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RS R PRI AN G A A, TR 25 5445 . TACIE 515 S4E B A AAAIE . UERI
PR R S

H#EY) H_TACI Reporter Cell Line & —#f Luciferase Rk HEHAMEFR. 24 BAFF,
APRIL 454 TACI 324K J5, WOE NS S, MMBUE2OGEEE (Luciferase) ML, fif
JEI BELWT 224 O 4 T ABHLIT X — 15 S 4% S o Luciferase 24E RIS 530 8K A BT 2R
BERT T TACTAH SR ZI AN R A

{4 P I il T }:t °
Anti-BAFF hlgG1
Antibody(belimumab) ~ ARPIL mARPIL
\I\ / mmm hlgG2 Reference
Antibody (Sibebio)

TRAF2

gl il I
’
/

Luciferase &

IN
ST T

Fig 1. JFHUREK

AR (Bl BIRAT Genomeditech (Shanghai) Co., Ltd
AR FI P AR S, TR T AR For research use only!

4/ 18



Genomeditech (Shanghai) Co.,Ltd.

Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

c(/; Dom ATt

Genomeditech

. e
1. SR, R7F. ERlHlnE%

20 52 5 TR RPMI 1640+10% FBS+1% P.S

MAE K B IR RPMI 1640+10% FBS+1% P.S+3.5 ng/mL Blasticidin+0.75 pg/mL Puromycin

A LR AT 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+1% FBS+1% P.S

2. BAIFEMHEE
R

Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
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 Gibco/C11875500BT
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010

H_TACI Reporter Cell Line

1 % (5E6 Cells/mL)

Genomeditech/GM-C35041

Human BAFF Protein; His Tag

/

Genomeditech/GM-87735RP

Anti-BAFF hlgG1 Antibody(belimumab) / Genomeditech/GM-87690AB
APC anti-human CD267 (TACI) Antibody 25 tests BioLegend/311911
Human APRIL / TNFSF13 Protein, His,Flag Tag 100 pg ACRO/APL-H52D1
Anti-APRIL higG2 Reference Antibody (Sibebio) / Genomeditech/GM-88014MAB
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
A A

Equipment Manufacturer/Catalogue No.

X ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L
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176 x g, &0 3 min, {EFAHBPITE, 7 EiF. ¢)  HYIMuE LR 1.5-2 x 10° cells/mL, 1 1% 3,
M 1 mL B35 EEE R, WG R 2-3 RERELAEAL, ANELEHEEE 2 x 10
G B A, 40> 3 x 10° cells/mL, HEF (S T25 AT T
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HEMME, A% 5 x 10 cells/mL, ANEF R,
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1. BEhIRAESER

BRI AL, BT A SEES, #EFE H TACI Reporter Cell Line 40 &y 1 x 10°

.
VAN

cells/FL. AIRSLEG# ] Human BAFF Protein; His Tag {EAFHTEZY) (17.4 KDa; DL fEi#x
BAFF) , Conc.01 Z9KFEN 5ug/mL, 4 f586 MR, Conc.01-Conc.09 73 HEAi f£ B2-B10,

BI1 M 0 WKEEXTE . FEEIFLIIAN 100 uL PBS, LR FLEE K .

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
1.25 312.5 78.13 19.53 4.88 1.22 76.29
BAFF PBS PBS
pg/mL  pg/mL  ng/mlL ng/mlL ng/mlL ng/mL ng/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kbR
a) (ESEIGHT 1-2h, LR MIE TP, AL DR TE, (& Assay
Buffer B4, A0 /T THEL LA Assay Buffer 54010 2 x 10
cells/mL C&ydi: St 6 R B 0o i AR LA PR B 2R T S BT BE S TR AR E , 1tk
TRERT DAAH B0 Ab 3, [F Assay Buffer #/% RPMI 1640+10% FBS+1%P.S) . LA
FEE N 50 pL giff/fLE A IEfL. A EIFFLIN 100 uL PBS. #% B, TiEsE e
BEH.

