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JHIREIAFER T -0 (TNF-a) & —ff I ESEEH . ELUREGEA (nTNF-a) {775,
mTNF-o 7] EE RS TNFo AL E IO T8 17 kDa "% TNF-a (sTNF-0) .

TNF-o I8 PN TNF 2458 5 R A 1 BB 2 /K% TNF %244 1 (TNFR1) 1 TNF %
ik 2 (TNFR2) KIEDIRE. BiFhZRm s M B AR & &kl Ry, &
EWBINIR, AFREE =& AWM. o TNFR2 (Tumor Necrosis Factor Receptor
2) ETLEMUNR T REGHM, Py RN, /NIRRT AR MR/ SR o 4 Rk

44 H_TNFR2 Null Reporter Cell Line Zliffd, /&% TNF {5 5 @B & 1) —Ff
Luciferase #7755 HAMFR. HHEKILX TNFRI 24k, AEik TNFR2 Zfk. FtaTHT
TNFRI1 ¥ [a 25 4 & B44F 9 H TNFR2 Reporter V2 Cell Line (Genomeditech/# GM-

C25776) (X RRAH A

Anti-TNF-a 7o

O
Sy ‘\\‘\ IRARN

N SINFe  or mTNF_d\/ Anti-TNF
\ ) . nti- -

TRAF2 TRAF2
cLAP1 cLAP2 cLAP1 cLAP2

0 %
\
- Luciferase -
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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I RPMI 1640+10%FBS+1%P.S
AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin
2 R AT 90% FBS+10% DMSO
Assay Buffer RPMI 1640+1% FBS+1% P.S
2. BAIFEHHEE
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 ExCell/FSP500
RPMI 1640 500 mL Viva Cell/C3010-0500
Anti-TNF-o hIgG1 Antibody (CT-P17) / Genomeditech/GM-49267AB
Membrane  Bound H TNFa(cleavage- 1% (5E6 Cell/mL)  Genomeditech/GM-C33297
resistant) CHO-K1 Cell Line
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
Recombinant Human TNF alpha 10 g Novoprotein/C008
AR
Equipment Manufacturer/Catalogue No.
AR A ThermoFisher Scientific/Countess 3
BEEFRAX Moleculardevices/SpectraMax L
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a)

b)

d)

a)
b)

Genomeditech
R E T5

37°CKIA TR TR I 4L, IMATIIAE &
TEEFREE S mL £ 15 mL B0 .

IR A R A 0 L DR BN 37°CHE R K
TR, B A IR TR 22K TH DA R 440 Bl R
HEINIRE G G 2-3 2040 .

H 70% & BE AR VR A7 A0 F0 LI AR TS B i )L
o FEAM) R AR B G R R TP A
MBS TR O ME0E T, RRIRA,
176 x g, &> 3 min, HAMEITIE, 7 L.
I 1 mL SRR FRAEE R, AT HCH 3
Gl R ARSI, AR> 3 x 10
cells/mL.

AN IR E IR R, T R A A
# 4-6 x 10° cells/mL, HRHEHNLEBR DA, K
YRR A 12 4 T25 H (3-5mL & »
B IR

AR AT

{176 x g, 3 min B0 .

15 FA TRA 4R BB R A7 (90% FBS + 10% DMSO)
FURAHML, AHE Ry 5 < 10 cells/mL,
B 1 mL 7R B MR E T

FEHT, ENILE, KERAEE E TR
RE, -80°CNRERD 1 R, RIWERER
A

2. ZHpAEAR

¥ GRESHEN 1 E 2R, BFRHEFERE, &

HEREREE, BEHRATHERERNEKESR

.

a)  URANMONHRER, BIREK.

b) EIREIGE, £ 48-72h AT —IRAEAR, B
VAEAR i 20 M 855 97 5 T R BN AR R A
KIGFRAE. A 48 h RALAR, FRVCE L HME 5
HRIRIE, AR SO R E

c) HAPuEEIAF] 1.5-2 x 10° cells/mL, 1 1% 3,
B 2-3 RARLEAEAR, AELILHEEE 2 * 10°
cells/mL, HEF S T25 JHEATHEICRE T

d) ZHRAEIEAN, AR [
21 XSRS B AR AAR T LB A
B IR A AR KR TR, SRR A AT )
SN T25 B3 b gk sk 35

EBFEM:

a) ZAMITEEBOVEUR, H5R. RRAREER
RIFHIE R E B RTEE .

b) BRENNERER, FNEENFUHRESH
AR IR .

