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GM-C06722 H_IL-23 Reporter 293 Cell Line SE6 CellsymL 1%  -196°C
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1. giffsEsR. K. RAEFES

Y 5T D5 B R DMEM+10% FBS+1% P.S

AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin+125
pg/mL Hygromycin

2 M AR AR 90% FBS+10% DMSO

Assay Buffer: DMEM+1% FBS+1% P.S

2. WIIFEMHER

e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/ GM-040401-1
Blasticidin 10 mg Genomeditech / GM-040404-1
Hygromycin lg Genomeditech/GM-040403-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
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 96-well Corning/3912
Treated Microplate
GMOne-Step Luciferase Reporter Gene Assay 1000 T Genomeditech/GM-040503C
Kit
Recombinant Human IL-23 (C-6His) / novoprotein/CJ40
Anti-H _IL-12/23 hIgG1 antibody / Genomeditech/GM-46333AB
Anti-IL-23R hlgG1 Antibody(5D4) / Genomeditech/GM-87786AB
Human IL-23A&IL-12B Heterodimer / Genomeditech/GM-87924RP
Protein; His Tag
Anti-Human CD212/IL12RB1  Antibody 50 ug AtaGenix/FHE37110
(148C09)

AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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. 4RER. ER. HF
1. 4HpREH

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
HEEFEIE 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
HENINIEL 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
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 3 min, {F4HEyE, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
AW BOE A, EAIE> 3 x 10
cells/mL.

e) EAMINEFIEIREEAIL, R M
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. MG

a) ] 176 xg, 3 min B.LU LM .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
YN, ZHH R A 5 < 108 cells/mL,
E 1 mL RN RAE .

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

2. ZHpEAEAY (BL 10 cm MHH))

H: GREAEN 1ZE 2R, FRHEAERE, &
HHRSREE, BELATHERERNEKSESF
.

a) A bR AAE, WhEEAEK . B FRAE TR E 16-
24 hJ5, BT AUEEA M BERE L, A M A
IAF] 80%, THEMATAUMAEI. HEFEAAEAR
Loy 1:3-1:4, 2-3 FALAN. TR IRfr % AN
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

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

c) 3 PBS, Ml 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TWiHEE T,

d)  FPAAARARE, SHAG IR BEAA L, 04 U 4
R EREERS, 2 mL 2 AR KR IR TR ) 4
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEW:

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

b) ERRREEAET 80%, T MH 4 F4HH
R BB ET FBOS RS .

c) FBS & 56 T tn#k 30 53-8k, AT KiEEMaA
W E, EARERHRSHEKEFHH
NS e ey

sl AEEL (R BIRAF

A E] P AR I, AR T AT
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N R
1. WEhFIBOE L%
B D RAT AL, KT ARSESG, HEFE H_IL-23 Reporter 293 Cell Line 45N
1.5 %104 Cells/fL.. Z=¥5256:1# Ff] Recombinant Human IL-23 (54.5 kDa) (LA R faii#% Human

IL-23) 1EABATEZS%), Conc.01 W N 1 ug/mL, 3 {586 Rk, Conc.01-Conc.10 435

HEA7E B2-B11, B12 4 O iRFEXI . & A 100 uL PBS, LARG1EIAFLZE K . FLARCAT R :

(o9)

333.33 | 111.11 37.04 12.35 412 1.37 457.25 | 152.42 50.81
Human IL-23

pg/mL | ng/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

T O m m O o

1) PR
a) {ESEINHET 16-24 h, KA E TR B, AL LRGeS R
R SRR AN, AIGETE TR RS e R R R A IR Dy 1.5 X
10° cells/mL. PAHEAEHN 100 pL 4 AR/FLZE R 11 ASFL. FEEIRIFLIN 100 uL PBS.
i bk, TR E R .
b) A 1 ANTEH 96 L V ERARHE S 2R
c) WAL, EH—4T (W1 B2-B11) .

d) EHEACE

kY RS feli 201 LN EWIRES

Human IL-23 100 pg/mL / B HAER

e) 96V L, A Assay Buffer, & fLARFA L T3, 41 B2 fLINA 163.4 uL Assay Buffer,
B3-B12 L, MM 110 pL Assay Buffer.
f) WA FEMRFR AR SRR, MBI — AN AR FL A (i B2 H i 1.65 pL

