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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
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: EMEM+1% FBS+1% P.S
2. MR
e
Reagent Specification Manufacturer/Catalogue No.
EMEM 500 mL ATCC/30-2003
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Human IL-18 Protein 100 pg KACTUS/IL1-HEO18
Human IL-18BP Protein; hFc Tag / Genomeditech/GM-88315RP
Anti-IL18 hIgG1 Antibody(CMK389) / Genomeditech/GM-88326AB
Anti-IL18 hIgG1 Antibody(camoteskimab) / Genomeditech/GM-88321AB
Anti-IL18BP hIgG1 Antibody(SA338a) Genomeditech/GM-88329AB
Anti-IL-18Ra Antibody (APC), Mouse Monoclonal / Sinobiological/11102-MM17-A
Anti-IL18RB hlgG1 Antibody(P20-V1) / Genomeditech/GM-88328AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040513C

A

Equipment Manufacturer/Catalogue No.
AHH A ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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Fig 2. Response to Human IL-18 Protein. The H_IL18 Reporter 293 Cell Line (Cat. GM-C21147) ata

concentration of 1.8E4 cells/well (96-well format) was stimulated with serial dilutions of Human IL-18 Protein
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(KACTUS/IL1-HEO018) 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 [31.9].
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Fig 3. Inhibition of Human IL-18 Protein-induced reporter activity by Human IL-18BP Protein; hFc Tag. Serial
dilutions of Human IL-18BP Protein (Cat. GM-88315RP) were incubated with 0.2 ng/well of Human IL-18
Protein (CKACTUS/IL1-HE(018) for 1 hour in assay buffer (EMEM+1% FBS+1% P.S). After pre-incubation, add
the mixture to the H_IL18 Reporter 293 Cell Line (Cat. GM-C21147) at a density of 1.8E4 cells/well in a 96-well
format, and incubate for 16 hours. Firefly luciferase activity was measured using the Luciferase Reporter Assay
Kit (Genomeditech) (left Y-axis, relative luminescence units, RLU), with inhibition percentages shown on the

right Y-axis. Data are shown by drug mass concentration.
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Fig 4. The passage stability of response to Human IL-18 Protein. The passages 10, 22, 30, and 40 of H 1L 18

Reporter 293 Cell Line (Cat. GM-C21147) at a density of 1.8E4 cells/well (96-well format) were stimulated with
serial dilutions of Human IL-18 Protein (KACTUS/IL1-HEO018) 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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4428
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Fig 5. The passage stability of the H_IL18 Reporter 293 Cell Line (Cat. GM-C21147) was determined by flow
cytometry using Anti-IL-18Ra Antibody (APC), Mouse Monoclonal (Sinobiological/11102-MM17-A).
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Fig 6. The passage stability of the H_IL18 Reporter 293 Cell Line (Cat. GM-C21147) was determined by flow
cytometry using Anti-IL18RB hlgG1 Antibody(P20-V1) (Cat. GM-88328AB).
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o ™ 20
0 | | | | | |
6 -4 2 0 2

Logg[Anti-IL18 (CMK389)] (ug/mL)

Fig 7. Inhibition of Human IL-18 Protein-induced reporter activity by Anti-IL18 higG1 Antibody(CMK389).
Serial dilutions of Anti-IL18 higG1 Antibody(CMK389) (Cat. GM-88326AB) were incubated with 0.2 ng/well of
Human IL-18 Protein (KACTUS/IL1-HEO18) for 1 hour in assay buffer (EMEM+1% FBS+1% P.S). After pre-
incubation, add the mixture to the H_IL18 Reporter 293 Cell Line (Cat. GM-C21147) at a density of 1.8E4
cells/well in a 96-well format, and incubate for 16 hours. Firefly luciferase activity was measured using the
Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence units, RLU), with inhibition

percentages shown on the right Y-axis. Data are shown by drug mass concentration.
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Fig 8. Inhibition of Human IL-18 Protein-induced reporter activity by Anti-IL18 hlgG1 Antibody(camoteskimab).
Serial dilutions of Anti-IL18 hIgG1 Antibody(camoteskimab) (Cat. GM-88321AB) were incubated with 0.2
ng/well of Human IL-18 Protein (KACTUS/IL1-HEO018) for 1 hour in assay buffer (EMEM+1% FBS+1% P.S).
After pre-incubation, add the mixture to the H _IL18 Reporter 293 Cell Line (Cat. GM-C21147) at a density of
1.8E4 cells/well in a 96-well format, and incubate for 16 hours. Firefly luciferase activity was measured using the
Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence units, RLU), with inhibition

percentages shown on the right Y-axis. Data are shown by drug mass concentration.
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Fig 9. Blockade of IL-18BP-mediated inhibition of Human IL-18 Protein-induced reporter activity by Anti-
IL18BP higG1 Antibody (SA338a). Serial dilutions of Anti-IL18BP hlgG1 Antibody(SA338a) (Cat. GM-
88329AB) were incubated with 0.1 pg/well of Human IL-18BP Protein; hFc Tag (Cat. GM-88315RP) for 30 min
in assay buffer (EMEM+1% FBS+1% P.S), followed by the addition of a fixed concentration of Human IL-18
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Protein (KACTUS/IL1-HE018) and further incubation for 30 min. After pre-incubation, add the mixture to the
H_IL18 Reporter 293 Cell Line (Cat. GM-C21147) at a density of 1.8E4 cells/well in a 96-well format, and
incubate for 16 hours. Firefly luciferase activity was measured using the Luciferase Reporter Assay Kit

(Genomeditech). Data are shown by drug mass concentration.
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Fig 10. Inhibition of Human IL-18 Protein-induced reporter activity by Anti-IL18RB higG1 Antibody(P20-
V1).Serial dilutions of the Anti-IL18RB hIgG1 Antibody(P20-V1) (Cat. GM-88328 AB) were incubated with
1.8E4 cells/well of the H IL18 Reporter 293 Cell Line (Cat. GM-C21147) in a 96-well plate for 1 hour in assay
buffer (EMEM+1% FBS+1% P.S). Subsequently, the Human IL-18 Protein (KACTUS/IL1-HEO18) at a density of
0.2 ng/well was added, and the coculture proceeded for an additional 16 hours. Firefly luciferase activity was
measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence units), with

inhibition percentages shown on the right Y-axis. Data are shown by drug mass concentration.
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Fig 11. Response to Anti-IL18 hlgG1 Antibody(CMK389). H IL18 Reporter 293 Cell Line (Cat. GM-C21147)
was seeded at a density of 1.5E4 cells per well in a 96-well plate and incubated overnight. The next day, serial
dilutions of the Anti-IL18 hlgG1 Antibody(CMK389) (Cat. GM-88326AB) were incubated with 3E3 cells/well of
the Membrane Bound H IL18 HEK-293 Cell Line (Cat. GM-C44217) in a 96-well plate for 10 min, and then
added to the pre-seeded cells. The mixture was incubated for an additional 16 hours. Firefly luciferase activity was
measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence units), with

inhibition percentages shown on the right Y-axis. Data are shown by drug mass concentration.
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https://www.genomeditech.com/cell-line/Mouse_IL18-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/Membrane-Bound-H_IL18-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Membrane-Bound-H_IL18-HEK-293-Cell-Line
https://www.genomeditech.com/protein/Biotinylated-Human-IL-18BP-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Human-IL-18R-beta-Protein;-hFc-Avi-Tag
https://www.genomeditech.com/protein/Human-IL-18BP-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-IL-18BP-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-IL-18R-alpha-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-IL-18R-beta-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-IL-18R-beta-Protein;-His-Tag

