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1. 4iffsEsR. RF. RHEAES

MM S e H:  DMEM+10% FBS+1% P.S

Y E KB FRAE: DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin

AR AT I - 90% FBS+10% DMSO

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

2. BAIFEHHEE
e
Reagent Specification ~ Manufacturer/Catalogue No.
DMEM 500 mL Gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 500 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech /GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
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
Membrane Bound H_APRIL(Trimer) HEK-293 1 % ( 5E6 Genomeditech/GM-C40503
Cell Line Cells/mL)
Human BAFF Protein; His Tag / Genomeditech/GM-87735RP
Recombinant Human APRIL (N-Flag-His) 50pg Novoprotein/CU89
Anti-BCMA hlgG1 Antibody(Belantamab) / Genomeditech/GM-52396AB
Anti-TNFSF13B(BAFF) hIgGl Reference / Genomeditech/GM-87985MAB
Antibody (Belibio)
Anti-APRIL  hIgG2 Reference Antibody / Genomeditech/GM-88014MAB
(Sibebio)
Anti-BCMA hlgG1 Antibody(SEA-BCMA) / Genomeditech/GM-49486AB
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
AR

Equipment Manufacturer/Catalogue No.

IR EI ThermoFisher Scientific/Countess 3

B BRAY Moleculardevices/SpectraMax L
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1. BAABERHESLY——BAFF

BRI EEALAL, X T AL, #EFE H W41 H_BCMA Reporter 293 Cell Line 4
&N 1.5 x 10% cells/FL. 1# F Human BAFF Protein; His Tag (19.0 KDa; L F&#%y Human
BAFF) 1ENBUEZY) . U2 (Conc.01)4 10 pg/mL,
43 HEATE B2-B10, B11 A4 0 iREEXTIE. F Iy 100 uL PBS, LABH b FL#EK .

3 EERE RGBS, Conc.01-Conc.09

w

T Q@ m m - a

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
Human 10.00 3.33 1.11 37037 | 12346  41.15 13.72 4.57 1.52
PBS PBS
BAFF pg/mL | pg/mL | pg/mL ng/mlL | ng/mL ng/mL ng/mL ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) hnkEB IR
a) {ESEINHET 16-24 h, KM E TR B, AL LRGeS RS
AR IR L EE AN, AP D, 1 DA SE A R R IR D 1.5 %
10% cells/mL, VAHEFEHD 100 uL 4HAR/FLE 1AL, I FEIfIFLIN 100 uL PBS. 3 -
W, TR E S R

b) A 1 ANTEH 96 FL U JEMHE & HTIARFE .

¢ BAMFNZY), 1T (W B2-B1D) .
d) HEHREER
LY RN

fi i BER P 7 1%
LA A

e) 96 FLUJEMF, A Assay Buffer, &FLIAF T2, 1 B2 fLI0A 180 uL

Human BAFF 1.56 mg/mL /

Assay Buffer, B3-B11 4L, /A 120 uL Assay Buffer.
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) IO RRAR A DAL S B, INAZIEE — MR RESL R (i B2 TP 1.16

uL Human BAFF) , %],

BRI | BORERRETL MU 60 uL, AL | x|
1 2 3 4 5 6 7 8 9 10 11 12
: | I I
1.16 pL. Human
BAFF PN 180 uL | 120 L 120 pL | 120pL | 120pL  120pL 120pL | 120pL | 120 pL | 120 pL
g)  MEE—/MEREEARETL B2 FIEL 60 uL, IIANEIE —ANEREERIBIL B3, R
/}j )
h)  DLUREHE, BRI 9 AMBREREIL (B10) .
i) KPIR a HERIFRALBOIE, W B
i) MAGPER h AR Ur ORR FER M, B5FL 100 pL.
k) # BMER, T 37°C CO, ¥R 6 he
) ek, %z 96 FLEEHR _EAL, A Luciferase.
2) WEZEEKN
AR FE R R U 5 W A5
) 0 pg/mL 10.00 pg/mL 1.52 ng/mL
H BCMA Reporter 293 Cell Line
81023 24266103 105880
3) WIE%R
H_BCMA Reporter 293 Cell Line
4x1071
=
2 3x107
2 o
g 2x1074
g 1x1077
[}
0 T T 1
-3 -2 -1 0 1 2
Log,g[Human BAFF] (pg/mL)
H BCMA Reporter 293 Cell Line
EC50 | 0.4976
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Fig 2. Response to Human BAFF Protein; His Tag. The H BCMA Reporter 293 Cell Line (Cat. GM-C44705) at a
density of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human BAFF Protein; His
Tag(Cat. GM-87735RP) in assay buffer (DMEM+1% FBS+1% P.S) for 6 hours. The firefly luciferase activity was

measured using the Luciferase Reporter Assay Kit (Genomeditech).