Human IL-23) , J&%].
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BRI BOIERVREAL, ARV BIFLIRHL 55 uL, KL | 3l |
1 2 3 4 5 6 7 8 9 10 11 12
1.65 pL Human IL- 163.4
JIUN 110 pL  110pL  110pL  110pL  110pL  110pL  110pL | 110pL | 110puL 110 pL

23 ne

T O m m O O

0) M LABREREAL B2 IREL 55 pl, IIAEIZE 2 MERERREFL B3, FooriR
5.
hy DLBRSHE, EHZH 10 MERRBIL (B1D .
i) CKePRR a ARSI, REALBRITE 90 pL BigRdk.
) A ETE RS L R BEAR R, AL 100 pL.
k) 5 EWRE, T 37°CCO, ¥3:4E5% 16 h.
) AR EER R AT &, Al Luciferase.
2) MEZERKN
AR B R B

PBS Control 1 pg/mL 50.81 pg/mL
5625 666877 6275

H_IL-23 Reporter 293 Cell Line

3) WIFER

-©- H _IL-23 Reporter 293 Cell Line -©- H_IL-23 Reporter 293 Cell Line

8.0x 105+ 8.0x 105+

o o
= 6.0x10% S 6.0x105
) 2
S 4.0x10%4 S 4.0x10%4
-] -]
@ @
< <9
& 2.0x10%4 S 2.0x10%4
£ £
5 0 g 0
- -
2.0x10% T T T T 1 -2.0x10% T T T T T 1
-5 -4 -3 -2 -1 0 -4 -3 -2 -1 0 1 2
Logio[Human IL-23] (ug/mL) Logio[Human IL-23] (nM)
H_IL-23 Reporter 293 Cell Line H_IL-23 Reporter 293 Cell Line
EC50 0.01146 EC50 0.2103

Fig 2. DhREI0 R4,
CRE VR S5 FH | F L SAG AR TR S A, A5 R 23t AT IR A P R B R VA S ) 3 B s 4 )
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1. Ptk block 2%

BRI AL, ST ARSEEG, H#EFE H_IL-23 Reporter 293 Cell Line 40l & A

1.5 x10* Cells/FL. 1#H] Recombinant Human IL-23 (54.5 kDa) (LA R f&ii#% Human IL-23)

ZLRIEH 0.01 pg/mL (EC50=0.01146 pg/mL) , Anti-H_IL-12/23 higG1 antibody(150 kDa)

CLAR R Anti-H_1L-12/23) 2 45249k FZ (Conc.01) 30 pg/mL, 4 £545 % #%F%, Conc.01-

Conc.09 7 HIHEA 7E B2-B10, B11 24 0 WRFEXTHE. JE 9 100 uL PBS, LARj1EiAFLZE

Ko
ERITIEE
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
0.01 pg/mL Human
7.5 1.88 468.75  117.19 29.3 1.83 457.76
IL-23+Anti-H_IL- PBS PBS
1203 pg/mL | pg/mL | pg/mL  ng/mL  ng/mL  ng/mL ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR

a) TESEEGHT 16-24 h, A MEEFHE A, THAL B ORI IYTE, ([FAE R
G E BN, KA RS I, FEDASE AR SR AR R A IR 1.5 %
10°cells/mL. PAHEAEHN 100 pL AHfa/fL 2= F A L. FFEIFFL 100 pL PBS. 7 EAR

i, TR A SR
b) M 1ANTEH 96 L V JRHHER 25 R .
¢) BAFIMPUA, AT (W1 B2-B1L) .

d) BHEACE

2 AR fif iR BER A & 772
Anti-H_IL-12/23 0.24 mg/mL / B AER
B2 L A + 18 pL
Human 1L-23 100 pg/mL 10 pg/mL " H
Assay Buffer
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e) 96 FLVIJEMHF, A Assay Buffer, #FLAFI WL ~#, w1 B2-B11 FLINA 55 uL

Assay Buffer.

