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GM-C09527 H_IL-36 Reporter 293 Cell Line (old version) 5E6 Cells/mL
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GM-C09527 H_IL-36 Reporter 293 Cell Line (old version) S5E6 CellssmL 1%  -196°C
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IL-36 +2& IL1 AP P — . Bl kB4 MIEAL: 1L-36a (IL-1F6) , IL-36f (IL-
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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+400 pg/mL G418+0.75
pg/mL Puromycin
IR A7 B TR A 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
G418 lg Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
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 Treated 96-well Corning/3912
Microplate
Recombinant Human IL-36 alpha/IL-1F6 Protein 20 ug Sino Biological/10607-HNCE1
Anti-IL1RAP hIgG1 Antibody (Nadunolimab) / Genomeditech/GM-88204AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay / Genomeditech/GM-040513
Kit
EIRVE
Equipment Manufacturer/Catalogue No.
2 v A ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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1. ZREH

VE: NHRBRAEIGR, PRI S B AR

HETE. RN R MG F RS T, WHETHR

B, PEREAE-70°C, BIATE-70°C THfF&S3UE

PR

a) 37°C/KIRMTIRE 3G, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
TR, PG MR TR S KT DL R R R R,
HARINIEL GaE 2-3 5580 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
BB RIS O EOES, RERE,
176 x g, &0 5Smin, FAMIPLRE, 7+ 5.

d) A 1| mL S5 IR, U A
BM IR AT BRI, FEAT > 3 x 10°
cells/mL.

e) JEILAMINE TRREFRIEMIL A, ARG
F) 2-3 x 10 cells/mL, HRHE4HNLER AR, K
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)
HEMM, MR 5 x 10 cells/mL,
[ 1 mL 7 R B4R

o) FEmT, EUCE, BIRAEETHER
BEF, -80°CTHRAED 1 K, RIEREHR
&b

2. ZHBAEAR (BL 10 em MAH)

T AREGER L E 2R, FHERERE, AR

BhRER, BERASHEIERNEKEFRE.

a)  AHMCA B A, NEEEAEK . BRI E 16-
24 hJ&, Bi TSNS BERS AL, 24 0 %5
BH] 80%, ToEHHTAIMALAR . MR AEAR
EEBI Dy 1:3-1:4, 2-3 RAEM . TEEREF S A
I 80%, 75 I T i 2 DR 40 M 52 1457 1 i 5 50

b) CHILEGE IR P IR AR, 10 em LN 2
mL PBS JE%E 1 K.

¢) FF PBS, Ml 1 mL0.25% Trypsin-EDTA ALK,
37°C 51k 30-60's, TiHEE T M.

d)  FrRARARARIE, SHAE IR EA L, 4 T 4
MBS REERT, 0 2 mL 2 A AERKREFRIEIRSA
1EVHAL, B4R/ OIRET IR, 176 x g Eili &
> 3 min,

e) FLiE, Wiyt HAEKRE RIS S, WG
AR 0 25 P88 434 R 35 577 LT AR 4 i %
JEVHEL, ALARS Al B 30-40%) .

EEE:

a) WMENIETR, SF—EHAREAR, BT E
BUR, ZRABSAVRIFE RSRES,
BRGFRARLR D, MEEKEEETRE.

b) ERFFHEEAEDL 80%, TN s HAM
R B|F BT FBOE TS .

¢) FBS & 56°C 7K 30 734, 7] ReRiEAMARIER
SRR, BARELWEKSEEKE T4
B FiEdE.
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1. Theekrilsek:

BRI R AL, X ARSELS, H#EFE H IL-36 Reporter 293 Cell Line (old version)Z]
MuEE R 3 x 10* cells/fLo AR SZEf# | Recombinant Human IL-36 alpha/IL-1F6 Protein (BA
AR H_IL-36 a 5 17.2 kDa){E NBAMEZY), Conc.01 ¥KFEN 7.5 ng/mL, 4 f506EEFiFE,

Conc.01-Conc.10 7 A HEAGAE B2-B11, B12 A4 0 W EEXT IR, FFEFLIIA 100 uL PBS, LAR; 1k

ool

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
468.75 117.19 29.3 1.83 457.76 @ 114.44 | 28.61
H_IL-36a PBS
ng/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

T QO O m g 0

1) IEEP R
a) FESEIOHT 16-24 h, A4 NS IR, AR QBRI DTE, A E R
G IR AR EE AN, AL TR 1 DA R IR R AR 3 < 10°
cells/mL. PAHEFEAN 100 uL 40 f/ALZ Hal L. F Bl R$L A 100 uL PBS. 5 b AR
TR A R
b) A 1 ANTEHE 96 FL V JRMHE R 25 VIR RE .
o) FAFFMZY, EH—47 (W1 B2-BID .

d) BHERE

LA

fili i

BRK

LN WIRES

H IL-36a

250 pg/mL

/

LA

e) 96 FL VIEMH, MM Assay Buffer, SfLAFIL N, 41 B2 FLAIA 160 pL Assay

Buffer, B3-B12 L, A 120 uL Assay Buffer.
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) IO FRAR AT DAL S BRI EIEE —MEREERMRESL (i B2 I 4.95

uL H IL-360) , &%,

BRI | BRIERVREL, (RO BIFLIRAEL 40 uL, AL | x|

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

4.95 uL H_IL-36a

g) M L ABREERRRFL B2 HHIRHEL 40 pL, AINFEIE 2 DMELEERRSL B3, 7R
5.

hy  DLUESRHE, BEES 10 MEERBEIL (B1D .

) Kb a i E A RSB, BEFLFE 100 pL 5573k

D MR A A AR EERR R, AL 100 pL.

k) @ B, T 37°CCOy EiFRAEHEFE 7he

) RS R A&, Al Luciferase.

2) e E RN

S AR A S 15
H_IL-36 Reporter 293 Cell Line 0 pg/mL 7.5 pg/mL 28.61 pg/mL
(old version) 64618 237090 64578

3) WIEER

[T_IL-36 Reporter 293 Cell Line (old version) H_IL-36 Reporter 293 Cell Line (old version)
2.5%10° 2.5x10%
=) =)
- 2x10% = 2x10%
= =
9 9
2 1.5x10% 2 1.5x10%
- -
b d -
& &
= 1x10% = 1x10%
g g
= =
= 5x%1044 = 5x1044
T T T 1 T T T 1
-6 -4 -2 0 2 -4 2 0 2 4
Logo[H_LL-36 alpha] (ng/mL) Log o H_IL-36 alpha] (nM)
H_TL-36 Reporter (old version) H_TL-36 Reporter (old version)
EC50 | 0.01672 EC50 | 0.9719
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Fig 2. Response to Recombinant Human IL-36 alpha/IL-1F6. The H _IL-36 Reporter 293 Cell Line (old version)
(Cat. GM-C09527) at a concentration of 3E4 cells/well (96-well format) was stimulated with serial dilutions of
Recombinant Human IL-36 alpha/IL-1F6 Protein (Sino Biological/10607-HNCE1) in assay buffer (DMEM + 1%
FBS + 1% P.S) for 7 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit
(Genomeditech) .

i3 1 RT BiE4 R

800+

Relative expression of H_IL1RL2(IL-36R)

Fig 3. The mRNA expression levels of H ILIRL2(IL-36R) in the H IL-36 Reporter 293 Cell Line (old version)
(Cat. GM-C09527) were determined by RT-qPCR.
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