¢) FBS IM{EF 56°C ho# 30 404, W KIEHMER
WawE, EARERMASEEKE TN
R g .
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1. TNF a FEAEIESZR

B BERIREAAL, BT ACSEEG, #E H TNFR2 Null Reporter Cell Line 41 & 1

x 10° cel

1s/FL » AN R 52561 FH Recombinant Human TNF-o ( LA R f&ij#% human TNF-a; 17.5 KDa)

YENBHEZY), Conc.01 IRFE N 3 pg/mL, 5 f5HEEEE#MiFE. Conc.01-Conc.09 437 HEAR7E B2-

B10, B11 40X, JFEIFLIMA 100 uL PBS, BAB (b FLAE K

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
4.8 38.4
human TNF-a PBS
pg/mL | ng/mL ng/mL ng/mlL | ng/mL pg/mlL pg/mL pg/mL p
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) FESEIOHT 1-2h, KA AR IR B, B OO ITVE, i A& i Assay Buffer
HR AN, KT SIS S THEL 15 BL Assay Buffer 4 4L 2 x 106 cells/mL.
PAFEREN 50 pL gap/fLZ b alfL. JE BN 100 pL PBS. o AR, T4
HE.

b) HFHILE 96 FL V AR & 23R

o) KT AHNFES, EH—4T (BT .

d) BHERCE

FLYEZ N fif iR BB [ WARFS
Human TNF-a 0.1 mg/mL / ek RSN AL
e) M Assay Buffer, #FLAFIL T, 1 B2 fLA I 64.63 uL [ Assay buffer,

B3-B12 /il 55 uL [#] Assay Buffer.
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) IO FRAR A IUAE S BRI ZIEE — R RESL P (i B2 A 4.13 ul

human TNF-a) »

BRI | BOISERVREAL, ARV BIFLIRAR 13.75 ul AL | %L |

1 2 3 4 5 6 7 8 9 10 11

12

4.13 pL human
TNF-a

55 uL

55 puL 55 uL 55 puL 55 puL 55 uL

g MEE—ABERBAL (i B2) HIREL 13.75 pL WAk, IIAEIH = ASBEEE R LA
(I B3) , FERA

h)  DAEHE, B2 9 MEEMBL (B10) .

) KD BE a i E R4 B SLBCI .

J) KR HER T PR R RERCRE LI 50 pL.

k) @ BRI, T 37°C CO, H57FEH 5577 6 ho

) YRR Luciferase.

2) B

S At e RIS I 5 B 1

) 0 pg/mL 3 ug/mL 7.68 pg/mL
H_TNFR2 Null Reporter Cell Line
14207 1681757 13848
b
3) WHELR
H TNFR2 Null Reporter Cell Line H_TNTR2 Null Reporter Cell Line

2x10%1 2x10°%
5 :
2 1.5x10°4 2 1.5%10°4
P g
§ 1x1054 5 1x1064
g 3
£ £
E 5x10% g s5x10°
= =
- -l

0 2 T T T 1 0 T T 1
-6 -4 -2 0 2 -4 2 ¢ 2 4
Log o[ TNF-u] (pg/mL) Log o TNF-a] (nM)
H TNFR2 Null Reporter Cell Line 11_TNFR2 Null Reparier Cell Line
EC50 | 0.005523 EC50 | 0.3156

Fig.2 THEERUEST R v DG 253 AT o ik I BE Z U P PR 4 B8 i 2221l
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2. TNFo EE¥E; Anti-TNF-o #5525

BB R AT, XFACSEE,, HEFE H TNFR2 Null Reporter Cell Line ZHfi & 1
x 10° Cells/fL. f# Fl Anti-TNF-ahlgG1 Antibody (CT-P17) (LA Ff&#X°A Anti-TNF-a;150 kDa)
YERAYEZGY), Conc.01 Z9KEH 1.00 pg/mL, 3 f5HE#E:, Conc.01-Conc.09 73 FlEA 7

B2-B10, B11 4 0 yKREEXTIE. JEEI 100 uL PBS, AR bl FLAE K .

FLAR AR5 «
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Anti- 1.00 33333  111.11 37.04 12.35 4.12 . 45725  152.42
PBS PBS
TNF-a pg/mL | ng/mL ng/mL | ng/mL | ng/mL ng/mL ng/mL pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) BB
a)  SEIGHT 1-2h, B0UEE H TNFR2 Null Reporter Cell Line, DL Assay Buffer 2 241
ML, AR R R A, Bk AN Assay Buffer 975, F LA Assay Buffer i %
PRI FE R 3.04 x 10° cells/mL. PAHFAEAN 33 uL 4 /AL 2 B L. A HLn 100
uL PBS. i BARER, TAEIE R
b) fEH 1 ATEH 96 £l V RARIE S HUAFRE .
c) FAMFMGUE, AT (W BI-B1D) .