BRI | BRIERREAL, (KO AIFLIRIL 183 L, AL | wimel |

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

18.3 pL Anti-

H_IL-12/23

f) WKL 18.3 uL AR SEBEAR, MBI AR ERBEILS (1 B2) , R4,

9) MEBE—BEEREBTL B2 PIREK 18.3 uL, MIAZIE —AEEERTL B3, MR
1.

h)  DASESRHE, EZEH 9 MEEEMPEIL (B10) , B N AMHLAMN .

i) ACE 2 x S, 0.02 pg/mL Human IL-23 (1.87 uL 10 pg/mL  Human IL-23 £
HIF] 804.87 pL Assay Buffer 11, VRIS

) KRB GBS RIS EERR R A b, AL SSpL, RA), # LEEBUSRONES IR
FEWFE Lhe

K) 1h/EHUHEER a P H AL, R 90 L.

) KPR s RS RIBUIM A B, F9L 100 pL, w6 BRsill st T 37<C
CO; K= 16 h.

m) A A IR A IR &, ORI Luciferase.

2) i E Rl
ZE AR FE DR AR B A
Human IL-23+0 Human IL-23+ Human IL-23+
| ng/mL Anti-H_IL- | 30 pg/mL Anti-H_IL- | 457.76 pg/mL Anti-H_IL-
H_IL-23 Reporter 293 Cell Line
12/23 12/23 12/23
1912168 29227 2305135
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3) WirgER

Luminescence (RLU)

3x10°+

2x10°%

11064

0-

LL_11.-23 Reporter 293 Cell Line

+ 0.01pg/mL Human TL-23

3x10%+

Lumincscence (RLU)

-2 0
Logg[Anti-H_IL12/23](pg/mL)

H_T1.-23 Reporter 263 Cell Line

IC50

(1.2888

2x10°+

1x10°4

H 11.-23 Reporter 293 Cell Line

+0.0lpg/mL Human 1L-23

4 -2 0 2 4
Logo[Anti-H_1L-12/23](nM)

H_T1.-23 Reporter 293 Cell Line
1.925

1C50

Fig 3.Anti-H_1L-12/23 block ¥:iE 45 R
VR 250 A5 TH Y S A8 TR S Il A7 B B b AT 53 2 R P58 R B8 O R 1) 3 B F 40 )

HAEIRE (B AIRAH
AT PRI S, T4 T A iRST !
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fi¥sk 1: IL-23A&IL-12B FEAKIEE R

H IL-23 Reporter 293 Cell Line

| | | | | |
-4 -3 ) 1

Log[IL-23A&IL-12B](ug/mL)

H IL-23 Reporter 293 Cell Line

5105
S 4x105
=
N’ 3x105-
=5
=
S 2x10°-
3
2 1x1054
g
z 04
-1x103
5
EC50

0.007393

Fig 4. H_IL-23 Reporter 293 Cell Line f# f§ Human IL-23A&IL-12B Heterodimer Protein; His Tag
(Genomeditech/GM-87924RP) H:iiF 45 5

fiiax 2: REMRIUESR

H_IL-23 Reporter 293 Cell Line

200~

150+

1004

Fold

504

EC50

©- CP5 0.02241
4 CP15 0.02198
CP25 0.01908

5 -4 -3

| ]
-2 -1 0

Log g[Human IL-23] (ng/mL)

Fig 5. {# /] Recombinant Human IL-23 (C-6His) (novoprotein/CJ40) #&5E P36 iiF 4

s EMRE (R AIRAF]
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fii% 3: MAWIESR

100 = SamplelD Geometric Mean : FL11-H
] | 293 ant-IL-23R+APG-2nd Ab 1906
i H IL-23 Reporter 293 H_IgG+APC-2nd Ab 1517
80 = M| H_IL-23 Reporter 293 anti-IL-23R+APC-2nd Ab 8204
o J
9
<]
= ]
2 60
o
()
N
©
E 407
5 ]
=z
20 T
04
L} L | L | Lhe B | L | my
0 2 4 6
10 10 10 10
FL11-H :: APC-H

Fig 6. H_IL-23 Reporter 293 Cell Line ff i Anti-IL-23R hlgG1 Antibody(5D4) (Genomeditech/GM-
87786AB) I&ilE H_IL-23R [H£ik