2. BAFF 0%, Pk block S£I6

B SRR, ST ASZES, HE#E H BCMA Reporter 293 Cell Line 40U & 1.5
x 10* Cells/fL. f#F Human BAFF Protein; His Tag E NG5 (CLF## N BAFF) , f#iH
Anti-BCMA hIgG1 Antibody(Belantamab) (LA T & #7°~ Belantamab; #J 150 kDa)fF M BH1:2
¥, Conc.01 ZKEZH 30 pg/mL, 3 5B, Conc.01-Conc.09 73 7HEAR /£ B2-B10, Bl11

N0 WFEXTHE . JA A 100 uL PBS,  PAB 1EiIFLA& K «

pg/mL

pg/mL

ng/mL ng/mL ng/mL ng/mL ng/mL

FLBRAT 5 -
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 10.00 3.33 1.11 370.37 123.46  41.15 13.72 4.57 0
Belantamab PBS PBS
pg/mL | pg/mL | pg/mL

PBS PBS PBS PBS PBS

PBS PBS PBS PBS PBS PBS PBS

1) IEPER

a) (ESCERHT 16-24 h, HAMMM BRI ECH, AL E R ITE, HE R
R SN, AN RIS IR, DA SE e R AR AR R AN D 1.5 %
10° cells/mL. VAHEMEIN 100 uL 4Hfa /AL A E AL, F LN 100 uL PBS. 5 bR

i, TR T A R .

b) AEH 1 ANTEH 96 AL U JRARHE & HUAFRE .
c) HMFMYUE, AT (W B2-B10) .
d)  HERBRR
PR AR fitil B i B 57
Belantamab 4.16 mg/mL / LA A
BAFF 1.56 mg/mL / LA A
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e) 96 fL U KM, I Assay Buffer, #FLAFIIL R, 41 B2 FLIA 90 uL Assay
Buffer; B3-B11 L7 60 pL Assay Buffer.
) R FERFR AR SRR, INNBSE— MR RERRREFL (B2 NN 1.32 uL
Belantamab) , 7&%].
BHRRIL | BRIERREL, HRUCATELIREL 30 pL, AL B
1 2 3 4 5 6 7 8 9 10 11

12

1.32 uL Belantamab

2)

g)  MEE—ABREEREEFL B2 IR 30 pL, IR —ANBREERETL B3, MRS

h)  DAEHE, B2 9 MEEMEL (B10) .

) HPIR a I E S RFLRECE, W BIE. IAGPER h BRI LR, SO L &
fL, 540 E 1h.

i) BCE 2x BUEF), 1000 ng/mL BAFF (1.27 uL 1.56 mg/mL BAFF £HEINIAZE] 1982
uL Assay Buffer #1, JREJEMEHD -

k) 1h/a, FPER i ManfsLadc, RGN ER j Bo B LF K BAFF ¥, RESLIMA
50 uL.

) & bfaR, T 37°CCO, BFRFEH R TR 6 ho

m) WoBE, #2296 fLEJEMCEHL, Rl Luciferase.

i i 2 R

AR TS I UER F

H BCMA Reporter

500 ng/mL BAFF + 0 pg/mL 500 ng/mL BAFF + 30 500 ng/mL BAFF +

. Belantamab pg/mL Belantamab | 4.57 ng/mL Belantamab
293 Cell Line
24516340 102373 21864159
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£ 1x1074 f =
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-0
0 |o T T 9_0_\
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Fig 3. Inhibition of BAFF Protein-induced reporter activity by Belantamab. H BCMA Reporter 293 Cell Line
(Cat. GM-C44705) was seeded at a density of 1.5E4 cells per well in a 96-well plate and incubated overnight. The
next day, Serial dilutions of the Anti-BCMA hlgG1 Antibody (Belantamab)(Cat. GM-52396AB) was incubated
with 1.5E4 cells/well of the H BCMA Reporter 293 Cell Line in a 96-well plate for 1 hour in assay buffer.
Subsequently, the Human BAFF Protein (Cat. GM-87735RP) at a density of 50 ng/well was added, and the
coculture 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.