b) A 1 AT 96 L U JEARHE % 25 FE
c)  BAFHNZH, fFH—47 (4 B2-B10) .
d BHERE
LR N fi# K BRI Fic & 7 i
BAFF 1.9 mg/mL 0.19 mg/mL HY 2 uL fi%¥+18 pL Assay Buffer
e) 96 fL U JEMH, MM Assay Buffer, &fLAFINL T, 41 B2 FLINA 69.47 pL Assay

Buffer, B3-B11 L, M 55 uL Assay Buffer.
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) IS FRAR AT DUAE S BRI SIEE — MR EERRE LA (1 B2 A 3.86 uL

BAFF) , &%),

R | BRIERVREAL, (KM AIFLIRIR 1833 L, AL | 3L |

1 2 3 4 5 6 7 8 9 10 11

12

3.86 uL BAFF

g)  ME—ABRERMRAL B2 AL 18.33 pL, MIAEIEE —ANBREEFGAL B3, MR,
h) DAMEHE, BERE 9 MHEEMEIL (B10) .
i) HDIR a dER AN FLAIE , INACBER h HE& 4P RS ERR R, 4L 50 pL.
j)  # LR, T 37°CCO, MR 6 ho
k) WekE, #2296 FLAEAR EHL, Al Luciferase.

2) W& FEEKM
S AR R R I ]

. 0 pg/mL 5 pg/mL 76.29 pg/mL
H_TACI Reporter Cell Line
7257 128191 7038
y
3) WiFER
H_TACT Reporter Cell Line H_ TACT Reporter Cell Line

2x10° 2x10%
= =)
2 1.5%10%4 o = 1.5x10° o
= o 5 9
L= L2
E 1x10° § 1x10%4
4 3
£ £
g 5x10%4 g 5x10%4
= =
| |

¢ T T 1 0 T T 1
-6 -4 -2 0 2 -4 -2 0 2 4
Log o[ BAFF](pg/mL) Log,o[BAFF](nM)
H_TACT Reporter Cell Line H_TACT Reporter Cell Line
EC50 | 0.03622 EC50 | 2.082

Fig 2. Response to Human BAFF Protein. The H_TACI Reporter Cell Line (Cat. GM-C35041) at a concentration
of 1ES cells/well (96-well format) was stimulated with serial dilutions of Human BAFF Protein (Cat. GM-
87735RP) in assay buffer (RPMI 1640 + 1% FBS + 1% P.S) for 6 hours. The firefly luciferase activity was

measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [18.2].
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2. Human BAFF Protein ¥7&;: Anti-BAFF %) S2i6:

BRI R, ST AL, #E#E H TACI Reporter Cell Line ZiffiE4 1 x 10°
Cells/fL. {#/H Anti-BAFF hlgG1 Antibody(belimumab) (LA F fii#k A Anti-BAFF;150 kDa){F
BHYEZ5%, Cone.01 24K 224 30 pg/mL, 4 f5 45 EEHi B, Cone.01-Conc.09 735l #HE 41 /£ B2-B10,

BI1 M 0 WKEXTE . JEEIA 100 uL PBS, PARG1EBFLZE K.

FLAR A5 -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
7.5 1.88 468.75 | 117.19 29.3 7.32 1.83 457.76
PBS PBS
BAFF pg/mL | pg/mL | pg/mlL ng/mlL | ng/mL ng/mL ng/mL ng/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kPR
a)  SEIGHT 1-2h, B0 H TACI Reporter Cell Line, L Assay Buffer 2401, it
AN E R, AN Assay Buffer 730, REELIIRIKES] 3.04 x 106
cells/mL C8yd:  UnSEI0E 40 R B9 0o it AN L LBV 2R T S B e Ve e AR e, b
AR AT DA B0 AL FE,  [F]IR Assay Buffer 2/ RPMI 1640+10% FBS+1%P.S) o DL
Hettohn 33 pL giff/FLZE R FL. J& FBIRALIN 100 pL PBS. % BAREE, T4 b
kSR
b) A 1 AT 96 £l U JEARHE S FUIRFFE .

