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1. giffsEsR. K. RAEFES

AN Iy H IR EMEM+10% FBS+1% P.S
AR A TR EMEM+10% FBS+1% P.S+3 pg/mL Blasticidin+400 pg/mL G418+1.5 pg/mL
Puromycin

2 R A 90% FBS+10% DMSO

Assay Buffer: EMEM+10% FBS+1% P.S
2. WM HER

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-31628 AB
AR

Equipment Manufacturer/Catalogue No.

YRR ThermoFisher Scientific/Countess 3

Al AR AX Moleculardevices/SpectraMax L
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R 75

37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
By, AR IR 2K DL N RS AR, EEINI
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
GO ORI, TEANH> 3 x 108 cells/mL.
AN T E IR IR, A % B R 2-3
x10° cells/mL, R4 4 M2 ST, 440 47k 3]

FIE R FR L

AR AT

{$FH 176 <g, 3 min 25O

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

RS T, ENhRd)E, WA E B THERR &,
-80°C FIRMFZEAD 1R, RREBERA .

2.

HAAEAR (BL 10 cm IM294)

T MRETER L E 2R, EREFERE, F4RR
SRER, BERATHIAERNEKEFRE.

a)

b)

c)

d)

YAy bR gup, WEEEAEK . BRI E 16-24 h
JG, BN VSEHARMEEERE L, 20 %5 KT 80%,
RIATHEAT A AL A R AN AR AR LBy 1:3-1:4, 2-
3 RAEAR.

W I EER FR R 3G 7R E5E 25, 10 em LN 2 mL PBS
TEBE 1K,

3£ PBS, /i 1 mL 0.25% Trypsin-EDTA 4Lk, 37<C
HAk 30-60's, AMEL N %,

FRrAH AR IR, 20 M T B B S5k, 08 440 R P 2 it s 6
BEIF, Jn2mL ZEAAKEFRERSZEHEN, FHH
Ha/NOIRFT R R, 176 xg ZiE B0 3 min.

¢ 1iE, iyt A KR RIS &, RIBEARHET4H
Ji s gy CRR A 55 5 L I AR AN A0 B 85 B 5, A% AX
RN E DY 30-40%) .

HEEHMR:

HRRIRTR, SEARRE, RTERAR, 2WES
HHREE, RERER, #RERAREEZD, 4
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1. BERAELR

BT EEE AL, BT A SEEG, HEFE H_IL33 Reporter 293 Cell Line ZHiffi & Ay 1.3 x

104 cells/FL. A<k S256d F Human 1L33/ Interleukin-33 / NF-HEV Protein (18 kDa; UL fa#k

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

A TE B2-B10, B11 4 0 yREEXS IR . 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, KM ARG IR ECH, TEA B ORI, EHER S
ARIRIEE RN, RS IR, L AR R AR IR 1.3 <
10%cells/mL. PAHEAEHN 100 pL AHfa/ L= F (A L. FFEIEFL 100 pL PBS. 7 EAR
w, TR E AL

b) AEA L ANTCE 96 FL V AR AE & 2R .

¢)  WAFRNZY, EH—1T (W1 B2-B10) .

d) HE&RBEK

2R fitr ik BRI e & 5
Human 1L-33 100 pg/mL / ELEA AR
e) 96 4LV IJEHR T, A Assay Buffer, &fLIATI T3, w1 B2 fLINA 130.4 pL

Assay Buffer, B3-B11 fL, /A 110 uL Assay Buffer.
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) WRECR R ARIURE S BB NS EE — MR EERREFL (i B2 N 1.45

uL Human IL-33) , JB%].

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

9)  MEE—EEEEREESL B2 IRE 22 L, IR B EEMRESL B3, TR
h) DLIGSSHE, EZRH 9 MEEMEIL (B10) .

) CREPIR a W E I RSLREH, FEFLIST 100 uL B .
D) IMABBEERRAF 258, 100 uL &L,

k) o b, T 37°C CO, ¥iFafEhi%s% 16 h.

) AR IR &, A Luciferase.

2) WEEREREN
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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2. Block Pk sLi——Anti-1L33

EEVE LR PR AL, 6T A S0, HEFE H_IL33 Reporter 293 Cell Line 40 iy 2 x10*

cells/FL. A<¥x9256:{% H Human IL33 / Interleukin-33 / NF-HEV Protein (L4 R f&#% Human IL-
33) YE NP2 CBUSWRZ ] 30 ng/mL) , Anti-1L33 hlgG4 Antibody /4 block HifA
(150kDa; LA FE#5 A Anti-IL33) . Conc.01 243K N 50 pg/mL, 3 546 5 #FE, Conc.01-

Conc.09 7 HIHEA7E B2-B10, B11 4 0 REXIR . FEREIFLIIA 100 uL PBS, AR5 kil FL7%

T & m m O O

Ko
FUARHAG 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
Anti-1L33 PBS
pg/mL  pg/mL | pg/mL | pg/mL  ng/mL  ng/mL  ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR

a) FESEIOHT 16-24 h, FANM MG IR R, A QUSRI RS RS
ARG IRAE R, RTNZR RS IR DL S AR IR AR AR IR D 2 < 10°
cells/mL. PAFEFEAIN 100 uL 40 fR/FLZ R Tal L. A Bl R$Ln 100 pL PBS. &5 FiR S,
TR E LR

b) A 1 ATCH 96 ALV ERARME & 2R R .

¢ BAFRUPUAR, fEH—1T (41 B2-B10)

d) HEREER

2R fitr ik BRI e & 5
Human 1L-33 0.1 mg/mL 0.01 pg/mL HY 2 uL fiik + 18 pL Assay Buffer
Anti-1L33 0.16 mg/mL / ELEA AR
e) 96 fLV kM, fHA Assay Buffer, &FLIAFIL T3, 41 B2 fLANA 30.9 uL

Assay Buffer, B3-B11 L, MNA 55 uL Assay Buffer.
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f) WA FERF AL SRR, MBS — A BE RS (a0 B2 i 51.5
uL Anti-1L33) , E%].
B || BARERVREAL, ARVCRITLIRIN 27.5 pL, AL | %
2 3 4 5 6 7 8 9 10 11 12
[
51.5 uL Anti-
L33 55 uL 55 uL 55 uL 55 puL 55 puL 55 uL 55 uL

9)
h)

)

k)

1)

MEE— B FE R REFL B2 HRI 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 < JuEREE) , HUS uL #MRE 5 R, IIAE

820.1 uL Assay Buffer #, V5], KL E 471 Human IL-33 fR I ZIZD B h i
MR PUAF, B2-B11, #RFLIIA 55uL, & b@itk, #E 1h.
Lha, BP8%a W E LR, LR 100 pL Bif. AR %

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

A5 FH 5 S RS 77 2, 4G 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-1L.33

1507192 384284

1516400
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3) WirgER

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 1145 5
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©- (CP4 0.1671
7 -
4010 & CP14  0.1032
S
g 3.0x107+
b
S 2.0x1074
5
A
R
£ 1.0x107-
-
=
0' T 1
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