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1. giffsEsR. RF. RAEAES

AN Iy H IR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+0.75 pg/mL
Puromycin
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
DMEM 500 mL gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 1g Genomeditech/GM-040402-1
Puromycin 25 mg Genomeditech/GM-040401-1
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 / Genomeditech/GM-87654RP
Anti-H_IL-7Ra hIgG4 Antibody(lusvertikimab) / Genomeditech/GM-32425AB
Anti-H_TSLPR higG1 Antibody / Genomeditech/GM-31018AB
Anti-TSLP hIgG2 Reference Antibody(Tezbio) / Genomeditech/GM-87344MAB
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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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
MBI EID T ) WEOES, REIRS,
176 xg, £5.0 3 min, {F4HMayE, 7 Bis.

d) fiH 1 mL So5ssRiesE g, w8 A
AW RO BOE A, EAIRE> 3 x 10°
cells/mL.

e) EAMINEFIEIREEAIL, R M
#) 2-3 x10° cells/mL, HRHE AR AR, K
A e ) G0 B RS R L

3. AR

a) ] 176 xg, 3 min B .CUEELH M .

b) i HTA 4R AF (90% FBS + 10% DMSO)
YN, ZHH A 5 < 108 cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAY (L 10 cm M HH))

H: GREAEN1ZE 2R, FHEAERE, &

HHRSREE, BELATHERERNEKSESF

.

a) g bRz, WhEEAEAK . BRI E 16-
24 hJ5, BT AUEEA M BERE L, A M A
L F] 80%, EMATHMAEAL. HEFFM ML
ey 1:3-1:4, 2-3 FALAN. VEE IR LA
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

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

c) 3 PBS, Ml 1mL0.25% Trypsin-EDTA ALK,
37C 1k 30-60's, TWiMEE T,

d)  FPARRRARE, SHAEIEI AN, 4 B T 4R
R EREERS, 2 mL 2 AR K IR IR TR ) 4
IETHAE, R EEM N 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 43-8h, I KiEEMaA
W E, EARERWRSHEKEFHH
NS e ey 8
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1.

W 7 HIE SE T

B SRR, ST A2, HE#E H_TSLP Reporter 293 Cell Line i &y 1.5 x

10* Cells/fL. 1 #%E7): Human TSLP Protein; His Tag (15.1 kDa)it #5 4

W (Conc.01) N 5

ug/mL, 5 f5HEEEMRE, Conc.01-Conc.011 73 JIHEAGE B1-B11, B12 24 0 WREXIIE. JEH K

100 puL PBS, LB IEIFLESK o

FLAR A R -

Human

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

ng/mL

1.6

ng/mL  pg/mL

12.8

2.56 512

pg/mL pg/mL pg/mL fg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) hnkeBER
a) fESCERRT 16-24 h, KU WG IR, BOWCERMMTTE, e R IR
R, RIS ST, A e AR IR AR R B A IR R 1.5 = 10° cells/mL.
PAFERG N 100 pL 40/ ALZ Al fL. J& BB FLI0 100 uL PBS. % B, TiAE
5 H I
b) EH 1NTER 96 ALV ERARAE R 25 VIR R .
c) BAMFNZGY, fEH—4T (1 B1-B12) .
d) BHERCE
kYRS fitr i BER e B 52
Human TSLP Protein; His Tag 1.2 mg/mL / FLFEAE it

e) 96 1L V &M H, I Assay Buffer, &SLAFIN T2, W1 B1FLANIA 150 uL Assay

Buffer, B2-B12 L, /A 144 pL Assay Buffer.

) R R A IURE S BB INANSEE — MR EERRESL (i B1 AHinA 0.63

uL Human TSLP) , 7B%].
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FRERRESL, RIRMATFLIEL 36 uL, AOAIKFL

pugiGEe!

1 2 3 4 5 6 7 8 9 10

11 12

0.63 pL Human TSLP

JI[IPN

150 uL | 144pl 144 pL | 144pl | 144pL  144pl 144 pul 144 plL | 144 pl 144 pL

144 uL. 144 pL

9)

h)
i)
)
K)

)

MEE L AMBREERRRESL BL IR 36 uL, IIANEISE 2 MEREMERIL B2, AR
1.

PAICZRHE, BEH 11 MR (B1D) .

KPR a WES NI, 3T Rik.

TN h e UF B EEAR B, AE4L 100 plL.

# BAREE, F 37°CCO2 BT HiFE 6h.

A5 FH i 2 2 DA IR &, A Luciferase.