3. HIEFBEIES, Anti-APRIL Hifk block 5248

AR R AT AR A, AT 1.5 x 10% cells/Well ) H_ BCMA Reporter 293 Cell
Line F1 1 x 10*cells/Well HJ Membrane Bound H APRIL(Trimer) HEK-293 Cell Line #475E
5. ARIRELEAFH Anti-APRIL higG2 Reference Antibody (Sibebio) (LA T &K
Sibeprenlimab; #] 150 kDa) {ENFHM:Z4, Conc.01 ZKEN 10 ng/mL, 4 {588 EEFiRE,
Conc.01-Conc.09 73 AT 7E B2-B10, B11 Jy 0 WX JFALINA 100 uL PBS, LB

1L AL -

FLARHEAT R -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
2.50 156.25 39.06 9.77 2.44 610.35  152.59
Sibeprenlimab PBS PBS
pg/mL ng/mL | ng/mL ng/mL ng/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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1) e R

a)  SEIGHT 16-24h, WALES O H BCMA Reporter 293 Cell Line 40fi0, & & 58 497
FEE S, RGNS I, T DASE e IR R R A R FE B 1.5 % 10°
cells/mL, VAFEFEHN 100 pL ZHfd/AL & E] L, & B0 100 uL PBS, #% bBtfas, T

AR O A O
b) fER 1 NJEH 96 FL U JEARIE S HUARM R
¢) XFTAFNEES, HH—47 (BT .

d) BHEACE

2R fifi i [N WARrS
Sibeprenlimab 17.46 mg/mL 1.746 mg/mL HY 2 uL fif%+18 pL Assay Buffer

e) 96 fL U KR, M Assay Buffer, SfLIAFIL TR, 41 B2 FLANA 80 uL Assay
Buffer, B3-B11 4L, A 60 uL Assay Buffer.
0 WIS FERRR AR IUAE SRR, INANBEE — MR AL (an B2 HinA 0.93 uL

Sibeprenlimab) , ¥&%].

BRI | BREERPREAL, (KM AT FLIRHE 20 uL, IARAL | %L | |

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

0.93 L
. . A ERUms 60 uL 60 uL 60 uL 60 puL 60 uL 60 uL 60 pL 60 pL
Sibeprenlimab

g)  MEE—ABRERMREAL Can B2 A1) *PUIL 20 uL WA, IAEIEE —AFRALH (B3,
FOTIRE]

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

i) SZEORT 1-2h, AL O Membrane Bound H APRIL(Trimer) HEK-293 Cell Line ¥

W, HH Assay Buffer %4 g% 2] 1 x 10° cells/mL.
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j) WP IR a AL H BCMA Reporter 293 Cell Line 4, "7 B

k)  MAZLIR h R IR R LA, BEFL S0 uL; SR FINADBR 1 11 45 1F ) Membrane Bound

H_APRIL(Trimer) HEK-293 Cell Line %%, %L 50 pL.

) @B, T 37°CCO2 H 3P EIR 6 ho

m) UCFE, %% 96 fLAJEMR EHL, I Luciferases

2) HREZEEEN
S A SRR 011

H BCMA Reporter 293 Cell Line +
Membrane Bound H_APRIL(Trimer)
HEK-293 Cell Line

0 pg/mL

10.00 pg/mL

152.59 pg/mL

32206825

141504

28166863

3) WiFE4 R

Membrane Bound H_APRIL{Trimer) HEK-293 Cell Line

H_BCMA Reporter 293 Cell Line

3.2x107+

- - 100

=

g 2.4x107- L 20

2 60

§ 1.6x1074 i

g s - 40

E 8x1064 1C50=0.1497 pg/mL

= -

2 20

0- L] L] 1 L] 0

S5 -4 3 02 a0 1 2

Log,o[Sibeprenlimab] (pg/mL)

