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YU 5 IR A EMEM(ATCC)+10% FBS+1% P.S

AR A TR EMEM(ATCC)+10% FBS+1% P.S+3 pg/mL Blasticidin+400 pg/mL G418+1.5
pg/mL Puromycin

IHLRAT T - 90% FBS+10% DMSO

Assay Buffer: EMEM(ATCC)+1% FBS+1% P.S

ER: MERER ATCC/30-2003 EMEM ¥R RN L H iAW rdEsn, miEEMEH
VLB A M R gibco MILiE -

2. WIIFEM S

e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/ GM-040401-1
G418 lg Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
EMEM 500 mL ATCC/30-2003
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 1000T Genomeditech/GM-040503C
Assay Kit
Human IL33 / Interleukin-33 / NF-HEV / R&D/3625-1L-010
Protein
Anti-IL33 hIgG4 Antibody / Genomeditech/GM-31628AB
RS

Equipment Manufacturer/Catalogue No.

IR EI ThermoFisher Scientific/Countess 3

AR X Moleculardevices/SpectraMax L
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37°CKURTRANST ARG FR3E, IO TS (1
HHRFREE SmL £ 15 mL #0758 .

MR B VA7 40 I S IR N 37°CHE
R B, K 20 M VR TR 28 /K T DA B R
ENfRTR, BERINIRIEA GRS 2-3 580,
H 70% C B R A7 AN LA BRI TS B L
o ARV A EE G TSRS P
MBS R ) MBSO, BRI
A1, 176 xg, B0 3min, H4HMITE, 3L
e

i 1 mL ok ER, U E
F & W W G 0 23005 A0 M 5 4H > 3 < 10°
cells/mL.

NN S TR TR A, R A
FEF] 3-4 x 10° cells/mL, R4 4 A B B A
L R R B A& p R SR I

3. GERE
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8 FH TV 48 M R AF W (90% FBS + 10%
DMSO) HE &AM, AT S *x 10
cellsymL, % 1 mL 433524005 A7 .
FREET, ESbidE, MRS E THE
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B IRA T E 1624 h )5, BN LS 4N U R
THEOL, gHME KT 80%, RIATBEAT 41
FeARe PIIRAEAR G 5 75 B 7 B v R R TR
PUERIERKIE R, ARG A
1:3-1:4, 2-3 REEAR.

K LB FRM P R TR FE 25, 10 cm IILN 2
mL PBS JE¥E 1 K.

7+ PBS, Il 1 mL 0.25% Trypsin-EDTA W1t
W, 37°C 4k 30-60 s, S N,
(e s o S R e il L B
G EOEERS, 0 2 mL A7 AR K IR IR
ST, AR ANORET IR, 176 x g
FE IR E 0 3 min.
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1. BERAESER

BT EE AL, ST A SEEG, HEFE H_IL33 Reporter 293 Cell Line ZHiffi&E Ay 1.5 x

104 cells/FL. A<k SzB6d F Human 1L33 / Interleukin-33 / NF-HEV Protein (18 kDa; UL T fa#k

Human 1L-33) {EAPHPEZG, Conc.01 ¥ A 1.1 pg/mL, 6 586k, Conc.01-Conc.09

A E B2-B10, B11 4 0 yREEXS . FA LI 100 uL PBS, UABA b FLZE K

FUARHEAT IR
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Human IL- 11 183.33 30.56 5.09 848.77  141.46 23.58
33 pg/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 PBS

1) PR

a) TESCIOHT 16-24 h, KA I FR AR, TEA B O BCRA YT, EHE RS
AR IRIEE AN, RS IR, L AR R A AR IR 15 <
10%cells/mL. PAHEAEHN 100 pL AHfa/fL 2= F F L. FFEIFFLI 100 pL PBS. 7 EAR
w, TR E AL

b) AEA L ANTCE 96 LV JRARAE & 2R .

¢)  BAFRNZY, EH—1T (41 B2-B10) .

d) HE&RBEK

2R fitr ik BRI Fic & 7 i
Human 1L-33 100 pg/mL / ek RSN AL
e) 96 4LV JEM T, A Assay Buffer, &fLIATA T3, w1 B2 fLINA 130.4 pL

Assay Buffer, B3-B11 fL, fIA 110 uL Assay Buffer.
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) WA R ARIRE S BB INSEE — MR EERREFL (i B2 N 1.45

uL Human IL-33) , JB%].

B || BRRERRREAL, (RUCATTLIRIN 22 uL, IOAIKTL | %
1 2 3 4 5 6 7 8 9 10 11 12
[
1.45 pL
110puL | 110pL | 110 L 110pL  110pL  110pL  110pL  110pL 110 pL
Human IL-33

9)  MEE—EBEEREESL B2 HIRE 22 L, IR B EEMRESL B3, TR
h) DL, EZEH 9 MEEMEIL (B10) .

) CRPER a W E RIS, BEFLIRFE 100 pL BT
D) IMABBEERRAF 258, 100 uL &L,

k) o EMEE, T 37°C CO, ¥iFRfEhi%s% 16 h.

) AR IR &, A Luciferase.

