 178172 1831714
3) WHFELER
-©- H_TSLP Reporter Cell Line -©- H_TSLP Reporter Cell Line
2.0x106+ 2.0x10°1
5 =
E 1.5x10°4 g 1.5%1064
§ 1.0x 106+ § 1.0x 106+
E 5.0x10% + 57.8 ng/mL Human TSLP E 5.0x10% +57.8 ng/mL Human TSLP
g e 3
0 r T 1 0 T T T 1
-4 2 0 2 -4 -2 0 2 4
Logio[Anti-H_TSLPR] (ug/mL) Logio[Anti-H_TSLPR] (nM)
| H_TSLP Reporter Cell Line | | | H_TSLP Reporter Cell Line |
[1C50 ] 0.02348 | [ 1C50 ] 0.1565 |

Fig 3.TSLP &, Anti-TSLPR Block I fE6IE 45 % (Recombinant Human TSLP Protein/R&D SYSTEMS)
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7 M| Cell anti-H_TSLPR+APC-2nd Ab 61.1
4 H_TSLP Reprter Cell H_IgG+APC-2nd Ab 60.7
80 —_ | | H_TSLP Reprter Cell anti-H_TSLPR+APC-2nd Ab 3672
S
2 607
-‘_g 40 ':
20 ':
10 101 102 10 10 10
RL1-H :: APC-H
Fig 6. &/ Anti-H_TSLPR higG1 Antibody #0447t 20k il 25
Bk 3 e EERUESS R
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H_TSLP Reporter Cell Line o CPa 002365
607 4 CP9 0.02636
CP14 0.02793
40 @ (CP19 0.03193
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=
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20+
0 - T 1
-6 -4 -2 0
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Fig 7. H_TSLP Reporter Cell Line (GM-C15572) ] CP4. CP9. CP14. CP19. CP24 {Cufti M
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1L-4/1L-13
IL-4 Reporter Cell Line IL-4/1L-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 hIgG1 Antibody(12B5) Anti-IL4R hlgG4 Antibody(Dupilumab)
Anti-IL4R hlgG4 Reference Antibody (Dupbio)
Human IL-4R alpha Protein; mFc Tag
TSLP:TSLPR
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-5 Reporter 293 Cell Line 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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