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GM-C26463 H_IL-1P Reporter 293 Cell Line 5E6 Cells/mL

L TR 7 A TR s HE R
GM-C26463 H_IL-1B Reporter 293 Cell Line 5E6 CellssmL 1%  -196°C

—_—aN

B, B EF
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2. M RIET T IR LRI A

BRI KA
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=, TEmER

A 21 (-1 RO R4 7. IL-1 AR, IL-1a A IL-
1B, 2y LR M e 4 M 40 = 2, (e P B A b R i A . R R 2 HE A
ST AEIE R VA A . IL-1 A MZAR: IL-1R1 A1 IL-1R2. IL-1a #11 1L-1
W IL-1R1 2R S NFE S, 5 IL-IR2 NS ARG SfE#E. JIL-1 5
IL-1IR1 454 )5, IL-IR fliBhEE A (IL-IRACP) B SEAE RIS MM 1% i f ) 45 & 2 ik 2
W, NI EE (S S 5 S

IL-To FESIF RS I ARG IR TP AR AR 2, 1 IL-1B 2 5 200 B & G e it K0T S RN
RIS, e RIEAE TN RGN A R — o IL-1B KTt i S 3k s R AL
2 BURE RPN A ] B S B VEOR AN 2R IR AMESGTT R . 2 KR RE AN 5 % BUR B U AH
Ko A IL-1B S AARFE TR T IL-1B 3244 7T LAREE B B SORETEBI ™ AR . SR,
IL-1B GG B WP 2R A IS, ARG Lt LR LIRS IL-
1B HZR R, AL S AR 56 2 T4 01 (PAMPS) AL A5 4H 56 43 T 20 43 T (DAMPs) o

FAEY) H_IL-1B Reporter 293 Cell Line fix 52 H MMM R, ZHT IL-1B FiHFHE Tl
MR —F Luciferase IR 5 Z 4R . 24 IL-1p 5 IL-1IRV/IL-1RACP 45 & )5, @i #E
e M5 SIS KOG 2 (Luciferase) UFRIX. Luciferase 58 RIARFAE 510 #K [0S 2L
R, BEAT T IL-18 MRS SR A

Anti-IL-1p IL-1p
Canakinumab \
Anti-IL-1R1 -—,/-
AMG-108
_ B
LTy EI‘E T l
S8

85246000083300¢
SRRy

EI-)—O Luciferase
—_—r

Fig 1.8 #R = A

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F AR g, TR AEH T ANRIAIT Y For research use only !

4/ 15



Genomeditech (Shanghai) Co.,Ltd.

G Eiﬁiﬂaﬂ;a Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

v MIREE
1. giffsEsR. RF. RAEAES

2t B2 5 1 R A DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin
2 R A 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. RFUFEAHER
e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL gibco/C11995500BT/8122062
Human IL-1 beta / IL1B Protein / Sino Biological/10139-HNAE
Anti-IL-1p hIgG1 Antibody(Canakinumab) / Genomeditech/GM-51764AB
Anti-IL1R1 hIgG1 Antibody(AMG 108) / Genomeditech/GM-51990AB
RS
Equipment Manufacturer/Catalogue No.
AR A ThermoFisher Scientific/Countess 3
BEEFRAX Moleculardevices/SpectraMax L
SEREL (B ABRAF Genomeditech (Shanghai) Co., Ltd
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b)

c)

d)

a)
b)

= 75

37°C/AKIB R TR F3 35 97 5L, A TRIE I
TrEEREE 5 mL & 15 mL B0 .

TR ZEH L VR A A B RN 37°CHE TR K
TR, A AN R TN ZEKTH AR R R Bh AR R,
HANIRIEfL CGEE 2-3 2% .

F 70% & W #3004 A7 8 A0 0 LA BRI TS S (1 L
o EAY RSN G PR A P4l
R R FP R O KELE Y, BRIEY,
176 xg, B0 3min, fEAEIIE, 7 G
] L mL & 758E 75k E R, WU &
3 04 G €0 T B0 A A 4> 3 > 106 cells/mLs
I AN H R IR AT A, VR R A A
FI| 3-4 <10 cells/mL, HR4fE4H M B S AE TR, H
20 a2 o B 453 IR 15 7R LA

A

f§iFH 176 xg, 3 min B5-0UEELH .

i FH FIA 4H VR A7 (90% FBS + 10% DMSO)
HEMME, UM% EIHEEN 5 <108 cells/mL,
T 1 mL 7 R BIMRAFE

RS, ENAILE, BIRAEE TR
W&, -80°CTRFFREA 1R, RIS M
A

2. #ARAEAR (BL 10 cm MAH)D

E: REHEN 1 E 2R, FRAIHERE, &
HHRSRER, BEHLASHEIHERNERESR
3.

a) ANy bR A, MEEAEK.

b) FRAETEEE 16-24 h J5, BI N ULGAN MG BE
B0, A% KT 80%, RIATEEAT4nfute
oo PIRAE ARG B I35 55 7 5L T R AR
A KR IR IR AR A AL AR L 1:3-1:4,
2-3 RALAK.