d) HERBER

ik FR fifi BRI fic B 7%
Anti-TNF-o, 5.141 mg/mL 0.05141 mg/mL B 2 uL f#¥#i+198 uL Assay Buffer
TNF-a 0.1 mg/mL 1 ug/mL B 2 uL fi7%+198 uL Assay Buffer

e) 96 fL VIJEKMRH, I Assay Buffer, ZfULARFUIL TR, @ Bl FLIIA 59.4 uL
Assay Buffer, B2-B12 L, JIA 39.6 uL Assay Buffer.
) WHUN FE AR AR IS SRR, IO BIZE —/MER R AL (1 B2 H A 3.67 uL

Anti-TNF-a) , Y85,
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BERIR R B RERRREAL, MR FLIRIR 19.80 pL,  MIAIKAL PagiGETR
1 2 3 4 5 6 7 8 9 10 11 12
T I | | T T
3.67 uL
Anti-TNF-a

g)  MEBE—AEEEFRRAL B2 FHIREL 19.80 uL, MIAFIZE —AMEEEMFIL B3, R

/N
~Jo

h) DAMESSHE, EHEZ 9 MEEMFL (B10) .

i) FEE 3x BIER, 5ng/mLTNF-o (B 13.40 uL ) 1 pg/mL TNF-a BHEINAF] 871.2

uL Assay Buffer /1, JREIEMEH) -
J) G E L RO RIS AR AR, BN 333 pL YRS, ik B SUBON
iR E 1 he

k) Th EHCHPER j R E R EERL BLE 66.6 uL 2 AL IR a K411 AL

W, f bR, kS E 6 ho

) ARSI Luciferase.

2) REEFK

SRS DI I

H_TNFR2 Null Reporter Cell

Line

0 ug/mL + 5 ng/mL 1 ug/mL + 5 ng/mL 152.42 pg/mL + 5 ng/mL
TNF-a TNF-a TNF-a
711020 21558 684163
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3) WIFER

H TNFR2 Null Reporter Cell Line

81057
= -]
E, 6x10%]
b1
§ ax10%
g
£
g 2x10%
=
= + 5 ng/mL Human TNF-a
1] T T T
-5 -4 -3 -2 -1 0

Log ol Anti- I NF-a] {ug/mL)

11_TNFR2 Null Reporter Cell Line

8x10%1
= o
2 6x10%
=
£
B 4x10%4
&
k=
g 2x10%4
=
= + 5 ng/mL Human TNF-q.
0 L] L L]
-4 -3 -2 -1 0 1

Log;[Anti-T'NF-a] (nM)

H_TNFR2 Null Reporter Cell Line

H_TNFR2 Null Reporter Cell Line

1C30 | 0.007516

IC50 | 0.05011

Fig 3. MIRES LSS
A B LA AT 0 0 A P58 R B K A B 1 3 B J5 2 )

3. FIEFRBEUE; Anti-TNF-o #5256

ASZIAE 1 x 105 cells/FLAY H TNFR2 Null Reporter Cell Line A1 1.5 x 10* cells/FLHI

Membrane Bound H_ TNFa(cleavage-resistant) CHO-K 1 Cell Line #4755

f# i} Anti-TNF-a hIgG1 Antibody (CT-P17) (PA Rf&EFR N Anti-TNF-o; 150 kDa), #2464

&Y FE(Cone.01) N 30 ug/mL, 3 {5 ERFE MRS,

Conc.01-Conc.09 7 A AR 7E B2-B10, B11 A

0 WREXTIE . N 100 uL PBS, PABG1EIAFLZEE K .

FLAR AR -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
. 30 10 3.33 37037 12346  41.15 13.72 4.57
Anti-TNF-a PBS PBS
pg/mL | pg/mL  pg/mL | pg/mL | ng/mL ng/mL ng/mL ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) fneEP R

a) SEEOHT 16 24 h, JHALECEE Membrane Bound H TNFo(cleavage-resistant) CHO-

K1 Cell Line, PA7e485rb g difi, THEAIME A0S Ty, b inse 4897
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FE 7, BN S FE ) 1.5% 105 cells/mL, PAHEAE N 100 pL 40 H/FL 2 Rl fL,
JAFE #0100 uL PBS, # ARG, T adn.

b) SZEGHT 1-2h, B0t H TNFR2 Null Reporter Cell Line, L Assay Buffer 541
ML, SRR G S, BN Assay Buffer (197750, AL ES] 2 x 10°
cells/mL, JEE T AH P45

o) MM 1 ANTEE 96 FL VR HE & HUARFE

d) SMFNGUE, H—1T (I B2-B10) .

e) HERBEK

ik FR it BRI [ WARrS

Anti-TNF-a 5.141 mg/mL / BT R

f) 96 fL VMR, I Assay Buffer, #FLAFIUIL TR, 41 B1 FLIMIA 90 uL Assay
Buffer, B2-B12 fL, Ml 60 uL Assay Buffer.