2) WEZEREN
S 4 35 LR 0 5 B 45

_ 0 pg/mL 1.1 pg/mL 654.91 fg/mL
H_1L33 Reporter 293 Cell Line
557159 17295482 649738
N
3) WiELR
7 - 7
2040 -©- H_IL33 Reporter 293 Cell Line 2010 -©- H_IL33 Reporter 293 Cell Line
=) =)
g 1.5x107+ g 1.5x 107
b1 b
£ 1.0x107 S 1.0x107
9 <9
3 3
= =
E 5.0x10°4 £ 5.0x10°+
= =
— -
0 T T T T 1 0 T T 1
-8 -6 -4 -2 0 2 -6 -4 0 2
Logio[Human IL-33] (ug/mL ) Logio[Human IL-33] (nM )
H_IL33 Reporter 293 Cell Line H_IL33 Reporter 293 Cell Line
EC50 ~4.871e+008 EC50 ~2.706e+010

Fig 2. Human 1L-33 33 5 45 51
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1. Block fifk#Phi| L ——Anti-1L33

EEVE LR TR AL, XA S2EG, HEFE H_IL33 Reporter 293 Cell Line ZHfifu &)y 1.5 x
104 cells/fL. A<k 925644 Human L33 / Interleukin-33 / NF-HEV Protein ( LA R f&#% Human
IL-33) 1ENBEGEZY) (BGOSR E{E FH 30 ng/mL) , Anti-IL33 hlgG4 Antibody 1£ A block i
& (150 kDa; LA R fai#x ¥ Anti-1L33) . Conc.01 &)y 50 ng/mL, 3 {6 B, Conc.01-

Conc.09 7 HIHEA7E B2-B10, B11 4 0 IREXIR . FERIFLIIA 100 uL PBS, AR5 1EiL L7

Ko
FURHAT 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
16.67 5.56 1.85 617.28  205.76 68.59 22.86 7.62
Anti-1L33 PBS
pg/mL  pg/mL | pg/mL | pg/mL  ng/mL  ng/mL ng/mL  ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) fnte R
a) fESKEGHT 16-24 h, K \EE TS, LB ORI DTE, AR5
R E SN, ARSI, LS R IR AR R AN IR 1.5 %
10%cells/mL. DAHEAEHN 100 pL A/l 2= F A L. FFEIFFLI 100 pL PBS. 3 EAR
i, TR E IR
b) A 1 ANTEH 96 L V IR AE S 2R
c) BAMFNGUA, 1T (1 B2-B10) .
d) #HE&RBEK
2y 24 R fifi Bl (W= RFS
Human 1L-33 0.1 mg/mL 0.01 mg/mL HY 2 uL figi + 18 pL Assay Buffer
Anti-1L33 0.16 mg/mL / HER AR

e)

96 L V JEMRH, SN Assay Buffer, #FLAAFIL~2, w1 B2 LI 30.9 uL

Assay Buffer, B3-B11 L, MINA 55 uL Assay Buffer.
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) WA FRAR AR S BRI SIEE — MR EEMRE S (i B2 A 51.5
uL Anti-1L33) , E%].
B || BARERVREAL, ARVCRITLIRIN 27.5 pL, AL | %
2 3 4 5 6 7 8 9 10 11 12
[
213 ul Anti 55uL | 55uL 55uL 55uL S5uL 55l
L33 55 55 S5 55 55 n

9)
h)

)

k)

1)

MEE— B FE R REFL B2 HRW R 27.5 pL, I 358 — AN FERRBESL B3, 78 0 IR 5] .

DABLSEHE, HZEH 9 MM (B10) .

fic B HOE 259 Human 1L-33 (2 < JuER D) , HUS uL MR e BRI E

820.1 uL Assay Buffer H', JE2]. FECE 47 Human IL-33 KA DT h B
MR PUAF, B2-B11, ®FLIIA 55puL, @ Bagtk, ##E 1h.
Lha, BD%a W E LRI, SR 7 100 pL Eif. AP i %

UFHR A 254, 100 uL &RfL.
% FWRE, T 37°C CO. #:34hhisa: 16 h.

A5 FH 5 S RS K77 2, AU Luciferase

2) HEZEEKN
SRS SRR I 43 -

Human IL-33+ 0 Human IL-33+50

H_IL33 Reporter 293 Cell Line | pg/mL Anti-IL33 | pg/mL Anti-1L33

Human IL-33+7.62
ng/mL Anti-1L33

1507192 384284

1516400
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H_1L33 Reporter 293 Cell Line 11_1L33 Reporter 293 Cell Line
2x10%4 21064
=) =)
= =
21.5x10° &1.5%10°4
<~ o
15 ~
= =
2 1x10° 2 1x10°
< =]
£ £
E 5%x10°54 E 5x1054
= + 30 ng/mL Human IL33 = + 30 ng/mL Human TL33
0 T T T T 1 0 T T T T 1
-3 -2 -1 0 1 2 -2 -1 0 1 2 3
Log; ol Anii-1L33] (ug/mL) Log,[Anti-IL33] (nM}
H 1133 Reporter 293 Cell Line H_T1.33 Reporter 293 Cell Line
1C50 | 0.2521 1C50 | 1.681

Fig 2. Anti-1L33 block 11|45 5
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b
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