YeuonIqyuy

Fig 4. Inhibition of Membrane Bound H_APRIL(Trimer) 293-induced reporter activity by Sibeprenlimab. The
H_BCMA Reporter 293 Cell Line (Cat. GM-C44705) was seeded at a density of 1.5E4 cells per well in a 96-well

plate and incubated overnight. The next day, Serial dilutions of the Anti-APRIL hIgG2 Reference Antibody
(Sibebio) (Cat. GM-88014MAB) and 1E4 cells/well of the Membrane Bound H_APRIL(Trimer) HEK-293 Cell
Line (Cat. GM-C40503) were added to 1.5E4 cells/well of H BCMA Reporter 293 Cell Line(Cat. GM-C44705)

for 6 hours. The firefly luciferase activity was 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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0 T -0
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Fig 5. Inhibition of BAFF Protein-induced reporter activity by Belimumab. H BCMA Reporter 293 Cell Line
(Cat. GM-C44705) was seeded at a density of 1.5E4 cells per well in a 96-well plate and incubated overnight. The
next day, Serial dilutions of Anti-TNFSF13B(BAFF) hlgG1 Reference Antibody (Belibio) (Cat. GM-87985MAB)
was incubated with 50 ng/mL of Human BAFF Protein(Cat. GM-87735RP) for 1 hour in assay buffer. After pre-
incubation, add to the pre-seeded cells, and incubate for 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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Fig 6. Response to Recombinant Human APRIL (N-Flag-His). The H BCMA Reporter 293 Cell Line (Cat. GM-
C44705) at a density of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Recombinant
Human APRIL (N-Flag-His)(Novoprotein/CU89) in assay buffer (DMEM+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 [180.2]. Data are shown by drug mass concentration.
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Fig 7. Inhibition of BAFF Protein-induced reporter activity by SEA-BCMA. H BCMA Reporter 293 Cell Line
(Cat. GM-C44705) was seeded at a density of 1.5E4 cells per well in a 96-well plate and incubated overnight. The
next day, Serial dilutions of the Anti-BCMA hIgG1 Antibody(SEA-BCMA)(Cat. GM-49486AB) was incubated
with 1.5E4 cells/well of the H BCMA Reporter 293 Cell Line in a 96-well plate for 1 hour in assay buffer.
Subsequently, the Human BAFF Protein (Cat. GM-87735RP) at a density of 50 ng/well was added, and the
coculture 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
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Fig 8. Response to Membrane Bound H_APRIL(Trimer) HEK-293 Cell Line. H BCMA Reporter 293 Cell Line
(Cat. GM-C44705) at a concentration of 1.5E4 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 9. Belantamab inhibits membrane-bound H_APRIL(Trimer)-induced reporter activity in H BCMA Reporter
293 cells. The H BCMA Reporter 293 (Cat. GM-C44705) was seeded at a density of 1.5E4 cells per well in a 96-
well plate and incubated overnight. The next day, H BCMA Reporter 293 Cells were incubated with serial
dilutions of Anti-BCMA hlgG1 Antibody(Belantamab) (Cat. GM-52396AB) (S1-S4: 1.5-fold from 200 pg/mL;
S4-S10: 5-fold from 59.26 ng/mL) for 1 hours, then co-cultured with Membrane Bound H_APRIL(Trimer) HEK-
293(Cat. GM-C40503) for 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.
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Fig 10. SEA-BCMA inhibits membrane-bound H_APRIL(Trimer)-induced reporter activity in H BCMA Reporter
293 cells. The H_ BCMA Reporter 293 (Cat. GM-C44705) was seeded at a density of 1.5E4 cells per well in a 96-
well plate and incubated overnight. The next day, H BCMA Reporter 293 Cells were incubated with serial
dilutions of Anti-BCMA hlgG1 Antibody(SEA-BCMA) (Cat. GM-49486AB) (S1-S4: 1.5-fold from 200 pg/mL;
S4-S10: 5-fold from 59.26 ng/mL) for 1 hours, then co-cultured with Membrane Bound H_APRIL(Trimer) HEK-

293(Cat. GM-C40503) for 6 hours. Firefly luciferase activity was then measured using the Luciferase Reporter
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Assay Kit (Genomeditech) (left Y-axis, relative luminescence units), with inhibition percentages shown on the

right Y-axis.
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Fig 11. H BCMA Reporter 293 Cell Line (Cat. GM-C44705) was determined by flow cytometry using Anti-
BCMA hlgG1 Antibody(Belantamab) (Cat. GM-52396AB).
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