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AN Iy H IR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418
2R AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER
e
Reagent Specification = Manufacturer/Catalogue No.
DMEM 500 mL gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 Sulfate lg Genomeditech/GM-040402-1
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
Human IL-6 Recombinant Protein 20 pug PeproTech/200-06
Human IL-6R (soluble) Recombinant Protein 20 g PeproTech/200-06RC
Recombinant Human IL-6/IL-6R alpha Protein Chimera 25 pg R&D/8954-SR
Anti-gp130/IL6ST Antibody (PE), Mouse Monoclonal 25 Tests SinoBiological/10974-MM11-P
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit ~ / Genomeditech/GM-040513
A A
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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E: AR REEFER, REWRREHN)ELE

FRVR I E IR IESR . SRR 140 f J5 T QR Sk AT

BHETRERES, PEMEFA-70C, FNE-70T

THFEITEERR.

a) 37°CIKIBIATIRE TR TR AL, INATRE R
P FEIE S mL & 15 mL B0 .

b)  MIBRZEUHH X H VR A A i R GE BN 37°CHE IR K
TR, K AN RIS 2K TH DA R R RS R
HEININIEL GBS 2-3 280 .

c) FH 70% Z B HER A7 SN DL AR TS B L
o EAEY RSN BRI G O A E R Al
MBI EID T ) WEOES, REIRS,
176 xg, £5.0 3 min, {F4HMayE, 7 Bis.

d) fH 1 mL So5EsRiksE g, w0 A
EHELO RIS, EARE> 3 x 10°
cells/mL.

e) EAMINEFIEIREEAIL, R M
#) 2-3 x10° cells/mL, HRHE AR AR, K
A e ) G0 B RS R L

3. MG

a) ] 176 xg, 3 min B .CUEELH M .

b) fs FH A ZH AR A7 (90% FBS + 10% DMSO)
HURAHML, A0 Ry 5 =< 10° cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAY (L 10 cm MHH))

F: GREFEN1ZE 2R, FHEFERE, &
HEREREE, BEHRATHERERNEKESR
.

Q) A bR, WhEEAEAKC . BRI E 16-
24 hJ5, BT AUEEA M BERE L, A M A
IAF] 80%, THEMATAUMAEI. HEFEAAEAR
ey 1:3-1:4, 2-3 FALAN. VEE IR LA
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CREILECREFRE P B R %, 10 em MU 2
mL PBS ¥t 1 K.

c) 3 PBS, Il 1mL 0.25% Trypsin-EDTA ALK,
37C 1k 30-60's, TWiMEE T,

d)  FRARARARE, SHAG RIS EA L, 4 R U 4
W BOMREERT, 2 mL 22 A AR K IR IR A&
IETHAE, R EEM N IRET TR OR, 176 <g IR &

L» 3 min.

ERF:

a) MMRIEF, RAREE, BFTEEIAR &
ABSEYREFE, R&BeRE, HRERH
MR, MREKEEETRE.

b) R BT 80%, M AL F4HA
R BB ET FBOS RS .

c) FBS & 56 T n#k 30 73-8h, I KiEEMaA
W E, EARERHRSHEKEFHH
NS e ey
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1. BUEFBAE SR

AR AT A, KT A SeS, HEFE GP130 Reporter 293 Cell Line 40 &4 1.5 x
10 cells/fL. AR5 48 F Human IL-6/IL-6R. Human IL-6. Human IL-6R. Human IL-6 +
Human IL-6R {EAFHTEZ4, Conc.01 ¥R A 10 ug/mL, 4 f55REHF:, Conc.01-Conc.11 4}
WIHEA /£ B1-B11. C1-C11. D1-D11. E1-E11, B12. C12. D12. 12E Jy O ¥KJEXIIR. F

FLAN 100 pL PBS, PABGIEIIFLEE K .

ST AT
1 2 3 4 5 6 7 8 9 10 11 12
Human IL- 625.00 156.25 39.06 9.77 2.44 610.35  152.59 38.15
6/IL-6R ng/mL ng/mL | ng/mL | ng/mL ng/mL pg/mL pg/mL  pg/mL
Human IL-6 +
Human IL-6R
Human IL-6
Human IL-6R
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) 20

FESZIHT 16-24 h, F20 A ARSI A ECH VAL 25 O CRAIIRITNE , A F I i 5 e 9
SEEBANM, RIANARE I, FERLSE AR IR AR R I R B A 1.5 < 10° cells/mL. LA
HEFE N 100 pL A f/FLZE A TE) 12 A5 FFEIRIFLI 100 uL PBS. & bARaE, T E
S RAE .