o) BN, 4T (41 B2-B10) .

d) HERBER

ik RR fifi ¥ild fic B 75
Anti-BAFF 4.095 mg/mL / HER AR
Human BAFF 1.9 mg/mL 0.019 mg/mL HY 2 uL f##+198 uL Assay Buffer

e) 96 fL UK, I Assay Buffer, #fLIAFIILTER, @1 B2 fLINA 47.3 uL

Assay Buffer, B3-B11 L, M 36.3 uL Assay Buffer.
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) WA FRER B RFIRE SRR IO BISE—MEREERRESLF (0 B2 AR 1.07 uL
Anti-BAFF) , i#%J.
BRI | BRIERREAL, (RO AIFLIRI 12,1 L, AL | x|
1 2 3 4 5 6 7 8 9 10 11 12

1.07 uL Anti-BAFF

g) M ABRERRAL B2 FPIREL 12.1 pl, SNBSS —ANBEEERRAL B3, 78 0 IR )

h)y  DARISHE, B2 9 MEEMRBEAL (B10) .

i) FE 3x #iE7, 141 ng/mL Human BAFF (3.6 uL 0.019 mg/mL Human BAFF
WANANE] 480.4 pL Assay Buffer &1, JBA)EEH) .

i) KRG E LR IRR AR R LA, LI 36.3 uL RAY, 5 BRESURON
B =A% E 1 he

k) 1h JGHUHZER § WE FIRRAEERIUR, BALE 66 pL IMAZIEEE a M4l
M. % BREAR, 4KEE0FE 6 h.

) WkE, B2 96 ALAJERHR LA, K Luciferase.

2) RkEEFRN
SR RIS 15
B R T
sl AR (R FIRAF Genomeditech (Shanghai) Co.,Ltd
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3) KAFSE

H_TACI Reporler Cell Line
2.5x10%

2x10°
1.5%10%4

1x10%

Luminescence (RLU)

Sx1044

+ 47 ng'mL Human BAFF
0 T T

-4 -2 0
Log gl Anti-BAFF|(pg/ml.)
| | H_TACI Reporter Cell Line |
| 1Cso [ 005142 |

H TACT Reporter Cell Line

2.5x10%7
E 25105 5
£ 1.5x10°1
=
<
o =
g 1x10°4
£
g
= 4
3 5x10
I 47 ng/mL luman BAFF
0 T T T 1
-4 -2 0 2 4

Logyy| Anti-BAFF [(nM)

[ H_TACI Reporter Cell Line |
[ 1Cs0 [ 03428 |

Fig 3. Response to Anti-BAFF hlgG1 Antibody(belimumab). Serial dilutions of Anti-BAFF hlgG1

Antibody(belimumab) (Cat. GM-87690AB) was incubated with 4.7 ng/well of Human BAFF Protein (Cat. GM-

87735RP) for 1 hour in assay buffer (RPMI 1640 + 1% FBS + 1% P.S). After pre-incubation, add the mixture to

the H TACI Reporter Cell Line (Cat. GM-C35041) at a density of 1E5 cells/well in a 96-well format, and incubate

for 6 hours. Firefly luciferase activity is then measured using the Luciferase Reporter Assay Kit (Genomeditech).

The results indicated maximum blocking folds of approximately [6.5].
3. FLEEFRBOE; Anti-APRIL %525

A AE 1 % 105 cells/FLAY H_TACI Reporter Cell Line £ 1.5 x 10* cells/fL ] Membrane

Bound H_APRIL(Trimer) HEK-293 Cell Line #£47 525 .