¢) KB FR TR IR T2, 10 em LN 2
mL PBS JE%E 1 K.

d) ¥ PBS, Jin1mL0.25% Trypsin-EDTA JH4bIR,
37C 1k 30-60's, TEEL FAEL.

e) FrARPRARIR, AR BRI, o 4 A N T 4R
BRI, N 2 mL A2 A AR KR IR IR A 4%
1EVEAL, K AR N OIRET R 3R, 176 <g % 5
L 3 mins

f) 7 LiE, Afiie AR R E R, RiEfE
AR L5 oAk R 335 37 L TSR 40 i 2%
FETEEL, ARARS 4% B2y 30-40%) .

ERE:

a) AMNIEF, SAmKE, BTFEERER, &
RS E R, RERERE, HR55EH
Mo AB /b, 4l A T T RaE

S EMREL (R AIRAF]
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1. BERAEER

BT RLEEE AL, WA SEEG, HEFE H_IL-1P Reporter 293 Cell Line i i Jy 1.5 x

104 cells/FL . A<V S25648 F Human IL-1 beta/ IL1B Protein (17 kDa; L R {##k Human IL1B)

YERFEYEZ ), Conc.01 WM 50 ng/mL, 4 86 EEFiRE, Conc.01-Conc.09 4 il HEA 7E B2-

B10, B11 40 ¥REXHE, JEEFLINA 100 uL PBS, PARGIEIAFLIEK o

ST 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
12.5 3.13 781.25 19531  48.83 12.21
Human IL1B PBS
ng/mL  ng/mL | ng/mL | pg/mL pg/mL pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) hnkeBER
a) FESEIOHT 16-24 h, A NS IR, AR ORI, SR Y
R E SN, RIS IR, DA R IR AR AR AN IR 1.5 %
10°cells/mL. PAHEAEHN 100 pL AHfa/fL 2= F E L. FFEIFFLI 100 pL PBS. 3 EAR
i, TR E IR
by 1 ATGH 96 FL V EHBRHE & 25 R
¢  BAFRNZY, FH—1T (41 B2-B10) .
d) #EREER
2y 24 R fifi BB [ WARFS
Human IL1B 0.25 mg/mL 2.5 pg/mL HY 2 pL fifii + 198 pL Assay Buffer

e) 96 L VKM H, N Assay Buffer, SRR, Wi B2 LA 143.7 uL

Assay Buffer, B3-B11 fL, /A 110 uL Assay Buffer.

) R FEARAR A IURE S BB INNSIEE — MR EERREFL (i B2 I 2.9

uL Human IL1B) , %],

S EMREL (R AIRAF]

AP AR,

]

7115
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| Bmmm BERBIL, ACRMATZLIREL367 ul, MAKI Xt 4
1 2 3 4 5 6 7 8 9 10 11 12
[
2.9 uL Human 147.3
JI[IUN 110 pL | 110pL | 110pL  110pL  110pL  110pL  110pL  110puL 110 pL
IL1B uL
9) MEBE—ERERRAL B2 IR 36.7 uL, SIS —/MEEERFEFL B3, 78 501R AT
hy DUREHE, B2 9 MEEMEESL (B10) .
i) CRDIR a i E SRR, ALK 100 pL b
) IAEREERRELS 258, 100 pL BEAL.
k) 5 EWREE, T 37°C CO, ¥tz 6 h.
) AR FERARINAA &, A Luciferase.
2) MEEFN
S AR AL R 15
i 0 pg/mL 50 ng/mL 762.94 fg/mL
H_IL-1pB Reporter 293 Cell Line
356200 5237024 361163
3) WIESR
<10 -9 H_IL-1p Reporter 293 Cell Line X106 -© H IL-1B Reporter 293 Cell Line
3
% 4x105+ g ax10°
% -E o
E 2x10%4 E 2x10
3 =
0 L} n 1 0 L] T L} 1
-4 -2 0 2 -4 -2 0 2
Logg[ITuman IL1B] (ng/mL) Log, ¢ Human IL1B| (nM)
H_IL-1p Reporter 293 Cell Line H_1L-1p Reporter 293 Cell Line
EC50 | 0.3420 EC50 | 0.02012

Fig 2. Human I1L1B % 50 iE 45 1
CH BTN 2 AT o B YA JBE R R 7R AR FEE B 0B P 2 1)

AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
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2. Block HifgkHi|Lie——Anti-1L-1p