2) WEZEREN
S5 4 5 LR R U B 45

_ 0 pg/mL 5 pg/mL 512.00 fg/mL
H_TSLP Reporter 293 Cell Line
4833 712707 4583
b
3) WiFgiR
H_TSLP Reporter 293 Cell Ling H_TSLP Reporter 293 Cell Ling
8x1054 8x10°1
o) s’ ) s °
2 6x10% 2 6x10%
F 3
5 4x105 g 4x107
3 H
E E
E 2x10°4 § 2x10°4
= -1
0 0
-8 3 4 2 0 2 -6 -4 -2 0 2 4
Log q[Human TSLP ] (pg/mL) Log s[Human TSLP ] (nM)
H T'SLP Reporter 293 Cell Line H T'SLP Reporter 293 Cell Line
EC50 | 0.005197 EC50 | 0.3441
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2. ) SEIe

B TR, ST ACSEES, #EFE H_TSLP Reporter 293 Cell Line 4Hffi & 1.5
x 10* Cells/ L . 1# ] Anti-TSLP hlgG2 Reference Antibody(Tezbio) ( LA K fi #% Ky
Tezepelumab;150 kDa)fF NBH 42454, Conc.01 &Kk 30 pg/mL, 4 586 #FE, Conc.01-

Conc.09 73 HIHEAfE B2-B10, B11 4 0 WkEEXIE. FEIN 100 uL PBS, LABG1EiIFLZEK .

Tezepelumab

FLARAT -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
7.5 1.88 468.75  117.19 29.3 7.32 1.83 457.76 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

InrE IR
a) TESCIGHT 16-24 h, KA MBS IR AL, YA B ORI ITE, I E R
R IRIEE SN, AN A, L e SRR R IRy 1.5 x
105 cells/mL. CAHEAEIN 100 uL A/l 2= A 1A fL. F FEIEFLAI0 100 pL PBS. 7 EAR
%, TR E L.
b) AEH 1 AN 96 4LV RBRAE S PUAHRE .
c) MFLAE, H—17 (W B2-B10) .

d) #HE&ERR

ERE =Y N fif iR BB [ WARFS
Tezepelumab 8.67 mg/mL / AL AR
Human TSLP Protein 1.2 mg/mL 0.12 mg/mL HY 2 L f##+18 uL Assay Buffer

e) 96 1L VIR, I Assay Buffer, SR TR, 1 B2 FLANA 80 uL Assay
Buffer, B3-B11 fL, Ml 60 uL Assay Buffer,
) A FERRR AR S BRI RS — A6 BERBEAL T (an B2 Him A 0.56 pL

Tezepelumab) , %],
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BRI BREERRRRAL, R UCRTFLIRI 20 uL, MAKAL xR AL
1 2 3 4 5 6 7 8 9 10 11
: | : :
RN E I i\ 80puL  60uL | 60uL  60uL  60pL 60l  60pL  60pL 60 uL

9) MEE— AR B2 hIREL 20 uL, AIAEIE —AEEERBSL B3, 1R,

hy DAk, BEEE 9 MEMREIL (B1O) .

i) FCE 2> BEH): 40 ng/mL TSLP Protein (0.22 pL 0.12 mg/mL TSLP Protein £}
BIIN#| 660 uL Assay Buffer 41, JEZJEHA) .

) BUHD IR h RREE R REFLAR , IO D IR i #ES 471 TSLP Protein ¥, %41 60 pL.
¥ Lh,

K) 1h JERDER a WA R A ARFLERUH , WR3F B3 . SRS IABER § W E LR
BV, BEFLINN 100 uL. 3% F3shR, 4kS:0EHE 6 h.

) UScBEASI Luciferase.

Ei- 4= g o5k el
BH A SR BB

_ 0 pg/mL 30 pg/mL 457.76 pg/mL
H_TSLP Reporter 293 Cell Line
354282 3614 427586
y
BES R
H_TSLP Reporter 293 Cell Line H_TSLP Reporter 293 Cell Line
5%10%7 5%10%7
- [+] - Le]
E 41034 E 4x10°4
& &
g 3x10°4 g 3x10°4
£ £
1) . o =
$ 2x10%4 $ 2x10%4
= =
E 1x10% E 1x10%
~ +20 ng/mL TSLP Protein ~ +20 ng/mL TSLP Protein
0 PP 0 A PPN .
-4 -2 ] 2 -4 -2 0 2 4
Log gl Tezepelumab| (pg/mL) Log;g Tezepelumab) (nM)
[ [ H_TSI.P Reporter 293 Cell Line_| [ [ H_TSI.P Reporter 293 Cell Line_|
[ 1C50 [ 006324 | [ 1Cs0 Jo4z216 |
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+20 ng/mL TSLP Protcin
0 T T
-4 -2 0 2
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H_TSLP Reporter 293 Cell Line
1C50 | 0.3095

Fig 4. i} Anti-H_TSLPR higG1 Antibody (Genomeditech/GM-31018AB) Lhifg 4k

fii3x 2 FAA SR

100 = SamplelD Geometric Mean : FL11-H
B 293 anti-IL-7Ra+APC-2nd Ab 1373
H_TSLP Reporter 293 H_IgG+APC-2nd Ab 1455
80 = B H_TSLP Reporter 293 anti-IL-7Ra+APC-2nd Ab 114638
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Fig 5. {#/H Anti-H_IL-7Ra hIgG4 Antibody(lusvertikimab) (Genomeditech/GM-32425AB) HifA it 2A I 45
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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 hIgG1 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)
Biotinylated Human TSLP Protein; His-Avi Tag 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-ILS hlgG4 Antibody(Reslizumab) Anti-IL-5R hlgG1 Antibody(Benralizumab)
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