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HIEARBER -0 (TNF-a) & —Ff 11 BEEEE. EUEESSHA (mTNF-0) f77E.
mTNF-o A] PGB FR 9 TNFo 2 408 EO1E IO TR 17 kDa FIVETE TNF-a (sTNF-a) o

TNF-o 3 PR TNF 258 00 01 T TS I 32 448 TNF 3244 1 (TNFR1) A1 TNF 544
2 (TNFR2) RAETNRE. FEFHSZ AR A M A 45 A IR A AT & 2 R BRI,
F7NK. Hr TNFR2 (Tumor Necrosis Factor Receptor 2) 2% iy mTNF-o 30, 332 e
Jif T AR EEAR, P R, /NS 20 R SRR o A B P 3R A

2 TNF-o 55 TNFR2 454510, 200 A 45 380 H 200G 104 5T TRAF2-cLAP1-cLAP2 &
BH, WS TSR, AR, TNER2 S0 77 e 45 5 V30 7 s A8 v g
#IK TNFR2 1) Treg MG 5,  [F] 0y 5 2% 493 e 8 4 G o
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1. SR, R7F. ERlHlnE%

20 52 5 TR RPMI 1640+10% FBS+1% P.S
eSS e = RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+400 pg/mL
Bleomycin+0.75 pg/mL Puromycin
ML A7 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. BAIFEMHEE
W HE %
Reagent Specification = Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Bleomycin 100 mg Genomeditech/GM-040407-100MG
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI 1640 500 mL Viva Cell BIOSCIENCES/C3010-
0500
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 96-well Corning/3912
Treated Microplate
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C
Membrane Bound H_ TNFa(cleavage-resistant) / Genomeditech/GM-C33297
CHO-K1 Cell Line
Anti-H TNFR2 hIgG1 Antibody(1H10) / Genomeditech/GM-59476AB
Anti-H TNFRSF1B(TNFR2) hlgGl / Genomeditech/GM-49245AB
Antibody(UC2.3.8)
Anti-TNFR1 hlgG1 Antibody (Atrosab) / Genomeditech/GM-51152AB
A A
Equipment Manufacturer/Catalogue No.
T A ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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. HRET. BR HFE
R 75

37°C/AKIB TS IR B TR, I TRRE I E 555 %
£ S5mL %2 15mL B0,

RNV 2R R L R A 4 B R RN 37°CE IR K I
By, R AR IR TR 22K T UL R B R s R, BRI
NiREfL CEE 2-3 708D .

HI 70% SRR AT 8 SN LLRRARTS Ge 1) J LA A A
W A EGR G R R AR E 40 SR B B
AR ) MESLE T, BEIRS), 176 x g, BL 3 min,
fEApEE, 7 Big.

A 1 mL SRR E R, WU A i
G OGN, 4> 3 x 10° cells/mL.

R AN IR SRR A, RSN B 4-6
x 10° cells/mL, ARIGAM ML BB, 40 B

ME 1240 T25% GB-5mL B , BIEEE.

AR AT

#1176 x g, 3 min B OULHELIAL.

e F A AR LA A7 (90% FBS + 10% DMSO) 5 &k
Y, ZHAREEE RN S x 10 cells/mL, 8 1 mL
SR BRI E T

RS T ENRL)E, A B THERR &,
B0°C T IRAEEA 1 K, RV ERAT.
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AR R, B

BIRESE, 29 48-72 h Al HEATSE — U ARAR, bkt
ARG ARG 7R TR B IR NPT R A KB TR
Hi 48 h KA, BBCEFMINE IR IR, kL
SR CE .