100 = SamplelD Geometric Mean : FL11-H
M| 293 anti-IL12RB1+APC-2nd Ab 1712
n H_IL-23 Reporter 283 M_IgG+APC-2nd Ab 1474
80 = | | H_IL-23 Reporter 283 anti-IL12RB1+APC-2nd Ab 21131
S
s}
=
L2 60"
o
@
N
‘©
E 407
S
=z
20 7
04
my m L | [ L | L | L R | L |
0 2 4 ] 8
10 10 10 10 10
FL11-H :: APC-H

Fig 7. H_IL-23 Reporter 293 Cell Line 1§ i Anti-Human CD212/IL12RB1 Antibody (148C09)
(AtaGenix/FHE37110) I1iF H_IL-12RB1 [fFRiA
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FESRT= i

IL-23

Cynomolgus_IL-23R HEK-293 Cell Line
Human IL-23A&IL-12B Heterodimer Protein; His Tag

H_IL-23R HEK-293 Cell Line
Human IL-23R Protein; hFc Tag

TNF:TNFR2:TNFR1

H TNFR2 Null Reporter Cell Line
H_TNFR2 Reporter V2 Cell Line
H_TNFRSFI1B(TNFR2) CHO-K1 Cell Line

Membrane Bound H TNFo CHO-K1 Cell Line

Anti-H TNFR2 hlgG1 Antibody(1H10)

Anti-TNFR1 hIgG1 Antibody(Atrosab)

H TNFR2 Reporter Jurkat Cell Line
Cynomolgus TNFRSF1B(TNFR2)
Line

H_TNFRSF1B(TNFR2) HEK-293 Cell Line

Membrane Bound H TNFo(cleavage-resistant) CHO-
K1 Cell Line
Anti-H_TNFRSF1B(TNFR2)
Antibody(UC2.3.8)

Anti-TNF-a hIgG1 Antibody (CT-P17)

CHO-K1 Cell

hlgG1

TL1A:DR3(TNFRSF25)

H TNFRSF25(DR3) Reporter Jurkat Cell Line
Mouse TNFRSF25(DR3) Reporter Jurkat Cell Line
H_TNFRSF25(DR3) CHO-K1 Cell Line

H_ TNFSF15(TL1A) CHO-K1 Cell Line

Mouse TNFSF15(TL1A) HEK-293 Cell Line

Anti-H_TNFSF15(TL1A)  hIgGl  Antibody(PF-
06480605)

Anti-H TNFSF15(TL1A) hlgG4 Antibody
Anti-TL1A hlgG1 Reference Antibody (Tulbio)
Biotinylated Cynomolgus TL1A Protein; His-Avi Tag

Cynomolgus TL1A Protein; His Tag

fER VR

H TNFSF15(TL1A) Reporter Cell Line
Cynomolgus TNFSF15(TL1A) HEK-293 Cell Line
H_TNFRSF25(DR3) HEK-293 Cell Line

H TNFSF15(TL1A) HEK-293 Cell Line

Anti-H TNFSF15(TL1A)
Antibody(Tulisokibart. PRA-023)

Anti-TL1A hlgG1 Reference Antibody (Duvbio)

hlgG1

Anti-TNFRSF25(DR3) hIgG1 Antibody(PTX-35)
Biotinylated Human TL1A Protein; His-Avi Tag

Human TL1A Protein; His Tag

T AR LA AT AR T R AL, S TR RS AT R TR Y RT BRCR $ T Ga e vE T

HH YRR VPRI AOR, AR ART A TR BB SR AT R BT AL

T A RIVF AT J5 2 8], VPRl 7 A e BME T BB &R . P T AE D%, 2K

B A DT SO BT AR AR B SRR BT WEAAUA . BRBE . KA BUEYE

PSR S | 2 M ON 2PN W E RO TR CSEE

TERTE S5 & 41 R AR

s ERE (R AIRAF

AP R ILGRITAE, P T AT
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https://www.genomeditech.com/cell-line/H_IL-23R-HEK-293-Cell-Line
https://genomeditech.com/protein/Human-IL-23A&IL-12B-Heterodimer-Protein;-His-Tag
https://genomeditech.com/protein/Human-IL-23R-Protein;-hFc-Tag
https://www.genomeditech.com/cell-line/H_TNFR2-Null-Reporter-Cell-Line
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