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2 0 B2 5 B TR I 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

20 R A 90% FBS+10% DMSO

Assay Buffer: EMEM+1% FBS+1% P.S
2. BAIFEH M

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 ExCell/FSP500
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 2.0 Luciferase Reporter Gene  1000T Genomeditech/GM-040513C
Assay Kit
Human IL33 / Interleukin-33 / NF-HEV / R&D/3625-1L-010
Protein
Anti-IL33 hIgG4 Antibody / Genomeditech/GM-31628 AB
Human IL-33 Protein; His Tag / Genomeditech/GM-88001RP
RS

Equipment Manufacturer/Catalogue No.

i INARA eI ThermoFisher Scientific/Countess 3

AR X Moleculardevices/SpectraMax L
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1. BiERAELR

BRI, X ARSELS, 7 H IL33 Reporter 293 Cell Line (old version)Z]
o EA 1.5 x 10* cells/fL. A S2564% ] Human IL33 / Interleukin-33 / NF-HEV Protein (18
kDa; PLFE#FK Human 1L-33) fENFHM: 2540, Conc.01 IRFEN 1.1 ug/mL, 6 556,

Conc.01-Conc.09 7 I HEAG7E B2-B10, B11 A4 0 W XTI . FFEFLIIA 100 uL PBS, LAR; 1k

WAL
FUARHEAT R
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- 1.1 183.33 30.56 5.09 848.77 141.46 | 23.58 3.93 654.91
33 pg/mL  ng/mL | ng/mL | ng/mL pg/mlL pg/mL | pg/mL @ pg/mL  fg/mL Fps
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) hnkEB IR
a) FESEIGHT 16-24 h, A4 IR, AR QBRI ITE, EHER T
R IR R AN, AP D, 1 DA SE A R A R IR D 1.5 %
10° cells/mL. VAHEFEIN 100 uL Z0AR/FL 2 A1 L. A FLI0 100 L PBS. 7 Bk
w5, TR E SR AL
b) fEH 1 ATEH 96 fL VAR IHER 2R .
o) AR, EH—1T (41 B2-B10) .

d)  HERBER

2K fili BER P B 7 1%

Human IL-33 100 pg/mL / ELEA AR

e) 96 fL VKM F, M Assay Buffer, #FLIAFIL N3, W1 B2 FLINA 130.4 uL

Assay Buffer, B3-B11 fL, M 110 pL Assay Buffer.
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(old version) 557159 17295482

649738

3) WIEER

H_1L33 Reporter 293 Cell Line (old version)

2x107
=
gl.sxm“
8
g 1x1074
LE)
£
E Sx10°4
[
0 : r r T !
-8 -6 -4 -2 0 2

Logo[Human IL-33] (pg/fmL)

Fig 2. Response to Human IL33 ligand protein. H IL33 Reporter 293 Cell Line(old version)(Cat. GM-C12812) at

a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human IL-33 Protein
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(R&D/3625-1L-010) in assay buffer (EMEM+1% FBS+1% P.S) for 16 hours. The firefly luciferase activity was

measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [31.0]. Data are shown by drug mass concentration.
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Anti-IL33

BRI AR, X ARSELS, H#EFE H IL33 Reporter 293 Cell Line (old version)Z]

B 1.5 x 10* cells/fLo AR S25: {8 B Human IL33 / Interleukin-33 / NE-HEV Protein (UL R

f&#% Human IL-33) {ENBEEEZY) CEOEKRFEH 30ng/mL) , Anti-IL33 hIgG4 Antibody 1F

N block $ii#& (150kDa; LA R RN Anti-IL33) . Conc.01 ZKRE N 50 pg/mL, 3 546

F%, Conc.01-Conc.09 73 HIHEA £ B2-B10, B11 4 0 WEEXTIE . J& LA 100 uL PBS, LA

B 1EIAFLAE K
FUARHEAT R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
617.28  205.76 68.59 22.86 Y
Anti-IL33 PBS
ng/mL  ng/mL ng/mL ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) IneEp R

a) {ESEIRRT 16-24 h, RAIRMNETHRH I, AR LICRAITE, GRS

R E AN, A INANNE SR, RS ERIR B IREEOY 1.5 X

10° cells/mL. PAHEFE AN 100 pL 40A/FLZ A EFL. J& B LN 100 L PBS. i B4R

i, TR LR

b) A 1A 96 FL V EARHE % 25 MM R

o) BAFNPUE, FH—4T (W B2-B10) -

d) HEREHN

LY RN it B e & 7
Human IL-33 0.1 mg/mL 0.01 mg/mL HY 2 puL fifi + 18 puL Assay Buffer
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Anti-IL33 0.16 mg/mL / B AR

e) 96 L VKW, I Assay Buffer, &FLIAFIL N, 01 B2 LA 30.9 uL
Assay Buffer, B3-B11 fL, M 55 uL Assay Buffer.
D) WIS FERR AR IAE S BRI B —ANBE MRS (an B2 i 51.5

uL Anti-IL33) , %1,
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h)y  DARISHE, B2 9 MEEMRBEAL (B10) .

i) BCEBUEZY) Human IL-33 (2 x oKD , M5 pL MRS MEREL  InAE]
820.1 pL Assay Buffer H', &%), H4ELE 47 Human IL-33 KM 255 h B
ERRIYUAST, B2-B11, &FLINA 55, o5 Estk, & 1h.

P Tha, BB a WE RIS, FAUERFE 100 pL BiE. AP i %
UFRITRA 25, 100 pL L.

k) # bBiREE, T 37°C CO, H:Rffh 3% 16 he

D) AR A G, A Luciferase.
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Fig 3. Response to Anti-IL33 hlgG4 Antibody (Itepekimab). Begin by preparing the H _1L33 Reporter 293 Cell
Line (old version) (Cat. GM-C12812) at a density of 1.5E4 cells/well in a 96-well format. The serial dilutions of
Anti-IL33 hlgG4 Antibody (Itepekimab) (Cat. GM-31628 AB) were incubated with 30 ng/mL of Human 1L33
(R&D/3625-1L-010) for 1 hour. After pre-incubation, the mixture was added to the H _IL.33 Reporter 293 Cell Line
and incubated for 16 hours in assay buffer (EMEM + 1% FBS + 1% P.S). Firefly luciferase activity is then

measured using the Luciferase Reporter Assay Kit (Genomeditech).
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Fig 5. Response to Human IL-33 Protein; His Tag. H IL33 Reporter 293 Cell Line (old version)(Cat. GM-
C12812) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human IL-
33 Protein; His Tag (Gat. GM-88001RP) in assay buffer (EMEM+1% FBS+1% P.S) for 16 hours. The firefly
luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum

induction fold was approximately [32.7]. Data are shown by drug mass concentration.
sk 2: R EIUE

H 1133 Reporter 293 Cell Line (old version)

EC50
25+ ©- CP4 0.1671
-4 CPl4 0.1032
20+
= ]5'
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5-
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Fig 5. The passage stability of response to Human IL-33 ligand protein. The passage 4 and 14 of H_IL33 Reporter
293 Cell Line (old version) (Cat. GM-C12812) at a concentration of 1.5E4 cells/well (96-well format) was
stimulated with serial dilutions of Human IL-33 Protein (R&D/3625-IL-010) in assay buffer (EMEM+1%

FBS+1% P.S) for 16 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit

(Genomeditech). Data are shown by drug mass concentration.
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Anti-1L33 hlgG4 Antibody(Itepekimab) Anti-IL33 hlgG4 Reference Antibody (Itepbio)
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