2) W&
a) M LA 96 7LV EHRE % IR

b) AFEMSUAE, (£H-—-17 (nB1-B11. C1-C1l. D1-D11. E1-E1D) .
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c) EHERCE
kY Ry fiti M BRK HeE 7k
Human IL-6/IL-6R 500 pg/mL / ELREAE R AR
Human IL-6 100 pg/mL / ELREAE TR
Human IL-6R 100 pg/mL / ELREAE AR
Human IL-6+ Human IL-6R / / Human IL-6 5 Human IL-6R L412 2:1

d)

96 L V Lt . A Assay Buffer, #fLIARIN T, 41 B1. D1. E1 L7500
A 160 uL Assay Buffer, C1 FLINA 151.58 uL Assay Buffer; B2-B12. C2-C12.
D2-D12. E2-E12 fL, 4r Al 120 uL Assay Buffer.

W AN R AAR B R RS S BRI B8 — AN BRBERRESL (i BL. C1. D1,
E1 H4r AN 3.27 uL Human IL-6/IL-6R. 17.78 uL Human IL-6 + 8.42 uL. Human

IL-6R . 17.78 uL Human IL-6. 17.78 uL Human IL-6R) , J&%].

BRI

BREERREAL, MCUCAETLILHX 40 pL, IO IAL

‘ L

2 3 4 5 6 7 8 9 10 11

12

3.27 pL Human
IL-6/IL-6R uL

17.78 pL Human
IL-6 + 8.42 pL
Human IL-6R

17.78 pL Human
IL-6

17.78 pL Human
IL-6R

120 pL

120 pL 120 pL | 120 pL 120 uL 120 uL 120 uL 120 uL 120 uL 120 pL

120 pL

9)
h)

b)

MEE—AEREFBSL B1. C1. D1. E1 Fh4rBIWLEL 40 uL, IIAZIEE MR
FLB2. C2. D2. B2, 7#/riRE].

PABESRHE, B2 11 MEEREMFESL (B11. C11. D11. E1D) .

Kb 3R 1 E R F LR, AEFLIRFE 100 pL B Rk,

I Z e £ B AR BERRE, B54L 100 pL.

i bARES, T 37°C COp BFRMPEIFR 6.

s R (Rl BIAT Genomeditech (Shanghai) Co.,Ltd
A F BRI R, TRAEH T ANRIAIT Y For research use only !

8 /11




(Lé%ﬁiﬂﬂﬁ

Genomeditech

Genomeditech (Shanghai) Co.,Ltd.
Order: 021-68455258/50432826/50432825

Toll-free: 400 627 9288

Email: service@genomeditech.com
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GP130 Reporter 293 Cell Line + Human
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IL-6/IL-6R
GP130 Reporter 293 Cell Line + Human
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IL-6+ Human IL-6R
GP130 Reporter 293 Cell Line + Human
47877 135847 43703
IL-6
GP130 Reporter 293 Cell Line + Human
44880 49642 43176
IL-6R
4) WHIEZER
GP130 Reporter 293 Cell Line EC50
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GP130 Reporter 293 Cell Line EC50
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& CP13 0.009279
CP23 0.009333
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Log;o[Human IL-6/IL-6R] (ng/mL)

Fig 3.1/ Recombinant Human IL-6/IL-6R alpha Protein Chimera (R&D/8954-SR) Lfjfitfa i M6 ik 45

fifx 2 MAREERIESR:

SamplelD Geometric Mean : FL7-H
M| 293 PE-anti-GP130 Ab 2779
GP130 Reporter 293 PE-Mouse_lgG Ab 875
B GP130 Reporter 293 PE-anti-GP130 Ab CP3 17109
GP130 Reporter 293 PE-anti-GP130 Ab CP13 17393
M| GP130 Reporter 293 PE-anti-GP130 Ab CP23 17780
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Fig 4.1# H] Anti-gp130/IL6ST Antibody (PE) (SinoBiological/10974-MM11-P) At 2k i Uk iF 45 5
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