i Ff} Anti-APRIL hIgG2 Reference Antibody (Sibebio) (VA R f&#K N Sibeprenlimab;Z) 150

kDa), HRURZAIKE(Conc.01) 4 30 ug/mL,

5 {EREEERRE, Conc.01-Conc.08 43 A HEAG 7 B2-

B09, B10 4 0 WX . FE N 100 uL PBS, PABG1ELfLZAE R

FLAR A R -

12

30.00 6.00 1.20
Sibeprenlimab PBS

pg/mL

pg/mL | pg/mL

PBS PBS PBS PBS

PBS PBS PBS PBS PBS PBS PBS

240.00 | 48.00 9.60 1.92 384.00

PBS

ng/mL | ng/mL ng/mL ng/mL pg/mL

PBS PBS PBS PBS PBS PBS PBS

1) JFEBER

a) SEIOHET 16 24 h, JHALEOULEE Membrane Bound H_APRIL(Trimer) HEK-293 Cell

Line 4, Fi&&EseeRiirik g dnify, Sgnis 720 4 U e iRt

A ERRL (s HIRAW
AL ORI, AR AT !
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AP LR 1.5 % 105 cells/mL, PAHEFEIN 100 pL 40 A/AL2 A alFL, R RS0
100 pL PBS, & EARas, T s E .

b) fEA 1 AT 96 FL U JEMHE & BT iA MR .

c) BAFMLA, 1T (4 B2-BY) .

d) #ERBEK

EIRE =2 fif VK BB [LW=IRPS
Sibeprenlimab 17.46 mg/mL 1.746 mg/mL HY 2 uL f##+18 uL Assay Buffer

e) 96 fL U AR, I Assay Buffer, #fLIAFIL TR, 1 B2 LA 75 uL Assay
Buffer, B3-B9 L, A 60 uL Assay Buffer.
D) BN AR AR IR SRR, IO B — B EERREAL (B2 i 2.67

uL Sibeprenlimab) , 7).

BRI | BRRERRETL, MU 1S uL, AL | 3L |

1 2 3 4 5 6 7 8 9 10 11

12

2.67 uL
JIIPN 75 uL 60 pL 60 pL 60 pL 60 pL 60 pL 60 uL 60 uL 60 puL

Sibeprenlimab

g)  MEE—AEREEAMREFL B2 I 15 pL, IINEISE AMFERFL B3, RARAL

h)  DAMGEHE, BHZH 8 MEEMRBL (BY .

i)  SZEGET 1-2h, B.0WEE H TACI Reporter Cell Line, LA Assay Buffer 24001, it
L R BT K% 77, B3R I Assay Buffer £975 2, 8% H TACI Reporter Cell Line
2 2 x 10° cells/mL (FyE:  nHE 5 G K] 125 0o it B A Ut 12k 457 2K 1T 5 B Dl RE T 1k A
Fasg, W r DU B O AR, [FI Assay Buffer #:i RPMI 1640+10% FBS+1%
P.S) -

j) BB IR a #EAS DT () Membrane Bound H APRIL(Trimer) HEK-293 Cell Line 1Y
FLBR, W I SNERP IR h B 25 S B S0 pL, IIAFEEER a (1

Membrane Bound H APRIL(Trimer) HEK-293 g fLA+, ¥ F 1 he
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k) 1 hJEkB08 b #E4UT ) H TACI Reporter Cell Line 408 EUH , WREL 50 uL 451 Jin
NABIR W IREW T, & B, L E 6 h.
) Wk, A 96 FLEEMR EAL, KL Luciferase.
2) REFERN
S AR HE R UL A5

H_TACI Reporter Cell Line + 0 pg/mL 30.00 pg/mL 384.00 pg/mL
Membrane Bound
H_APRIL(Trimer) HEK-293 Cell 228805 19254 224728
Line

3) BAFSE

H_TACI Reporter Cell Line
Membrane Bound H_APRIL(Trimer) HEK-293 Cell Line

2.5%1051

_ L 100
= 2x1054
& 80 g
@ 5. E.
: 1.5x10 PP
2 1x105- S
£ 40 S
£ IC50=0.291 L °
E [y qged 1€50-0.2917 ugm 00
—