g WRECAFE AR RIS S BER,  INEN S — AR EERREFLA (1 B2 N 1.06
uL Anti-TNF-0) , 1B,

BRI | BERERREFL, AVCMHTFLIRI 30 pL, AL | x|
1 | 2 3 | 4 | 5 6 | 7 8 9 10 11 12
Hoout 1PN 90uL  60puL  60pL | 60uL  60uL | 60pL  60pL  60uL | 60puL 60 uL
Anti-TNF-a

hy  AEE—ABEEERREAL B2 TP 30 uL, AN EIE —AMERAL B3, MRS

i) DAMCSHE, BRI 9 MHEMEIL (B10) .

j)  BUHPIR a MER LT A BSLIR, FF B3 100 uL.

k) RJEIIANDIR § HER AW, L S0 uL, JFHE 1 h.

) 1 h FHGHDEE k W 6 i (RS AP ER b #E45 47 1 H_TNFR2 Null

Reporter Cell Line, #EFL 50 pL.

m) i B, 4REEIEE 6 h.

SR (Rl BIRAH Genomeditech (Shanghai) Co.,Ltd
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n) UCFEALI Luciferase.
2) b EERN

SR B DA I 3 B 5

H_TNFR2 Null Reporter Cell Line + 0 pg/mL 30 pg/mL 4.57 ng/mL

Membrane Bound H TNFo(cleavage-

) . 896307 21130 870450
resistant) CHO-K1 Cell Line

3) WiE4ER

II TNFR2 Null Reporter Cell Line

H_TNFR2 Null Reporter Cell Line
Membrane Bound H TNFa(cleavage-resistant) CHO-K1 Cell Line

Membrane Bound H TNFu(cleavage-resistant) CHO-K1 Cell Line

1210+ 1x10+
o 8x10°% S 8x1054
2 2
g 6x10% g 6x10%
5 F
2 2
£ ax10%4 $ 4x10%4
£ E
E 5 E 5
Z w0 3 a0
0 0 T T = T 1
3 -2 -1 0 1 2 2 -1 0 1 2 3
Log o[Anti-I'Nl-a] (ug/mL) Log o[ Anti-TNF-¢] (nM)
[ [1_TNI'R2 Null Reporter Cell Line | | [ H_TNFR2 Null Reporter Cell Line |
[ 1cso [ o100 | [ 1C50 [ 0.7332 |

Fig 4. DhReIIES
A5 BB A 1 AT 0 B R 55 R B /R AR 5 (1) 4 B 5 4D
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ft 1 LB SRS R

H_TNFR2 Null Reporter Cell Line
Membrane Bound H TNFa(cleavage-resistant) CHO-K1 Cell Line

5x105=
4x103+
3x1054

2x103+

Luminescence (RLU)

1x10%4

0 L L L
1 2 3 4 5

Logjo[H_TNFa CHO-K1](Cell Number)

Fig 5. H TNFR2 Null Reporter Cell Line (Genomeditech/GM-C27615) £ Membrane Bound
H_TNFa(cleavage-resistant) CHO-K1 Cell Line (Genomeditech/GM-C33297) F:E5 7% I0IE 45 IR

% 2 e tEIuE

H_TNFR2 Null Reporter Cell Line EC50
150- © CP4 0.005523
4 CPl6 0.005789
CP31 0.006334
100+
=
=)
=3
504
0' T T 1
-6 -4 -2 0 2

Logg[Human TNF-o] (ug/mL)

Fig 6. f#i Ffl Recombinant Human TNF alpha (Novoprotein/C008) Ihftfa g PEIeiE 45

SR (Rl BIRAH Genomeditech (Shanghai) Co., Ltd
A PRI IS, AR T AR For research use only !

14 / 16



Genomeditech (Shanghai) Co.,Ltd.

@3 EiﬁE!ﬂﬂ*ﬁ Order: 021-68455258/50432826/50432825

Email: service@genomeditech.com

FERT= i

TNF:TNFR2:TNFR1

H TNFR2 Reporter Jurkat Cell Line H_TNFR2 Reporter V2 Cell Line
Cynomolgus TNFRSFIB(TNFR2) CHO-K1 Cell
Line

H TNFRSFI1B(TNFR2) HEK-293 Cell Line Membrane Bound H TNFa CHO-K1 Cell Line
Membrane Bound H TNFa(cleavage-resistant) CHO-

K1 Cell Line

Anti-H_TNFRSF1B(TNFR2) higG1
Antibody(UC2.3.8)

H_TNFRSF1B(TNFR2) CHO-K1 Cell Line

Anti-TNFR1 hlgG1 Antibody(Atrosab)
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