PRVE R AR AL, X T ARSESS, HEFE H_IL-1B Reporter 293 Cell Line 415y 1.5 <
104 cells/FL. A<¥k 524 4# F Human IL-1 beta / IL1B Protein ( PA T fai#% Human IL1B) fF 934
AW CBOEREAER 0.34ng/mL) , Anti-IL-1B hIgG1 Antibody(Canakinumab){f: >4 block $t
& (150 kDa; LA R faifkA Anti-IL-1B) - Conc.01 &R EE N 15 ng/mL, 4 566 #%, Conc.01-
Conc.11 73 A HEAI7E B1-B11, B12 Jy 0 WkEEXS M. JAEFLINA 100 pL PBS, AR5 1EAL7%
Ko

FUBCHEAT 40

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

0.34 ng/mL
Human 3.75 937.5 3.66 915.53  228.88 57.22
|NASEY I Ea o/mL | ug/mL  ng/mL ng/mL  pg/mL pg/mL = pg/mL
IL-1B

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

T & m m O O

1) IneeP R
a) fESEIGHT 16-24 h, A4 MR, AR QBRI ITE, EHE R T
ERIRIEEE AN, ARSI, R RASE e R P R A IR Y 1.5 <
10%cells/mL. PAHEAEHN 100 pL A/l 2= F E L. FFEIFFLI 100 pL PBS. 7 EAR
o, TR A R .
b) EH 1NTEH 96 ALV AR AL 25 VMR .
c) EAMRNPUA, EH—4T (W B1-B1D) .

d) HEREER

LYY it BER [ WaRES
Human IL1B 0.25 mg/mL 0.25 pg/mL HY 2 pL fifi + 1998 pL Assay Buffer
Anti-IL-1p 0.95 mg/mL / HLEAE AR
AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
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e) 96 L VR, I Assay Buffer, &FLIAFIL N, 1 B1 FLIA 71.0 uL

Assay Buffer, B2-B12 fL, flIA 55 uL Assay Buffer.
) RECA R RIS S BB, IR — AR R RAL S (i B HinA 2.3

uL Anti-IL-1B) , JRB%].

FRER | BERRL, fORMATILIIR 183 0L, AR | st |
1 2 3 4 5 6 7 8 9 10 11 12
2.3 uL

71.0 uL 55 uL 55 uL 55 uL
Anti-IL-1B

9)  ME—AERERETL B1 TP 18.3 L, A EIEE —ANBEERRRTL B2, 2 4M R4

h)y BAMLSHE, ELES 10 MBRERRIL (B1D .

i) FECEMOEZY Human IL1B (2 < JUEWRE) , B 4.4 uL Mkt BIEHE, TnE]
1608.8 uL Assay Buffer #1, 851, KL E 47 Human IL1B 4K IR0 58 h B
ERBYUAT, B1-B12, LI 55, o5 Est, & 1h.

i) 1hJ)E, ¥P0RamE LAWY, fALRITE 100 pL B, IGEER kR
UFHIR A 254, 100 uL &1L,

K) # FREE, T 37°C CO. 7R RiFE 6 h.

) AR R A 7R &, Al Luciferase.

2) HREEFKN
SR FE R B

Human IL1B+No Human IL1B+15 Human IL1B+14.31
H_IL-1B Reporter 293 Cell ) .
. ) Ab Control pg/mL Anti-1L-1p pg/mL Anti-1L-1p
Line+Anti-IL-1B
2024853 363430 2211357
3) WIEER
AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd

AN F A BRI AR, TR AEH T NRYEIT Y For research use only !
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Luminescence (RLU)

2.5x10°7
2x10%4
1.5%10°+
1x10%4

5x1054

0

©- H IL-1p Reporter 293 Cell Line

3

4 2 !
Log o[Anti-TL-13] (ug/mL)

H_IL-13 Reporter 293 Cell Line

1C50

0.01592

Luminescence (RLU)

. -9 H_IL-1B Reporter 293 Cell Line
2.5x10°

2104
1.5x10°+
1x10%+

5)(]05'

0 T T T T T T T 1

S5 -4 3 22 -1 0 1 2 3
Log,[Anti-TL-18] (nM)
I1_IL-13 Reporter 293 Cell Line
1C50 | 0.1061

Fig 2. Anti-IL-1p block #1445
CHr B A 347 i AR P88 B IR VAR B8 ) 46 B 5 24D

smAEEL (R AIRA

i)
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3. Block Hifk#hiLHk——Anti-1L1R1
BB AT B A, KT ACSZSG, HEFE H_IL-1P Reporter 293 Cell Line 40 &N 1.5 <

