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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
Recombinant Human TSLP Protein 10 pg R&D SYSTEMS/1398-TS
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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37°CRM AT G 973, I TS 1 55 1%
FEH5mL £ 15 mL B0 .

VR P B O A 20 B I TR BN 37°CHE IR KR
B, H 20 B VR TR 27K T AR AN TR B = Rk GE
2-3 4750 .

FI 700% S s AR R A7 B AN ARG S e J L% . 1
AW A B G OISR A T A R R RS
FLHR O WEOET, BRREMN, 176 xg, BEl
3min, fEAIMIYTIE, FF L.

i 1 mL Z 2535775 S B ARMITE, W E 44
& Wy Gt BOm A0, W 2R > 3 x 10 cells/mL.
RV 21 3 P 3] 3-5 > 105 cells/mL, K 41 i =k ik 4
Fh 1-2 4~ T25 b (3-5 mL, 53R 25 cm?)
BT

AR A

{§ /176 <g, 3 min B5LTSE400.

181 FH T4 A1 LR A7 (90% FBS + 10% DMSO) 5 &
YN, 4NARES A% 5 <106 cells/mL, 8 1 mL
535 B A R AR

IFEE T, EERLE, BEFEETHERLS
Hi,  80CCTRFED 1R, RS EWRT.
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AR5 20 P 15 57 W] R A R I PU A R A K R
o A 48 h R, FEUCEBAMNNE I RE, i
R R A

o) EFEYNMIE R EAE 3.5-4.5 x<10° cells/mL, 44y
WSEILF] 1-1.2 <100 cells/mL BHiEATAAR, 1 4% 3-1
% 5,2-3 RALAR, AZALHIK L 1.4 <108 cells/mL,
] T25 JBEAT AR 7%, tnrdad Sl
MPALARE L.
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BRI, 6T A2, HEFE H_TSLP Reporter Cell Line 4Hffi &y 1 < 10°
Cells/FL o {5 ¥ 71 : TSLP(15 kDa)ift 4s 2494 i (Conc.01) 4 5 pg/mL, 5 %46 ik, Conc.01-

Conc.09 43 JIHEAfE B2-B10, B11 4 0 ¥RkEEXIE. FEIJY 100 uL PBS, PABGIEIBFLZEK o
FUARAT )«

1.6 12.8
TSLP 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, B ORI, fiTH Assay Buffer i
Ve 25, PROREE, FgnpE IR FELL Assay Buffer VR EEAN A R 2
x 106 cells/mbL. VAHEAEIN 50 pL g fe/FLZ e fL. LI 100 uL PBS. & I
M, TR E A .
b) EH 1NTER 96 ALV RARAE R 25 VIR RE .
) FAFFENZY), 1T (1 B2-B1D) .

d) EHEACE

kY AR S fi i 201 P 7 1%

TSLP 100 pg/mL / ELEA AR

e) 96 FLVIEMH, MM Assay Buffer, SRR T, 41 B2 fLINA 61.88 uL
Assay Buffer, B3-B11 fL, M 55 uL Assay Buffer.
f) WA FERF A ARIARE SRR, AR — A EERRSLH (n B2 H i 6.88

uL TSLP) , JB%].
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6.88 uL TSLP JlHA 55uL 55 pL 55 pL 55puL  S5puL  55puL 55 uL 55 uL 55 uL
ne

0) M L /MBEEERRREAL B2 U 13.8 uL, AU 2 MEAERRREL B3, FoAR
5.
hy LMK, B 9 MBEEFEL (B10) .
i) BT N SRR U2 LRI S0 uL IINEIAS T a A IO AR R, 3
. TRAERREE 24h,
D) R R R £ K Luciferase.
2) HmEEEEN
B R

H_TSLP Reporter Cell Line

0 pg/mL 5 ug/mL 12.8 pg/mL
184566 7771665 238271

3) WiFgR

-©- H_TSLP Reporter Cell Line
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2. Pitk Block BAESEE: (Anti-TSLPR)

BT, 6T ASSESS, #EFE H_TSLP Reporter Cell Line 4Hfifd &N 1 < 10°

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

Antibody (150kDa) (LR f#i#RJy Anti-TSLPR) 24449 /% (Conc.01) 4 30 pg/mL,

4 {5

FE#FE, Conc.01-Conc.09 437 HEAi7E B2-B10, B11 4 0 yKFEXTHE . JE 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 ECHE, SOOI YE, £ Assay Buffer &
Ve 2 k)E, FROREE, R4S 71, FELL Assay Buffer YREE 4K R 3
x 106 cells/mL. VAHEAEIN 33 uL gife/FLZE e fL. LI 100 uL PBS. & I

W, TR E R
b) A 1 NJEE 96 fL V KR HE & 25 R
c)  BAENPUA, EH—4T (1 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 FL VKM H, N Assay Buffer, SRR, Wi B2 LN 45.26 uL

Assay Buffer, B3-B11 L, /A 36.3 uL Assay Buffer.
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9) MEE—EREEMREIL B2 I 12.1 pL, INAFISE ZAMERERRESL B3, TR

/N
~Jo

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

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

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

uL Assay Buffer #1, JR2JJE{EH

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

i PSR, T 37C CO, B 4k4eE 23 he
) kAl RS 2 R S Luciferase
2) #EEFRN
SRS FE RS I 1 ER 15

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) WHELER
-©- 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 ThBELIE4E
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