MY LA S 1.5-2 x 10 cells/mL, 1 4% 3, Ff2-3
RIRBALA, ANELLHE L 2 < 10° cells/mL, HEFF
A T25 Wi AT AR 7R
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1. Anti-H TNFR2 ¥i&5L5%

.
VAN

BB R BA AL, KT ASSES, HEFE H TNFR2 Reporter V2 Cell Line ZHffIE 1 x
105 cells/FLo AVSLEGAE ] Anti-H TNFRSF1B(TNFR2) higG1 Antibody(UC2.3.8) (LR faifk
UC2.3.8; 150 KDa) {ENFHEZH, Cone.01 #JE N 4 pg/mL, 4 5865 % . Conc.01-Conc.09

S HEATE B2-B10, B11 A4 0 iKEEXTIE . A REIFLINA 100 uL PBS, LAR5IEiAFLA K .

w

T QO W m g 0

FUARHEAT A0 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
62.5 15.63 3.91 976.56 = 244.14
UC2.3.8 PBS
pg/mL  pg/mL | ng/mL | ng/mL ng/mL ng/mlL | pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) JFEDER

a)  TESEIGHT 1-2h, Ke2u i B IR b B, B O SR A DTTE , {8 H]i& & Assay Buffer
TR, KA S 150 5 DA Assay Buffer 8 41 Al &/ 2 x 100 cells/mL.
LA N 50 pL gif/fLE P afL. J& BRIl 100 uL PBS. % BMRE, TR+
i H

b) fEHITEEE 96 £l V ERMUHE % 2R R .

c) R THERES, MH—1T CBAT) .

d) BHEECE

LR

fi i 201 W & 52

UC2.3.8 1.62 mg/mL | 0.162 mg/mL B 2 uL fi+18 uL Assay Buffer

e) M Assay Buffer, #ZFUAFIIL TR, 41 B2 fLA A 69.71 uL [1) Assay buffer,
B3-B11 Al 55 uL ] Assay Buffer.
0 WRHUNFERF AR RS SRR, N B — N BEEERMREAL A (an B2 H i 3.62 ul

UC2.3.8)
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TR HY FRERREAL, RIRMATFLIEL 18.33 L MK AL

X AL

1 2 3 4 5 6 7

8

10

11

12

69.71
3.62 uL UC2.3.8 JIIVN
pL

55 uL 55 uL 55 puL 55 puL 55 uL

55 UL

55 puL 55 uL

g) M MEREEREE AL (1 B2) TFUREL 18.33 ul Wik, IR AR LT

(B3 , AR
h)  DAMGEHE, BERE O MERBIL (B10) .
i) PR a W E LA .
D) B ATHER L B AR B AL 50 pL.
k) @ BRI, T 37°C COy B5FRfEHHRESE 7he
) WFERIN Luciferase.
2) REEERN
S AR B R I

i 0 pg/mL 4 pg/mL 61.04 pg/mL
H TNFR2 Reporter V2 Cell Line
45989 458888 46168
y
3) B4R
-©- H_TNFR2 Reporter V2 Cell Line -©- H_TNFR2 Reporter V2 Cell Line

5.0x 1057 5.0x 105+
3 4.0x1054 S 4.0x1054
& =
g 3.0x10%4 g 3.0x10%4
g g
1 2 x
$ 2.0x10%4 S 2.0x10%4
| 2|
E 1.0x 105+ E 1.0x 1054
= =

0 T T T ] 0 T J
-6 -4 -2 0 2 -4 -2 2
Logio[UC2.3.8] (ng/mL) Logio[UC2.3.8] (nM)
H_TNFR2 Reporter V2 Cell Line H_TNFR2 Reporter V2 Cell Line
EC50 0.06317 EC50 0.4212
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2.

REL b SE T

PR DR TR AL, ARSCIGAEA 1 % 10° cells/Well ] H_TNFR2 Reporter V2 Cell

Line 1 1.5 x 10* cells/Well [] Membrane Bound H_TNFo(cleavage-resistant) CHO-K 1 Cell

Line #7525 .