104 cells/FL. A<¥k 524 4# F Human IL-1 beta / IL1B Protein ( PA T fai#% Human IL1B) fF 534
TR CBTIR E{E A 0.34 ng/mL) , Anti-IL1R1 hlgG1 Antibody(AMG 108) 1% block {4
(150kDa; LA FfiiFkA Anti-ILIR1) . Conc.01 KRN 15 pg/mL, 4 {55 ##, Conc.01-

Conc.11 7 HIHEA7E B1-B11, B12 2 0 REXTIR . FEREIFLIIA 100 uL PBS, AR5 kil FL7%

Ko
FLARHAT T -
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

Anti-ILARL 3.75 937.5 234.38 58.59 14.65 3.66 91553  228.88 57.22
pg/mL | pg/mL  ng/mL | 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
1) fnte R
Q) FESEINHT 16-24 h, A4 NEE IR, AR QWM MDTE, &R
IR RN, A IGEE R, TR e R R R AR Dy 1.5 X
10%cells/mL. PAHEAEHN 100 pL AHfa/fL 2= F E L. FFEIFFLIn 100 pL PBS. 3 EAR
i, TR E IR
b) A 1 TEH 96 L V IRARAE S 2R
o) BAFRUGUA, M 17 (W1 B1-B1D) .
d) HEREER
LY RN fili il BE Wi &
Human IL1B 0.25 mg/mL 0.25 ug/mL HY 2 uL fi + 1998 uL Assay Buffer
Anti-IL1IR1 2.71 mg/mL 0.271 mg/mL B 2 uL fi## + 18 uL Assay Buffer

e)

96 L V JEMRH, S Assay Buffer, #FLAAFIL~Z, W1 BL FLAIA 65.2 uL

Assay Buffer, B2-B12 L, /A 55 uL Assay Buffer.

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
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) WA FRAR AR S BRI SIEE — MR EEM RS (i B1 A 8.1

uL Anti-IL1IR1) , 8%,

FRER | BEBEIL, ORMBTZLIREL 183 uL, MIAKEL | x|

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

IL1IR1

8.1 uL Anti-

65.2 uL 55 uL 55 uL 55 uL 55 uL 55 puL 55 uL 55 uL 55 uL 55 uL 55 uL

9) ME— BRI BL PR 18.3 pL, M EIE AN BERRRTL B2, 740 R4

h)y BALSHE, ELES 10 MBRERRIL (B1D .

) ROBIR a W E R AL, BB 100 uL BiE . IR h B R R LT
Rk, &4l 50 uL, @ EFAR, NS FRAETEE 1h.

) BCEBUEZY Human IL1B (2 < BUSKEE) , B 4.4 uL MBS IR, InAE
1608.8 pL Assay Buffer 41, J&%].

K) 1hJg, D080 UFUARECE, AR | #E& LS 254, 4L 50 pL.

) & BBRE, T 37°C CO, R FRfATHEF% 6 h.

m) A AR SRS &, A Luciferase.

2) HEZEEKN
SRS SRR I 15 -

Human IL1B+No Human IL1B+15 Human IL1B+14.31
H_IL-1B Reporter 293 Cell . .
. n Ab Control pg/mL Anti-ILIR1 | pg/mL Anti-IL1R1
Line+Anti-IL1R1
1993247 361861 2034556
3) WIEER
AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd

AN F A BRI AR, TR AEH T NRYEIT Y For research use only !
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Luminecsecnee (RLU)

8- H_TL-153 Reporter 293 Cell Line

2.5%1054
=)
2x10 %4 =
=3
1.5x10%4 g
g
110 g
g
5x10°5- 3
0 L] L} L] 1
-6 4 -2 0 2
Logo[Anti-IL1R1] (pg/mL)
H IL-1p Reporter 293 Cell Line
TC50 [ 0.05480

-6~ H_IL-1p Reporter 293 Cell Line
2.5%10%4

2x10%+
1.5x10°4
1x10°4

5x10°4

0 L} L] L] L] T T T 1
5 4 -3 -2 -1 0 1 2 3

Log g[Anti-ILIR1] (nM)

H_IL-1p3 Reporter 293 Cell Line

0.3653

1C50

Fig 2. Anti-IL1R1 block %45 5
CA B AR 3 AT 5 9k P R B /R I PE e B 5 221D

HAEIRE (B AIRAH
AT PRI S, T4 T A iRST !
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5 P AT TR

HEYR LV AT I RURRL A L AT LR A RIS AT A T80 VAT BRI T 28 e VF T
N BV R VERIAMR AR, AL BB EDR VR RTARL I BT A AL

(EH AR RBEVE T J7 18], VP 5 A e v MR FTT VB i & . P I 7 A 55, 70k i
B B IA T AR BRI ARE AR BS L ESRE . BT PR BEBE . KEEEAENE
AR F) AR =TT AR T AMOARVE I NRIWT A H AT
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