0 - ' 0

-4 -2 0 2

Log;g[Sibeprenlimab] (pg/mL)

Fig 4. Inhibition of Membrane Bound H_APRIL-induced reporter activity by Sibeprenlimab. Serial dilutions of the
Anti-APRIL hIgG2 Reference Antibody (Sibebio)(Cat. GM-88014MAB) were incubated with 1.5E4 cells/well of
the Membrane Bound H_APRIL(Trimer) HEK-293 Cell Line (Cat. GM-C40503) in a 96-well plate for 1 hour in
assay buffer (RPMI 1640+1% FBS+1% P.S). Subsequently, the H TACI Reporter Cell Line (Cat. GM-C35041) at
a concentration of 1ES cells/well was added, and the co-culture proceeded for an additional 6 hours. Firefly
luciferase activity was then measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis,
relative luminescence units), with inhibition percentages shown on the right Y-axis. Data are shown by drug mass

concentration.
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ffi3% 1: APRIL BUERIEE R

H_TACI Reporter Cell Line

1.5x103-
=)
=
~ 1><105-
S
=
3
S
= 5x104+
=
=
)
0 ] | | | |
-4 -2 0 2

Log,o[APRIL] (pg/mL)

H_TACI Reporter Cell Line
EC50 | 0.1061

Fig 5. Response to Human APRIL / TNFSF13 Protein. The H TACI Reporter Cell Line (Cat. GM-C35041) at a
concentration of 1E5 cells/well (96-well format) was stimulated with serial dilutions of Human APRIL/TNFSF13
Protein (ACRO/APL-H52D1) in assay buffer (RPMI 1640 + 1% FBS + 1% P.S) for 6 hours. The firefly luciferase
activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [4.6]. Data are shown by drug mass concentration. .
Pk 2. HEFBIESER

H_TACI Reporter Cell Line
Membrane Bound H APRIL(Trimer) HEK-293 Cell Line

2.5%107+
2x10%4
1.5%10%
1x105+

5x10%4+

Luminescence (RLU)

0 L] ] L] 1
1 2 3 4 5
Logo[H APRIL(Trimer) 293](Cell Number)

Fig 6. Response to Membrane Bound H_APRIL(Trimer) HEK-293 Cell Line. H_ TACI Reporter Cell Line (Cat.
GM-C35041) at a concentration of 1ES5 cells/well (96-well format) was stimulated with serial dilutions of Membrane
Bound H_APRIL(Trimer) HEK-293 Cell Line (Cat. GM-C40503) for 6 hours. The firefly luciferase activity was

measured using the Luciferase Reporter Assay Kit (Genomeditech).
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Fig 7. The passage stability of response to Human BAFF Protein; His Tag. The passage 7, 17, and 27 of H_ TACI
Reporter Cell Line (Cat. GM-C35041) at a concentration of 1E5 cells/well (96-well format) were stimulated with
serial dilutions of Human BAFF Protein (Cat. GM-87735RP) in assay buffer (RPMI 1640+1% FBS+1% P.S) for 6

hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).
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Fig 8. The passage stability of response to Anti-BAFF hlgG1 Antibody(belimumab). Serial dilutions of Anti-BAFF
hlgG1 Antibody(belimumab) (Cat. GM-87690AB) was incubated with 12 ng/well of Human BAFF Protein; His
Tag (Cat. GM-87735RP) for 1 hour in assay buffer (RPMI 1640+1% FBS+1% P.S). Subsequently, the passage 11,
21, and 31 of H_ TACI Reporter Cell Line (Cat. GM-C35041) at a concentration of 1E5 cells/well was added, and
the coculture proceeded for an additional 6 hours. Firefly luciferase activity is then measured using the Luciferase

Reporter Assay Kit (Genomeditech). Data are shown by drug mass concentration.
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Fig 9. The passage stability of the H TACI Reporter Cell Line (Cat. GM-C35041) was determined by flow
cytometry using APC anti-human CD267 (TACI) Antibody (Biolegend/311911).
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