1=}

EH:

AR S 4H F Anti-H TNFR2 hlIgG1 Antibody(1H10) (L N f&#% Anti-H TNFR2; 4>

150 kDa) {EAHMEIZ54), Conc.01 KA 100 pg/mL, 4 {EHEEFiIRE, Conc.01-

Conc.11 73 HEATAE B1-B11, B12 4 0 REXT . FAFEFLIMA 100 pL PBS, ARG 1EIAFL7E

Ko
ST BT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS
Anti- 6.25 1.56 390.63 97.66 24.41 6.1 1.53 381.47 95.37 0
H TNFR2 pg/mL | pg/mL ug/mL pg/mL | ng/mL no/mL ng/mL ng/mL | ng/mL  pg/mL  pg/mL
PBS PB PBS PB PB PBS PBS PB PBS PBS PBS PBS
1) kbR
a)  SEIGHT 16-24 h, YHALEOEE Membrane Bound H TNFo(cleavage-resistant) CHO-K 1
Cell Line 40y, JHIEE 48R Ea 40, KIS 8, e itk
TR FE S 1.5 x 10° cells/mL, PAHFFEIN 100 uL 4030/ T alfL, & B i$L 0
100 uL PBS, #% bikas, THE4E i Edi
b) SEIGHT 1-2h, B0 H TNFR2 Reporter V2 Cell Line, P Assay Buffer 5241,
TR YN M % B R G 77, GBI RN Assay Buffer 177730, 8% H TNFR2 Reporter V2 Cell
Line % 2 x 10° cells/mL.
¢) M 1T 96 £l VB & HTAA MR .
d) XFRFEES, AT nBAT) .
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e) HHEMCHE

2R fiti BEK Tt & 7 ik
Anti-H TNFR2 5.16 mg/mL / ELEAE AR

f) 96 fL V EMRH, I Assay Buffer, #fLIAFIIL TR, @1 B1 FLINA 70.49 uL Assay
Buffer, B2-B12 fL, M 55 uL Assay Buffer.
g)  WHUAFEARF AR IS SRR, MBI — A MREALH (a0 B1 H N 2.84 ul

Anti-H TNFR2) , V&%),

BHRRIL | BRIERREL, HCVCOHTFLIREL 1833 uL, WAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
T T I I I | | | | |
2.84 uL Anti- 70.49
55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
H_TNFR2 uL

h)  AE—ABREEREESL (W BL FLD) HRHL 18.33 pl WA, MMARIE —AMRALT (i
B2) , AR .

i) DLHEHE, EHZ BIL L. B12 NAIZYIRIR .

i) BB b #EASLF ) H TNFR2 Reporter V2 Cell Line ZHf1, INAFEIE i #ER 1254
FLAR A, RALEIN S5 uL: AREMEE 1 he

k) 1 hJE¥ B8 a £ 1F ) Membrane Bound H TNFo(cleavage-resistant) CHO-K 1 Cell Line
FUBCECH, W B3 100 pL; SRJGIIACDER j B 8 4P TR AW 100 pL, 75 Bt 4k%:
5 H 6h.

1) /] GMOne-Step #f 7% Z A MG, ORAAS I Luciferase.

2) R
S WA LA I B A3

H TNFR2 Reporter V2 Cell Line 0 pg/mL Anti- 100 pg/mL Anti- 95.37 pg/mL Anti-
+Membrane Bound H TNFR2 H TNFR2 H TNFR2
H_ TNFa(cleavage-resistant)
989262 99332 1258071
CHO-K1
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T v T v T v T . T v T v T L T T T
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_60 | . .65 . ' 70 L L . 75 . . 80 L 1 , 85 s
T K c H K G T Y L Y N D = P G P G Q D T D C R = C E S G

TNFR1 —

SQRNA

accaagtgccacaaaggaacctacttgtacaatgactgtccagg cccggggcaggatacggactgcagggagtgtgagagcgg

'ACCAAGTGCCACAAAGGAACCTACTTGTACAATGACTGTCCAGqEICCCGGGGCAGGATACGGACTGCAGGGAGTGTGAGAGCGG

TKCHKGT Y YLYNDCPGPGAGYGLQGY %

Fig.5 Sanger M7 45 R Bor, #HIRAF 53 H_TNFR1 & AFFESEAT 4

RABIES R

=
X

100 o SamplelD Geometric Mean : FL11-H
| Null Anti-TNFR2+APC-2nd Ab 567
W | H_TNFR2 Reporter V2 H_IgG+APC-2nd Ab 902
80 = | W] H_TNFR2 Reporter V2 Anti-TNFR2+APC-2nd Ab 54198
]
1<}
=
2 60
=1
@
N
©
E 40
=]
z
20 7
0 LR L L S T T S U B o el L
0 2 4 6
10 10 10 10
FL11-H :: APC-H

