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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+150 pg/mL Bleomycin+400
pg/mL G418+125 pg/mL Hygromycin+0.75 pg/mL Puromycin
MR AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEH M
e
Reagent Specification =~ Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Bleomycin 100 mg Genomeditech/GM-040407-1
G418 g Genomeditech/GM-040402-1
Hygromycin g Genomeditech/GM-040403-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL Gibco/C11875500BT
96 well round cell culture plate 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
96-well U-bottom Plate 96-well Saining/1014010
Recombinant Human IL-21 Protein / SinoBiological/10584-HNAE
Anti-CD132(IL2RG) hlgG4 Antibody(REGN7257) / Genomeditech/GM-52334AB
APC anti-human CD360 (IL-21R) Antibody / Biolegend/376105
Anti-IL21 hlgG1 Reference Antbody (Avibio) Genomeditech/GM-88333MAB
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000 tests Genomeditech/GM-040513C
RS
Equipment Manufacturer/Catalogue No.
IR ER ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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N B R B A& [ B IR LA

3. GG

a) fHH 176 x g, 3 min 25 /0UCEELHM .

b) AEHTA AAEAE (90% FBS + 10% DMSO)
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[ 1 mL 7 R B4R
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1. BEBERIEKK

BRI, X T A28, HEFE H IL-21 Reporter 293 Cell Line ZHAIE /Y 1.5 x

104 cells/fL. AR S48 FH Recombinant Human IL-21 Protein (15.6 kDa; LA N f&j#% Human

IL-21) {ENAMEZ5Y), Conc.01 WRE AN 2 pg/mL, 5 546 #i B, Conc.01-Conc.09 437l HEATR

7E B2-B10, B11 4 0 REXIE. FEFLIIA 100 pL PBS, ARG 1EIAFLIAE K .

ST AT
2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
2.00 400.00 80.00 16.00 3.20 640.00  128.00 25.60
Human IL-21 PBS
pg/mL | ng/mL ng/mL ng/mlL ng/mlL pg/mlL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) InkePER
a) FESEIOHT 16-24 h, A4 NI, WS OWCEADE, SR
AR IR L EE AN, AP D, 1 DA SE A R R IR D 1.5 %
10° cells/mL. VAHEFEIN 100 uL Z0AR/FL 2 AL A FLI0 100 L PBS. # Fik
i, TR E SR
b) EH 1 ANTEHE 96 FL U AR HE % 25 MM
o) BAMFNZY), 4T (41 B2-B10) .
d) HEHREER
LY/ RN fifi B [ WARFS
Human IL-21 0.25 mg/mL FLAEAE A /
e) 96 fL U MR, JIA Assay Buffer, &FLAFIIL R, Wi B2 LA 150 uL Assay

Buffer, B3-B11 fL, MMA 120 pL Assay Buffer.
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) IO FRAR A DAL S B, IMAEIEE —MER AR SL R (i B2 A 1.21

uL Human IL-21) , &%),

B || BRRERRREAL, (RUCAT LI 30 uL, IAIKTL | %

1 2 3 4 5 6 7 8 9 10 11 12

1.21 uL
Human IL-21

PN 150 pl. 120wl | 120 pL | 120l 120pL 120 pL 120uL 120 pl 120l 120 pl

g M ABEERRSL B2 I 30 pL, IOAEISE AEEERIBRAL B3, FEAMRS.
h)  DAEHE, B2 9 MEEMEL (B10) .

i) KPR aE A RSB, FE RIS .

D) IMABRERRRLF 25, 100 pL L.

k) . B, T 37°C CO, HFfh 9 16 ho

) UEE, #Z 96 FLAKHR LML, I Luciferase.

2) WEFEE RN
SR SRR I8 45
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Fig 2. Response to Human IL-21 Protein. H IL-21 Reporter 293 Cell Line (Cat. GM-C43436) at a concentration
of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human IL-21 Protein
(SinoBiological/10584-HNAE) in assay buffer (DMEM+1% FBS+1% P.S) for 16 hours. The firefly luciferase

activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).
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Fig 3. Inhibition of Human IL-21 Protein-induced reporter activity by Anti-IL21 hlgG1 Reference Antbody
(Avibio). Serial dilutions of Anti-IL21 higG1 Reference Antbody (Avibio)(Cat. GM-88333MAB) was incubated
with 1.5E4 cells/well of the H IL-21 Reporter 293 Cell Line (Cat. GM-C43436) in a 96-well plate for 1 hour in
assay buffer (DMEM +1% FBS+1% P.S). Subsequently, the Human IL-21 Protein (SinoBiological/10584-HNAE)
was added to each well at a final concentration of 4 ng/mL, and the coculture proceeded for an additional 16 hours.
Firefly luciferase activity is then measured using the Luciferase Reporter Assay Kit (Genomeditech)(left Y -axis,

relative luminescence units), with inhibition percentages shown on the right Y -axis.
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Fig 4. H IL-21 Reporter 293 Cell Line (Cat. GM-C43436) was determined by flow cytometry using Anti-
CD132(IL2RG) hIgG4 Antibody(REGN7257)(Genomeditech/GM-52334AB).
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Fig 5. H IL-21 Reporter 293 Cell Line (Cat. GM-C43436) was determined by flow cytometry using APC anti-
human CD360 (IL-21R) Antibody (Biolegend/376105)
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