Fig.6 H_TNFR2 Reporter V2 Cell Line (Genomeditech/GM-C25776) A&k TNFRI fIEHHME (Null) ff
Fi Anti-H_TNFR2 hIgG1 Antibody(1H10) (Genomeditech/GM-59476AB) itk ifi 246k TNFR2 ik
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fis% 3: REMERIESER

H_TNFR2 Reporter V2 Cell Line

EC50
257 o (CP4 0.06949
- -4 CP14 0.06685
Q CP24 0.06033
=] -
= 15 /
o
10+
5-
0 —1 T 1
-6 -4 -2 0 2

Logo[Anti-H TNFRSF1B(TNFR2)] (ug/mL)

Fig.7 H_TNFR2 Reporter V2 Cell Line (Genomeditech/GM-C25776) {# ] Anti-H TNFRSF1B(TNFR2)
hIgG1 Antibody(UC2.3.8) (Genomeditech/GM-49245AB) #& 5 MEU&IE 45 5

ffi3% 4: TNF-o EHBIERIESE R

EC50
1.2x10%1 -©- TNFR2 Null Reporter/sinobiclogicdl.002552
= & TNFR2 Null Reporter/Novoprotein(.002967
z X109 TNFR2 Reporter V2/sinobiological
3 “® TNFR2 Reporter V2/Novoprotein
= 6x10°1
g
-é 3x10°1
=
0@ —~o—0~—0—~0—0——~8—0........
6 4 2 0 2

Logo[TNF-a] (pg/mL)

Fig.8 H_TNFR2 Null Reporter Cell Line (Genomeditech/GM-C27615) #1 H_TNFR2 Reporter V2 Cell Line
(Genomeditech/GM-C25776) 43 %1#i F§ Recombinant Human TNF alpha (Novoprotein/C008)
Recombinant Human TNF-alpha Protein (Sinobiological/10602-HNAE) Z§#5aiiF 25 H
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H_TNFR2 Reporter V2 Cell Line
Membrane Bound H_TNFa(cleavage-resistant) CHO-K1 Cell Line

1.5x10°6+
=)
=
~— 1X106.
3
=
)
3
o
g 5x10%+
g
=
=)
0 L] L] 1
2 3 4 5

Logo[TNFa CHO-K1](Cells Number)

Fig.9 H_TNFR2 Reporter V2 Cell Line (Genomeditech/GM-C25776) 5 Membrane Bound
H_TNFa(cleavage-resistant) CHO-K1 Cell Line (Genomeditech/GM-C33297) FLi 5 MGE I IE LS S

FERT

TNF:TNFR2:TNFR1
H_TNFR2 Null Reporter Cell Line H TNFR2 Reporter Jurkat Cell Line
Ei);lneomolgusiTNFRSFlB(TNFRZ) CHO-K1 Cell H_TNFRSFIB(TNFR2) CHO-K1 Cell Line
H TNFRSF1B(TNFR2) HEK-293 Cell Line Membrane Bound H TNFa CHO-K1 Cell Line
Membrane Bound H TNFa(cleavage-resistant) CHO- ~ Anti-H TNFRSF1B(TNFR2) hlgGl
K1 Cell Line Antibody(UC2.3.8)
Anti-H TNFR2 hlgG1 Antibody(1H10) Anti-TNF-o hlgG1 Antibody (CT-P17)

Anti-TNFR1 hlgG1 Antibody(Atrosab)

{5 F #F AT B

UL R AEFAZA R A, BIRBAGEF# B IR E 2 I T DU T AR A BUK -

o RUNMLAF MR TGRS, AR TR L

© R REAE T AKSEIBI G, A BT A 0

© PRI IS 1 5 =y AR LR/ L) ERBFIEE  BEAI AR B OC TR, AT 208,
RAFEMHA S CARRBHED 8. B, BEs LAy AR5 W AR

© TG T A I LSO G, AT S R (L) AR R ST VA

PR S WA (Rl ARAF
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